GRAS Flavoring Substances 31
Table 4. Identity for Complex Mixtures as Evaluated by the FEMA Expert Panel

W FEMA Primary Name

4987

Shorea stenoptera seed butter

The Identification Description as Reviewed by the FEMA

Expert Panel

>95% of Saturated aliphatic, acyclic, linear primary alcohols,
aldehydes, carboxylic acids and related esters including 35-50%
stearic acid, 25-45% oleic acid and 10-25% palmitic acid, and minor
amounts of Unsaturated linear and branched-chain aliphatic,
nonconjugated aldehydes, related primary alcohols, carboxylic acids
and esters

4988

Nootkatone 50%

>95% inclusive of 48-54% nootkatone, 13-22% a-nootkatol and 20-
23% of related alicyclic ketones, secondary alcohols and related
esters

4989

Cocoa bean shell extract

Derived from the shells of Cocoa beans (Theobroma cacao); 16%
Volatile constituents including approximately: 10% Saturated
aliphatic, acyclic, linear primary alcohols, aldehydes, carboxylic
acids and related esters, <2% caffeine and <1% theobromine; Not
less than 80% nonvolatile components including carbohydrates, fat,
protein and water

4990

Sichuan pepper extract
(Zanthoxylum armatum)

>40% Aliphatic and aromatic hydrocarbons; 35-45% Aliphatic and
aromatic tertiary alcohols and related esters; 5-10% Cinnamyl
alcohol, cinnamaldehyde, cinnamic acid and related esters; and 0.1-
3% alpha-, beta-hydroxy sanshools

4991

Persea americana oil hydrolyzed
fraction

Polyhydroxylated fatty alcohols (PFAs) typically measured as 60-
80% avocadene and avocadyne; 10-30% Polyhydroxylated fatty
alcohols - acetates (PFA acetates); 10-15% Citrates

4992

Rubusosides enriched
Glucosylated Steviol Glycosides

Total steviol glycosides inclusive of glucosylated steviol glycosides
70-85%, glucosylated rubusosides 55-65%, rubusoside 9-13%,
rebaudioside A <4%, stevioside <0.5%, not further glycosylated
steviol glycosides individually <3%; Maltodextrin 10-20%

4999

Adenophora stenanthina root
extract

Up to 1% amino acids and their derivatives such as citrulline; Up to
1% phenol derivatives such as icariside F2 and caffeic acid; Up to
5% sugar acids such as galacturonic acid; Up to 80%
carbohydrates; Up to 15% protein; Less than 5% fat and water

5000

Prepared mixture of chloride salts
of potassium, magnesium and
calcium

5:3:3 molar composition of the chloride salts of potassium,
magnesium and calcium, as a liquid concentrate or a solid blend
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Oak chips extract (Quercus robur)

Finger Lime distillate

Steviol glycoside extract, Stevia
rebaudiana, Rebaudioside A 40%

Heat-treated Glucosylated Steviol
Glycosides 45% with Steviol
Glycosides 20%

Modified Patchouli oil

Heat-treated Glucosylated Steviol
Glycosides 20% with Steviol
Glycosides 8%

Heat-treated Glucosylated Steviol
Glycosides 40% with Steviol
Glycosides 15%

>90% ethanol or propylene glycol, no more than 5% water and less
than 1% each of: trans-sinapyl aldehyde, 4-hydroxy- 3,5-
dimethoxybenzaldehyde, vanillin and furfural derivatives

Aqueous distillate of the whole fruits of Microcitrus australasica (F.
Muell.) Swingle. On a water-removed, concentrate basis, the
material is: 70-90% Aliphatic tertiary alcohols typically measured as
4- carvomenthenol with smaller amounts of other tertiary alcohols;
Up to 20% of aliphatic and aromatic terpene hydrocarbons typically
measured as d-limonene; and 5-10% Alicyclic ketones such as
isomenthone

Total steviol glycosides no less than 95% inclusive of: Rebaudioside
A >40%; Stevioside 16-19%; Rebaudioside C 9-12%; Rebaudioside
B 3-6%; Rebaudioside F 2-4%; Other steviol glycosides not further
glucosylated present at <2% individually

Produced from enzymatically modified and heated steviol
glycosides; >95% of identified constituents inclusive of:
Supraglucosylated steviol glycosides 38-45%; Rubusoside 6-9%;
Steviol glycosides not further glucosylated 5-9% with each
individually, less than 2%; Polysaccharides 17-20%;
Monosaccharides 8-9%; Water 3-6%; Disaccharides 3-4%; and
Other non-volatiles 7-8% including sugar alcohols, amino acids,
proteins and ash

Enzymatically modified distillate of patchouli Oil (Pogostemon cablin
Benth. and P. heyneanus Benth.) (FEMA 2838); Contains: 60-75%
Aliphatic and aromatic hydrocarbons, typically measured as alpha-
guaiene, alpha-patchoulene, seychellene and related compounds;
10-15% Oxygenated sesquiterpenes; 5-12% Epoxide derivatives,
typically measured as beta-caryophyllene oxide; and 5-15% Alicyclic
ketones, secondary alcohols and related esters, typically measured
as rotundone and related compounds

Produced from enzymatically modified and heated steviol
glycosides; >95% of identified constituents inclusive of:
Supraglucosylated steviol glycosides 13-15%; Steviol glycosides not
further glucosylated 4-8% with each individually less than 3%;
Dextrins 60-70%; Monosaccharides 5-7%; and Other non-volatiles
5-7% including sugar alcohols, amino acids, proteins and water

Produced from enzymatically modified and heated steviol
glycosides; >95% of identified constituents inclusive of:
Supraglucosylated steviol glycosides 20-40%; Steviol glycosides not
further glucosylated 5-15% with each individually, less than 3%;
Dextrins 25-40%; Other non-volatile constituents 20-25% including
carbohydrates, sugar alcohols, amino acids, protein, ash and water
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Celtuce distillate

Reactive distillation product of
threonine and coconut oil

Camu Camu distillate

Enzymatically modified Stevia
rebaudiana extract enriched with
Rebaudiosides AM, M and N2

Eucommia ulmoides leaf extract

Fennel oleoresin
(Foeniculum vulgare Miller)

Nutmeg oleoresin (Myristica
fragrans Houtt.)

An ethanolic solution of the distillate of juiced lettuce stems of
Lactuca sativa var. augustana; Contains: 45-60% Ethanol; 40-55%
Water; and <0.1% Volatiles inclusive of 30-80 ppm of 2-acetyl-1-
pyrroline

Obtained by distillation of thermally treated threonine in coconut oil;
Contains: 36-47% nitrogen containing heterocyclic and
heteroaromatic substances, such as 5-ethyl-2-methylpyridine, 2,3-
dimethyl-5-ethyl-pyridine and dihydrooxazine derivatives; 9-21%
Saturated aliphatic, acyclic, linear primary alcohols, aldehydes,
carboxylic acids and related esters; and 7-13% Pyrazine derivatives
such as 2,5-dimethyl-3-ethyl-pyrazine

Aqueous distillate of the whole fruits of Myrciaria dubia; Contains
>99% water with <1% of volatile constituents, including aliphatic and
aromatic tertiary alcohols and related esters such as alpha-terpineol,
4-carvomenthenol and cubenol isomers

Produced from enzymatically modified steviol glycosides,
constituents inclusive of total steviol glycosides >95% inclusive of
Rebaudioside AM 25-33%; Rebaudioside M 13-24%; Rebaudioside
N2 13-16%; Supraglucosylated steviol glycosides 16-22%;
Rebaudioside 04 5-9%; Other steviol glycosides not further
glucosylated 7-15% with each individually, less than 3%

Water/propylene glycol dilution (80%) of an ethanolic extraction
(20%) of the aerial parts of Eucommia ulmoides; Contains 30-50%
water, 30-40% propylene glycol, 6-10% carbohydrates, less than 2%
polyphenols and less than 10% volatile constituents

Fennel Oleoresin (FEMA 5027) is prepared by solvent extraction of
the seeds of the plant (Foeniculum vulgare Mill.) with an organic
solvent followed by the removal of the solvent. The oleoresin is
standardized with food grade diluents, preservatives, antioxidants
and other substances consistent with GMP (see Food Chemical
Codex) and contains 3 - 20% volatile oil in conformance with
applicable residual solvent regulations.

Nutmeg Oleoresin (FEMA 5028) is prepared by solvent extraction of
the seeds of the plant (Myristica fragrans Houtt.) with an organic
solvent followed by the removal of the solvent. The oleoresin is
standardized with food grade diluents, preservatives, antioxidants
and other substances consistent with GMP (see Food Chemical
Codex) and typically contains 25 - 90% volatile oil in conformance
with applicable residual solvent regulations.


https://www.foodchemicalscodex.org/
https://www.foodchemicalscodex.org/
https://www.foodchemicalscodex.org/
https://www.foodchemicalscodex.org/

5029

4845

27-36% Amino acids, including 20-30% glutamic acid; 4-7% Heat-
Corynebacterium casei killed bacterial cells; 5-7% Minerals; Not more than 4% moisture;
fermentation product Not more than 3% of other non-volatiles such as carbohydrates,
nucleic acids and lipids; Not more than 50% maltodextrin

Corrections of FEMA GRAS Identity Descriptions ‘

At least 80% total steviol glycosides inclusive of: supraglucosylated
steviol glycosides 50—70%; Not more than 10% Rebaudioside A;
Glucosylated stevia extract Not more than 4% Rebaudioside C; Not more than 5% Stevioside;
And no individual steviol glycosides further glucosylated <3%;
Maltodextrin <20%
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Supplementary Information. Key Findings of the Expert Panel Safety Evaluations for GRAS 31

Since its initial publication of GRAS determinations for flavor ingredients (Hall and Oser, 1965), the Expert Panel has made available
information on its determinations, including conditions of intended use for individual flavor ingredients, and the scientific basis and
information supporting these determinations. Included herein are the key findings for each of the new GRAS determinations included
within GRAS 31. Comprehensive monographs of the information relevant to the evaluations are also published as part of the Expert
Panel’'s ongoing GRAS re-evaluation program (see Hallagan and Hall, 2009; Hallagan et al., 2020). For more information on the FEMA
GRAS program, please see “About the FEMA GRAS Program” on femaflavor.org.

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 8-
methyl-4-methylenenon-7-en-2-one (CAS 6820-02-6) and
concluded that the use of the substance as a flavor
ingredient is GRAS (FEMA 4981) (Smith et al., 2005a) in the
food categories and at the use levels specified in Table 2.
This substance was evaluated individually within the context
of the chemical group of saturated and unsaturated aliphatic
acyclic secondary alcohols, ketones and related esters
(JECFA, 1999, 2003, 2017; SLR, A1). The Expert Panel
calculated the anticipated per capita intake (“eaters only”) of
8-methyl-4-methylenenon-7-en-2-one from use as a flavor
ingredient to be 7 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class Il
(540 pg/person/day) (Munro et al., 1996). Corroborative
evidence for the low toxicity potential of 8-methyl-4-
methylenenon-7-en-2-one was reviewed by the Panel from a
GLP- and OECD 407 guideline-compliant 28-day oral toxicity
study (JECFA, 2017; Dhokale, 2008). In that study Sprague-
Dawley rats (5/sex/dose) were administered the structural
relative 9-decen-2-one (FEMA 4706) by gavage at 0, 250,
500 and 1000 mg/kg bw/day. No treatment-related
mortalities or adverse effects were observed. The study
authors established a no observed effect level (NOEL) of
1000 mg/kg bw/day for the structural relative 9-decen-2-one
(FEMA 4706) (JECFA, 2017; Dhokale, 2008). This NOEL is
10,000,000 times the anticipated daily per capita intake of 8-
methyl-4-methylenenon-7-en-2-one from use as a flavor
ingredient. The Expert Panel considered the specification of
the material to be adequately characterized by the purity
assay and supporting spectral data provided for the FEMA
GRAS evaluation. It is presumed that 8-methyl-4-
methylenenon-7-en-2-one will be reduced to the
corresponding secondary alcohol, followed by conjugation
and excretion. Epoxidation across the methylenenonene
double bond group may also occur followed by glutathione
conjugation and subsequent formation of the mercapturic
acid derivative and excretion. Alternatively, P450 oxidation of
the carbon chain and subsequent glucuronidation of the
hydroxylation product(s) and excretion would likely occur
(Smith et al., 2018). Based on the structure of the substance
and the arrangement and identity of the functional groups
therein, and supported by the corroborative evidence cited
below, the Expert Panel did not identify specific concerns
related to the genotoxicity of 8-methyl-4-methylenenon-7-en-
2-one (Gooderham et al., 2020). Corroborative evidence for
the lack of genotoxic potential was evaluated by the Panel
from a two-strain screening bacterial reverse mutation
assay, where 8-methyl-4-methylenenon-7-en-2-one was not
mutagenic at concentrations up to 500 ug/plate in S.
typhimurium TA98 and TA100 in the presence and absence
of S9 metabolic activation (Kino, 2020a). Similarly,
corroborative evidence for the lack of genotoxic potential
was evaluated by the Panel from a GLP- and OECD 471

guideline-compliant bacterial reverse mutation assay for the
structurally related substance 9-decen-2-one (FEMA 4706),
which was not mutagenic at concentrations up to 5 pl/plate
(approximately 4 pg/plate) using both the plate incorporation
and preincubation methodologies in S. typhimurium TA98,
TA100, TA1535, TA1537 and E. coli WP2 strain pKM101 in
the presence and absence of S9 metabolic activation (Garai,
2008).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 4-(4-
methylpent-3-en-1-yl)-5,6-dihydro-2H-pyran-2-one (CAS
2492342-84-2) and concluded that the use of the substance
as a flavor ingredient is GRAS (FEMA 4982) (Smith et al.,
2005a) in the food categories and at the use levels specified
in Table 2. This substance was evaluated individually within
the context of the chemical group of aliphatic, alicyclic,
alicyclic-fused and aromatic-fused ring lactones (Adams et
al., 1998; JECFA, 1998, 2011; SLR, B1C). The Expert Panel
calculated the anticipated per capita intake (“eaters only”) of
4-(4-methylpent-3-en-1-yl)-5,6-dihydro-2H-pyran-2-one from
use as a flavor ingredient to be 0.7 pg/person/day, which is
below the threshold of toxicological concern (TTC) for
structural class Il (90 pg/person/day) (Munro et al., 1996).
The substance occurs naturally in beer (Natural Occurrence
Analysis, 2021a). Based on the quantitative data, a
consumption ratio of 50 could be calculated (Stofberg and
Grundschober, 1987). The Expert Panel considered the
specification of the material to be adequately characterized
by the purity assay and supporting spectral data provided for
the FEMA GRAS evaluation. 4-(4-Methylpent-3-en-1-yl)-5,6-
dihydro-2H-pyran-2-one is expected to be hydrolyzed to the
corresponding hydroxycarboxylic acid derivative followed by
B-oxidation to short-chain metabolites that are excreted
unchanged or in conjugated form (Smith et al., 2018). Based
on the structure of the substance and the arrangement and
identity of the functional groups therein, and supported by
the corroborative evidence cited below, the Expert Panel did
not identify specific concerns related to the genotoxicity of 4-
(4-methylpent-3-en-1-yl)-5,6-dihydro-2H-pyran-2-one
(Gooderham et al., 2020). Corroborative evidence for the
lack of genotoxic potential was evaluated by the Panel from
a GLP- and OECD 471 guideline-compliant bacterial reverse
mutation assay for 4-(4-methylpent-3-en-1-yl)-5,6-dihydro-
2H-pyran-2-one, which was not mutagenic at concentrations
up to 1500 pg/plate using the plate incorporation method in
S. typhimurium TA98, TA100, TA1535, TA1537 and E. coli
WP2uvrA in the presence and absence of S9 metabolic
activation (Kino, 2020b). Corroborative evidence for the lack
of genotoxic potential for 4-(4-methylpent-3-en-1-yl)-5,6-
dihydro-2H-pyran-2-one was evaluated by the Expert Panel
from a number of studies for the structurally related
substances 4-hydroxy-2,3-dimethyl-2,4-nonadienoic acid




gamma-lactone (FEMA 4050) and 4-hydroxy-2-butenoic acid
gamma-lactone (FEMA 4138). FEMA 4050 and FEMA 4138
were not mutagenic in GLP- and OECD 471 guideline-
compliant bacterial reverse mutation assays in S.
typhimurium strains TA98, TA100, TA102, TA1535 and
TA1537 in the presence or absence of S9 at concentrations
up to 5000 pg/plate (Bowen, 2011a,b; Gooderham et al.,
2020). In a GLP- and OECD 487 guideline-compliant in vitro
micronucleus assay, significant induction of micronuclei was
observed in human lymphocytes treated with concentrations
up to 140 pg/mL of FEMA 4050 for 3 hours with a 21-hour
recovery period in the presence of S9, but not when tested
for 24 hours in the absence of S9 at concentrations up to 15
pg/mL. In the 3-hour treatment in the absence of S9 at
concentrations up to 90 pg/mL for FEMA 4050, increases in
the micronuclei frequency at 70 and 90 pg/mL were not
considered biologically relevant as they were within the
historical control range (Whitwell, 2012a; Gooderham et al.,
2020). In another GLP- and OECD 487 guideline-compliant
in vitro micronucleus assay for the same structurally related
substance (FEMA 4050) in human lymphocytes, significant
induction of micronuclei was observed at 75 and 140 uyg/mL
in the presence of S9 in 3-hour treatments with 21-hour
recovery periods when tested at concentrations of 40-140
pg/mL, but negative results were observed when tested in
the absence of S9 for 3-hour treatments with a 21-hour
recovery period at concentrations of 90-140 pg/mL, as well
as in the continuous 24-hour treatment at concentrations of
pg/mL (Watters, 2013a; Gooderham et al., 2020). Significant
induction of micronuclei was observed at the top three
concentrations in a GLP- and OECD 487 guideline-compliant
in vitro micronucleus assay when human lymphocytes were
treated with FEMA 4138 at concentrations of 100-475 pg/mL
for 3 hours with a 21-hour recovery period in the presence of
S9. Increases in the top two tested concentrations in the 3-
hour and 24-hour treatments in the absence of S9 were
associated with high cytotoxicity (Whitwell, 2012b;
Gooderham et al., 2020). In another GLP- and OECD 487
guideline-compliant in vitro micronucleus assay, FEMA 4138
induced a significant increase in micronuclei at the top three
tested concentrations in lymphocytes treated for 3 hours with
a 21-hour recovery period in the presence of S9 at
concentrations of 100-400 ug/mL, but not when tested at
100-350 pg/mL or 10-65 pg/mL for 3 hours or 24 hours in the
absence of S9, respectively (Watters, 2013b; Gooderham et
al., 2020). In another GLP- and OECD 487 guideline-
compliant in vitro micronucleus assay, no significant
induction of micronuclei was observed for FEMA 4138 when
it was tested in human TK6 cells at concentrations of 25-150
pg/mL for 4 hours in the presence and absence of S9 as well
as at concentrations of 5-55 ug/mL for 27 hours in the
absence of S9 (Dutta, 2018; Gooderham et al., 2020). In
GLP- and OECD 474/489 guideline-compliant combination in
vivo micronucleus/comet assays, no induction of micronuclei
or DNA damage was observed in the bone marrow or liver of
male Han Wistar rats (6/group) administered 63, 125 or 250
mg/kg bw/day of FEMA 4138 (Beevers, 2014a; Gooderham
et al., 2020) or 125, 250 or 500 mg/kg bw/day of FEMA 4050
(Beevers, 2014b; Gooderham et al., 2020) via oral gavage
for 0, 24 and 45 hours. Slight, 2-fold increases in tail
intensity and tail moment observed in high-dose animals
administered FEMA 4138 were within the historical control
range and were therefore not considered to be biologically
relevant (Beevers, 2014a). A dose-dependent decrease in
bodyweight gain was observed in animals treated with the

same structurally related substance (Beevers, 2014a). A
slight decrease in mean aspartate aminotransferase activity
was not indicative of treatment-related toxicity for FEMA
4138 (Beevers, 2014a). However, glycogen vacuolation in
the liver and villous tip necrosis in the duodenum of high-
dose animals treated with FEMA 4138 was suggestive of
liver toxicity (Beevers, 2014a). A dose-dependent increase in
bodyweight gain was observed in animals treated with FEMA
4050 (Beevers, 2014b). For this same structurally related
substance, early evidence of liver injury was observed with
dose-dependent increases in alanine aminotransferase,
alkaline phosphatase and aspartate aminotransferase
(Beevers, 2014b). However, both the liver and duodenum
showed no evidence of macroscopic findings while the liver
in high-dose animals exhibited a reduced glycogen
hepatocellular vacuolation and hepatocyte vacuolation when
administered FEMA 4050 (Beevers, 2014b).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 4-
mercapto-1-octanol (CAS 2491702-14-6) and concluded that
the use of the substance as a flavor ingredient is GRAS
(FEMA 4983) (Smith et al., 2005a) in the food categories and
at the use levels specified in Table 2. This substance was
evaluated individually within the context of the chemical group
of aliphatic and aromatic sulfides and thiols (JECFA, 2000,
2004, 2008, 2011; SLR, B5B). The Expert Panel calculated
the anticipated per capita intake (“eaters only”) of 4-mercapto-
1-octanol from use as a flavor ingredient to be 0.01
pg/person/day, which is below the threshold of toxicological
concern (TTC) for structural class | (1800 ug/person/day)
(Munro et al., 1996). Corroborative evidence for the low
toxicity potential of 4-mercapto-1-octanol was evaluated by
the Expert Panel from a 90-day dietary toxicity study in Wistar
rats (15/sex) that were provided approximately 0.7 mg/kg
bw/day of the structural relative 2-mercapto-3-butanol (FEMA
3502) (Morgareidge, 1974a). No treatment-related effects or
mortalities were observed. One death was observed at 7
weeks, but the cause of death could not be determined. A
NOEL of 0.7 mg/kg bw/day was established, which is
3,500,000 times the anticipated daily per capita intake of 4-
mercapto-1-octanol from use as a flavor ingredient. Though
this substance occurs naturally in trace amounts in chicken
fat, quantitative information was not available, and a
consumption ratio could not be calculated (Natural
Occurrence Analysis, 2021b). The Expert Panel considered
the specification of the material to be adequately
characterized by the purity assay and supporting spectral data
provided for the FEMA GRAS evaluation. 4-Mercapto-1-
octanol is expected to undergo metabolism by oxidation to the
corresponding sulfoxide and then sulfone, followed by
excretion. Alternatively, the alcohol moiety could be
conjugated to the corresponding glucuronic acid or sulfonic
acid derivative, followed by excretion (Smith et al., 2018).
Based on the structure of the substance, the arrangement and
identity of the functional groups therein, and supported by the
corroborative evidence cited below, the Expert Panel did not
identify specific concerns related to the genotoxicity of 4-
mercapto-1-octanol (Gooderham et al., 2020). Corroborative
evidence for the lack of genotoxic potential of 4-mercapto-1-
octanol was evaluated by the Expert Panel from a two-strain
screening bacterial reverse mutation assay for the substance,
which was not mutagenic at concentrations up to 500 pg/plate




in S. typhimurium TA98 and TA100 in the presence and
absence of S9 metabolic activation (Kino, 2020c).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
2,11-tetradecadienal (CAS 2099712-94-2) and concluded
that the use of the substance is GRAS (FEMA 4984) (Smith
et al., 2005a) in the food categories and at the use levels
specified in Table 2. The substance was evaluated
individually within the context of the chemical group of
aliphatic linear and branched-chain alpha, beta-unsaturated
aldehydes and related alcohols, acids and esters (Adams et
al., 2008; JECFA, 2009, 2012; SLR, M1). The Expert Panel
calculated the anticipated per capita intake (“eaters only”) of
2,11-tetradecadienal from use as a flavor ingredient to be 7
pg/person/day, which is below the threshold of toxicological
concern (TTC) for structural class Il (90 pg/person/day)
(Munro et al., 1996). Corroborative evidence for the low
toxicity potential of 2,11-tetradecadienal was evaluated by
the Expert Panel from 90-day National Toxicology Program
(NTP) gavage studies with rats and mice, where
administration of the structural relative trans,trans-2,4-
decadienal (FEMA 3135) resulted in a no observed adverse
effect level (NOAEL) of 100 mg/kg bw/day, which is
1,000,000 times the anticipated daily per capita intake of
2,11-tetradecadienal from use as a flavor ingredient (NTP,
2011). Additional corroborative evidence for the low toxicity
potential of 2,11-tetradecadienal was evaluated by the
Expert Panel from a series of toxicity studies for the
structural relative trans,trans-2,4-hexadienal (FEMA 3429).
In evaluating carcinogenicity studies for FEMA 3429 the
Expert Panel noted clear effects, including increased
incidences of forestomach epithelial hyperplasia (NTP,
2003). However, the Expert Panel determined that the
effects were due to the high bolus doses administered in the
studies and the strong irritating nature of the 2,4-hexadienal.
In a subchronic toxicity study of FEMA 3429 administered to
F344/N rats at doses of 7.5, 15, 30, 60, or 120 mg/kg bw/day
by gavage 5 days per week for a total of 70 doses over 14
weeks, no mortalities were observed in this study (NTP,
2003). Significant reductions in final mean bodyweights and
bodyweight gains were observed in male rats at doses of 30
mg/kg bw/day and above. No other signs of clinical toxicity
were observed in treated animals at any dose, with the
exception of increased salivation in males and females at 30
or 120 mg/kg bw/day during week 4 and only in 120 mg/kg
bw/day groups at later times. Increased incidences of mild-
to-moderate forestomach epithelial hyperplasia were
reported in both males and females at 120 mg/kg bw/day,
accompanied by forestomach-localized tissue degeneration
and active chronic inflammation. Increased incidences of
olfactory epithelial atrophy, osteofibrosis, and excessive
exudate of the nose were also reported in males at 120
mg/kg bw/day. There were no biologically significant
changes in organ weights at any dose level. Statistically
significant but sporadic and non-dose dependent variations
in hematological and clinical chemistry parameters were
reported but were not considered related to treatment.
Based on these findings, the NOEL was determined to be 15
and 60 mg/kg bw/day for male and female rats, respectively.
This NOEL of 15 mg/kg bw/day is 150,000 times the
anticipated daily per capita intake of 2,11-tetradecadienal
from use as a flavor ingredient. The Expert Panel considered
the specification of the material to be adequately

characterized by the purity assay and supporting spectral
data provided for the FEMA GRAS evaluation. 2,11-
Tetradecadienal is expected to undergo oxidation to the
corresponding acid followed by S-oxidation to CO, and
water. Alternatively, the resulting acid could be conjugated
with glutathione followed by excretion as the mercapturic
acid derivative (Adams et al., 2008; Smith et al., 2018).
Based on the structure of the substance, the arrangement
and identity of the functional groups therein, and supported
by the corroborative evidence noted below, the Expert Panel
did not identify specific concerns related to the genotoxicity
of 2,11-tetradecadienal (Gooderham et al., 2020).
Corroborative evidence of the lack of genotoxic potential for
2,11-tetradecadienal was evaluated by the Expert Panel
from a GLP- and OECD 471 guideline-compliant bacterial
reverse mutation assay, where the substance was not
mutagenic when tested at concentrations up to 5000
pg/plate in S. typhimurium TA98, TA100, TA1535, TA1537
and E. coli WP2 uvrA in the presence and absence of S9
metabolic activation using the preincubation and plate
incorporation methods (Rao, 2020a). Similarly, corroborative
evidence of the lack of genotoxic potential for 2,11-
tetradecadienal was evaluated by the Expert Panel from an
Ames assay conducted in S. typhimurium strains TA98 and
TA100 for the structural relative (2)-9-dodecenoic acid
(FEMA 4917), which did not increase the frequency of
revertant colonies in the absence and presence of S9
metabolic activation at concentrations up to 500 pg/plate
(Kino, 2017a). Additionally, corroborative evidence for the
lack of genotoxic potential for 2,11-tetradecadienal was
evaluated by the Expert Panel available for 2,4-alkadienals,
including assays conducted by the NTP during its
investigations of the structural relatives trans,trans-2,4-
decadienal (FEMA 3135) and trans,trans-2,4-hexadienal
(FEMA 3429), and new genotoxicity studies for the structural
relative 2-methyl-2-pentenal (FEMA 3194) (Adams et al.,
2008; Bowen, 2011c; EFSA, 2019a; Keig-Shevlin, 2016a, b;
Bastaki et al., 2019; Kilford, 2016; Lloyd, 2014; McKeon and
Ciubotaru, 2016; ECHA, 2012a; NTP, 2011; Whitwell, 2011,
2016a,b).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 4,9-
dodecadienal (CAS 1801275-27-3) and concluded that the
use of the substance as a flavor ingredient is GRAS (FEMA
4985) (Smith et al., 2005a) in the food categories and at the
use levels specified in Table 2. This substance was
evaluated individually within the context of the chemical
group of unsaturated linear and branched-chain aliphatic,
non-conjugated aldehydes, related primary alcohols,
carboxylic acids and esters (JECFA, 1999, 2012, 2020; SLR,
M1). The Expert Panel calculated the anticipated per capita
intake (“eaters only”) of 4,9-dodecadienal from use as a
flavor ingredient to be 7 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class |
(1800 pg/person/day) (Munro et al., 1996). Corroborative
evidence for the low toxicity potential of 4,9-dodecadienal
was evaluated by the Expert Panel from a GLP- and OECD
407 guideline-compliant 28-day toxicity study, where the
administration of the structural relative 10-undecenal (FEMA
3095) administered to Wistar rats at concentrations up to
1000 mg/kg bw/day resulted in a NOAEL of 1000 mg/kg
bw/day (ECHA, 2015). Similarly, corroborative evidence for
the low toxicity potential of 4,9-dodecadienal was evaluated




by the Expert Panel from a GLP- and OECD 408 guideline-
compliant 90-day dietary toxicity study, where the
administration of the structural relative 10-undecenal (FEMA
3095) to Sprague-Dawley Crl:CD® (SD) IGS BR rats in the
diet resulted in a NOAEL of 2000 ppm, or approximately 139
mg/kg bw/day (Api et al., 2022a), which is greater than
1,390,000 times the anticipated daily per capita intake of 4,9-
dodecadienal from use as a flavor ingredient. The Expert
Panel considered the specification of the material to be
adequately characterized by the purity assay and supporting
spectral data provided for the FEMA GRAS evaluation. 4,9-
Dodecadienal is anticipated to undergo oxidation to the
corresponding acid followed by B-oxidation to CO, and
water. Alternatively, the resulting acid could be conjugated
with glutathione followed by excretion as the mercapturic
acid derivative (Smith et al., 2018). Based on the structure of
the substance, the arrangement and identity of the functional
groups therein, and supported by the corroborative evidence
cited below, the Expert Panel did not identify specific
concerns related to the genotoxicity of 4,9-dodecadienal
(Gooderham et al., 2020). Corroborative evidence for the
lack of genotoxic potential for 4,9-dodecadienal was
evaluated by the Expert Panel from GLP- and OECD 471
guideline-compliant bacterial reverse mutation assays with
the structurally related substances 10-undecenal (FEMA
3095) (Api et al., 2022a) and 4,7-decadienal (FEMA 4927)
(Sokolowski, 2009; Api et al., 2022b) , where there were no
increases in the frequency of revertant colonies in S.
typhimurium strains TA98, TA100, TA102, TA1535, TA1537,
and/or E. coli WP2uvrA in the absence or presence of S9
metabolic activation. Similarly, corroborative evidence for the
lack of genotoxic potential for 4,9-dodecadienal was
evaluated by the Expert Panel from a GLP-compliant in vitro
chromosome aberration assay in Chinese hamster lung cells
(CHL/IU) where no significant induction of chromosome
aberrations was observed when the structural relative 10-
undecenal (FEMA 3095) was tested for 6 hours with an 18-
hour recovery period at concentrations of approximately 9-20
pg/mL in the absence of S9, at 24-50 ug/mL in the presence
of S9 as well as for a continuous 24-hour treatment period in
the absence of S9 at concentrations of approximately 9-20
pg/mL (JMHLW, 2018). Additional corroborative evidence of
the lack of genotoxic potential for 4,9-dodecadienal was
evaluated by the Expert Panel from an in vivo micronucleus
assay in male and female NMRI mice (Api et al., 2022a),
where gavage administration of the structural relative 10-
undecenal (FEMA 3095) at doses up to 2000 mg/kg bw
produced no statistically significant increases in the
frequency of micronuclei (Api et al., 2022a). Additional
corroborative evidence of the lack of genotoxic potential for
4,9-dodecadienal was evaluated by the Panel from a GLP-
and OECD 474 guideline-compliant in vivo micronucleus
assay, where oral administration of the structural relative
4,7-decadienal (FEMA 4927) to male Albino Hsd:ICR (CD-1)
mice at doses up to 2000 mg/kg bw did not increase the
frequency of micronucleated polychromatic or
normochromatic erythrocytes (Flanders, 2017).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
hyaluronic acid, sodium salt (CAS 9067-32-7) and concluded
that the substance is GRAS (FEMA 4986) (Smith et al.,
2005a) in the food categories and at the use levels specified
in Table 2. This substance was evaluated individually within

the context of the chemical group of aliphatic polyhydroxy
compounds and derivatives (SLR, B1F). This material was
evaluated within the context of the procedure for the FEMA
GRAS evaluation of flavor ingredients produced through
biotechnology processes (Cohen et al., 2015). The Expert
Panel calculated the anticipated per capita intake (“eaters
only”) of hyaluronic acid, sodium salt from use as a flavor
ingredient to be 46 pg/person/day. A decision tree structural
class for the threshold of toxicological concern (TTC) could
not be assigned for hyaluronic acid, sodium salt, as
polymers are excluded from the Cramer/Ford/Hall Decision
Tree classification (Cramer et al., 1978). Corroborative
evidence for the low toxicity potential of hyaluronic acid,
sodium salt was evaluated by the Expert Panel from a 90-
day dietary toxicity study, in which Wistar rats (10/sex/group)
were provided the equivalent of 330, 670 or 1000 mg/kg
bw/day sodium hyaluronate (purity 96%) (INS-CCDCP,
2007). No treatment-related adverse effects or
histopathological findings were observed, and a NOAEL of
1000 mg/kg bw/day was established. In a corroborative
GLP-compliant 90-day repeated dose oral toxicity study,
Sprague-Dawley rats (10/sex/group) were administered 30,
300 or 1000 mg/kg bw/day of the structural relative
hydrolyzed chicken sternal cartilage known as BioCell
Collagen II® (food-grade powder containing 60% collagen
type Il, 20% chondroitin sulfate, 10% hyaluronic acid and 1%
other proteoglycans) by gavage (Schauss et al., 2007). A
NOAEL of 1000 mg/kg bw/day at the top dose was
established (Schauss et al., 2007). In a corroborative 13-
week repeated dose oral toxicity study, rats were
administered 2275 mg/kg bw/day of hyaluronic acid, sodium
salt (MT7250000, 1996). Details of this study are limited but
evidence of weight loss and changes in sodium and chlorine
were observed. In another corroborative GLP-compliant 90-
day repeated dose oral toxicity study in Sprague-Dawley rats
(10/sex/group) administered 5, 55 or 600 mg/kg bw/day of
rooster comb extract (includes 60-80% sodium hyaluronate
along with other glycosaminoglycans and partially
hydrolyzed proteins) by oral gavage, the study authors
established the NOAEL at the top dose level of 600 mg/kg
bw/day (Canut et al., 2012). This NOAEL is 750,000 times
the anticipated daily per capita intake of hyaluronic acid,
sodium salt from use as a flavor ingredient. Corroborative
evidence for the low toxicity potential of hyaluronic acid,
sodium salt was evaluated by the Expert Panel from a sperm
malformation test in which no statistically significant
increases in sperm malformation rate were observed in male
Kunming mice (10/group) administered 440, 880 or 1760
mg/kg bw/day sodium hyaluronate (purity 95.97%) by oral
gavage for 5 days (INS-CCDCP, 2007). The substance
occurs naturally in Tu-Chung tea leaves and bark, as well as
tissues and organs of cows, rabbits, roosters, fish and
Mediterranean mussels (Cowman et al., 2015; Nakano et al.,
1994; Kim et al., 1992; Murado et al., 2012; Volpi and
Macecari, 2003). However, quantitative information was not
available and a consumption ratio could not be calculated.
The Expert Panel noted the assay of the material was 291-
94% of the named material with water as the secondary
component (6-9%) and considered the food grade
specification of the material to be adequately characterized
by the purity assay and supporting spectral data provided for
the FEMA GRAS evaluation. The Expert Panel evaluated
sensory data included within the application and found it
satisfactory with regard to intended conditions of use for the
flavor ingredient (Harman and Hallagan, 2013). Hyaluronic




acid has a half-life of 2-6 minutes in circulation, with a total
normal turnover of 10-100 mg/day, and 2-3 days in tissues
(Lebel, 1991; Fraser et al., 1997). In skin and joints, the
metabolism of hyaluronic acid occurs locally, and the
remainder is eliminated through the lymphatic system.
Elimination from circulation occurs in the liver via receptor-
facilitated endocytosis and catabolism in the hepatic
sinusoidal endothelial cells to CO, and water. Minor amounts
(1-2%) are excreted in the urine (Laurent and Fraser, 1992;
Kobayashi et al., 2020). Over 90% of "C-hyaluronic acid
orally administered to male Sprague Dawley rats was
excreted in the urine or exhaled after absorption in the
digestive tract and used as an energy source or structural
constituent of tissues (Oe et al., 2014). Based on the
structure of the substance, the arrangement and identity of
the functional groups therein, and supported by the
corroborative evidence cited below, the Expert Panel did not
identify specific concerns related to the genotoxicity of
hyaluronic acid, sodium salt (Gooderham et al., 2020).
Corroborative evidence of the lack of genotoxic potential for
hyaluronic acid, sodium salt was evaluated by the Expert
Panel from a GLP- and OECD 471 guideline-compliant
bacterial reverse mutation assay, where the test material,
natural rooster comb extract (containing 60-80% sodium
hyaluronate along with other glycosaminoglycans and
partially hydrolyzed proteins), was not mutagenic at
concentrations up to 5000 upg/plate in S. typhimurium TA98,
TA100, TA1535, TA1537 and E. coli uvrA pKM101 in the
presence and absence of metabolic activation using the
plate incorporation method (Canut et al., 2012). Similarly,
corroborative evidence of the lack of genotoxic potential for
hyaluronic acid, sodium salt was evaluated by the Expert
Panel from other bacterial reverse mutation assays for
sodium hyaluronate materials, in which no statistically
significant increases in the number of revertants relative to
controls were observed at concentrations up to 5000
ug/plate in S. typhimurium TA97, TA98, TA100, TA102 and
E. coli uvrA in both the presence and absence of metabolic
activation using the plate incorporation and preincubation
methodologies (INS-CCDCP, 2007; Aruga et al., 1994;
Onishi et al., 1992 as described in Becker et al., 2009;
Sugiyama and Yagame, 1991 as described in Becker et al.,
2009). Additionally, corroborative evidence for the lack of
genotoxic potential for hyaluronic acid, sodium salt was
evaluated by the Expert Panel from in vitro chromosomal
aberration assays in which no induction of chromosome
aberrations was observed in Chinese hamster lung
fibroblasts incubated with sodium hyaluronate (purity
unknown) and 1% sodium hyaluronate at concentrations up
to 1000 pg/mL for 24 and 48h with and without metabolic
activation (Aruga et al., 1994; Onishi et al., 1992).
Corroborative evidence for the lack of genotoxic potential for
hyaluronic acid, sodium salt was evaluated by the Expert
Panel from experimental studies of Orthovisc® (viscoelastic
solution of sodium hyaluronate in saline at 15 mg/mL) which
showed that high molecular weight sodium hyaluronate (1-
2.9 MDa) was not mutagenic in an Ames assay and did not
induce chromosomal damage in Chinese Hamster Ovary
cells and a sister chromatid exchange assay (FDA, 2004).
Additional corroborative evidence for the lack of genotoxic
potential for hyaluronic acid, sodium salt was evaluated by
the Expert Panel from in vivo micronucleus assays where no
induction of micronuclei was observed in Kunming mice
(5/sex/group) administered 440, 880 or 1760 mg/kg bw
sodium hyaluronate (purity 95.97%) by oral gavage twice

within 24 hours (INS-CCDCP, 2007); in CD-1 (ICR) male
mice intraperitoneally injected twice 24 hours apart with 0,
75, 150, or 300 mg/kg bw of sodium hyaluronate solution
(purity unknown) (Aruga et al., 1992); and in CD-1 (ICR)
male treated with 90, 180 or 360 mg/kg bw of sodium
hyaluronate for 1 or 4 consecutive days (information on the
route of administration not provided in reference - Aruga et
al., 1994).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
Shorea stenoptera seed butter (CAS 91770-65-9) and
concluded that the use of the substance as a flavor ingredient
is GRAS (FEMA 4987) (Smith et al., 2005a) in the food
categories and at the use levels specified in Table 2. This
material was evaluated within the context of the procedure for
the safety evaluation of natural flavor complexes (Cohen et
al., 2018; Smith et al., 2005b). The Expert Panel calculated
the anticipated per capita intake (“eaters only”) of Shorea
stenoptera seed butter from use as a flavor ingredient to be
69 ug/person/day, which is below the threshold of
toxicological concern for Structural Class Ill materials (90
pg/person/day). Corroborative evidence for the low toxicity
potential of Shorea stenoptera seed butter is from a chronic
drinking water study, where the administration of the
constituent sodium oleate (FEMA 2815) to male and female
F344 rats resulted in a NOAEL of 2.5% (equivalent to 2500
mg/kg bw/day) (Hiasa et al., 1985). This NOAEL is 2,500,000
times the anticipated daily per capita intake of Shorea
stenoptera seed butter from use as a flavor ingredient. The
material is produced from the nuts of the Shorea stenoptera
tree. Though this material is consumed as food, no
quantitative data are available, and a consumption ratio could
not be calculated. The Expert Panel considered the identity
description of the material to be adequate for the FEMA GRAS
evaluation. The Expert Panel concluded that metabolic data
exist for representative members of the principal congeneric
groups that indicate, in the context of anticipated levels of
intake, that the substance would be expected to be
metabolized primarily by well-established metabolic pathways
to innocuous products (Smith et al., 2018). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of Shorea stenoptera seed butter (Gooderham et
al., 2020; Cohen et al.,, 2018). Additional corroborative
evidence for the lack of genotoxic potential for Shorea
stenoptera seed butter was from bacterial reverse mutation
assays, where the constituent oleic acid (FEMA 2815) was not
mutagenic in S. typhimurium TA98, TA100, TA1535, TA1537,
TA1538 and E. coli WP2uvrA at concentrations up to 5000
ug/plate using the preincubation methodology (Shimizu et al.,
1985; Mortelmans et al., 1986). Corroborative evidence for
the lack of genotoxic potential was evaluated by the Panel
from a GLP- and OECD 471 guideline-compliant bacterial
reverse mutation assay, where the constituent palmitic acid
(FEMA 2832) was not mutagenic at concentrations up to 5000
ug/plate in S. typhimurium TA98, TA100, TA1535, TA1537
and E. coli WP2uvrA using the plate incorporation method
(Api et al., 2019a). Corroborative evidence for the lack of
genotoxic potential was also evaluated by the Panel from
GLP- and OECD 487 guideline-compliant in vitro




micronucleus assays in human lymphocytes, where the
constituents oleic acid (FEMA 2815) and palmitic acid (FEMA
2832) did not produce significant increases in the induction of
micronuclei relative to controls in any treatment condition
either in the presence or absence of S9 metabolic activation
(Api et al., 2019a; 2021).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
Nootkatone 50% (CAS 4674-50-4) and concluded that the
use of the substance as a flavor ingredient is GRAS (FEMA
4988) (Smith et al., 2005a) in the food categories and at the
use levels specified in Table 2. This material was evaluated
within the context of the procedure for the safety evaluation
of natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005b). This material was evaluated within the context of the
procedure for the FEMA GRAS evaluation of flavor
ingredients produced through biotechnology processes
(Cohen et al., 2015). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of Nootkatone
50% from use as a flavor ingredient to be 280
pg/person/day. Corroborative evidence for the low toxicity
potential of Nootkatone 50% was evaluated by the Expert
Panel from a GLP- and OECD 407 guideline-compliant
single-dose 28-day study in male and female Sprague-
Dawley Crl:CD (SD) IGS BR rats, where oral gavage
administration of the constituent, nootkatone (FEMA 3166),
resulted in a NOEL of 10 mg/kg bw (Jones, 2004). Additional
corroborative evidence for the low toxicity potential of
Nootkatone 50% was evaluated by the Panel from an
OCSPP guideline 870.3100-compliant 90-day oral toxicity
study, where no adverse effects relevant to humans were
observed when rats were administered 0, 100, 300 and 1000
mg/kg bw/day of the constituent, nootkatone (FEMA 3166)
and a NOAEL of 1000 mg/kg bw/day was established.
Corroborative evidence for the lack of developmental toxicity
was evaluated by the Panel from an OCSPP guideline
870.3700-compliant developmental toxicity study, where rats
administered 0, 50, 250 and 1000 mg/kg bw/day of the
constituent nootkatone (FEMA 3166) showed no evidence of
maternal and developmental toxicity, and NOAELs of 1000
mg/kg bw/day were established for both endpoints (EPA,
2020). The NOAELs of 1000 mg/kg bw/day are 200,000
times the anticipated daily per capita intake of Nootkatone
50% as a flavor ingredient. The Expert Panel considered the
identity description of the material to be adequate for the
FEMA GRAS evaluation. The Expert Panel concluded that
metabolic data exist for a representative member of the
principal congeneric groups that indicate, in the context of
anticipated levels of intake, that the substance would be
expected to be metabolized primarily by well-established
metabolic pathways to innocuous products (Smith et al.,
2018). Based on the corroborative evidence noted below,
the structures of the constituents and the arrangement and
identity of the functional groups therein, and the Expert
Panel’s consideration of the unidentified constituents, the
Expert Panel did not have specific concerns related to the
genotoxicity of Nootkatone 50% (Gooderham et al., 2020;
Cohen et al., 2018). Corroborative evidence for the lack of
genotoxic potential was evaluated by the Panel from a GLP-
compliant liquid microplate bacterial reverse mutation assay,
where up to 160 pg/ml of the structural relative nootkatone
complex (FEMA 4941) did not increase the frequency of
revertant colonies when tested in S. typhimurium strains

TA98, TA100, TA1535, TA1537 and E. coli combined strains
WP2(pKMN101) and WP2uvrA (Ziemianska, 2017).
Corroborative evidence for the lack of genotoxic potential
was evaluated by the Panel from an in vivo micronucleus
assay, where the structural relative nootkatone complex
(FEMA 4941) did not increase the frequency of
micronucleated bone marrow cells at up to 1000 mg/kg
bw/day when intraperitoneally injected in male NMRI mice
(Donath, 2017). Corroborative evidence for the lack of
genotoxic potential was evaluated by the Panel from a
bacterial reverse mutation assay for the constituent
nootkatone (FEMA 3166), where no increases in the
frequency of revertant colonies was observed in either the
presence or absence of S9 in S. typhimurium strains TA98,
TA100, TA102, TA1535, and TA1537, no (Marzin, 1998).
Corroborative evidence for the lack of genotoxic potential
was evaluated by the Panel from an in vitro micronucleus
assay for the constituent nootkatone (FEMA 3166), where no
statistically significant effects on micronuclei frequency in the
presence and absence of S9 were observed (Stone, 2011).
Corroborative evidence for the lack of genotoxic potential for
Nootkatone 50% was evaluated by the Panel from an
OCSPP (EPA Office of Chemical Safety and Pollution
Prevention) guideline 870.5100-compliant bacterial reverse
mutation assay and an OCSPP guideline 870.5375-
compliant in vitro chromosome aberration assay in human
lymphocytes where the constituent nootkatone (FEMA 3166)
in the presence and absence of S9 was not clastogenic or
mutagenic (EPA, 2020). The same major marker constituent
(FEMA 3166) was not clastogenic and not aneugenic when
tested at concentrations of 1.38-353.4 yM (0.3-77 pg/mL) in
human p53-competent TK6 lymphoblastoid cells (TK6 cells)
for 4 hours in the presence and absence of S9 as well as for
24 hours in the absence of S9 (Hung et al., 2020).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
cocoa bean shell extract (CAS 84649-99-0) and concluded
that the use of the substance as a flavor ingredient is GRAS
(FEMA 4989) (Smith et al., 2005a) in the food categories
and at the use levels specified in Table 2. This material was
evaluated within the context of the procedure for the safety
evaluation of natural flavor complexes (Cohen et al., 2018;
Smith et al., 2005b). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of cocoa bean
shell extract from use as a flavor ingredient to be 3
pg/person/day, which is below the threshold of toxicological
concern for Structural Class Ill materials (90 pg/person/day).
Corroborative evidence for the low toxicity potential of cocoa
bean shell extract is available from a 13-week repeated dose
oral toxicity study in which calcium lactate (related to the
constituent, lactic acid (FEMA 2611)) was administered to
F344 rats (5/sex/group) at 0.3, 0.6, 1.25, 2.5 or 5%
(corresponding to doses of 300, 600, 1250, 2500 and 5000
mg/kg bw/day) in drinking water (ECHA, 1989; Matsushima
et al., 1989). No adverse effects were observed, and a
NOAEL was established at the top dose of 5000 mg/kg
bw/day. Corroborative evidence from a chronic toxicity and
carcinogenicity study in which the same test material was
administered orally to F344 rats (50/sex/group) at 0, 2.5 and
5% for 2 years (approximately 0, 4510 or 8570 mg/kg
bw/day and 0, 3260 or 5650 mg/kg bw/day in males and
females, respectively) (Maekawa et al., 1991), resulted in a
NOAEL of 8570 and 5650 mg/kg bw/day in males and




females, respectively. Additional corroborative evidence for
the low toxicity potential of cocoa bean shell extract is from a
chronic drinking water study, where the administration of the
constituent sodium oleate (FEMA 2815) to male and female
F344 rats resulted in a NOAEL of 2.5% (equivalent to 2500
mg/kg bw/day) (Hiasa et al., 1985). This NOAEL is
50,000,000 times the anticipated daily per capita intake of
cocoa bean shell extract from use as a flavor ingredient. The
material is produced from the shells of Cocoa beans
(Theobroma cacao). Though this source material is
consumed as food, quantitative data was not available, and
a consumption ratio could not be calculated. The Expert
Panel considered the identity description of the material to
be adequate for the FEMA GRAS evaluation. The Expert
Panel concluded that metabolic data exist for representative
members of the principal congeneric groups that indicate, in
the context of anticipated levels of intake, that the substance
would be expected to be metabolized primarily by well-
established metabolic pathways to innocuous products
(Smith et al., 2018). Based on the corroborative evidence
noted below, the structures of the constituents and the
arrangement and identity of the functional groups therein,
and the Expert Panel’s consideration of the unidentified
constituents, the Expert Panel did not have specific concerns
related to the genotoxicity of cocoa bean shell extract
(Gooderham et al., 2020; Cohen et al., 2018). Corroborative
evidence for the lack of genotoxic potential was evaluated by
the Panel from a GLP- and OECD 471 guideline-compliant
bacterial reverse mutation assay, where cocoa bean shell
extract was not mutagenic in S. typhimurium TA98, TA100,
TA102, TA1535 and TA1537 in the presence and absence of
S9 (Shukla, 2020). Corroborative evidence for the lack of
genotoxic potential was evaluated by the Panel from
bacterial reverse mutation assays, where the constituent
oleic acid (FEMA 2815) was not mutagenic in S.
typhimurium TA98, TA100, TA1535, TA1537, TA1538 and E.
coli WP2uvrA at concentrations up to 5000 ug/plate using
the preincubation methodology (Shimizu et al., 1985;
Mortelmans et al., 1986). Corroborative evidence for the lack
of genotoxic potential was evaluated by the Panel from a
GLP- and OECD 471 guideline-compliant bacterial reverse
mutation assay, where the constituent palmitic acid (FEMA
2832) was not mutagenic at concentrations up to 5000
ug/plate in S. typhimurium TA98, TA100, TA1535, TA1537
and E. coli WP2uvrA using the plate incorporation method
(Api et al., 2019a). Corroborative evidence for the lack of
genotoxic potential was evaluated by the Panel from GLP-
and OECD 487 guideline-compliant in vitro micronucleus
assays, where FEMA 2815 and FEMA 2832 did not produce
significant increases in the induction of micronuclei relative
to controls in any treatment condition either in the presence
or absence of S9 metabolic activation (Api et al., 2019a;
2021). Corroborative evidence for the lack of genotoxic
potential was evaluated by the Panel from GLP- and OECD
471 guideline-compliant bacterial reverse mutation assays,
where the constituent lactic acid (FEMA 2611) was not
mutagenic in S. typhimurium TA97, TA98, TA100, TA104,
TA1535, TA1537, TA1538, E. coli WP2uvrA and
Saccharomyces cerevisiae D4 in the presence and absence
of S9 (ECHA, 2014a; NTP, 2018a; Al-Ani and Al-Lami, 1988;
Brusick, 1976). Corroborative evidence for the lack of
genotoxic potential was evaluated by the Panel from an in
vitro chromosomal aberration assay, where the same
constituent (FEMA 2611) was not clastogenic in CHO-K1
cells with and without metabolic activation (D,L-isomer) at

concentrations up to 1441 pg/ml (Morita et al., 1990) and in
a GLP- and OECD 473 guideline-compliant in vitro
chromosomal aberration assay in human lymphocytes at
concentrations up to 901 pg/mL in the presence and
absence of S9 (L-isomer) (ECHA, 2014b). Corroborative
evidence for the lack of genotoxic potential was evaluated by
the Panel from a GLP- and OECD 476 guideline-compliant in
vitro gene mutation assay, where no induction of mutant
frequencies was observed for the same constituent (L-
isomer) (FEMA 2611) when tested at concentrations up to
901 pg/mL for 3 hours in the presence and absence of S9
and for 24 hours in the absence of S9 (ECHA, 2014c).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
Sichuan pepper extract (Zanthoxylum armatum) (CAS
91770-90-0) and concluded that the use of the substance as
a flavor ingredient is GRAS (FEMA 4990) (Smith et al.,
2005a) in the food categories and at the use levels specified
in Table 2. This material was evaluated within the context of
the procedure for the safety evaluation of natural flavor
complexes (Cohen et al., 2018; Smith et al., 2005b). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of Sichuan pepper extract (Zanthoxylum
armatum) from use as a flavor ingredient to be 14
pg/person/day, which is below the threshold of toxicological
concern for Structural Class Ill materials (90 pg/person/day).
Corroborative evidence for the low toxicity potential of
Sichuan pepper extract (Zanthoxylum armatum) was
evaluated by the Expert Panel from a GLP- and OECD 422
guideline-compliant combined repeat dose toxicity study for
the constituent methyl cinnamate (FEMA 2698), Han Wistar
rats (12/sex/group) were provided 0, 100, 300 and a high-
dose of 1000 mg/kg bw/day (Week 1 only) or 600 mg/kg
bw/day (Week 2 onwards) for at least 28 days in male rats
and in female rats for 14 days prior to pairing, through
pairing (14 days) and gestation (21 days) periods until Post-
Partum Day 4 (ECHA, 2013a). Significant decreases in high-
dose animals in mean absolute bodyweights during the pre-
pairing and pairing periods were considered adverse since
they did not fully recover even though bodyweight gains
were relatively increased during the pairing period.
Statistically significant decreases in gestation index in high-
dose females were considered treatment-related due to
other toxicologically relevant histopathological,
hematological and clinical chemistry effects. No other
adverse effects in the parental or offspring were observed. A
NOAEL of 300 mg/kg bw/day was established for general
toxicity due to absolute bodyweight changes and a
reproductive and developmental toxicity NOAEL was
established at the top dose. Further corroborative evidence
is available from a GLP- and OECD 408 guideline-compliant
90-day repeat dose dietary toxicity study, Sprague Dawley
rats (10/sex/group) were provided 0, 80, 250 and 750 mg/kg
bw/day of the constituent linalool (FEMA 2635)
(corresponding to mean overall daily intakes of
approximately 78, 344 and 731 mg/kg bw/day and 79, 246
and 740 mg/kg bw/day in males and females, respectively)
(Bauter, 2020). Stability studies at the highest dietary
concentration showed that over 7 days, males and females
received approximately 68-78% of the nominal dose
(corresponding to approximately 498 and 532 mg/kg bw/day,
respectively). No toxicologically relevant findings were
observed and a NOAEL of 498 and 532 mg/kg bw/day was




established at the highest tested dietary concentration in
male and female Sprague Dawley rats, respectively.
Additional corroborative evidence is available, as described
in the Expert Panel’s prior assessment of the subchronic and
chronic toxicity of the constituent d-limonene (FEMA 2633) in
its review of citrus-derived natural flavor complexes (Cohen
et al., 2019). A NOAEL of 215 mg/kg bw/day was
determined for FEMA 2633 in female rats from a 103-week
NTP study with F344/N rats (NTP, 1990). This NOAEL is
greater than 1,000,000 times the anticipated daily per capita
intake of Sichuan pepper extract (Zanthoxylum armatum)
from use as a flavor ingredient. Corroborative evidence for
the low toxicity potential of Sichuan pepper extract
(Zanthoxylum armatum) was evaluated by the Expert Panel
from a reproductive toxicity study for the constituent linalool
(FEMA 2635) as described in the Expert Panel’s prior
assessment of Lavender, Guaiac Coriander-derived and
related flavor ingredients. A maternal toxicity NOAEL of 500
mg/kg bw/day and a developmental toxicity NOAEL of 1000
mg/kg bw/day was determined from an 11-day reproductive
and developmental toxicity study in Sprague Dawley rats
administered FEMA 2635 at doses of 0, 250, 500 or 1000
mg/kg bw/day (Fukami and Yokoi, 2012; Politano et al.,
2008). Additional corroborative evidence is described in the
Expert Panel’s prior assessment of citrus-derived natural
flavor complexes (Cohen et al., 2019), in which the
reproductive and/or developmental toxicity of the constituent
limonene (FEMA 2633) was reviewed (Kodama et al., 1974,
1977; Tsuji et al., 1975). Maternal and fetal toxicity NOAELs
of 250 mg/kg bw/day were determined in pregnant Japanese
white rabbits (Kodama et al., 1976). Corroborative evidence
is available from a GLP- and OECD 422 guideline-compliant
combined repeat dose toxicity study with
reproduction/developmental toxicity screening in which Han
Wistar rats (12/sex/group) were administered the constituent
methyl cinnamate (FEMA 2698) for at least 28 days.
Reproductive and developmental toxicity NOAELs of 1000
and 600 mg/kg bw/day were established, respectively
(ECHA, 2013a). The Expert Panel determined that the most
conservative maternal and developmental NOAELs of 250
mg/kg bw/day for the constituent d-limonene (FEMA 2633)
and 600 mg/kg bw/day for the constituent methyl cinnamate
(FEMA 2698) is greater than 1,000,000 and 2,500,000 times
the anticipated daily per capita intake of Sichuan pepper
extract (Zanthoxylum armatum), respectively, from use as a
flavor ingredient. The material is produced from the berries
of the Sichuan pepper (Zanthoxylum armatum) plant.
Though the dried berries of this material are consumed as
spice, quantitative information was not available, and a
consumption ratio could not be calculated. The Expert Panel
considered the identity description of the material to be
adequate for the FEMA GRAS evaluation. The Expert Panel
noted that the constituent beta-phellandrene occurs naturally
in many foods, including some vegetables (up to 154,600
ppm), fruits (up to 72,700 ppm), spices (up to 631,500 ppm),
and herbs (up to 265,000 ppm) (Van Dongen et al., 2024).
The Expert Panel concluded that metabolic data exist for
representative members of the principal congeneric groups
that indicate, in the context of anticipated levels of intake,
that the substance would be expected to be metabolized
primarily by well-established metabolic pathways to
innocuous products (Smith et al., 2018). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel’s

consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of Sichuan pepper extract (Zanthoxylum
armatum) (Gooderham et al., 2020; Cohen et al., 2018). The
Expert Panel reviewed corroborative evidence from their
prior assessment of the genotoxicity data for the constituent
linalool (FEMA 2635) (Fukushima et al., 2020) and the
constituent limonene (Cohen et al., 2019) and determined
that the data were sufficient to indicate a lack of genotoxic
concern for these two constituents of Sichuan pepper extract
(Zanthoxylum armatum). Corroborative evidence for the
constituent methyl cinnamate (FEMA 2698) indicates it is not
mutagenic in an GLP- and OECD 471 guideline-compliant
bacterial reverse mutation assay at concentrations up to
5000 pg/plate in S. typhimurium TA98, TA100, TA1535,
TA1537 and E. coli WP2uvrA in the presence and absence
of S9 using the plate incorporation and preincubation
methodologies (ECHA, 2012b). Additional corroborative
evidence showed no significant increase in mutant frequency
was observed when the same constituent (FEMA 2698) was
tested in a GLP- and OECD 476 guideline-compliant in vitro
mammalian cell gene mutation assay in Chinese Hamster
V79 cells at concentrations up to 800 pg/ml for 4 hours in the
absence of S9, at concentrations up to 1200 ug/ml for 4
hours in the presence of S9, at concentrations up to 600
pg/ml for 24 hours in the absence of S9 (ECHA, 2013b).
Corroborative evidence is also available from non-guideline
compliant assays for the same constituent (FEMA 2698),
which was negative in the rec assay and sister chromatid
exchange assay (Oda et al., 1979; Sasaki et al., 1989).
However, the Expert Panel noted the limited value of the rec
assay and sister chromatid exchange assay for the safety
evaluation of Sichuan pepper extract (Zanthoxylum
armatum). When tested in a corroborative OECD 471
guideline-compliant Ames assay with S. typhimurium TA98
and TA100 in the presence and absence of S9 using the
plate incorporation method, the constituent beta-
phellandrene was not mutagenic at concentrations of 0.5-50
pg/mL and 10-1000 pg/mL (Barhdadi et al., 2021). In
another corroborative reverse mutation assay, the same
constituent was tested at concentrations of 0.16%, 0.8%,
4%, 20% and 100% in corn ail in S. typhimurium TA97,
TA98, TA100 and TA102 with and without S9 using the
preincubation method and was mutagenic at 20-100% in
TA98 and TA100, as well as at 100% in TA97 and TA102, in
the absence of S9. In the presence of S9, mutagenicity was
reported at 4% in TA97 and TA100 as well as at 4% and
20% in TA98. However, the Expert Panel noted several
limitations of this study including lack of clarity if the test
concentrations are done according to OECD guideline 471
(OECD, 2020). Under the assumption that the tested
concentrations were 0, 8, 40, 200, 1000 and 5000 ug/plate,
these represent a wide range of test concentrations more
appropriate for a range finder assay than a mutagenicity
assay. Additionally, the study does not indicate what
substances were used as the positive, negative and vehicle
controls, and thus the validity of the results of this assay is
questionable. Corroborative evidence from an OECD 487
guideline-compliant in vitro micronucleus assay indicated the
same constituent induced a statistically significant increase
in micronuclei only at the highest tested concentration in
CHO-K1 cells incubated with 27-2724 ug/mL for 4 hours in
the presence of S9, but not for 24 hours in the absence of
S9 at concentrations 14-681 pg/mL. The authors considered
the test substance to be weakly positive (Barhdadi et al.,




2021). Additional corroborative evidence for the same
constituent, beta-phellandrene showed no induction of
chromosomal aberrations in Chinese hamster lung cells at
concentrations of 16-164 pg/mL in the absence of S9 for 24
or 48 hours, and at concentrations of 41-409 pg/mL for 6
hours with a 24- or 48-hour recovery period (Cheng et al.,
2017). Additionally, corroborative evidence is also available
for the same constituent in a combined in vivo micronucleus
and comet assay in female ICR mice at approximately 713,
1425 or 2825 mg/kg bw by gavage, in which no significant
micronuclei induction was reported (Cheng et al., 2017).
However significant increases in %tail DNA, tail moment and
olive tail moment ([tail mean-head mean] x % of DNA in the
tail) were observed at the mid-dose and a significant
increase in Comet rate was observed at the mid- and high-
doses. The Expert Panel noted that in this study, standard
deviations reported for all metrics (% tail DNA, tail moment,
olive tail moment) are extremely large and often larger than
the reported value. Additionally, the authors do not clearly
define or explain what the “Comet rate” is. Based on the
limitations noted with the Ames and combined in vivo
micronucleus and comet assay, the Expert Panel considered
these studies for the constituent beta-phellandrene to be of
limited relevance to the safety evaluation of Sichuan pepper
extract (Zanthoxylum armatum) as a flavor ingredient.
Corroborative evidence is available from the related
preparation Zanthoxylum piperitum essential oil (18% d-
limonene, 15.3% geranyl acetate, 8.5% cryptone, 7.1%
citronellal, 6.2% cuminal and 5.2% phellandral) which was
not mutagenic in an Ames assay with S. typhimurium TA98,
TA100, TA1535, TA1537 and E. coli WP2uvrA in the
presence and absence of S9, and did not induce
chromosomal damage when tested in Chinese hamster lung
(CHL) for 6 hours in the presence and absence of S9 as well
as for 22 hours in the absence of S9 (Hwang and Kim,
2011). No induction of micronuclei was observed in a
corroborative in vivo micronucleus assay in ICR mice
(6/sex/group) orally administered the same related
preparation at 250, 500 or 1000 mg/kg bw/day for 2 days
(Hwang and Kim, 2011). The Expert Panel noted that while
there are positive Ames and in vivo Comet assay data, as
well as weakly positive in vitro for the constituent beta-
phellandrene, due to questionable study methodology, other
negative in vitro and in vivo genotoxicity data as well as the
extensive natural occurrence of the constituent indicating
greater exposure of the constituent from food than as a
constituent of Sichuan pepper extract (Zanthoxylum
armatum) used as a flavor ingredient, the Expert Panel did
not identify a concern for the genotoxicity of this constituent
or for Sichuan pepper extract (Zanthoxylum armatum).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
Persea americana oil hydrolyzed fraction (CAS 1039550-44-
1) and concluded that the use of the substance as a flavor
ingredient is GRAS (FEMA 4991) (Smith et al., 2005a) in the
food categories and at the use levels specified in Table 2.
This material was evaluated within the context of the
procedure for the safety evaluation of natural flavor
complexes (Cohen et al., 2018; Smith et al., 2005b). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of Persea americana oil hydrolyzed fraction
from use as a flavor ingredient to be 208 pg/person/day.
Corroborative evidence for the low toxicity potential of

Persea americana oil hydrolyzed fraction was evaluated by
the Expert Panel from a randomized, double-blind, placebo-
controlled clinical trial of the related preparation Avocatin B
(a 1:1 mixture of the constituents avocadene:avocadyne)
provided to humans (n=6-10/group) at 0, 50 or 200 mg/day
for 60 days (equivalent to approximately % or 1 whole Hass
avocado, respectively). Only minor symptoms were reported
in the treatment groups and no significant differences were
observed between the treatment groups, and the authors
concluded that there was no “dose-limiting toxicity” (Ahmed
et al., 2019). Corroborative evidence is also available from
Balb/c mice administered the same related preparation at 0
or 100 mg/kg by gavage twice a week for 5 weeks after
consumption of a high fat diet (60% lard) for 8 weeks
showed improved insulin sensitivity and protection against
lipotoxicity in pancreatic B-cells (Ahmed et al., 2019).
Additional corroborative evidence is available from a 28-day
repeated dose toxicity study in which rats of an unspecified
strain (4/group) were orally administered up to 10,000 mg/kg
of a related preparation of an aqueous extract of the
avocado seeds (aqueous filtrate of powdered seeds soaked
for 24 hours upon being chopped and dried for 5 days)
(Ozolua et al., 2009). A significant increase in plasma protein
concentration was observed in treated animals compared to
the controls. A full battery of hematological and clinical
chemistry variables was not provided. The control group had
a 4.7% increase in bodyweight and a slight, but insignificant
decrease in bodyweight was observed in the treatment
group. The Expert Panel reviewed the key constituents of
Persea americana oil hydrolyzed fraction and noted that the
congeneric group intakes were below the respective TTC
thresholds. The material is produced from the whole fruits
and seeds of Persea americana Mill (Lauraceae). Some
preparations of the source material are consumed as food,
and based on the quantitative data, a consumption ratio of
greater than 757,000 could be calculated (Stofberg and
Grundschober, 1987). The Expert Panel considered the
identity description of the material to be adequate for the
FEMA GRAS evaluation. The Expert Panel evaluated
sensory data included within the application and found it
satisfactory with regard to intended conditions of use for the
flavor ingredient (Harman and Hallagan, 2013). The Expert
Panel concluded that metabolic data exist for a
representative member of the principal congeneric groups
that indicate, in the context of anticipated levels of intake,
that the substance would be expected to be metabolized
primarily by well-established metabolic pathways to
innocuous products (Smith et al., 2018). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel’s
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of Persea americana oil hydrolyzed fraction
(Gooderham et al., 2020; Cohen et al., 2018). Corroborative
evidence from an OECD 471 guideline and GLP- compliant
bacterial reverse mutation assay indicates that Persea
americana oil hydrolyzed fraction was not mutagenic at
concentrations up to 5000 pg/plate in a plate incorporation
assay in S. typhimurium TA98, TA100, TA1535, TA1537, E.
coli WP2 uvrA pKM101 as well as at concentrations up to
1600 pg/plate in the same S. typhimurium strains and at
concentrations up to 5000 pg/plate in the same E. coli strain
in a preincubation assay, in the presence and absence of S9
(Mee, 2020). Corroborative evidence also indicates Persea




americana oil hydrolyzed fraction was non-genotoxic in a
GLP- and OECD 487 guideline-compliant in vitro
micronucleus assay when tested in human lymphocytes at
concentrations up to 2000 pg/mL for three hours in the
presence and absence of S9 and for 24 hours in the
absence of S9 (Clare, 2020). Additional corroborative
evidence is available from a bacterial reverse mutation
assay in which the related preparation, Avosafe
(approximately 50% each of the constituents avocadene and
avocadyne) was not mutagenic at concentrations up to 5000
ug/plate in S. typhimurium TA98, TA100, TA1535, TA1537
and E. coli WP2uvrA (pKM101) in the presence and absence
of S9 (Rodriguez-Sanchez et al., 2019). Corroborative
evidence is also available from an in vivo micronucleus
assay in Balb/c mice provided 0 or 250 mg/kg of the same
related preparation where no significant induction of
micronuclei was observed (Padilla-Camberos et al., 2013).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
rubusosides enriched glucosylated steviol glycosides (CAS
1225018-62-1) and concluded that the use of the substance
as a flavor ingredient is GRAS (FEMA 4992) (Smith et al.,
2005a) in the food categories and at the use levels specified
in Table 2. This material was evaluated within the context of
the procedure for the safety evaluation of natural flavor
complexes (Cohen et al., 2018; Smith et al., 2005b). The
Expert Panel calculated the anticipated per capita intake of
rubusosides enriched glucosylated steviol glycosides from
use as a flavor ingredient to be 6918 pg/person/day.
Corroborative evidence for the low toxicity potential of
rubusosides enriched glucosylated steviol glycosides was
evaluated by the Expert Panel from a 108-week
carcinogenicity study for stevioside in which no carcinogenic
effects were observed (Toyoda et al., 1997). Corroborative
evidence is also available from a 2-year feeding study in which
male and female rats were administered the equivalent of 0,
50, 150, or 550 mg/kg bw/day of a stevia extract comprised of
74% stevioside and 16% rebaudioside A. The authors
considered the NOAEL from this 2-year rat feeding study of a
stevia extract to be equal to 550 mg/kg bw/day (Yamada et
al., 1985), which is greater than 4,000 times the anticipated
daily per capita intake of rubusosides enriched glucosylated
steviol glycosides from use as a flavor ingredient. Additional
corroborative evidence is available from a 52-week chronic
toxicity study in which Beagle dogs (4/sex/group) were
provided 0, 6200, 12500 or 50000 ppm of beta-cyclodextrin
(Bellringer et al.,, 1995). The dietary concentrations
correspond to actual intakes of 229, 456 or 1831 mg/kg
bw/day and 224, 476 or 1967 mg/kg bw/day in male and
female dogs, respectively (Bellringer et al., 1995). There were
no toxicologically significant findings, and a NOAEL was
established at the top dose (1831 and 1967 mg/kg bw/day for
male and female dogs, respectively). This NOAEL is greater
than 15,000 times the anticipated daily per capita intake of
rubusosides enriched glucosylated steviol glycosides from
use as a flavor ingredient. This material is derived from the
leaves of Stevia rebaudiana. The Expert Panel considered the
identity description of the material to be adequate for the
FEMA GRAS evaluation. The Expert Panel evaluated sensory
data included within the application and found it satisfactory
with regard to intended conditions of use for the flavor
ingredient (Harman and Hallagan, 2013). Metabolic data exist
that would predict, at the intake levels proposed, metabolism

by well-established detoxication pathways to innocuous
products (Cardoso et al., 1996; Gardana et al., 2003; Geuns
et al., 2003a,b; Geuns and Pietta, 2004; Geuns et al., 2007;
Hutapea et al., 1997; Koyama et al., 2003a,b; Nakayama et
al., 1986; Purkayastha et al., 2014, 2015, 2016; Purkayastha
and Kwok, 2020; Renwick and Tarka, 2008; Roberts and
Renwick, 2008; Roberts et al., 2016; Wheeler et al., 2008;
Wingard et al., 1980; BeMiller, 2003; JECFA, 1982). The
genotoxicity of the major marker constituents (steviol
glycosides) has been thoroughly examined in a wide range of
studies. Based on the corroborative evidence noted below for
the various steviol glycosides, the Expert Panel did not
identify specific concerns related to the genotoxicity of
rubusosides enriched glucosylated steviol glycosides
(Gooderham et al., 2020). Corroborative evidence indicates
that while some positive results are reported in in vitro
mutagenicity assays, in vivo studies do not provide evidence
of genotoxic effects (Nakajima, 2000a,b; Pezzuto et al., 1985,
1986; Rumelhard et al., 2016; Suttajit et al., 1993; Terai et al,
2002; Williams and Burdock, 2009).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
methyl 3-methyl-2-buten-1-yl disulfide (CAS 34776-60-8)
and concluded that the use of the substance as a flavor
ingredient is GRAS (FEMA 4993) (Smith et al., 2005a) in the
food categories and at the use levels specified in Table 2.
This substance was evaluated individually within the context
of the chemical group of aliphatic and aromatic sulfides and
thiols (JECFA, 2000, 2004, 2008, 2011; SLR, B4). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of methyl 3-methyl-2-buten-1-yl disulfide from
use as a flavor ingredient to be 0.1 pg/person/day, which is
below the threshold of toxicological concern (TTC) for
structural class Il (90 pg/person/day) (Munro et al., 1996).
Corroborative evidence for the low toxicity potential of methyl
3-methyl-2-buten-1-yl disulfide was evaluated by the Expert
Panel from a GLP- and OECD 408 guideline-compliant 90-
day oral toxicity study for the structural relative methyl propyl
trisulfide (FEMA 3308) (Purity: 57% methyl propyl trisulfide,
32% dipropyl trisulfide, 6.4% dipropy! disulfide, and 4.3%
methyl isopropyl tetrasulfide) which was administered to
Sprague-Dawley rats (10/sex/dose) by gavage at 0, 0.5, 2
and 6 mg/kg bw/day. No toxicologically significant findings
were observed, and a NOAEL of 6 mg/kg bw/day was
established (Bastaki et al., 2018). This NOAEL is 3,000,000
times the anticipated daily per capita intake of methyl 3-
methyl-2-buten-1-yl disulfide from use as a flavor ingredient.
The substance occurs naturally in beer (Natural Occurrence
Analysis, 2021c). Based on the quantitative data, a
consumption ratio of 155 could be calculated (Stofberg and
Grundschober, 1987). The Expert Panel considered the
specification of the material to be adequately characterized
by the purity assay and supporting spectral data provided for
the FEMA GRAS evaluation. It is presumed that methyl 3-
methyl-2-buten-1-yl disulfide will be reduced either
enzymatically by GSH reductase or thioltransferases, or
reduced chemically by exchange with GSH, thioredoxin,
cysteine or other endogenous thiols to yield 3-methyl-2-
butenyl thiol (Waring, 1996; Wells et al., 1993). This simple
thiol could undergo oxidation to yield the corresponding
sulfenic acid, sulfinic acid and ultimately, sulfonic acid. The
sulfinic and sulfonic acids are water soluble and easily
excreted. Alternatively, the thiol that is formed may react with




glutathione and cysteine to form mixed disulfides that can
then undergo reduction and oxidative desulfuration, or
oxidation to sulfonic acid via the intermediate thiosulfinate
and sulfinic acid (McBain and Menn, 1969; Dutton & llling,
1972; Maiorino et al., 1989; Richardson et al., 1991). There
are also several possible thiol-disulfide exchange reactions
that may occur (Cotgreave et al., 1989). Based on the
structure of the substance, the arrangement and identity of
the functional groups therein, and supported by the
corroborative evidence cited below, the Expert Panel did not
identify specific concerns related to the genotoxicity of
methyl 3-methyl-2-buten-1-yl disulfide (Gooderham et al.,
2020). Corroborative evidence for the lack of genotoxic
potential was evaluated by the Panel from a two-strain
screening bacterial reverse mutation assay, where methyl 3-
methyl-2-buten-1-yl disulfide was not mutagenic at
concentrations up to 150 pg/plate in S. typhimurium TA98
and TA100 in the presence and absence of S9 metabolic
activation (Kino, 2020d). Similarly, corroborative evidence for
the lack of genotoxic potential was evaluated by the Panel
from the structural relatives bis(3-methyl-2-butenyl) disulfide
(FEMA 4914), allyl disulfide (FEMA 2028) and dimethyl
disulfide (FEMA 3536) which were not mutagenic in bacterial
reverse mutation assays in S. typhimurium strains TA98,
TA100, TA102, TA1535, TA1537, TA1538 and/or E. coli
strain WP2 uvrA in the presence or absence of S9 metabolic
activation (Kino, 2017b; Eder et al., 1980; Aeschbacher et
al., 1989; ECHA, 1985a,b, 2007). Additionally, corroborative
evidence for the lack of genotoxic potential for methyl 3-
methyl-2-buten-1-ylI disulfide was evaluated by the Expert
Panel in an in vitro chromosome aberration assay and an in
vitro sister chromatid exchange assay for the structural
relative allyl disulfide (FEMA 2028) at concentrations of 2-25
pg/mL and 2-10 pg/mL, respectively, in Chinese Hamster
Ovary (CHO) cells (Musk et al., 1997). Significant induction
of chromosome aberrations at concentrations of 10 ug/mL
and above in the absence of S9 and in a non-dose
responsive manner at concentrations of 4-25 ug/mL in the
presence of S9, as well as a significant induction of sister
chromatid exchanges at all tested concentrations in the
presence and absence of S9, were observed (Musk et al.,
1997). However, these effects were observed at
concentrations that induced greater than 50% cytotoxicity in
CHO cells and thus appear related to toxicity rather than
truly positive results. The in vitro sister chromatid exchange
assay has been removed from the OECD reference library
due to a lack of evidence that this assay is predictive of a
heritable mutagenic event (OECD, 2017). Corroborative
evidence for the lack of genotoxic potential for methyl 3-
methyl-2-buten-1-yl disulfide was evaluated by the Expert
Panel in the following in vitro and in vivo assays.
Corroborative evidence from a mouse micronucleus assay
indicated gavage administration of a mixture containing the
structurally related flavor ingredients allyl sulfide (FEMA
2042), allyl disulfide (FEMA 2028) and diallyl trisulfide
(FEMA 3265) (in a ratio of 68:20:12) did not increase the
frequency of micronucleated polychromatic erythrocytes in
bone marrow cells. The test mixture provided estimated
doses of the structural relative allyl disulfide (FEMA 2028) of
48 and 98 mg/kg bw/day at the two concentrations tested
(Marks et al., 1992). Corroborative evidence from a GLP-
and OECD 473 guideline-compliant in vitro chromosome
aberration assay in human lymphocytes incubated with the
structural relative dimethyl disulfide (FEMA 3536) at
concentrations up to 300 pg/mL either for 24h in the absence

of S9 or for 2h in the presence of S9, significant induction of
chromosomal aberrations was observed only at the highest
concentration tested, which was cytotoxic (ECHA, 1990a).
Corroborative evidence from a GLP- and OECD 476
guideline-compliant in vitro HPRT mammalian cell gene
mutation assay in Chinese Hamster Ovary (CHO) cells
incubated with the structural relative FEMA 3536 for 3 hours
in the presence and absence of S9 at concentrations up to
1000 pg/mL showed no conclusive evidence of genotoxicity
was found, as slight increases in the mutation frequency in
the presence and absence of S9 were not concentration
dependent (ECHA, 1990b). Corroborative evidence also
showed no induction of unscheduled DNA synthesis was
observed in rat hepatocytes treated with the structural
relative FEMA 3536 at concentrations up to 200 pg/mL for
18-20h in a GLP- and OECD 482 guideline-compliant assay
(ECHA, 1990c).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
gallic acid (CAS 149-91-7) and concluded that the use of the
substance as a flavor ingredient is GRAS (FEMA 4994)
(Smith et al., 2005a) in the food categories and at the use
levels specified in Table 2. This substance was evaluated
individually within the context of the chemical group of
phenol and phenol derivatives (JECFA, 2001, 2011, 2012,
2022; SLR, C12). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of gallic acid
from use as a flavor ingredient to be 277 pg/person/day,
which is below the threshold of toxicological concern (TTC)
for structural class | (1800 pg/person/day) (Munro et al.,
1996). Corroborative evidence for the low reproductive and
developmental toxicity potential of gallic acid was evaluated
by the Expert Panel from the following reproductive toxicity
studies. In a corroborative FDA GLP-compliant gavage
toxicity study from gestation days (GD) 6-20, pregnant rats
(10/group) were provided deionized water placebo, or 21.6,
215, 430 or 860 mg/kg bw/day of a related preparation of a
mixture of 80% gallic acid and 20% of a herbal supplement
known as “NT” (40% rhubarb root and stem (radix et rhizoma
rhei), 13.3% astragalus root (radix astragali), 13.3% red
sage root (radix rhizoma miltiorrhizae), 26-27% turmeric
(rhizoma curcumae longae) and 6-7% dried ginger (rhizome
zingiberis officinalis)) (Booth et al., 2010). Significant
decreases in bodyweight and relative gravid uterine weights
were observed at the high-dose group on GD21. In
corroborative studies, no other treatment-related adverse
effects were observed. A reproductive NOAEL of 430 mg/kg
bw/day was established for the related preparation. No
reproductive or developmental effects were observed in
fetuses when the structural relative propyl gallate (FEMA
2947) was administered to pregnant rats and mice (3-300
mg/kg bw), hamsters (2.5-250 mg/kg bw) and rabbits (2.5-
250 mg/kg bw) by oral gavage on GD15, GD6-10 and for 13
consecutive days, respectively (FDRL, 1972, 1973a). In a
corroborative study in which female Wistar rats (18-
20/group) were provided the structural relative propyl gallate
(FEMA 2947) in the diet at 0, 0.4, 1 and 2.5% (approximately
0, 350, 880 and 2040 mg/kg bw/day) through pregnancy, no
teratogenic effects attributed to the administration of the
structural relative propyl gallate (FEMA 2947) were observed
(Tanaka et al., 1979). Increased fetal resorption rates
(18.3%) were observed in a corroborative study in which
Walter Reed-Carworth Farms rats were fed the structural




relative FEMA 2947 at 0.5g (approximately 100 mg/kg
bw/day) during pregnancy relative to control animals (10.6%)
(Telford et al., 1962). This low observed adverse effect level
(LOAEL) of 100 mg/kg bw/day is greater than 20,000 times
the anticipated daily per capita intake of gallic acid from use
as a flavor ingredient. Corroborative evidence for the low
toxicity potential of gallic acid was evaluated by the Expert
Panel from the following toxicity studies for the structural
relative propyl gallate (FEMA 2947). In corroborative 13-
week NTP subchronic dietary toxicity studies 0, 1500, 3000,
6000, 12500 or 25000 ppm of the structural relative propyl
gallate (FEMA 2947) were provided to F344/N rats
(10/sex/group) (approximately 0, 75, 150, 300, 625 or 1250
mg/kg bw/day) and to B6C3F1 mice (10/sex/group)
(approximately 0, 225, 450, 900, 1875 or 3750 mg/kg
bw/day) (NTP, 1982; FDA, 1993). All rats except for 1 female
rat at the second-highest treatment level and all mice
survived. Dose-dependent increases in feed consumption in
rats, weight gain depressions of 10% or more in males at the
top two treatment levels and in females at the top treatment
level were recorded. Reddish duodenal mucosa (8/10 males;
6/10 females), thickened stomach wall (4/10 males; 2/10
females), necrosis and ulceration of the mucosal surface of
the stomach, accompanied with moderate to severe
granulomatous inflammatory responses in the submucosa
and muscular wall (4/10 males; 1/10 females) were observed
in rats at the highest treatment level. No treatment-related
effects treated mice were observed. The top two dietary
concentrations were selected for a follow-up NTP
carcinogenicity study in rats and mice. In follow-up
corroborative 103-week NTP dietary carcinogenicity studies
of the structural relative propyl gallate (FEMA 2947) at 6000
or 12000 ppm in F344 rats (50/sex/group) (approximately
300 or 600 mg/kg bw/day) and in B6C3F1 mice
(50/sex/group) (approximately 900 or 1800 mg/kg bw/day),
statistically significant increases in tumors of the preputial
gland, pancreatic islet cells and adrenal gland in rats at the
lowest concentration, increased thyroid follicular cell tumors
in high-dose male rats, brain tumors in two female rats at the
lowest test concentration and significant increases in liver
adenomas in female mice at the highest test concentration
were within historical controls as well (NTP, 1982; Abdo et
al., 1983, 1986). The Expert Panel agreed with the NTP
conclusion that the structural relative propyl gallate (FEMA
2947) was not carcinogenic to rats or mice. In a review of
corroborative repeat-dose toxicity studies of the structural
relative propyl gallate (FEMA 2947) conducted by BIBRA,
mortalities and adverse effects were observed in the
stomach, kidneys, forestomach and prostate of rats provided
1-5% in the diet (approximately 500-2500 mg/kg bw/day)
(BIBRA, 1989; EFSA, 2014; FDA, 1993). No adverse effects
on growth, liver and adrenal glands were reported in rats
given 100-250 mg/kg bw/day of the structural relative propyl
gallate (FEMA 2947) for 6 or 26 weeks (BIBRA, 1989; EFSA,
2014; FDA, 1993). Various studies of different durations in
rats administered 100 mg/kg bw/day of the structural relative
propyl gallate (FEMA 2947) resulted in changes of
enzymatic activity in the lungs, intestines and livers along
with increased organ weight and fatty changes of the liver
(BIBRA, 1989; EFSA, 2014; FDA, 1993). No effects on
growth, survival or microscopic treatment-related effects in
major tissues were observed in rats (approximately
30/sex/group) administered 1-2 mg/kg bw/day of the
structural relative propyl gallate (FEMA 2947), alone or as a
constituent of an antioxidant mixture (den Tonkelaar et al.,

1968). In a corroborative study, after gavage administration
of 50, 100, 200 or 500 mg/kg bw/day of the structural relative
propyl gallate (FEMA 2947) in SPF Carworth rats (4-
12/sex/group) for 7 days, extensive fatty changes in the liver
observed at the high-dose at 24h were reduced after a 14-
day recovery period and returned to normal after 28 days in
all treated rats except one treated female (Feuer et al.,
1965). Increased abnormal mitotic figures in hepatocytes
observed in all treated doses were still present after 14 days
but not after 28 days. SPF Wistar RIVM:Tox rats
(10/sex/group) were provided 0, 35, 135 or 527 mg/kg
bw/day of the structural relative propyl gallate (FEMA 2947)
in the diet for 13 weeks in a corroborative study (Speijers et
al., 1993; EFSA, 2014). Decreases in hematological
parameters, decreased extramedullary hematopoiesis in the
spleen and decreased incidence of nephrocalcinosis and
liver microsomal activity of ethoxy-resorufin-O-deethylase
(EROD) were observed at the highest tested concentration.
Increased glucuronyl-transferase and glutathione-S-
transferase activities were observed at the top two
concentrations. A NOAEL of 135 mg/kg bw/day was
established for the structural relative propyl gallate (FEMA
2947). In another corroborative study, albino mice
(25/sex/group) received the structural relative propyl gallate
(FEMA 2947) at 0, 0.5 and 1.0% in the diet for 21 months
(approximately 750 or 1500 mg/kg bw/day) and additional
mice (25/sex/group) were maintained for the control and
1.0% groups (Dacre, 1974; FDA, 1993). No treatment-
related adverse effects were observed, and a NOEL of 1500
mg/kg bw/day was established for the structural relative
propyl gallate (FEMA 2947). In two 28-day studies
conducted in Swiss albino mice, no mortalities or adverse
effects were observed in 6- to 8-week old mice (6/sex/dose)
orally administered 0 or 1000 mg/kg bw/day of gallic acid, or
in 3-month old mice (5/sex/dose) at 0, 100, 300 or 900
mg/kg bw/day of gallic acid administered by gavage
(Rajalakshmi et al., 2001; Variya et al., 2019). In a 13-week
dietary toxicity study, F344 rats (15/sex) were provided with
0, 0.2, 0.6, 1.7 and 5% of gallic acid (approximately 0, 100,
300, 850 and 2500 mg/kg bw/day, respectively) (Niho et al.,
2001; FDA, 1993). Significantly lower bodyweights and/or
bodyweight gains at the top two treatment levels were
observed. Hematological changes in males treated with
0.6% or more of gallic acid and 1.7% and above in treated
females were observed. Significant changes in blood urea
nitrogen and creatinine levels at the top two treatment levels,
non-sex and non-dose dependent changes in blood
biochemistry parameters in all treated rats, significantly
increased potassium levels in males of the top three
treatment groups and females of the top two treatment
groups, extramedullary hematopoiesis, hemosiderin
deposition and congestion in the spleen were observed.
These were accompanied with increased absolute and
relative spleen weights as well as fine, granular brown
pigment in the proximal tubular cells in the kidney
accompanied with berlin blue-negative brown pigment
deposition in the proximal tubular epithelium of rats at the
highest tested concentration. Dose-dependent centrilobular
liver cell hypertrophy in the livers of rats at the top two
treatment levels accompanied by increased relative liver
weights at the 1.7% treatment group were observed. The
authors considered the hematological and biochemical
findings to be indicative of anemia and attributed the liver
findings to the induction of O-methyltransferase and other
enzymes. A NOAEL at 0.2%, calculated by the authors to be




approximately 119 and 128 mg/kg bw/day for male and
female rats, respectively, was established. The NOAEL of
119 mg/kg bw/day for gallic acid was greater than 23,000
times the anticipated daily per capita intake of gallic acid
from use as a flavor ingredient. This material occurs
naturally in apple brandy, beer, armagnac (French brandy),
bourbon whiskey, Canadian whiskey, cognac (French
brandy), grape brandy, Irish whiskey, malt whiskey, mulberry
(Morus spp.), red and white wines, rum, Scotch blended
whisky, sour cherry (Prunus cerasus L.) and sweet cherry
(Prunus avium L.) (Van Dongen et al., 2024). Based on the
quantitative data, a consumption ratio of 12 could be
calculated (Stofberg and Grundschober, 1987). The Expert
Panel considered the specification of the material to be
adequately characterized by the purity assay and supporting
spectral data provided for the FEMA GRAS evaluation.
Based on dietary, oral or i.p. administrations of up to 500
mg/kg bw of gallic acid in rats and up to 150 mg/kg bw of
gallic acid in rabbits (FDA, 1993; Booth et al., 1959;
Scheline, 1966; Zong et al., 1999), as well as oral
administrations of approximately 250 mg/kg bw of the
structural relative propyl gallate (FEMA 2947) in rats, gallic
acid is expected to undergo rapid absorption and
metabolism in the Gl tract followed by excretion in the urine
as the parent compound or as its main metabolite, 4-O-
methylgallic acid (4-OmeGA) (Yang et al., 2020; Shahrzad
and Bitsch, 1998; Abd et al., 2002; Ferruzzi et al., 2009).
Based on the structure of the substance, the arrangement
and identity of the functional groups therein, and supported
by the corroborative evidence cited below, the Expert Panel
did not identify specific concerns related to the genotoxicity
of gallic acid (Gooderham et al., 2020). Gallic acid was not
mutagenic in Ames assays at concentrations up to 3000
pg/plate in S. typhimurium TA98 and TA100 in the presence
and absence of S9 (Rashid et al., 1985; Wang and
Klemencic, 1979; Chen and Chung, 2000), and at 15
pumol/plate (approximately 2552 ug/plate) in S. typhimurium
TA1527 in the presence and absence of S9 (Wang and
Klemencic, 1979). In a NTP Ames assay, gallic acid was not
mutagenic at concentrations of 100-10,000 pg/plate in S.
typhimurium TA98, TA100, TA1535 and TA1537 in the
presence and absence of S9, with the exception of equivocal
or weakly positive results reported in one or more cultures of
TA100 in the presence and absence of S9, in TA98 in the
presence of S9, in TA1537 in the presence of S9 and in
TA1535 in the absence of S9 (NTP, 2018b; Haworth et al.,
1983). In a second NTP assay, gallic acid was not
mutagenic at concentrations of 100-6666 pg/plate in the
same tester strains in the presence and absence of S9 with
the exception of one equivocal response in one culture of
TA100 in the absence of S9 (NTP, 2018b; Haworth et al.,
1983). No significant induction of micronuclei was observed
in WIL2-NS cells treated with 1 or 10 uM of gallic acid
(approximately 2 and 20 pg/mL, respectively) for 60 minutes
(Sugisawa et al., 2004). Significant DNA damage was
observed at the highest tested concentration in a
corroborative in vitro comet assay of human lymphocytes
treated with concentrations up to 100 pg/mL of gallic acid,
but not when treated with the structural relative propyl gallate
(FEMA 2947) at concentrations up to 100 pg/mL (Wu et al.,
2004). No significant induction of micronuclei, DNA damage
or %Comet was observed in Swiss albino mice (3 females +
2 males/group) orally administered 100, 200 and 400 mg/kg
bw/day of gallic acid for 5 consecutive days in a bone
marrow micronucleus assay, peripheral blood micronucleus

assay and Comet assay (Shruthi and Shenoy, 2020).
Additional evidence for the lack of genotoxic potential for
gallic acid was evaluated by the Panel from corroborative in
vitro and in vivo genotoxicity assays for the structural relative
propyl gallate (FEMA 2947). The structural relative propyl
gallate (FEMA 2947) was not mutagenic in S. typhimurium
TA92, TA94, TA98, TA100, TA1535, TA1537, TA1538 and
E. coli WP2 (uvrA) in several corroborative bacterial reverse
mutation assays in the presence and absence of S9,
including in an NTP reverse mutation assay (Ishidate et al.,
1984; Shelef and Chin, 1980; Mortelmans et al., 1986; Chen
and Chung, 2000; Rosin and Stich, 1981; Kawachi et al.,
1980). In another corroborative Ames assay, the structural
relative FEMA 2947 was not mutagenic in S. typhimurium
TA97 at concentrations up to 100 pg/plate in the presence
and absence of S9 but was weakly mutagenic at 100
pg/plate in TA102 in the presence and absence of S9 (Fujita,
et al., 1988). The structural relative FEMA 2947 was non-
clastogenic in corroborative in vitro chromosome aberration
and sister chromatid exchange assays in human embryo
fibroblasts as well as a corroborative in vivo rat bone marrow
chromosome aberration assay (Kawachi et al., 1980) but
was clastogenic in a corroborative in vitro chromosome
aberration assay in hamster lung fibroblast (CHL) cells in the
absence of S9 (Ishidate et al., 1984). In corroborative assays
for the structural relative FEMA 2947, significant induction of
chromosome aberrations was reported at 20-40 pg/mL in
CHL cells incubated for 24h and 48h in the presence and
absence of S9 (Ishidate et al., 1984), at 5-50 pg/mL in CHO
cells in the absence of metabolic activation in an NTP assay
(Gulati et al., 1989) and at 531-3183 pg/mL in CHO-K1 cells
treated for 3 hours in the presence of S9 and approximately
1061-1592 pg/mL and above in the absence of S9 (Tayama
and Nakagawa, 2001), but not in diploid human embryo
fibroblast HE 2144 cells treated at concentrations of 2.1 and
21.2 pg/mL (Sasaki et al., 1980). These corroborative
assays determined the frequency of chromosome
aberrations with 100-200 metaphases per test concentration.
The OECD guideline for this assay recommends scoring at
least 300 well-spread metaphases for appropriate statistical
analyses, though note that the number of metaphases may
be reduced if the test substance is clearly positive (OECD,
2016). In corroborative assays for the structural relative
FEMA 2947, significant induction of sister chromatid
exchanges was observed in CHO cells treated at
concentrations of 5-50 pg/mL and in CHO-K1 cells treated
for 3h at concentrations of 531-3183 pg/mL in the presence
and absence of S9 (Tayama and Nakagawa, 2001), but not
at 2.1 and 21.2 pg/mL in diploid human embryo fibroblast HE
2144 cells (Sasaki et al., 1980). However, the sister
chromatid exchange assay is no longer considered by the
OECD to be a relevant assay for the detection of heritable
mutagenic events (OECD, 2017). In the corroborative assay
conducted using CHO-K1 cells, dose-dependent increases
of endoreduplicated cells were observed (Tayama and
Nakagawa, 2001). In at least one experiment of a
corroborative assay, the structural relative FEMA 2947
significantly induced micronuclei at 5 and 7 pg/mL in V79
cells, at 23.5 and 48 pg/mL in CHL cells, 5.6-13.3 pg/mL in
CHO cells, 4.2-31.6 pg/mL in TK6 cells, but not at 40-225
pg/mL in human lymphocytes, treated for 3h with a 21h
recovery period in the absence of S9 (Fowler et al., 2012).
Significant induction was also observed at 1000 pg/mL in
HepG2 cells treated for 3h with a 21h recovery period in the
absence of S9, however less than 200 cells were scored




(Fowler et al., 2012). The high levels of cytotoxicity in all cell
lines (as much as 50% toxicity at concentrations below 50
pg/mL) noted by the study authors could have resulted in
false positives (Fowler et al., 2012). In a corroborative NTP
mouse lymphoma assay in cultures of L5178Y cells treated
with the structural relative propyl gallate (FEMA 2947) at
concentrations up to 1000 pug/mL for 4h in the absence of
S9, significant mutagenicity was observed at all tested
concentrations which were highly cytotoxic (McGregor et al.,
1988).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
rebaudioside N 95% (CAS 1220616-46-5) and concluded
that the use of the substance as a flavor ingredient is GRAS
(FEMA 4995) (Smith et al., 2005a) in the food categories
and at the use levels specified in Table 2. This material was
evaluated within the context of the procedure for the FEMA
GRAS evaluation of flavor ingredients produced through
biotechnology processes (Cohen et al., 2015). The Expert
Panel calculated the anticipated per capita intake (“eaters
only”) of rebaudioside N 95% from use as a flavor ingredient
to be 55 pg/person/day, which is below the threshold of
toxicological concern (TTC) for structural class Il (90
pg/person/day) (Munro et al., 1996). Corroborative evidence
for the low toxicity potential of rebaudioside N 95% was
evaluated by the Expert Panel from a 108- week
carcinogenicity study for stevioside, which showed no
carcinogenic effects were observed (Toyoda et al., 1997).
Additional corroborative evidence for the low toxicity
potential of rebaudioside N 95% was evaluated by the
Expert Panel from a 2-year feeding study, in which male and
female rats were administered the equivalent of 0, 50, 150,
or 550 mg/kg bw/day of a stevia extract comprised of 74%
stevioside and 16% rebaudioside A. The authors considered
the NOAEL from this 2-year rat feeding study of a stevia
extract to be equal to 550 mg/kg bw/day (Yamada et al.,
1985), which is greater than 600,000 times the anticipated
daily per capita intake of rebaudioside N 95% from use as a
flavor ingredient. This material is derived from the leaves of
Stevia rebaudiana leaves. The Expert Panel considered the
specification of the material to be adequately characterized
by the purity assay and supporting spectral data provided for
the FEMA GRAS evaluation. The Expert Panel evaluated
sensory data included within the application and found it
satisfactory with regard to intended conditions of use for the
flavor ingredient (Harman and Hallagan, 2013). Metabolic
data exist that would predict, at the intake levels proposed,
metabolism by well-established detoxication pathways to
innocuous products (Cardoso et al., 1996; Gardana et al.,
2003; Geuns et al., 2003a,b; Geuns and Pietta, 2004; Geuns
et al., 2007; Hutapea et al., 1997; Koyama et al., 2003a,b;
Nakayama et al., 1986; Purkayastha et al., 2014, 2015,
2016; Purkayastha and Kwok, 2020; Renwick and Tarka,
2008; Roberts and Renwick, 2008; Roberts et al., 2016;
Wheeler et al., 2008; Wingard et al., 1980; JECFA, 1982).
Based on the structure of the substance, the arrangement
and identity of the functional groups therein, and supported
by the corroborative evidence cited below, the Expert Panel
did not identify specific concerns related to the genotoxicity
of rebaudioside N 95% (Gooderham et al., 2020). The
genotoxicity of the major marker constituents (steviol
glycosides) has been thoroughly examined in a wide range
of studies. While some positive results are reported in in vitro

mutagenicity assays, in vivo studies do not provide evidence
of genotoxic effects (Nakajima, 2000a,b; Pezzuto et al.,
1985, 1986; Rumelhard et al., 2016; Suttajit et al., 1993;
Terai et al, 2002; Williams and Burdock, 2009).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
(2S)-7-(beta-D-glucopyranosyloxy)-2,3-dihydro-5-hydroxy-2-
(4-hydroxy-3-methoxyphenyl)-4H-1-benzopyran-4-one (CAS
14982-11-7) and concluded that the use of the substance as
a flavor ingredient is GRAS (FEMA 4996) (Smith et al.,
2005a) in the food categories and at the use levels specified
in Table 2. This substance was evaluated individually within
the context of the chemical group of phenol and phenol
derivatives (JECFA, 2001, 2011, 2012, 2022; SLR, C12).
This material was evaluated within the context of the
procedure for the FEMA GRAS evaluation of flavor
ingredients produced through biotechnology processes
(Cohen et al., 2015). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of (2S)-7-(beta-
D-glucopyranosyloxy)-2,3-dihydro-5-hydroxy-2-(4-hydroxy-3-
methoxyphenyl)-4H-1-benzopyran-4-one from use as a
flavor ingredient to be 14 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class
I (90 pg/person/day) (Munro et al., 1996). Corroborative
evidence for the low toxicity potential of (2S)-7-(beta-D-
glucopyranosyloxy)-2,3-dihydro-5-hydroxy-2-(4-hydroxy-3-
methoxyphenyl)-4H-1-benzopyran-4-one was evaluated by
the Expert Panel from toxicity studies for structural relatives,
neohesperidin dihydrochalcone (FEMA 3811) and 2-(3,4-
dihydroxyphenyl)-5,7-dihydroxy-4-chromanon (FEMA 4715),
summarized below. Weanling rats (5/sex) were provided 0-
0.128% of the structural relative neohesperidin
dihydrochalcone (FEMA 3811) (approximately 0-128 mg/kg
bw/day) in the diet for 90 days (Booth et al., 1965; FDA,
1993). High mortality of the pups was attributed to an
inadequate diet rather than treatment-related conditions. No
adverse effects on reproductive performance were observed.
No adverse effects or treatment-related mortalities were
observed in a follow-up study of the structural relative FEMA
3811 using the same protocol at 0.5% in the diet of weanling
rats (approximately 500 mg/kg bw/day) for 70 days before
mating (Booth et al., 1965; FDA, 1993). SPF Fischer rats
were provided 0, 0.5, 2.5 and 5.0% of the structural relative
FEMA 3811 (0, 500, 2500 and 5000 mg/kg bw/day,
respectively) in the diet in a three-generation reproduction
and teratogenicity study (Booth, 1974; Gumbmann et al.,
1978; FDA, 1993). Slight decreases in fetal survival in the
mid- and high-intake levels were observed in the third
generation. Apart from a few abnormalities, no evidence for
the teratogenicity of the test substance was observed in the
study. In a GLP- and OECD 414 guideline-compliant
prenatal developmental toxicity study, mated female Wistar
Crl:(WI)WU BR rats (28/group) were provided 0, 1.25%,
2.5% or 5% of the structural relative FEMA 3811
(approximately 0, 800-900, 1600-1700 or 3100-3400 mg/kg
bw/day, respectively) in the diet until GD 21 (Waalkens-
Berendsen et al., 2004). The NOAEL for maternal toxicity,
fetotoxicity, embryotoxicity or teratogenicity according to the
authors corresponded to the top dose level of 3100 mg/kg
bw/day. This NOAEL is greater than 13,000,000 times the
anticipated daily per capita intake of (2S)-7-(beta-D-
glucopyranosyloxy)-2,3-dihydro-5-hydroxy-2-(4-hydroxy-3-
methoxyphenyl)-4H-1-benzopyran-4-one from use as a




flavor ingredient. In an OECD 408 guideline-compliant 90-
day dietary administration study of the structural relative 2-
(3,4-dihydroxyphenyl)-5,7-dihydroxy-4-chromanon (FEMA
4715) in Sprague-Dawley rats (10/sex/group) that provided
mean dietary daily intakes of 241, 487 and 968 mg/kg
bw/day and 244, 491 and 983 mg/kg bw/day for males and
females, the NOAEL was determined to be 968 and 983
mg/kg bw/day for males and females, respectively (Bauter,
2018). In a two-year dietary toxicity study in SPF Fischer rats
(24/sex/group) that were provided the structural relative
FEMA 3811 at 0, 0.5, 2.5 and 5.0% of the diet
(approximately 0, 250, 1250 and 2500 mg/kg bw/day)
(Gumbmann et al., 1978; FDA, 1993), lower body weight
gains in high-intake males in the first ten weeks and high-
intake females by the 60™ week were recovered at 100
weeks after supplementation with 3% USP salts X1V (fortified
with 40 ppm zinc and 3 ppm cobalt) and 3% additional
brewers dried yeast at the expense of cornmeal in half of the
high-intake group starting on Day 430. High mortalities in the
high-intake group (50% survival) and control group (66%
survival) were observed at the 100" week. Significantly
increased plasma ornithine-carbamyl transferase (OCT)
levels in treated rats were not reproduced in a separate 11-
month feeding study of the structural relative FEMA 3811 at
10% of the diet. Decreased plasma cholesterol levels in
high-intake rats were similar to the effects observed in the
11-month study. The authors attributed this to the intestinal
fermentation of the test substance. Still, they noted that a
different mode of action could not be excluded, based on the
similar effects observed from other fermentable food
constituents and bioflavonoids. Higher relative male kidney
and liver weights and all organ weights in females were
observed in the high-intake group with a non-supplemented
diet. The organs of high-intake rats provided the
supplemented diet had relative weights comparable to the
controls and lower intake treatments, except thyroid weights
which were lower than both control and other treatment
groups but still within the expected normal range. Except for
the supplemented high-intake group, diffuse thyroid follicular
hyperplasia and hypertrophy were observed in all other
control and treated rats. Increased focal cortical kidney
atrophy incidence was observed in low-intake females, mid-
intake rats, and non-supplemented high-intake rats
compared to the controls and supplemented high-intake rats.
The incidence of tumors in rats over 18 months of age did
not reveal any treatment-related differences between the
different experimental groups. Young beagle dogs
(3/sex/group) were provided the structural relative FEMA
3811 in the diet for two years at levels of 0, 200, 1000 and
2000 mg/kg bw/day (Gumbmann et al., 1978). Slightly
increased plasma alkaline phosphatase levels in high-intake
males at 12, 18 and 24 months were not observed in high-
intake females and were not accompanied with changes in
other plasma enzymes or histology. Decreased plasma
thyroxine concentrations in high-intake females were
observed from 6 months onwards. Non-significant increased
absolute and relative liver weights were observed in high-
intake males and females. Decreased relative testes weights
observed in one dog in the mid- and high-intake groups were
accompanied by testicular atrophy and degeneration.
Increased absolute and relative thyroid weights in high-
intake males and females were accompanied by mild thyroid
hypertrophy and hyperplasia (2/3 per sex) and increased
thyroid follicular epithelium diameter with little alterations to
thyroid architecture. The most severely affected high-intake

dog exhibited increased cell diameter and architectural
changes, including mild follicular epithelium folding and
reduced follicular size. However, the authors acknowledge
that the number of animals per tested intake level was too
low to draw firm conclusions about the degree these results
represent reversible, adaptive metabolic responses to high
intakes of the test substance. Additionally, in the absence of
historical data, the Expert Panel noted that the authors were
unclear on the relevance of testicular atrophy in 1 of 3 mid-
and high-intake dogs each. In a 90-day dietary toxicity study
followed by a reproductive toxicity study for a total study
period of 148 days, weanling rats of an unspecified strain
(5/sex/group) were provided 0, 0.00064, 0.0064, 0.064 or
0.128% of the structural relative FEMA 3811 (approximately
0, 0.64, 6.4, 64 and 128 mg/kg bw/day) (Booth et al., 1965;
FDA, 1993). Decreased mean body weights in high-intake
males and all treated females were comparable at all doses
by the end of the reproductive phase except for high-intake
males. Decreased red and white blood cell counts and
hemoglobin levels in treated females were not considered
toxicologically significant. In a follow-up 90-day dietary
toxicity study, six female weanling rats were provided
0.128% of the structural relative FEMA 3811 (approximately
128 mg/kg bw/day) in the diet at a different basal ration
(using Purina laboratory chow) than the previous study to
avoid liver lipidosis (Booth et al., 1965). No other effects
were observed apart from decreased mean body weight
gains in treated rats. In a third study, no significant effects
were observed in 5 male and 20 female weanling rats
provided 0.5% of the structural relative FEMA 3811
(approximately 500 mg/kg bw/day) in the diet for 70 days
followed by mating, and until Day 92 and Day 113-140 in
males and females, respectively, after mating. These studies
included parallel arms of treated animals with naringin
dihydrochalcone, naringin and hesperidin (Booth et al.,
1965). Marginal effects on body weight and food
consumption, cecal enlargement and some clinical chemistry
variables of high-dose animals observed in a 91-day dietary
toxicity study of Wistar rats (20/sex/group) fed the structural
relative neohesperidin dihydrochalcone (FEMA 3811) at 0,
0.2, 1.0, and 5.0% (approximately 0, 150, 757, and 4011
mg/kg bw/day and 0, 166, 848 and 4334 mg/kg bw/day in
male and female rats, respectively) were not considered to
be toxicologically significant. The study authors determined
the NOAEL to be 1.0% or 750 mg/kg bw/day (Lina et al.,
1990). This NOAEL is greater than 3,700,000 times the
anticipated daily per capita intake of (2S)-7-(beta-D-
glucopyranosyloxy)-2,3-dihydro-5-hydroxy-2-(4-hydroxy-3-
methoxyphenyl)-4H-1-benzopyran-4-one from use as a
flavor ingredient. The Expert Panel considered the
specification of the material to be adequately characterized
by the purity assay and supporting spectral data provided for
the FEMA GRAS evaluation. The Expert Panel evaluated
sensory data included within the application and found it
satisfactory with regard to intended conditions of use for the
flavor ingredient (Harman and Hallagan, 2013). It is
presumed that (2S)-7-(beta-D-glucopyranosyloxy)-2,3-
dihydro-5-hydroxy-2-(4-hydroxy-3-methoxyphenyl)-4H-1-
benzopyran-4-one is expected to be metabolized similarly to
other dietary flavonoids (Day et al., 1998; Hollman and
Katan, 1997, 1999; Walle et al., 2005). Before entering the
bloodstream, the substance is expected to undergo
metabolism forming sulfates, glucuronide conjugates and/or
methylated metabolites. Upon entry into the bloodstream the
metabolites are expected to be further transformed in




metabolic processes in the liver. Metabolites not absorbed in
the small intestine are expected to undergo further
metabolism by the microflora in the large intestine. The
microflora is expected to cleave the conjugates and the
resulting aglycones are expected to undergo ring fission
leading to phenolic acid and cinnamic acid derivatives.
These metabolites are expected to be absorbed and
ultimately excreted in the urine (Smith et al., 2018). Based
on the structure of the substance, the arrangement and
identity of the functional groups therein, and supported by
the corroborative evidence cited below, the Expert Panel did
not identify specific concerns related to the genotoxicity of
(2S)-7-(beta-D-glucopyranosyloxy)-2,3-dihydro-5-hydroxy-2-
(4-hydroxy-3-methoxyphenyl)-4H-1-benzopyran-4-one
(Gooderham et al., 2020). The structural relatives
neohesperidin dihydrochalcone (FEMA 3811) and 2-(3,4-
dihydroxyphenyl)-5,7-dihydroxy-4-chromanon (FEMA 4715)
were not mutagenic in several Ames assays in S.
typhimurium TA98, TA100, TA1535, TA1536, TA1537 or
TA1538 in the presence and absence of S9 (Batzinger and
Bueding, 1977; MacGregor & Jurd, 1978; Brown et al., 1977;
MacGregor, 1979; Brown & Dietrich, 1979; Nagao et al.,
1981; Zeiger et al., 1987). No treatment-related induction of
micronuclei was observed in the bone marrow of Swiss-
Webster mice (6/dose) administered doses of 200, 500,
1000 and 5000 mg/kg bw of the structural relative
neohesperidin dihydrochalcone (FEMA 3811) by oral gavage
in 2% acacia (gum arabic) in water at 30 hours and 6 hours
before sacrifice (MacGregor, 1979; MacGregor et al., 1983).
Significant induction of micronuclei observed at 500 mg/kg
bw due to a single mouse was not observed in a repeat
experiment at the same dose in 6 additional mice.

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 2-[4-
(D-glucopyranosyloxy)-3-hydroxyphenyl]-2,3-dihydro-5,7-
dihydroxy-4H-1-benzopyran-4-one (CAS 2864335-29-3) and
concluded that the use of the substance as a flavor
ingredient is GRAS (FEMA 4997) (Smith et al., 2005a) in the
food categories and at the use levels specified in Table 2.
This substance was evaluated individually within the context
of the chemical group of phenol and phenol derivatives
(JECFA, 2001, 2011, 2012, 2022; SLR, C12). This material
was evaluated within the context of the procedure for the
FEMA GRAS evaluation of flavor ingredients produced
through biotechnology processes (Cohen et al., 2015). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of 2-[4-(D-glucopyranosyloxy)-3-
hydroxyphenyl]-2,3-dihydro-5,7-dihydroxy-4H-1-benzopyran-
4-one from use as a flavor ingredient to be 14
ug/person/day, which is below the threshold of toxicological
concern (TTC) for structural class Il (90 pg/person/day)
(Munro et al., 1996). Corroborative evidence for the low
toxicity potential of 2-[4-(D-glucopyranosyloxy)-3-
hydroxyphenyl]-2,3-dihydro-5,7-dihydroxy-4H-1-benzopyran-
4-one was evaluated by the Expert Panel from toxicity
studies for structural relatives, neohesperidin
dihydrochalcone (FEMA 3811) and 2-(3,4-dihydroxyphenyl)-
5,7-dihydroxy-4-chromanon (FEMA 4715), summarized
below. Weanling rats (5/sex) were provided 0-0.128% of the
structural relative neohesperidin dihydrochalcone (FEMA
3811) (approximately 0-128 mg/kg bw/day) in the diet for 90
days (Booth et al., 1965; FDA, 1993). High mortality of the
pups was attributed to an inadequate diet rather than
treatment-related conditions. No adverse effects on

reproductive performance were observed. No adverse
effects or treatment-related mortalities were observed in a
follow-up study of the structural relative FEMA 3811 using
the same protocol at 0.5% in the diet of weanling rats
(approximately 500 mg/kg bw/day) for 70 days before mating
(Booth et al., 1965; FDA, 1993). SPF Fischer rats were
provided 0, 0.5, 2.5 and 5.0% of the structural relative FEMA
3811 (0, 500, 2500 and 5000 mg/kg bw/day, respectively) in
the diet in a three-generation reproduction and teratogenicity
study (Booth, 1974; Gumbmann et al., 1978; FDA, 1993).
Slight decreases in fetal survival in the mid- and high-intake
levels were observed in the third generation. Apart from a
few abnormalities, no evidence for the teratogenicity of the
test substance was observed in the study. In a GLP- and
OECD 414 guideline-compliant prenatal developmental
toxicity study, mated female Wistar Crl:(WI)WU BR rats
(28/group) were provided 0, 1.25%, 2.5% or 5% of the
structural relative FEMA 3811 (approximately 0, 800-900,
1600-1700 or 3100-3400 mg/kg bw/day, respectively) in the
diet until GD 21 (Waalkens-Berendsen et al., 2004). The
NOAEL for maternal toxicity, fetotoxicity, embryotoxicity or
teratogenicity according to the authors corresponded to the
top dose level of 3100 mg/kg bw/day. This NOAEL is greater
than 13,000,000 times the anticipated daily per capita intake
of 2-[4-(D-glucopyranosyloxy)-3-hydroxyphenyl]-2,3-dihydro-
5,7-dihydroxy-4H-1-benzopyran-4-one from use as a flavor
ingredient. In an OECD 408 guideline-compliant 90-day
dietary administration study of the structural relative 2-(3,4-
dihydroxyphenyl)-5,7-dihydroxy-4-chromanon (FEMA 4715)
in Sprague-Dawley rats (10/sex/group) that provided mean
dietary daily intakes of 241, 487 and 968 mg/kg bw/day and
244, 491 and 983 mg/kg bw/day for males and females, the
NOAEL was determined to be 968 and 983 mg/kg bw/day for
males and females, respectively (Bauter, 2018). In a two-
year dietary toxicity study in SPF Fischer rats (24/sex/group)
that were provided the structural relative FEMA 3811 at 0,
0.5, 2.5 and 5.0% of the diet (approximately 0, 250, 1250
and 2500 mg/kg bw/day) (Gumbmann et al., 1978; FDA,
1993), lower body weight gains in high-intake males in the
first ten weeks and high-intake females by the 60" week
were recovered at 100 weeks after supplementation with 3%
USP salts XIV (fortified with 40 ppm zinc and 3 ppm cobalt)
and 3% additional brewers dried yeast at the expense of
cornmeal in half of the high-intake group starting on Day
430. High mortalities in the high-intake group (50% survival)
and control group (66% survival) were observed at the 100™
week. Significantly increased plasma ornithine-carbamyl
transferase (OCT) levels in treated rats were not reproduced
in a separate 11-month feeding study of the structural
relative FEMA 3811 at 10% of the diet. Decreased plasma
cholesterol levels in high-intake rats were similar to the
effects observed in the 11-month study. The authors
attributed this to the intestinal fermentation of the test
substance. Still, they noted that a different mode of action
could not be excluded, based on the similar effects observed
from other fermentable food constituents and bioflavonoids.
Higher relative male kidney and liver weights and all organ
weights in females were observed in the high-intake group
with a non-supplemented diet. The organs of high-intake rats
provided the supplemented diet had relative weights
comparable to the controls and lower intake treatments,
except thyroid weights which were lower than both control
and other treatment groups but still within the expected
normal range. Except for the supplemented high-intake
group, diffuse thyroid follicular hyperplasia and hypertrophy




were observed in all other control and treated rats. Increased
focal cortical kidney atrophy incidence was observed in low-
intake females, mid-intake rats, and non-supplemented high-
intake rats compared to the controls and supplemented high-
intake rats. The incidence of tumors in rats over 18 months
of age did not reveal any treatment-related differences
between the different experimental groups. Young beagle
dogs (3/sex/group) were provided the structural relative
FEMA 3811 in the diet for two years at levels of 0, 200, 1000
and 2000 mg/kg bw/day (Gumbmann et al., 1978). Slightly
increased plasma alkaline phosphatase levels in high-intake
males at 12, 18 and 24 months were not observed in high-
intake females and were not accompanied with changes in
other plasma enzymes or histology. Decreased plasma
thyroxine concentrations in high-intake females were
observed from 6 months onwards. Non-significant increased
absolute and relative liver weights were observed in high-
intake males and females. Decreased relative testes weights
observed in one dog in the mid- and high-intake groups were
accompanied by testicular atrophy and degeneration.
Increased absolute and relative thyroid weights in high-
intake males and females were accompanied by mild thyroid
hypertrophy and hyperplasia (2/3 per sex) and increased
thyroid follicular epithelium diameter with little alterations to
thyroid architecture. The most severely affected high-intake
dog exhibited increased cell diameter and architectural
changes, including mild follicular epithelium folding and
reduced follicular size. However, the authors acknowledge
that the number of animals per tested intake level was too
low to draw firm conclusions about the degree these results
represent reversible, adaptive metabolic responses to high
intakes of the test substance. Additionally, in the absence of
historical data, the Expert Panel noted that the authors were
unclear on the relevance of testicular atrophy in 1 of 3 mid-
and high-intake dogs each. In a 90-day dietary toxicity study
followed by a reproductive toxicity study for a total study
period of 148 days, weanling rats of an unspecified strain
(5/sex/group) were provided 0, 0.00064, 0.0064, 0.064 or
0.128% of the structural relative FEMA 3811 (approximately
0, 0.64, 6.4, 64 and 128 mg/kg bw/day) (Booth et al., 1965;
FDA, 1993). Decreased mean body weights in high-intake
males and all treated females were comparable at all doses
by the end of the reproductive phase except for high-intake
males. Decreased red and white blood cell counts and
hemoglobin levels in treated females were not considered
toxicologically significant. In a follow-up 90-day dietary
toxicity study, six female weanling rats were provided
0.128% of the structural relative FEMA 3811 (approximately
128 mg/kg bw/day) in the diet at a different basal ration
(using Purina laboratory chow) than the previous study to
avoid liver lipidosis (Booth et al., 1965). No other effects
were observed apart from decreased mean body weight
gains in treated rats. In a third study, no significant effects
were observed in 5 male and 20 female weanling rats
provided 0.5% of the structural relative FEMA 3811
(approximately 500 mg/kg bw/day) in the diet for 70 days
followed by mating, and until Day 92 and Day 113-140 in
males and females, respectively, after mating. These studies
included parallel arms of treated animals with naringin
dihydrochalcone, naringin and hesperidin (Booth et al.,
1965). Marginal effects on body weight and food
consumption, cecal enlargement and some clinical chemistry
variables of high-dose animals observed in a 91-day dietary
toxicity study of Wistar rats (20/sex/group) fed the structural
relative neohesperidin dihydrochalcone (FEMA 3811) at 0,

0.2, 1.0, and 5.0% (approximately 0, 150, 757, and 4011
mg/kg bw/day and 0, 166, 848 and 4334 mg/kg bw/day in
male and female rats, respectively) were not considered to
be toxicologically significant. The study authors determined
the NOAEL to be 1.0% or 750 mg/kg bw/day (Lina et al.,
1990). This NOAEL is greater than 3,700,000 times the
anticipated daily per capita intake of 2-[4-(D-
glucopyranosyloxy)-3-hydroxyphenyl]-2,3-dihydro-5,7-
dihydroxy-4H-1-benzopyran-4-one from use as a flavor
ingredient. The Expert Panel considered the specification of
the material to be adequately characterized by the purity
assay and supporting spectral data provided for the FEMA
GRAS evaluation. The Expert Panel evaluated sensory data
included within the application and found it satisfactory with
regard to intended conditions of use for the flavor ingredient
(Harman and Hallagan, 2013). Itis presumed that 2-[4-(D-
glucopyranosyloxy)-3-hydroxyphenyl]-2,3-dihydro-5,7-
dihydroxy-4H-1-benzopyran-4-one is expected to be
metabolized similarly to other dietary flavonoids (Day et al.,
1998; Hollman and Katan, 1997; Hollman et al., 1999; Walle
et al., 2005). Before entering the bloodstream, the substance
is expected to undergo metabolism forming sulfates,
glucuronide conjugates and/or methylated metabolites. Upon
entry into the bloodstream the metabolites are expected to
be further transformed in metabolic processes in the liver.
Metabolites not absorbed in the small intestine are expected
to undergo further metabolism by the microflora in the large
intestine. The microflora is expected to cleave the
conjugates and the resulting aglycones are expected to
undergo ring fission leading to phenolic acid and cinnamic
acid derivatives. These metabolites are expected to be
absorbed and ultimately excreted in the urine (Smith et al.,
2018). Based on the structure of the substance, the
arrangement and identity of the functional groups therein,
and supported by the corroborative evidence cited below,
the Expert Panel did not identify specific concerns related to
the genotoxicity of 2-[4-(D-glucopyranosyloxy)-3-
hydroxyphenyl]-2,3-dihydro-5,7-dihydroxy-4H-1-benzopyran-
4-one (Gooderham et al., 2020). The structural relatives
neohesperidin dihydrochalcone (FEMA 3811) and 2-(3,4-
dihydroxyphenyl)-5,7-dihydroxy-4-chromanon (FEMA 4715)
were not mutagenic in several Ames assays in S.
typhimurium TA98, TA100, TA1535, TA1536, TA1537 or
TA1538 in the presence and absence of S9 (Batzinger and
Bueding, 1977; MacGregor & Jurd, 1978; Brown et al., 1977;
MacGregor, 1979; Brown & Dietrich, 1979; Nagao et al.,
1981; Zeiger et al., 1987). No treatment-related induction of
micronuclei was observed in the bone marrow of Swiss-
Webster mice (6/dose) administered doses of 200, 500,
1000 and 5000 mg/kg bw of the structural relative
neohesperidin dihydrochalcone (FEMA 3811) by oral gavage
in 2% acacia (gum arabic) in water at 30 hours and 6 hours
before sacrifice (MacGregor, 1979; MacGregor et al., 1983).
Significant induction of micronuclei observed at 500 mg/kg
bw was due to increases in a single mouse, but this was not
observed in a repeat experiment at the same dose in 6
additional mice.

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
(2S)-2-(3,4-dihydroxyphenyl)-8-beta-D-glucopyranosyl-2,3-
dihydro-5,7-dihydroxy-4H-1-benzopyran-4-one (CAS
153733-96-1) and concluded that the use of the substance
as a flavor ingredient is GRAS (FEMA 4998) (Smith et al.,




2005a) in the food categories and at the use levels specified
in Table 2. This substance was evaluated individually within
the context of the chemical group of phenol and phenol
derivatives (JECFA, 2001, 2011, 2012, 2022; SLR, C12).
This material was evaluated within the context of the
procedure for the FEMA GRAS evaluation of flavor
ingredients produced through biotechnology processes
(Cohen et al., 2015). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of (2S)-2-(3,4-
dihydroxyphenyl)-8-beta-D-glucopyranosyl-2,3-dihydro-5,7-
dihydroxy-4H-1-benzopyran-4-one from use as a flavor
ingredient to be 14 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class
11l (90 pg/person/day) (Munro et al., 1996). Corroborative
evidence for the low toxicity potential of (2S)-2-(3,4-
dihydroxyphenyl)-8-beta-D-glucopyranosyl-2,3-dihydro-5,7-
dihydroxy-4H-1-benzopyran-4-one was evaluated by the
Expert Panel from toxicity studies for structural relatives,
neohesperidin dihydrochalcone (FEMA 3811) and 2-(3,4-
dihydroxyphenyl)-5,7-dihydroxy-4-chromanon (FEMA 4715),
summarized below. Weanling rats (5/sex) were provided 0-
0.128% of the structural relative neohesperidin
dihydrochalcone (FEMA 3811) (approximately 0-128 mg/kg
bw/day) in the diet for 90 days (Booth et al., 1965; FDA,
1993). High mortality of the pups was attributed to an
inadequate diet rather than treatment-related conditions. No
adverse effects on reproductive performance were observed.
No adverse effects or treatment-related mortalities were
observed in a follow-up study of the structural relative FEMA
3811 using the same protocol at 0.5% in the diet of weanling
rats (approximately 500 mg/kg bw/day) for 70 days before
mating (Booth et al., 1965; FDA, 1993). SPF Fischer rats
were provided 0, 0.5, 2.5 and 5.0% of the structural relative
FEMA 3811 (0, 500, 2500 and 5000 mg/kg bw/day,
respectively) in the diet in a three-generation reproduction
and teratogenicity study SPF Fischer rats were provided 0,
0.5, 2.5 and 5.0% of the structural relative FEMA 3811 (0,
500, 2500 and 5000 mg/kg bw/day, respectively) in the diet
in a three-generation reproduction and teratogenicity study
(Booth, 1974; Gumbmann et al., 1978; FDA, 1993). Slight
decreases in fetal survival in the mid- and high-intake levels
were observed in the third generation. Apart from a few
abnormalities, no evidence for the teratogenicity of the test
substance was observed in the study. In a GLP- and OECD
414 guideline-compliant prenatal developmental toxicity
study, mated female Wistar Crl:(WI)WU BR rats (28/group)
were provided 0, 1.25%, 2.5% or 5% of the structural relative
FEMA 3811 (approximately 0, 800-900, 1600-1700 or 3100-
3400 mg/kg bw/day, respectively) in the diet until GD 21
(Waalkens-Berendsen et al., 2004). The NOAEL for
maternal toxicity, fetotoxicity, embryotoxicity or teratogenicity
according to the authors corresponded to the top dose level
of 3100 mg/kg bw/day. This NOAEL is greater than
13,000,000 times the anticipated daily per capita intake of
(2S)-2-(3,4-dihydroxyphenyl)-8-beta-D-glucopyranosyl-2,3-
dihydro-5,7-dihydroxy-4H-1-benzopyran-4-one from use as a
flavor ingredient. In an OECD 408 guideline-compliant 90-
day dietary administration study of the structural relative 2-
(3,4-dihydroxyphenyl)-5,7-dihydroxy-4-chromanon (FEMA
4715) in Sprague-Dawley rats (10/sex/group) that provided
mean dietary daily intakes of 241, 487 and 968 mg/kg
bw/day and 244, 491 and 983 mg/kg bw/day for males and
females, the NOAEL was determined to be 968 and 983
mg/kg bw/day for males and females, respectively (Bauter,
2018). In a two-year dietary toxicity study in SPF Fischer rats

(24/sex/group) that were provided the structural relative
FEMA 3811 at 0, 0.5, 2.5 and 5.0% of the diet
(approximately 0, 250, 1250 and 2500 mg/kg bw/day)
(Gumbmann et al., 1978; FDA, 1993), lower body weight
gains in high-intake males in the first ten weeks and high-
intake females by the 60™ week were recovered at 100
weeks after supplementation with 3% USP salts XIV (fortified
with 40 ppm zinc and 3 ppm cobalt) and 3% additional
brewers dried yeast at the expense of cornmeal in half of the
high-intake group starting on Day 430. High mortalities in the
high-intake group (50% survival) and control group (66%
survival) were observed at the 100" week. Significantly
increased plasma ornithine-carbamyl transferase (OCT)
levels in treated rats were not reproduced in a separate 11-
month feeding study of the structural relative FEMA 3811 at
10% of the diet. Decreased plasma cholesterol levels in
high-intake rats were similar to the effects observed in the
11-month study. The authors attributed this to the intestinal
fermentation of the test substance. Still, they noted that a
different mode of action could not be excluded, based on the
similar effects observed from other fermentable food
constituents and bioflavonoids. Higher relative male kidney
and liver weights and all organ weights in females were
observed in the high-intake group with a non-supplemented
diet. The organs of high-intake rats provided the
supplemented diet had relative weights comparable to the
controls and lower intake treatments, except thyroid weights
which were lower than both control and other treatment
groups but still within the expected normal range. Except for
the supplemented high-intake group, diffuse thyroid follicular
hyperplasia and hypertrophy were observed in all other
control and treated rats. Increased focal cortical kidney
atrophy incidence was observed in low-intake females, mid-
intake rats, and non-supplemented high-intake rats
compared to the controls and supplemented high-intake rats.
The incidence of tumors in rats over 18 months of age did
not reveal any treatment-related differences between the
different experimental groups. Young beagle dogs
(3/sex/group) were provided the structural relative FEMA
3811 in the diet for two years at levels of 0, 200, 1000 and
2000 mg/kg bw/day (Gumbmann et al., 1978). Slightly
increased plasma alkaline phosphatase levels in high-intake
males at 12, 18 and 24 months were not observed in high-
intake females and were not accompanied with changes in
other plasma enzymes or histology. Decreased plasma
thyroxine concentrations in high-intake females were
observed from 6 months onwards. Non-significant increased
absolute and relative liver weights were observed in high-
intake males and females. Decreased relative testes weights
observed in one dog in the mid- and high-intake groups were
accompanied by testicular atrophy and degeneration.
Increased absolute and relative thyroid weights in high-
intake males and females were accompanied by mild thyroid
hypertrophy and hyperplasia (2/3 per sex) and increased
thyroid follicular epithelium diameter with little alterations to
thyroid architecture. The most severely affected high-intake
dog exhibited increased cell diameter and architectural
changes, including mild follicular epithelium folding and
reduced follicular size. However, the authors acknowledge
that the number of animals per tested intake level was too
low to draw firm conclusions about the degree these results
represent reversible, adaptive metabolic responses to high
intakes of the test substance. Additionally, in the absence of
historical data, the Expert Panel noted that the authors were
unclear on the relevance of testicular atrophy in 1 of 3 mid-




and high-intake dogs each. In a 90-day dietary toxicity study
followed by a reproductive toxicity study for a total study
period of 148 days, weanling rats of an unspecified strain
(5/sex/group) were provided 0, 0.00064, 0.0064, 0.064 or
0.128% of the structural relative FEMA 3811 (approximately
0, 0.64, 6.4, 64 and 128 mg/kg bw/day) (Booth et al., 1965;
FDA, 1993). Decreased mean body weights in high-intake
males and all treated females were comparable at all doses
by the end of the reproductive phase except for high-intake
males. Decreased red and white blood cell counts and
hemoglobin levels in treated females were not considered
toxicologically significant. In a follow-up 90-day dietary
toxicity study, six female weanling rats were provided
0.128% of the structural relative FEMA 3811 (approximately
128 mg/kg bw/day) in the diet at a different basal ration
(using Purina laboratory chow) than the previous study to
avoid liver lipidosis (Booth et al., 1965). No other effects
were observed apart from decreased mean body weight
gains in treated rats. In a third study, no significant effects
were observed in 5 male and 20 female weanling rats
provided 0.5% of the structural relative FEMA 3811
(approximately 500 mg/kg bw/day) in the diet for 70 days
followed by mating, and until Day 92 and Day 113-140 in
males and females, respectively, after mating. These studies
included parallel arms of treated animals with naringin
dihydrochalcone, naringin and hesperidin (Booth et al.,
1965). Marginal effects on body weight and food
consumption, cecal enlargement and some clinical chemistry
variables of high-dose animals observed in a 91-day dietary
toxicity study of Wistar rats (20/sex/group) fed the structural
relative neohesperidin dihydrochalcone (FEMA 3811) at 0,
0.2, 1.0, and 5.0% (approximately 0, 150, 757, and 4011
mg/kg bw/day and 0, 166, 848 and 4334 mg/kg bw/day in
male and female rats, respectively) were not considered to
be toxicologically significant. The study authors determined
the NOAEL to be 1.0% or 750 mg/kg bw/day (Lina et al.,
1990). This NOAEL is greater than 3,700,000 times the
anticipated daily per capita intake of (2S)-2-(3,4-
dihydroxyphenyl)-8-beta-D-glucopyranosyl-2,3-dihydro-5,7-
dihydroxy-4H-1-benzopyran-4-one from use as a flavor
ingredient. The Expert Panel considered the specification of
the material to be adequately characterized by the purity
assay and supporting spectral data provided for the FEMA
GRAS evaluation. The Expert Panel evaluated sensory data
included within the application and found it satisfactory with
regard to intended conditions of use for the flavor ingredient
(Harman and Hallagan, 2013). It is presumed that (2S)-2-
(3,4-dihydroxyphenyl)-8-beta-D-glucopyranosyl-2,3-dihydro-
5,7-dihydroxy-4H-1-benzopyran-4-one is expected to be
metabolized similarly to other dietary flavonoids (Day et al.,
1998; Hollman and Katan, 1997; Hollman et al., 1999; Walle
et al., 2005). Before entering the bloodstream, the substance
is expected to undergo metabolism forming sulfates,
glucuronide conjugates and/or methylated metabolites. Upon
entry into the bloodstream the metabolites are expected to
be further transformed in metabolic processes in the liver.
Metabolites not absorbed in the small intestine are expected
to undergo further metabolism by the microflora in the large
intestine. The microflora is expected to cleave the
conjugates and the resulting aglycones are expected to
undergo ring fission leading to phenolic acid and cinnamic
acid derivatives. These metabolites are expected to be
absorbed and ultimately excreted in the urine (Smith et al.,
2018). Based on the structure of the substance, the
arrangement and identity of the functional groups therein,

and supported by the corroborative evidence cited below,
the Expert Panel did not identify specific concerns related to
the genotoxicity of (2S)-2-(3,4-dihydroxyphenyl)-8-beta-D-
glucopyranosyl-2,3-dihydro-5,7-dihydroxy-4H-1-benzopyran-
4-one (Gooderham et al., 2020). The structural relatives
neohesperidin dihydrochalcone (FEMA 3811) and 2-(3,4-
dihydroxyphenyl)-5,7-dihydroxy-4-chromanon (FEMA 4715)
were not mutagenic in several Ames assays in S.
typhimurium TA98, TA100, TA1535, TA1536, TA1537 or
TA1538 in the presence and absence of S9 (Batzinger and
Bueding, 1977; MacGregor & Jurd, 1978; Brown et al., 1977;
MacGregor, 1979; Brown & Dietrich, 1979; Nagao et al.,
1981; Zeiger et al., 1987). No treatment-related induction of
micronuclei was observed in the bone marrow of Swiss-
Webster mice (6/dose) administered doses of 200, 500,
1000 and 5000 mg/kg bw of the structural relative
neohesperidin dihydrochalcone (FEMA 3811) by oral gavage
in 2% acacia (gum arabic) in water at 30 hours and 6 hours
before sacrifice (MacGregor, 1979; MacGregor et al., 1983).
Significant induction of micronuclei observed at 500 mg/kg
bw due to a single mouse was not observed in a repeat
experiment at the same dose in 6 additional mice.

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
Adenophora stenanthina root extract (CAS 2622180-83-8)
and concluded that the use of the substance as a flavor
ingredient is GRAS (FEMA 4999) (Smith et al., 2005a) in the
food categories and at the use levels specified in Table 2.
This material was evaluated within the context of the
procedure for the safety evaluation of natural flavor
complexes (Cohen et al., 2018; Smith et al., 2005b). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of Adenophora stenanthina root extract from
use as a flavor ingredient to be 7 pg/person/day, which is
below the threshold of toxicological concern for Structural
Class Il materials (90 pg/person/day). Corroborative
evidence for the low toxicity potential of Adenophora
stenanthina root extract was evaluated by the Expert Panel
from a series of 5- to 10-day reproductive toxicity and
teratology studies in mammals (25-30/group) for the
constituent citric acid (FEMA 2306) administered by gavage
which resulted in no effects on fetal or maternal survival, the
number of pregnancies, live litters, resorptions, fetal weight
or fetal skeletal abnormalities were observed. NOAELs of
>241 mg/kg bw/day, >295 mg/kg bw/day, >425 mg/kg
bw/day and >272 mg/kg bw/day were established for albino
mice, rats, rabbits and hamsters, respectively (FDRL,
1973b). The NOAEL of >241 mg/kg bw/day is greater than
2,000,000 times the anticipated daily per capita intake of
Adenophora stenanthina root extract as a flavor ingredient.
No subchronic toxicity data on the material of structural
relatives were available for consideration. The material is
produced from the roots of the Adenophora stenanthina
plant. Though some preparations of this material are
consumed as traditional medicine, quantitative information
was not available, and a consumption ratio could not be
calculated. The Expert Panel considered the identity
description of the material to be adequate for the FEMA
GRAS evaluation. Based on the corroborative evidence
noted below, the structures of the constituents and the
arrangement and identity of the functional groups therein,
and the Expert Panel’s consideration of the unidentified
constituents, the Expert Panel did not have specific concerns




related to the genotoxicity of Adenophora stenanthina root
extract (Gooderham et al., 2020; Cohen et al., 2018).
Corroborative evidence showed that Adenophora
stenanthina root extract was not mutagenic at concentrations
up to 5000 pg/plate in a GLP- and OECD 471 guideline-
compliant bacterial reverse mutation assay in S. typhimurium
TA98, TA100, TA102, TA1535 and TA1537 in the presence
and absence of S9 (Patel, 2021). Corroborative evidence
from a GLP- and OECD 487 guideline-compliant in vitro
micronucleus assay showed no significant induction of
micronuclei was observed in human peripheral blood
lymphocytes incubated with the same candidate substance
at concentrations of 1250-5000 ug/plate for 4h with a 20h
recovery period in the presence and absence of S9 as well
as for 24h in the absence of S9 (Desai, 2021). Corroborative
evidence available for the constituent citric acid (FEMA
2306) showed FEMA 2306 was not mutagenic in bacterial
reverse mutation assays in Salmonella typhimurium TA92,
TA94, TA97, TA98, TA100, TA104, TA1535 and TA1537 in
the presence and absence of metabolic activation (Al-Ani
and Al-Lami et al., 1988; Ishidate et al., 1984). Corroborative
evidence also showed no induction of chromosome
aberrations was observed when the same constituent
(FEMA 2306) was tested in vitro in CHO cells (Ishidate et al.,
1984) or human embryonic lung WI-38 cells, or in vivo in rats
orally administered 1.2, 12 or 120 mg/kg bw for 5 days, at
500 or 3500 mg/kg bw in a single dose and at 300 and 3000
mg/kg bw for 5 days (Fiume et al., 2014). Corroborative
evidence from an in vivo dominant lethal assay in rats at the
same dose levels and treatment periods showed that the
constituent citric acid (FEMA 2306) was not mutagenic in
rats (Fiume et al., 2014). Corroborative evidence from a
host-mediated assay showed that mitotic recombination was
observed in Saccharomyces D3 inoculated mice that were
provided the constituent citric acid (FEMA 2306) at 1.2, 12
and 120 mg/kg bw for 5 days but not when treated with a
single, acute dose of 3500 mg/kg bw (Fiume et al., 2014).
Additional corroborative evidence is available for the same
constituent (FEMA 2306) which was not mutagenic at the
same dose levels in S. typhimurium TA1530 and G46 mice
in a host-mediated assay (Fiume et al., 2014).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding the
material, Prepared mixture of chloride salts of potassium,
magnesium and calcium (CAS 7447-40-7; 7786-30-3;
10035-04-8) and concluded that the mixture is GRAS (FEMA
5000) (Smith et al., 2005a) in the food categories and at the
use levels specified in Table 2. The Expert Panel calculated
the anticipated per capita intake (“eaters only”) of this
mixture from use as a flavor ingredient to be 1384
pg/person/day. A decision tree structural class for the
threshold of toxicological concern (TTC) could not be
assigned for this mixture as inorganic substances are
excluded from the Cramer/Ford/Hall Decision Tree
classification (Cramer et al., 1978). Corroborative evidence
for the low reproductive and developmental toxicity potential
of Prepared mixture of chloride salts of potassium,
magnesium and calcium was evaluated by the Expert Panel
from toxicity studies for the constituents, KCI, CaCl,,
MgCl,-6H,0, and calcium salts summarized below. In a
corroborative developmental dietary toxicity study of the
constituent KCI provided to pregnant ICR mice (5-10/group)
at 0 and 5% (10,000 mg/kg bw/day, approximately 13x

greater than the nutritional requirement of potassium in
mice) (Murai et al., 2013; EFSA, 2019b), significantly higher
water intake and urine volume were observed in mice
treated from GD 6.5 to 1 day after birth, and decreased body
weight gains in pregnant mice and offspring as well as
significantly increased relative kidney weights and serum
potassium were observed in mice treated from GD 6.5 to 14
days after birth. No other developmental effects were
observed. In prenatal developmental toxicity studies, no
treatment-related effects were observed when virgin adult
female albino CD-1 outbred mice (25/group) and virgin
female albino Wistar rats (21-28/group) were administered
the constituent KCI in a water solution by oral gavage at
doses of 2, 11, 50 or 235 mg/kg bw/day and at doses of 3,
14, 67 or 310 mg/kg bw/day from GD 6-15, respectively
(FDRL, 1975; EFSA, 2019b). In corroborative prenatal
developmental toxicity studies, no treatment-related adverse
effects were observed when female Dutch rabbits (16-22
total; 11-14 pregnant/group), virgin adult female albino CD-1
outbred mice (25/group) and virgin female albino Wistar rats
(25/group) were administered the constituent CaCl, in a
water solution by oral gavage at doses of 2, 8, 36 or 169
mg/kg bw/day from GD 6-18, at doses of 2, 9, 41 or 189
mg/kg bw/day from GD 6-15 and at doses of 2, 8, 38 or 176
mg/kg bw/day from GD 6-15, respectively (FDRL, 1974;
EFSA, 2019b). In a corroborative prenatal developmental
toxicity study in pregnant Wistar rats administered the
constituent MgCl,-6H,0 by gavage at 200, 400 or 800 mg/kg
bw/day from GD 6-15, no treatment-related maternal or fetal
mortalities, signs of toxicity or adverse effects were
observed, and a NOAEL of 800 mg/kg bw/day was
established (Usami et al., 1996). In a corroborative GLP- and
OECD 422 guideline-compliant combined repeated dose
toxicity with reproductive/developmental screening test, no
treatment-related mortalities or adverse effects were
observed in Wistar rats (10-15/sex/group) treated with 0,
250, 500 or 1000 mg/kg bw/day of the constituent
MgCl,-6H,0 in a water solution by oral gavage for 28
(males) or 54 (females) days (ECHA, 2010b). A NOAEL of
1000 mg/kg bw/day was established for both sexes for
repeated dose toxicity and reproductive/developmental
toxicity. The NOAEL of 1000 mg/kg bw/day for the
constituent MgCl,-6H,0O was greater than 43,000 times the
anticipated daily per capita intake of Prepared mixture of
chloride salts of potassium, magnesium and calcium as a
flavor ingredient. Corroborative evidence for the low toxicity
potential of Prepared mixture of chloride salts of potassium,
magnesium and calcium was evaluated by the Expert Panel
from toxicity studies for the constituents, KCI, CaCly,
MgCl,-6H,0, and calcium salts summarized below. In a
corroborative 13-week repeat dose dietary toxicity study,
B6C3F1 mice (10/sex/group) were administered the
constituent MgCl,-6H,0 in a corn oil solution by oral gavage
at 0, 0.3, 0.6, 1.25, 2.5 or 5% (equivalent to 0, 610, 1220,
2690, 5410 or 11,400 mg/kg bw/day and 0, 770, 1580, 3260,
6810 or 13,830 mg/kg bw/day for males and females,
respectively) (Tanaka et al., 1994). Significant body weight
and relative organ weight changes at the top two doses were
incidental. Renal cell vacuolation was found in the proximal
tubules of high-dose males. In B6C3F1 mice, NOAELs of 5%
in females (equivalent to 13,830 mg/kg bw/day) and 2.5% in
males (equivalent to 5410 mg/kg bw/day) were established.
In another corroborative 90-day dietary toxicity study,
Fischer 344/DuCrj rats (10/sex/group) were provided the
constituent MgCl,-6H,0 at 0, 0.1, 0.5 or 2.5% in feed, or




approximately 0, 100, 500 or 2500 mg/kg bw/day (Takizawa
et al., 2000; JECFA, 2012). Significantly lower male body
weights, soft stool and increased water consumption were
observed in the high-dose group. No other significant
differences in hematological, clinical biochemistry, organ
weights or gross pathological findings were observed. A
NOAEL of 0.5% or 500 mg/kg bw/day was established for
male and female rats. In a corroborative chronic dietary
toxicity study, no evidence of carcinogenicity was observed
in B6C3F1 mice provided 0, 0.5 or 2% of the constituent
MgCl,-6H,0 (equivalent to 0, 570 or 2810 mg/kg bw/day or
0, 730 or 3930 mg/kg bw/day for males and females,
respectively) for 96 weeks and a control diet for 8 weeks
after the end of treatment prior to necropsy (Kurata et al.,
1989). Significantly decreased bodyweights, increased feed
consumption, significantly increased serum albumin and
significant increases in absolute and relative brain weights
and relative kidney and heart weights as well as significantly
decreased absolute liver weights were observed in high-
dose females. However, the authors noted that there were
no differences in survival rates between the treatment and
control groups and that there were no other significant
changes in clinical chemistry, hematological or urinalysis
parameters. The authors also attributed the changes in
organ weights in high-dose females to significantly
decreased bodyweights without further explanation. Tumors
in organs of both sexes were observed; however,
hepatocellular carcinomas in high-dose males were
significantly decreased compared to controls. The Expert
Panel concluded that non-significant, dose-dependent
increases in malignant lymphoma/leukemia in treated
females were not considered relevant based on their high
spontaneous occurrences in B6C3F1 mice. A NOAEL of
0.5%, equivalent to 730 mg/kg bw/day, was established in
females based on decreased body weight gain, and a
NOAEL of 2%, or 3930 mg/kg bw/day, was established in
males. In corroborative toxicity studies, Wistar rats were
provided the constituent KCl at 0 or 3% (equivalent to 0 or
1500 mg/kg bw/day) in the diet for 4 weeks (10/sex/group),
13 weeks (10/sex/group), 18 months (15/sex/group) and 30
months (50/sex/group) (Lina and Kuijpers, 2004). Decreased
mean body weights observed in treated rats in the 30-month
study and in treated males in the 18-month study were
correlated with reduced feed intake as well as increased
water intake, urinary volume and urinary potassium.
Statistically significant increases in relative kidney weights
were observed in treated males in the 18-month study, and
significantly increased incidences of hypertrophy of the
adrenal zone glomerulosa were observed in treated animals
in the 30-month study. The Expert Panel noted that these
effects are expected given the administration of high doses
of KCI. No other significant hematological, clinical chemistry
parameters or tumor incidences were observed at the end of
the 30-month study. In a corroborative 2-year chronic dietary
toxicity study, male F344/Sic rats (50/group) were provided
0, 110, 450 and 1820 mg/kg bw/day of the constituent KCI
(Imai et al., 1961). Survival of treated animals was higher
than in the control group. Higher incidences of gastritis in the
mid- and high-dose groups compared to the control group
indicated an irritant effect. Chronic progressive nephropathy
(CPN) was observed in all treated rats and the control rats.
Although the biological relevance of this effect could not be
determined, the Expert Panel concluded that incidences of
CPN in control and treated rats were not biologically relevant
to human risk assessment. No carcinogenic effects were

observed. In a corroborative 60-day dietary toxicity study, 3-
month-old male Wistar rats (8/group) were provided the
constituent CaCl, at 0, 0.5, 1.0, and 1.5 gm/100gm diet
(approximately 250, 500 and 750 mg/kg bw/day,
respectively) (Chandra et al., 2012). Statistically significant
increases in absolute and relative thyroid weights as well as
hypertrophy of thyroid follicular epithelial cells without
inflammatory changes were observed at the mid- and high-
dose groups. Morphometric and histomorphometric analysis
of the thyroid follicular cells supported mild follicular cell
hypertrophy observed in the histological studies. The
changes observed were interpreted as treatment-dependent
cytological changes as a result of subchronic exposure to
calcium. At all treatment levels, thyroid peroxidase activity
was decreased, but this was not associated with the
reduction of serum total or free T4. The thyroid 5’-deoidinase
| activity levels were significantly lower compared to controls,
which was associated with reduced serum total and free T3.
Thyroid Na+-K+-ATPase activity was significantly increased.
The serum total T4 measurements at the highest treatment
level and the free T4 at the highest two treatment levels
were significantly increased. At those same two high dose
levels, total and free T3 levels were significantly decreased
compared to controls. Statistically significant decreases in
T3/T4 ratios were observed in all treated rats in a dose-
dependent manner. Serum thyroid stimulating hormone
(TSH) was increased in the two highest treatment groups.
The authors determined that chronic exposure to high
concentrations of calcium chloride led to mild thyroid
hypertrophy with secondary adaptive changes in serum T4,
T3, and TSH. A LOAEL of 250 mg/kg bw/day was
established for thyroid toxicity. In a corroborative study in
which female albino Sprague-Dawley rats (7/group) were
administered calcium salts (calcium carbonate, calcium
chloride and calcium aspartate hydrochloride) by gavage at
3.5, 7 or 14 mmol/kg bw/day (equivalent to 388, 777 and
1554 mg/kg bw/day) (Classen et al., 1995), statistically
significant decreases in urinary pH and significant increases
in urinary magnesium, calcium and chloride were observed
at the mid- and high-doses. Significant increases in
hyperchloremia and hypomagnesemia along with metabolic
acidosis were also observed at the high dose. The Expert
Panel determined that the NOAEL of 500 mg/kg bw/day for
the constituent MgCl,-6H,0 (Takizawa et al., 2000; JECFA,
2012) was greater than 21,000 times the anticipated daily
per capita intake of Prepared mixture of chloride salts of
potassium, magnesium and calcium as a flavor ingredient.
Based on the Expert Panel’s review of thyroid toxicity from
high doses of CaCl, administration in male Wistar rats in the
diet for 60 days, the Expert Panel determined the LOAEL of
250 mg/kg bw/day for thyroid toxicity for the constituent
CaCl, (Chandra et al., 2012) was greater than 10,000 times
the anticipated daily per capita intake of Prepared mixture of
chloride salts of potassium, magnesium and calcium as a
flavor ingredient. Based on the Expert Panel’s review, it was
determined that the LOAEL of 6 mg/kg bw/day for
magnesium-induced diarrhea in adults (IOM, 1997)
described below was greater than 200 times the anticipated
daily per capita intake of prepared mixture of chloride salts of
potassium, magnesium and calcium as a flavor ingredient.
The constituents of the mixture are essential ingredients for
humans; however, quantitative information was not
available, and a consumption ratio could not be calculated.
The Expert Panel noted the risk of hyperkalemia in
individuals with pre-existing medical conditions upon




excessive potassium consumption, adverse gastrointestinal
effects in patients given doses above 100 mg of potassium
chloride (KCI) generally by bolus administration, and the
LOAEL of 360 mg/day (equivalent to 6 mg/kg bw/day) for
magnesium-induced diarrhea in adults (with the US Institute
of Medicine (IOM) using an uncertainty factor of 1.0) (IOM,
1997). The Expert Panel concluded that these data indicate
that the consumption of these ions from food or at high
concentrations exceed the consumption of these ions from
use of prepared mixture of chloride salts of potassium,
magnesium and calcium as a flavor ingredient. The Expert
Panel considered the specification of the material to be
adequately characterized by the purity assay and supporting
spectral data provided for the FEMA GRAS evaluation. The
Expert Panel evaluated sensory data included within the
application and found it satisfactory with regard to intended
conditions of use for the flavor ingredient (Harman and
Hallagan, 2013). The constituents of the candidate
substance are essential dietary substances that are
expected to dissociate into their respective ions in biological
fluids and be absorbed in the Gl tract followed by distribution
mainly to soft tissues, bones and muscle (OECD, 2002,
2003, 2011a; EFSA, 2015a,b, 2016, 2019b; Swaminathan,
2003; IOM 1997, 2005, 2011). These ions participate in
various essential cellular functions and modulate membrane
permeability and potential (Elin, 1987; IOM 1997, 2005,
2011). Calcium is essential for skeletal formation, neuronal
transmission, muscle contraction and blood coagulation.
Upon filtration in the kidney, most of the ions are
reabsorbed. Minor amounts of these ions are excreted in the
urine, and in sweat, through the skin, in breast milk and in
the feces (Lakshamanan et al., 1984; Weiner et al., 2010;
Mickelsen et al., 1977; Pietinen, 1982; Holbrook et al., 1984;
Tasevska et al., 2006; Yoshida et al., 2012; OECD, 2003;
Kiela and Ghishan, 2016; Greger, 2000). Based on the
structure of the constituents, the arrangement and identity of
the functional groups therein, and the corroborative evidence
noted below, the Expert Panel did not identify specific
concerns related to the genotoxicity of Prepared mixture of
chloride salts of potassium, magnesium and calcium
(Gooderham et al., 2020). The constituents KCI, CaCl, and
MgCl, were not mutagenic in corroborative bacterial reverse
mutation assays in S. typhimurium TA92, TA1535, TA100,
TA1537, TA94 and TA98 in the absence and/or presence of
S9 (Ishidate et al., 1984; Mortelmans et al., 1986). In a
corroborative GLP- and OECD 473 guideline-compliant in
vitro chromosome aberration assay, no induction of
chromosome aberrations was observed in human
lymphocytes incubated with the constituent MgCl,-6H,0 at
concentrations of 508-2033 pg/mL for 4 hours in the
presence and absence of S9 as well as for 24 hours in the
absence of S9 (ECHA, 2010a). Corroborative evidence
showed no induction of chromosomal aberrations was
observed in Chinese hamster fibroblasts incubated with the
constituents CaCl, at concentrations up to 4000 pg/mL and
MgCl; at concentrations up to 2000 pg/mL in the absence of
metabolic activation (Ishidate et al., 1984). Significant
increases in chromosome aberrations and a slight increase
in sister chromatid exchange frequencies were observed in
CHO cells tested with up to 180 mM of the constituent KClI,
however, these results were attributed to cytotoxicity and cell
cycle delay. No significant increases in single-strand DNA
breaks were observed (Galloway et al., 1987). In another
corroborative assay of the constituent KCI tested in Chinese
hamster lung fibroblast V79 cells at concentrations of 2000-

12,000 pg/mL without metabolic activation, chromosome
aberrations observed only at the highest tested
concentration were attributed to high osmotic pressure of the
medium compared to the control medium (Hasegawa et al.,
1984). In this same corroborative study, no significant
increases of sister chromatid exchanges were observed at
any tested concentration (Hasegawa et al., 1984). However,
the OECD guideline for the sister chromatid exchange assay
has been deleted due to a lack of understanding of the
mechanism(s) of action detected by the test (OECD, 2017).
No significant changes in mutant frequency were observed
in L5178Y mouse lymphoma cells treated with
concentrations of 22-36 mg/mL of the constituent MgCl, in a
corroborative in vitro mammalian cell gene mutation assay in
the absence and presence of S9 (Oberly et al., 1982). In a
corroborative in vitro mammalian cell gene mutation assay of
concentrations up to 9000 pg/mL of the constituent KCI (well
above OECD recommendations) in L5178Y mouse
lymphoma cells in the presence and absence of S9
metabolic activation, significant increases in mutant
frequencies were observed at cytotoxic concentrations of
5000 pg/mL and above in the absence of S9 (Myhr and
Caspary, 1988). In another corroborative in vitro mammalian
cell gene mutation assay of the constituent KCI at
concentrations up to 5000 pg/mL in the presence and
absence of S9 metabolic activation, weak increases in
mutant frequencies at concentrations of 4000 pg/mL and
above were attributed to changes in osmotic pressure of the
test medium due to high salt concentrations (Mitchell et al.,
1988).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding oak
chips extract (Quercus robur) (CAS 71011-28-4) and
concluded that the use of the substance as a flavor
ingredient is GRAS (FEMA 5001) (Smith et al., 2005a) in the
food categories and at the use levels specified in Table 2.
This material was evaluated within the context of the
procedure for the safety evaluation of natural flavor
complexes (Cohen et al., 2018; Smith et al., 2005b). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of oak chips extract (Quercus robur) from use
as a flavor ingredient to be 14 pg/person/day, which is below
the threshold of toxicological concern (TTC) for structural
class Ill (90 ug/person/day). Corroborative evidence for the
low toxicity potential of oak chips extract (Quercus robur)
was evaluated by the Expert Panel from a drinking water
toxicity study in which Sprague-Dawley rats (50/sex/group)
were provided 1% or 3% of the constituent ethanol (FEMA
2419) or glucose (control group) in a synthetic diet calorically
equal to the ethanol group for 120 weeks (equivalent to 1000
or 3000 mg/kg bw/day of the constituent ethanol) (Holmberg
and Eckstom, 1995). Statistically significant increases in the
occurrence of pituitary tumors (not further described by the
authors) were observed in the high-dose ethanol-treated
females compared to the glucose control group. Increased
incidences of mammary gland fibromas, fibroadenomas and
adenomas were observed in the low-dose ethanol-treated
females compared to the glucose control group. No increase
in tumor incidence was observed in ethanol-treated males
compared to the glucose controls. The overall information
described by the authors indicate an absence of
carcinogenic activity. Corroborative evidence is also
available from another chronic drinking water toxicity study in




which male Sprague Dawley rats were provided 5% (v/v) of
the constituent ethanol for 130 weeks (equivalent to 5000
mg/kg bw/day) (Radike et al., 1981; FDA, 1993).
Hyperplastic nodules of the liver were observed, and
significantly increased adenomas of the pancreas, adrenal
gland and pituitary gland were observed compared to the
controls. The Expert Panel noted that no further information
was provided on the types of adrenal and pancreatic tumors
observed in treated rats compared to the controls.
Pancreatic acinar cell tumors and adrenal
pheochromocytomas are the most common tumors in this
strain of rats and are considered not relevant to human
cancer risk. For both studies (Holmberg and Eckstom, 1995;
Radike et al., 1981), the Expert Panel noted that pituitary
tumors are common in Sprague Dawley rats and are not
relevant to humans (Son and Gopinath, 2004; Edler et al.,
2014). Corroborative evidence is also available from a
chronic exposure and reproductive toxicity study in which
Sprague Dawley rats (30-55/sex/group) were provided 10%
of the constituent ethanol (FEMA 2419) in drinking water for
104 weeks (equivalent to 10,000 mg/kg bw/day) and were
necropsied after deaths from natural causes (Soffritti et al.,
2002; FDA, 1993). Increased benign and malignant tumor
formation including increased incidences of carcinomas of
the oral cavity, lips and tongue in male and female breeding
rats and offspring were observed. The majority of the
increase in total tumors was due to oral carcinomas. Minimal
increases in tumor incidences were present in additional
tissues; however, the data were not consistent between
males and females or rat groups and there was a lack of
comparisons to historical data. Since only a single dose was
used, there was no evaluation of a dose-response
relationship. Benign and malignant tumors of the
forestomach were observed in breeding males and
increased incidence of lymphomas and leukemias were
observed in dams. Increased interstitial-cell adenomas of the
testes and osteosarcomas of several sites were observed in
parental males. Limited statistical analyses were conducted
in this study and the IARC Working Group noted some
unconventional approaches in their review (IARC, 2018).
The Expert Panel concurs with the IARC conclusions. The
Expert Panel reviewed the key constituents of oak chips
extract (Quercus robur) and noted that the congeneric group
intakes were below the respective TTC thresholds. The
Expert Panel also noted that the intake of ethanol (FEMA
2419) from the use of oak chips extract (Quercus robur) as a
flavor ingredient is expected to be lower than the intake
resulting from the levels at which it is present as an
endogenous substance and in food and beverages.
Corroborative evidence for the constituent ethanol (FEMA
2419) has been reviewed by the IARC in published
monographs of the human health effects of the consumption
of alcoholic beverages (IARC, 1988, 2010, 2012, 2018). The
IARC has concluded that there is sufficient evidence in
experimental animals for the carcinogenicity of ethanol and
to consider ethanol in alcoholic beverages as a Group 1
carcinogen (IARC, 1988, 2010, 2012, 2018). The material is
produced from the chips of the Quercus robur tree and is not
consumed as food. Therefore, a consumption ratio could not
be calculated. The Expert Panel noted that in adult humans,
exposure to the constituent ethanol (FEMA 2419) occurs
mainly from consumption of alcohol, and up to 90% of
ingested alcohol is metabolized to acetaldehyde (FEMA
2003) in the liver and, to a lesser extent in extrahepatic
tissues. In children, exposure to ethanol (FEMA 2419) is

expected to be up to 12.5-23 mg/kg bw/day via consumption
of bananas, fruit juices as well as bread and bakery
products. Additionally, the Expert Panel noted the estimated
endogenous levels of ethanol in non-alcohol consuming
adults to be 0.39 + 0.45 pg/mL (Jones et al., 1983) The
Expert Panel considered the identity description of the
material to be adequate for the FEMA GRAS evaluation.
Based on the corroborative evidence noted below, the
structures of the constituents and the arrangement and
identity of the functional groups therein, and the Expert
Panel’s consideration of the unidentified constituents, the
Expert Panel did not have specific concerns related to the
genotoxicity of oak chips extract (Quercus robur)
(Gooderham et al., 2020; Cohen et al. 2018). The Expert
Panel noted the equivocal results reported by the
International Agency for Research on Cancer (IARC) for the
constituent ethanol (FEMA 2419), as well as ability of
acetaldehyde (FEMA 2003), a metabolite of ethanol (FEMA
2419) to bind to proteins, DNA and other macromolecules
(IARC, 1988, 2010, 2012, 2018; Nakao et al., 2000). Despite
the results from the mutagenicity and chromosomal damage
testing for the constituent ethanol (FEMA 2419) and its
metabolite acetaldehyde (FEMA 2003), the Expert Panel
concluded that the use of oak chips extract (Quercus robur)
as a flavor ingredient would not raise an additional concern
for genotoxicity relative to the consumption of ethanol and
acetaldehyde from food. Additionally, the exposure to
acetaldehyde and ethanol from use of oak chips extract
(Quercus robur) as a flavor ingredient is expected to be
negligible relative to the endogenous levels of exposure.
Corroborative evidence for the constituent ethanol (FEMA
2419) was also evaluated by JECFA in 1970 as a solvent
with an ADI limited by good manufacturing processes (GMP)
(JECFA, 1970). In its 46th meeting, based on corroborative
evidence, JECFA concluded that ethanol (FEMA 2419) does
not pose a safety concern at the intake levels from the use of
ethyl esters as flavor ingredients (JECFA, 1997). In its
evaluation, the Expert Panel considered the high
consumption ratio of ethanol (FEMA 2419) from food
excluding alcoholic beverages and subsequent high
endogenous exposure to ethanol and its metabolite,
acetaldehyde (FEMA 2003), compared to their intake from
the use of oak chips extract (Quercus robur) as a flavor
ingredient, and concluded, based on these considerations,
that the anticipated intake of ethanol (FEMA 2419) and its
metabolite acetaldehyde (FEMA 2003) from consumption of
oak chips extract (Quercus robur) as a flavor ingredient is
not expected to be of concern with respect to
carcinogenicity. The Expert Panel noted that approximately
97% of oak chips extract (Quercus robur) could be propylene
glycol (FEMA 2940). Based on the anticipated annual
volume of use of propylene glycol as a flavor ingredient (97
kg) from its presence in oak chips extract (Quercus robur),
the per capita intake was calculated to be 14 pg/person/day
(0.2 pg/kg bw/day). Both JECFA (JECFA, 1974, 2002) and
EFSA (EFSA, 2018) have set an Acceptable Daily Intake
(ADI) for propylene glycol at 25 mg/kg bw/day, which is
greater than 107,000 times the anticipated daily per capita
intake of propylene glycol from use of oak chips extract
(Quercus robur) as a flavor ingredient.

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding (E)-
3-(1,3-benzodioxol-5-yl)-N-phenyl-N-tetrahydrofuran-3-yl-



https://vertosolutions.sharepoint.com/Science/Shared%20Documents/GRAS/PUBLICATIONS/GRAS%2031/GRAS%2031%20Final%20Materials/Check%20if%20Panel%20suggested%20reference

prop-2-enamide (CAS 2294887-29-7) and concluded that the
use of the substance as a flavor ingredient is GRAS (FEMA
5002) (Smith et al., 2005a) in the food categories and at the
use levels specified in Table 2. The substance was
evaluated individually within the context of the chemical
group of aliphatic and aromatic amines and related amides
(JECFA, 2006a, 2008, 2011, 2012, 2017; SLR, A7, C21).
The Expert Panel calculated the anticipated per capita intake
(“eaters only”) of (E)-3-(1,3-benzodioxol-5-yl)-N-phenyl-N-
tetrahydrofuran-3-yl-prop-2-enamide from use as a flavor
ingredient to be 69 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class
11l (90 pg/person/day) (Munro et al., 1996). Corroborative
evidence for the low reproductive and developmental toxicity
potential of (E)-3-(1,3-benzodioxol-5-yl)-N-phenyl-N-
tetrahydrofuran-3-yl-prop-2-enamide was evaluated by the
Expert Panel from toxicity studies for the structural relatives,
(E)-3-benzol[1,3]dioxol-5-yI-N,N-diphenyl-2-propenamide
(FEMA 4788) and 2-(4-methylphenoxy)-N-(1H-pyrazol-3-yl)-
N-(2-thienylmethyl)acetamide (FEMA 4809). Corroborative
evidence is available from a GLP- and OECD 414 guideline-
compliant prenatal developmental toxicity study in pregnant
Sprague Dawley rats administered 0, 125, 250, 500 and
1000 mg/kg bw/day of the structural relative (E)-3-
benzo[1,3]dioxol-5-yI-N,N-diphenyl-2-propenamide (FEMA
4788) by oral gavage from implantation until the day before
delivery, which resulted in maternal and fetal NOAELs of
1000 mg/kg bw/day due to a lack of treatment-related
adverse effects (Bauter, 2017a). After doses of 0, 125, 300
and 1000 mg/kg bw/day of the structural relative 2-(4-
methylphenoxy)-N-(1H-pyrazol-3-yl)-N-(2-
thienylmethyl)acetamide (FEMA 4809) were administered by
gavage to pregnant female Sprague Dawley rats (25/group)
from GD 6-20 in a corroborative GLP- and OECD 414
guideline-compliant prenatal developmental toxicity study
(Karanewsky et al., 2015), no adverse effects were
observed. Maternal and fetal NOAELs of 1000 mg/kg bw/day
were established for the structural relative 2-(4-
methylphenoxy)-N-(1H-pyrazol-3-yl)-N-(2-
thienylmethyl)acetamide (FEMA 4809) based on a lack of
treatment-related adverse effects. The maternal and fetal
NOAELSs of 1000 mg/kg bw/day for the structural relatives
(E)-3-benzo[1,3]dioxol-5-yl-N,N-diphenyl-2-propenamide
(FEMA 4788) and 2-(4-methylphenoxy)-N-(1H-pyrazol-3-yl)-
N-(2-thienylmethyl)acetamide (FEMA 4809) were greater
than 800,000 times the anticipated daily per capita intake of
(E)-3-(1,3-benzodioxol-5-yl)-N-phenyl-N-tetrahydrofuran-3-
yl-prop-2-enamide from use as a flavor ingredient.
Corroborative evidence for the low toxicity potential of (E)-3-
(1,3-benzodioxol-5-yl)-N-phenyl-N-tetrahydrofuran-3-yl-prop-
2-enamide was evaluated by the Expert Panel from a GLP-
and OECD 408 guideline-compliant 90-day dietary toxicity
study in which Sprague Dawley rats were provided 0, 30,
100 or 500 mg/kg bw/day of the structural relative (E)-3-
benzo[1,3]dioxol-5-yl-N,N-diphenyl-2-propenamide (FEMA
4788) (corresponding to average daily intakes of 0, 29, 98 or
490 mg/kg bw/day and 0, 29, 99 or 492 mg/kg bw/day for
male and female rats, respectively). NOAELs of 490 and 492
mg/kg bw/day were established in males and females,
respectively, based on a lack of treatment-related adverse
effects (Koetzner, 2013; JECFA, 2017). Additionally,
corroborative evidence is also available from a GLP-
compliant combined 90-day toxicity and toxicokinetic study in
which Sprague Dawley rats (20/sex/group) were
administered 0, 10, 30 or 100 mg/kg bw/day of the structural

relative 2-(4-methylphenoxy)-N-(1H-pyrazol-3-yl)-N-(2-
thienylmethyl)acetamide (FEMA 4809) by oral gavage. A
NOAEL of 100 mg/kg bw/day was established based on a
lack of treatment-related adverse effects (Karanewsky et al.,
2015). The NOAEL of 100 mg/kg bw/day for the structural
relative 2-(4-methylphenoxy)-N-(1H-pyrazol-3-yl)-N-(2-
thienylmethyl)acetamide (FEMA 4809) is greater than
86,000 times the anticipated daily per capita intake of (E)-3-
(1,3-benzodioxol-5-yl)-N-phenyl-N-tetrahydrofuran-3-yl-prop-
2-enamide from use as a flavor ingredient. The Expert Panel
considered the specification of the material to be adequately
characterized by the purity assay and supporting spectral
data provided for the FEMA GRAS evaluation. Based on
corroborative evidence for the absorption, distribution,
metabolism, and/or excretion of the structural relatives 3-[(4-
amino-2,2-dioxido-1H-2,1,3-benzothiadiazin-5-yl)oxy]-2,2-
dimethyl-N-propylpropanamide (FEMA 4701), N-(heptan-4-
yl)benzo[d][1,3]dioxole-5-carboxamide (FEMA 4232), N-(2-
methylcyclohexyl)-2,3,4,5,6-pentafluorobenzamide (FEMA
4678), piperine (FEMA 2909) and 2-(4-methylphenoxy)-N-
(1H-pyrazol-3-yl)-N-(thiophen-2-ylmethyl) acetamide (FEMA
4809), the Expert Panel expected that (E)-3-(1,3-
benzodioxol-5-yl)-N-phenyl-N-tetrahydrofuran-3-yl-prop-2-
enamide undergoes cytochrome P450-mediated oxidation to
polar metabolites, followed by sulfation or glucuronidation
and excretion in the urine (Arthur et al., 2015; Karanewsky et
al., 2016; Foster, 2009; Bhat and Chandrasekhara,
1986,1987). Corroborative evidence is available from both
rat and human microsomal incubations with a structurally
similar substance, 3-[(4-amino-2,2-dioxido-1H-2,1,3-
benzothiadiazin-5-yl)oxy]-2,2-dimethyl-N-propylpropanamide
(FEMA 4701), which resulted in 299% of the parent
compound remained intact after one hour. Only trace
amounts of amide hydrolysis products were detected after in
vivo oral or i.v. administration of the same test substance to
male and female Sprague-Dawley rats (Arthur et al., 2015).
In a corroborative in vitro assay, polar and conjugated
metabolites, including a catechol derivative, indicative of
hydroxylation and demethylation, were detected when rat
and human liver microsomes were incubated with another
structurally similar substance, N-(heptan-4-
yl)benzo[d][1,3]dioxole-5-carboxamide (FEMA 4232)
(Karanewsky et al., 2016). Additionally, corroborative oral
and i.v. administrations of this same substance to male and
female Sprague-Dawley rats resulted in similar demethylated
metabolites, including the catechol derivative that was
quickly conjugated directly or after ensuing O-demethylation
before further oxidation into additional metabolites
(Karanewsky et al., 2016). No amide hydrolysis products of
this substance were observed in either the in vitro or in vivo
experiments. Corroborative evidence is also available when
another structurally similar substance, N-(2-
methylcyclohexyl)-2,3,4,5,6-pentafluorobenzamide (FEMA
4678), was incubated with rat microsomes. Small amounts of
metabolites resulting from the hydroxylation of the
methylcyclohexyl ring of the parent compound, as well as
evidence of limited amide hydrolysis were observed (Foster,
2009; JECFA, 2012). Increased excretion of conjugated
glucuronides, sulfates, and phenol metabolites, suggestive
of demethylation, was observed from corroborative evidence
after administration of another structurally similar substance,
piperine (FEMA 2909), by gavage (170 mg/kg bw) or i.p.
injection (85 mg/kg bw) to male Albino Wistar rats (Bhat and
Chandrasekhara, 1986, 1987). Hydrolysis of the structural
relative, 2-(4-methylphenoxy)-N-(1H-pyrazol-3-yl)-N-




(thiophen-2-ylmethyl) acetamide (FEMA 4809), to its
carboxylic acid derivative and secondary amine was
detected from corroborative in vitro in incubations with rat,
dog, rabbit, Gottingen pig, and human microsomes
(Karanewsky et al., 2015). However, corroborative evidence
from oral administration of FEMA 4809 to either rat, mouse
or dog, systemic exposure to the carboxylic acid derivative
was significantly greater relative to the parent amide or
secondary amine hydrolysis product. Based on the structure
of the substance, the arrangement and identity of the
functional groups therein, and supported by the
corroborative evidence cited below, the Expert Panel did not
identify specific concerns related to the genotoxicity of (E)-3-
(1,3-benzodioxol-5-yl)-N-phenyl-N-tetrahydrofuran-3-yl-prop-
2-enamide (Gooderham et al., 2020). Corroborative
evidence for the lack of genotoxic potential was evaluated by
the Panel from a GLP- and OECD 471 guideline-compliant
bacterial reverse mutation assay, in which (E)-3-(1,3-
benzodioxol-5-yl)-N-phenyl-N-tetrahydrofuran-3-yl-prop-2-
enamide was not mutagenic at concentrations up to 3160
ug/plate in S. typhimurium TA98, TA100, TA1535 and
TA1537 and E. coli WP2 uvrA pKM101 in the presence and
absence of S9 metabolic activation using the preincubation
and plate incorporation methods (Spruth, 2020). Additional
corroborative evidence for the lack of genotoxic potential of
(E)-3-(1,3-benzodioxol-5-yl)-N-phenyl-N-tetrahydrofuran-3-
yl-prop-2-enamide was evaluated from the structural
relatives (E)-3-benzo[1,3]dioxol-5-yl-N,N-diphenyl-2-
propenamide (FEMA 4788) and 2-(4-methylphenoxy)-N-(1H-
pyrazol-3-yl)-N-(2-thienylmethyl)acetamide (FEMA 4809).
Corroborative evidence is available from a GLP- and OECD
471 guideline-compliant bacterial reverse mutation assay in
which the structural relative (E)-3-benzo[1,3]dioxol-5-yI-N,N-
diphenyl-2-propenamide (FEMA 4788) was not mutagenic at
concentrations of 22-5500 ug/plate in S. typhimurium TA98,
TA100, TA1535 and TA1537 and E. coli WP2 uvrA pKM101
in the presence and absence of S9 metabolic activation
using the preincubation and plate incorporation methods
(Schulz and Landsiedel, 2009). Corroborative evidence is
also available from a GLP- and OECD 471 guideline-
compliant bacterial reverse mutation assay in which the
structural relative 2-(4-methylphenoxy)-N-(1H-pyrazol-3-yl)-
N-(2-thienylmethyl)acetamide (FEMA 4809) was not
mutagenic when tested at concentrations of 63-1000
ug/plate in S. typhimurium TA98, TA100, TA1535 and
TA1537 and E. coli WP2 uvrA pKM101 in the presence and
absence of S9 metabolic activation using the preincubation
and plate incorporation methods (Karanewsky et al., 2015).
Corroborative evidence is available from a GLP- and OECD
487 guideline-compliant in vitro micronucleus assay in which
no significant induction of micronuclei was observed in
human peripheral blood lymphocytes treated with the
structural relative (E)-3-benzo[1,3]dioxol-5-yl-N,N-diphenyl-
2-propenamide (FEMA 4788) for 3 hours with a 21-hour
recovery period in the presence and absence of S9
metabolic activation at concentrations of 10-60 pg/mL and
for 24 hours in the absence of S9 metabolic activation at
concentrations of 8-20 pg/mL (Watters, 2014; EFSA, 2022).
Corroborative evidence from a GLP- and OECD 473
guideline-compliant in vitro chromosomal aberration assay
showed no significant induction of structural or numerical
chromosome aberrations were observed in human
peripheral blood lymphocytes treated with the structural
relative 2-(4-methylphenoxy)-N-(1H-pyrazol-3-yl)-N-(2-
thienylmethyl)acetamide (FEMA 4809) for 3 hours and a 20-

hour recovery period in the presence of S9 at concentrations
of 35-160 pg/mL, for 3 hours and a 20-hour recovery period
in the absence of S9 at concentrations of 1.3-5 pg/mL and
for 20 hours in the absence of S9 at concentrations of 23-65
pug/mL (Karanewsky et al., 2015). No significant increases in
mononuclear polychromatic erythrocytes, changes in body
weight, feed consumption, adverse effects or reduction in
polychromatic erythrocytes/total erythrocytes were observed
in CD-1 mice (3/sex/dose) administered doses up to 2000
mg/kg bw of the structural relative 2-(4-methylphenoxy)-N-
(1H-pyrazol-3-yl)-N-(2-thienylmethyl)acetamide (FEMA
4809) from a corroborative GLP- and OECD 474 guideline-
compliant in vivo micronucleus assay (Karanewsky et al.,
2015).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 2,6-
octadienal (CAS 149231-57-2) and concluded that the use of
the substance as a flavor ingredient is GRAS (FEMA 5003)
(Smith et al., 2005a) in the food categories and at the use
levels specified in Table 2. This substance was evaluated
individually within the context of the chemical group of
unsaturated linear and branched-chain aliphatic, non-
conjugated aldehydes, related primary alcohols, carboxylic
acids and esters (JECFA, 1999, 2012, 2020; SLR, M1). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of 2,6-octadienal from use as a flavor
ingredient to be 7 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class
111 (90 pg/person/day) (Munro et al., 1996). Corroborative
evidence for the low toxicity potential of 2,6-octadienal was
evaluated by the Expert Panel from a 4-week dietary toxicity
study in which rats were provided the structural relative 2-
trans-6-cis-dodecadienal (FEMA 3377) (0.2, 0.4, 1.0, 2.0,
4.0, 10.0 or 20.0 ppm) and 2-trans-4-cis-7-cis-tridecatrienal
(FEMA 3638) (3.2, 6.4, 16, 32, 64, 160 or 320 ppm) in the
diet (Edwards, 1973; Adams et al., 2008). Based on feed
consumption measurements, the highest concentrations
were equivalent to intakes of 1.93 and 2.06 mg/kg bw/day of
FEMA 3377 for males and females, respectively, and 30.9
and 33 mg/kg bw/day of the structural relative FEMA 3638
for males and females, respectively. No significant
treatment-related adverse effects were observed, and the
NOAEL was reported to be the highest dose tested (1.93
and 2.06 mg/kg bw/day of the structural relative FEMA 3377
for males and females, respectively, and 30.9 and 33 mg/kg
bw/day of FEMA 3638 for males and females, respectively).
The NOAEL of 2 mg/kg bw/day is greater than 17,000 times
the anticipated daily per capita intake of 2,6-octadienal from
use as a flavor ingredient. This material occurs naturally in
hops essential oil (Humulus lupulus L.), sweet basil oil
(Ocimum basilicum L.), navel orange juice (C. sinensis (L.)
Osbeck.), Syzygium polyanthum, and Satureja cuneifolia
(Bocquet et al., 2018; Fattahi et al., 2019; Sun et al. 2021;
Hamad et al., 2017; Oke et al., 2009). Based on the
quantitative data, a consumption ratio of 1 could be
calculated (Stofberg and Grundschober, 1987). The Expert
Panel considered the specification of the material to be
adequately characterized by the purity assay and supporting
spectral data provided for the FEMA GRAS evaluation. 2,6-
Octadienal is expected to undergo oxidation to the
corresponding acid followed by S-oxidation to CO; and
water. Alternatively, the compound could be conjugated with
glutathione followed by excretion in the urine as the




mercapturic acid derivative (Adams et al., 2008; Smith et al.,
2018). Based on the structure of the substance and the
arrangement and identity of the functional groups therein,
and supported by the corroborative evidence noted below,
the Expert Panel did not identify specific concerns related to
the genotoxicity of 2,6-octadienal (Gooderham et al., 2020).
The Expert Panel reviewed their prior assessment of the
genotoxicity data for the structural relative nona-2-trans-6-
cis-dienal (FEMA 3377) and determined it sufficient to
indicate a lack of genotoxic concern for 2,6-octadienal
(Adams et al., 2008). Since the publication of Adams et al.,
corroborative evidence from new genotoxicity data available
for the structural relative, FEMA 3377, are described below.
In a GLP- and OECD 487 guideline-compliant in vitro
micronucleus assay, the structural relative FEMA 3377 was
tested in human lymphocytes at concentrations up to 60
pg/mL for 4 hours in the absence and presence of S9, as
well as for 24 hours in the absence of S9 (Api et al., 2022c).
Significant induction of micronuclei was observed at
concentrations of 15 and 20 pg/mL in the 4 hours treatment
period in the absence of S9, at concentration of 40 pg/mL in
the 4 hours treatment period in the presence of S9 and at
concentrations of 20 and 30 pg/mL in the 24 hours treatment
period in the absence of S9. In a GLP- and OECD 474 and
489 guidelines-compliant combined in vivo micronucleus and
comet assay in male Han Wistar rats administered the
structural relative FEMA 3377 by oral gavage at doses of
175, 350 or 700 mg/kg bw/day, at 1h, 24h and 45h after
dosing, no significant induction of micronucleated
polychromatic erythrocytes in the bone marrow was
observed in the tested rats compared to the controls
(Beevers, 2015; Api et al., 2022c). No significant increases
in tail intensity or hedgehogs in the liver were observed at
any tested dose compared to the controls. No treatment-
related macroscopic findings were observed. Dose-
dependent decreases in glycogen vacuolation were
observed in the liver of all test groups. Soft/loose brown
feces and reduced body weight gain in all animals and
brown stained fur in one animal were observed in the high-
dose group. Clinical chemistry findings at the high dose
included a slight decrease in calcium levels, a slight increase
in phosphate animals in all animals, and an increase in
glucose levels in one animal. A slight increase in blood urea
was observed in the mid and high doses.

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 2-
methyloctan-4-olide (CAS 40556-69-2) and concluded that
the use of the substance as a flavor ingredient is GRAS
(FEMA 5004) (Smith et al., 2005a) in the food categories
and at the use levels specified in Table 2. This substance
was evaluated individually within the context of the chemical
group of aliphatic, alicyclic, alicyclic-fused and aromatic-
fused ring lactones (Adams et al., 1998; JECFA, 1998, 2011;
SLR, B1C). The Expert Panel calculated the anticipated per
capita intake (“eaters only”) of 2-methyloctan-4-olide from
use as a flavor ingredient to be 0.1 pg/person/day, which is
below the threshold of toxicological concern (TTC) for
structural class | (1800 pg/person/day) (Munro et al., 1996).
Corroborative evidence for the low toxicity potential of 2-
methyloctan-4-olide was reviewed by the Expert Panel from
a 90-day single-dose toxicity study in which male and female
rats were fed diets containing a mixture of four flavor
materials: structural relative undecalactone (isomer not

specified), nonalactone, allyl hexanoate, and
dihydrocoumarin (Oser, 1957). The total consumption of
flavor material was 109 mg/kg bw/day, and the achieved
level of undecalactone intake was calculated to be
approximately 47 mg/kg bw/day. A noted but statistically
non-significant depression in growth was observed in both
sexes. Feed consumption was slightly higher in test animals,
leading to a significant depression in the efficiency of food
utilization for both sexes. Trace amounts of albumin were
detected in the urine of one male rat, but the authors did not
consider this to be significant. Due to the decrease in growth
and feed efficiency and the use of a mixture in the test diet,
the authors did not derive a NOAEL for this study.
Corroborative evidence is also available from 2-year feeding
studies in which male and female rats were administered a
diet containing the structural relative y-undecalactone
(FEMA 3091) or the structural relative y-nonalactone (FEMA
2781), at doses of 0, 50 or 250 mg/kg bw/day (Bar and
Griepentrog, 1967). Animals were observed throughout the
study period and no adverse effects were reported. The
FEMA Expert Panel agreed with JECFA'’s evaluation of this
study and their selected NOAELs of 250 mg/kg bw/day for
FEMA 2781 and FEMA 3091 (JECFA, 1998). Additional
corroborative evidence is also available from single-dose 90-
day toxicity studies in which FDRL (derived from Wistar) rats
(15/sex) were provided diets containing the structural relative
y-nonalactone (FEMA 2781) or 2% of the structural relative
y-undecalactone (FEMA 3091) diluted in cottonseed oil. The
concentration in the feed corresponded to oral doses of
approximately 15 and 17 mg/kg bw/day of FEMA 3091 or 63
and 73 mg/kg bw/day of FEMA 2781 in males and females,
respectively (Oser et al., 1965). No significant changes in
body weight, food consumption, food efficiency, or significant
gross pathological abnormalities were observed in either
study. A NOAEL of 15 mg/kg bw/day for the structural
relative y-undecalactone (FEMA 3091) and a NOAEL of 63
mg/kg bw/day for the structural relative y-nonalactone
(FEMA 2781) was established for male rats. The NOAEL of
15 mg/kg bw/day for FEMA 3091 is greater than 9,000,000
times the anticipated daily per capita intake of 2-
methyloctan-4-olide from use as a flavor ingredient. The
substance occurs naturally in beer and hops pellets (Natural
Occurrence Analysis, 2021d). Based on the quantitative
data, a consumption ratio of 1,861,200 could be calculated
(Stofberg and Grundschober, 1987). The Expert Panel
considered the specification of the material to be adequately
characterized by the purity assay and supporting spectral
data provided for the FEMA GRAS evaluation. It is predicted
that the lactone ring of 2-methyloctan-4-olide will undergo
hydrolysis followed by conjugation and excretion of the
resulting hydroxycarboxylic acid derivative or $-oxidation of
the hydroxy acid to yield short-chain polar metabolites that
are excreted either unchanged or in conjugated form (Smith
et al., 2018). Based on the structure of the substance and
the arrangement and identity of the functional groups
therein, and supported by the corroborative evidence noted
below, the Expert Panel did not identify specific concerns
related to the genotoxicity of 2-methyloctan-4-olide
(Gooderham et al., 2020). Corroborative evidence from a
two-strain screening bacterial reverse mutation assay
showed 2-methyloctan-4-olide was not mutagenic at
concentrations up to 1500 ug/plate in S. typhimurium TA98
and TA100 in the presence and absence of S9 metabolic
activation (Kino, 2021a). Corroborative evidence from an
Ames assay in S. typhimurium strains TA92, TA1535,




TA100, TA1537, TA94 and TA98 showed that the structural
relative y-undecalactone (FEMA 3091) did not increase the
frequency of revertant colonies in the absence or presence
of S9 metabolic activation at concentrations up to 5000
pg/plate (Ishidate et al., 1984). Corroborative evidence from
another Ames assay in S. typhimurium strains TA97 and
TA102 showed that the structural relative y-undecalactone
(FEMA 3091) did not increase the frequency of revertant
colonies in the absence or presence of S9 metabolic
activation at concentrations up to 100 pg/plate (Fujita and
Sasaki, 1987). Corroborative evidence from a GLP- and
OECD 471 guideline-compliant bacterial reverse mutation
assay indicated that the structural relative y-nonalactone
(FEMA 2781) was not mutagenic at concentrations up to
5000 pg/plate in the presence and absence of S9 using the
plate incorporation and preincubation assays in S.
typhimurium TA98, TA100, TA1535, TA1537 and E. coli
WP2 uvrA (Rao, 2020b). Corroborative evidence from
another Ames assay using S. typhimurium strains TA98,
TA100, TA1535, TA1537 and TA1538 for the structural
relative y-nonalactone (FEMA 2781) did not show an
increase in the frequency of revertant colonies in either the
absence or presence of S9 metabolic activation using the
plate incorporation methodology at concentrations up to 36
ug/plate (Heck et al., 1989; Jagannath, 1982). Corroborative
evidence showed that no induction of chromosome
aberrations was observed when the structural relative y-
nonalactone (FEMA 2781) was tested in Chinese hamster
ovary (CHO) cells for 20h in the absence of S9 at
concentrations of 251-754 pyg/mL and for 10 h in the
presence of S9 at concentrations of 495-3710 pg/mL (Murli,
1989). Corroborative evidence for the structural relative y-
undecalactone (FEMA 3091) gave negative results in a
chromosomal aberration assay in Chinese hamster fibroblast
cells at concentrations up to 500 pg/mL (Ishidate et al.,
1984). Corroborative evidence from a GLP- and OECD 476
guideline-compliant in vitro mammalian cell gene mutation
assay in L5178Y mouse lymphoma cells showed no
increases in mutant frequencies when the structural relative
y-nonalactone (FEMA 2781) was tested at concentrations of
200-550 pg/mL for 3 h in the absence of S9, 100-550 pg/mL
for 24 hours in the absence of S9 and 200-1050 pg/mL for 3
h in the presence of S9 (ECHA, 2012c). Corroborative
evidence for the structural relative y-nonalactone (FEMA
2781) showed negative results in the absence of S9
metabolic activation in a mouse lymphoma forward mutation
assay in L5178Y TK +/- mouse lymphoma cells at
concentrations up to 1000 nl/ml (approximately 1 ug/mL
based on a specific gravity of 0.96). Increases in
mutagenicity were reported at the top two concentrations of
400-600 nl/ml (approximately 0.4 and 0.6 pg/mL2) in the
presence of S9 (Heck et al., 1989; Cifone, 1982).
Corroborative evidence for the structural relative y-
nonalactone (FEMA 2781) was negative in an unscheduled
DNA synthesis assay in rat hepatocytes from adult male
Fischer or Sprague-Dawley rats at concentrations up to 500
ug/ml (Heck et al., 1989; Cifone, 1988). Corroborative
evidence from an in vivo micronucleus assay in which
groups of 6 male ddY mice were administered the structural
relative y-undecalactone (FEMA 3091) intraperitoneally at
doses of 250, 500, 1000 or 2000 mg/kg bw in olive oil
showed no increases in the frequency of micronuclei in the
polychromatic erythrocytes of the bone marrow were
observed (Hayashi et al., 1988). Additional corroborative
evidence is from a GLP- and OECD 474 guideline-compliant

in vivo mouse micronucleus assay for NMRI mice
(6/sex/dose) administered oral doses of the structural
relative y-nonalactone (FEMA 2781) at 500, 1000 and 2000
mg/kg bw (Api et al., 2019b). No significant induction of
micronuclei was observed at all tested doses.

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 3-
hydroxyhexanoic acid (CAS 10191-24-9) and concluded that
the use of the substance as a flavor ingredient is GRAS
(FEMA 5005) (Smith et al., 2005a) in the food categories
and at the use levels specified in Table 2. This substance
was evaluated individually within the context of the chemical
group of aliphatic primary alcohols, aldehydes, carboxylic
acids, acetals, and esters containing additional oxygenated
functional groups (JECFA, 2000, 2011; SLR, B1B). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of 3-hydroxyhexanoic acid from use as a
flavor ingredient to be 0.1 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class |
(1800 pg/person/day) (Munro et al., 1996). Corroborative
evidence for the low reproductive and developmental toxicity
potential of 3-hydroxyhexanoic acid was reviewed by the
Expert Panel from a developmental toxicity study in female
rats (20-24/group) in which the structural relative adipic acid
(FEMA 2011) was administered by gavage once daily from
gestation days 6-15 at dosage levels of 2.9, 13, 62 and 288
mg/kg bw/day (JECFA, 2000; Morgareidge, 1973). On
Gestation Day 20, all female rats were subjected to
cesarean section and all recorded observations were
comparable to the control group. The reported number of
abnormalities was comparable to the occurrence in the
control group (JECFA, 2000; Morgareidge, 1973). Based on
corroborative evidence, no teratogenic or embryotoxic
effects were observed when the structural relative adipic
acid (FEMA 2011) was administered once daily by gavage to
CD-1 mice (21-24/group) from gestation days 6-15 at doses
of 2.6, 12, 56 and 263 mg/kg bw/day, to hamsters (20-
24/group) from gestation days 6-10 at doses of 2, 9.5, 44
and 205 mg/kg bw/day (JECFA, 2000; Morgareidge, 1973)
and rabbits (10-14/group) from gestation days 6-18 at doses
of 2.5, 12, 54 and 250 mg/kg bw/day (JECFA, 2000;
Morgareidge, 1974b). Evaluation protocols were similar to
the developmental toxicity study in rats for the structural
relative adipic acid (FEMA 2011), except that dams were
subject to cesarean sections on gestation day 17 for mice,
gestation day 14 for hamsters and gestation day 29 for
rabbits. Corroborative evidence is available from a GLP-
compliant reproductive and developmental toxicity screening
in which female Charles River Cr1:CD®(SD)BR rats
(10/group) were orally administered the structural relative
hexanoic acid (FEMA 2559) in corn oil by gavage at doses of
36, 182 or 364 mg/kg bw/day for up to one week before
cohabitation, through gestation and parturition and four days
postpartum (Hoberman, 1990). No mortalities or gross
lesions were observed in adults and pups of the treatment
groups. Rales were observed in two mid-dose and five high-
dose adults during the premating and/or gestation periods.
Decreases in body weight and body weight gains in mid- and
high-dose rats were not significant and were transient at the
mid-dose. Non-significant decreases in absolute and relative
feed consumption were observed in high-dose rats in the
premating period and the first week of gestation relative to
controls. A slight reduction in weight gain of litters over the




four-day lactation period was not significant. No other
significant effects were observed. Based on the clinical signs
of toxicity and slightly decreased feed consumption and body
weights at the top dose level, the study authors considered
the maternal toxicity NOAEL to be 182 mg/kg bw/day. The
developmental toxicity NOAEL was considered to be the top
dose level of 364 mg/kg bw/day (Hoberman, 1990). The
maternal toxicity NOAEL of 182 mg/kg bw/day is greater
than 109,000,000 times the anticipated daily per capita
intake of 3-hydroxyhexanoic acid from use as a flavor
ingredient, and the developmental toxicity NOAEL of 364
mg/kg bw/day is greater than 218,000,000 times the
anticipated daily per capita intake of 3-hydroxyhexanoic acid
from use as a flavor ingredient. Corroborative evidence for
the low toxicity potential of 3-hydroxyhexanoic acid was
reviewed by the Expert Panel from a 2-year dietary study in
which male and female albino rats were administered the
structural relative adipic acid (FEMA 2011) at doses of
approximately 75, 750, 2250 and 3750 mg/kg bw/day (Horn
et al., 1957). Female rats were only included at the control
and 750 mg/kg bw/day levels. Survival rates were
comparable between treatment and control groups.
Bodyweight gains in the two highest dose groups were
significantly less during the rapid growth period. No
significant body weight changes were recorded in the latter
half of the experiment, but the authors noted that the 3750
mg/kg bw/day dose group showed consistently lower body
weights. The only dose group with a reduction in food
consumption, when compared to controls, was the 3750
mg/kg bw/day dose group. Incidences of tumors and/or lung
pathology were comparable between treatment and control
groups. Gross and microscopic histopathological
examination showed no notable changes in any treatment
group. The examined organ weights were similar between
treatment and control groups. The authors of this study did
not select a NOAEL, but the Expert Panel determined a
NOAEL of 750 mg/kg bw/day based on the slight body
weight reductions in the 2250 and 3750 mg/kg bw/day
treatment groups (Horn et al., 1957). Corroborative evidence
is also available from a 28-day repeat-dose oral toxicity
study in which Fischer 344 rats (10/sex/group) were
administered the structural relative hexanoic acid (FEMA
2559) at doses of 250, 1250 or 2500 mg/kg bw/day (Wenk,
1990). Early deaths of seven high-dose males (six were
moribund sacrificed due to respiratory problems and one
found dead) and two mid-dose males (one due to gavage
error) were observed. Additional early deaths were observed
in five high-dose females (two were moribund sacrificed due
to respiratory problems and three found dead) and one mid-
dose female (gavage error). Clinical signs of toxicity were
observed in both sexes for most animals at the top two dose
levels including respiratory problems which were displayed
as rales along with shallow and rapid breathing by the
second day of the study. Other clinical signs of toxicity
observed in individual animals at the top two levels include
gasping and red nasal secretions. No signs of clinical toxicity
were observed at the lowest dose level with either sex. At
both the mid- and high-dose levels for both sexes,
statistically significant and dose-dependent decreases in
bodyweight and food consumption were observed
throughout the study period and during the first three weeks,
respectively. While statistically significant changes were
observed for several clinical chemistry and hematological
parameters at the mid- and high-dose levels, only sodium
and/or potassium reductions were considered toxicologically

relevant. The study authors opined that acid-base balances
were considered a possible reason for the respiratory effects
and the electrolyte changes observed with sodium and
potassium reduction. High-dose males exhibited test article-
related cytoplasmic changes in the liver along with
degenerative changes in the testes. Renal tubular
regeneration observed in high-dose females were
considered equivocal. Based on premature deaths and
clinical signs of toxicity observed at the top two dose levels,
the NOAEL for this study was 250 mg/kg bw/day (Wenk,
1990). The NOAEL of 250 mg/kw bw/day for the structural
relative hexanoic acid (FEMA 2559) is 150,000,000 times
the anticipated daily per capita intake of 3-hydroxyhexanoic
acid from use as a flavor ingredient. The substance occurs
naturally in strawberries and milk; however, quantitative data
are unavailable and therefore a consumption ratio cannot be
calculated (Mussinan and Walradt, 1975; Parks, 1977). The
Expert Panel considered the specification of the material to
be adequately characterized by the purity assay and
supporting spectral data provided for the FEMA GRAS
evaluation. 3-Hydroxyhexanoic acid is anticipated to undergo
fatty acid metabolism resulting in oxidation to acetoacetic
acid, an endogenous compound which is then released into
the blood and peripheral tissues. it is then converted to
acetyl CoA, which is available for metabolism (Saito et al.,
2017; Smith et al., 2018; Voet and Voet, 1990). Based on
the structure of the substance and the arrangement and
identity of the functional groups therein, and supported by
the corroborative evidence noted below, the Expert Panel
did not identify specific concerns related to the genotoxicity
of 3-hydroxyhexanoic acid (Gooderham et al., 2020).
Corroborative evidence is available from a two-strain
screening bacterial reverse mutation assay in which 3-
hydroxyhexanoic acid was not mutagenic at concentrations
up to 5000 pg/plate in S. typhimurium TA98 and TA100 in
the presence and absence of S9 metabolic activation (Kino,
2021b). Corroborative evidence is also available for 3-
hydroxyhexanoic acid, which was also not mutagenic at
concentrations up to 5000 pg/plate in an OECD 471
guideline-compliant bacterial reverse mutation assay
conducted in S. typhimurium strains TA98, TA100, TA1535
and TA1537 and in E. coli strain WP2 uvrA in the absence or
presence of S9 metabolic activation (EFSA, 2019c).
Negative results were reported in corroborative evidence
from GLP- and OECD 471 guideline-compliant bacterial
reverse mutation assays for the structural relatives trans-2-
hexenoic acid (FEMA 3169) (Api et al., 2018) and hexanoic
acid (FEMA 2559) (Rao, 2020c) when tested in S.
typhimurium TA98, TA100, TA1535, TA1537 and E. coli
WP2uvrA in the absence or presence of S9 at
concentrations up to 5000 pg/plate. Corroborative evidence
from Ames assays in S. typhimurium strains TA98, TA100,
TA1535, TA1537 TA1538 and E. coli strain WP2uvrA
showed that the structural relative adipic acid (FEMA 2011)
did not increase the frequency of revertant colonies in either
the absence or presence of S9 metabolic activation at
concentrations up to 10,000 pg/plate (ECHA, 1996; Kubo,
2002; NTP, 2018c; Prival et al., 1991; Shimizu et al., 1985).
The structural relative hexanoic acid (FEMA 2559) was non-
genotoxic based on corroborative evidence from an
unscheduled DNA synthesis assay at concentrations up to
927 pg/mL (Heck et al., 1989). Corroborative evidence
available from a mouse lymphoma assay in L5178Y cells at
reported concentrations up to 1000 nl/mL in the absence of
S9 and at concentrations up to 800 nl/mL in the presence of




S9 indicated the structural relative hexanoic acid (FEMA
2559) induced significant increases in mutant frequencies at
700-800 nl/mL (corresponding to 644-736 ug/mL based on a
specific gravity of 0.922) in the absence of S9 (Heck et
al.,1989). However, the study author noted that culture
conditions of low pH and high osmolality, which may occur
upon incubation with acidic substances, have been shown to
produce artefactual results (Heck et al.,1989). In reviewing
these results, JECFA noted that these results should be
interpreted with caution (JECFA, 1998). Furthermore,
negative results were observed in the presence of S9 (Heck
et al.,1989). Corroborative evidence from a GLP- and OECD
476 guideline-compliant in vitro mammalian cell gene
mutation assay in V79 Chinese hamster cells showed that
the structural relative adipic acid (FEMA 2011) at
concentrations up to 10 mM (or approximately 1461 pg/mL)
gave no significant increases in mutant frequency at the
HPRT locus in the presence and absence of S9 metabolic
activation (ECHA, 2009). No chromosomal aberrations were
observed based on corroborative evidence from an in vitro
chromosome aberration assay in human embryonic lung
fibroblast cells (WI-38) treated with the structural relative
adipic acid (FEMA 2011) at concentrations up to 200 pg/mL
without metabolic activation (ECHA, 1974a). Corroborative
evidence from an in vivo chromosome aberration assay
showed no statistically significant increases in chromosome
aberrations were observed in Sprague-Dawley rats
(5/sex/group) administered the structural relative hexanoic
acid (FEMA 2559) by oral gavage in corn oil at doses of 500,
1667 or 5000 mg/kg bw (Murli, 1991). High-dose males
sacrificed at 6h and 30h appeared prostrate immediately
after administration, while others appeared lethargic. High-
dose animals in the 18h group appeared languid after
administration. By 3.7 h, one high-dose male and female in
the 6 hours group had died, while other animals at this dose
from the six h and 30 hours groups were normal (Murli,
1991). Based on corroborative evidence, no significant
increases in chromosome aberrations were observed in a
series of studies in which male rats (5/group) were
administered the structural relative adipic acid (FEMA 2011)
at doses of 3.75, 37.5 and 375 mg/kg bw/day for one or five
days, a single dose of 5000 mg/kg bw or doses of 2500
mg/kg bw/day for five days (ECHA, 1974b).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 3-
methyl-3-butene-1-thiol (CAS 58156-49-3) and concluded
that the use of the substance as a flavor ingredient is GRAS
(FEMA 5006) (Smith et al., 2005a) in the food categories and
at the use levels specified in Table 2. This substance was
evaluated individually within the context of the chemical group
of simple aliphatic and aromatic sulfides and thiols (JECFA,
2000, 2004, 2008, 2011; SLR, A8). The Expert Panel
calculated the anticipated per capita intake (“eaters only”) of
3-methyl-3-butene-1-thiol from use as a flavor ingredient to be
0.01 pg/person/day, which is below the threshold of
toxicological concern (TTC) for structural class | (1800
ug/person/day) (Munro et al., 1996). Corroborative evidence
for the low toxicity potential of 3-methyl-3-butene-1-thiol was
reviewed by the Expert Panel from an OECD 408 guideline-
compliant 90-day study in male and female Sprague-Dawley
rats in which gavage administration of the structural relative
4-mercapto-4-methyl-2-pentanone (FEMA 3997) at doses of
13, 20 and 26 mg/kg/day resulted in a NOAEL of 26 mg/kg

bw/day (Bauter, 2017b). Additional corroborative evidence
from a 90-day study in albino weanling rats showed that
dietary addition of the structural relative 2,3-butanedithiol
(FEMA 3477) at a dose of 0.7 mg/kg bw/day resulted in no
hematological, biochemical and urinary deviations from
normal ranges of tested parameter or any unusual
microscopic pathological observations (Morgareidge, 1974c).
The NOAEL of 0.7 mg/kg bw/day is greater than 3,500,000
times the anticipated daily per capita intake of 3-methyl-3-
butene-1-thiol from use as a flavor ingredient. The substance
occurs naturally in roasted coffee beans; however,
guantitative information was not available, and a consumption
ratio could not be calculated (Natural Occurrence Analysis,
2021e). The Expert Panel considered the specification of the
material to be adequately characterized by the purity assay
and supporting spectral data provided for the FEMA GRAS
evaluation. It is predicted that 3-methyl-3-butene-1-thiol will
undergo oxidation of the thiol group resulting in the
corresponding sulfenic acid, sulfinic acid, and sulfonic acid
(McBain & Menn, 1969; Dutton & llling, 1972; Maiorino et al.,
1988; Richardson et al., 1991; Renwick, 1996). Sulfenic acids
are unstable and readily undergo further oxidation to sulfinic
and sulfonic acids or combine with nucleophiles (Klancnik, et
al., 1992). The sulfinic and sulfonic acids are water-soluble
and easily excreted. Alternatively, the thiol may react with
glutathione and cysteine to form mixed disulfides that can
then undergo reduction and oxidative desulfuration, or
oxidation to sulfonic acid via the intermediate thiosulfinate and
sulfinic acids. 3-Methyl-3-butene-1-thiol is also anticipated to
undergo S-methylation on mammals to produce the
corresponding methyl thioether that can be successively
oxidized to the corresponding sulfoxide and sulfone (Tateishi
et al., 1978; Shaw & Blagbrough, 1989; Tateishi & Tomisawa,
1989). Based on the structure of the substance and the
arrangement and identity of the functional groups therein, and
supported by the corroborative evidence noted below, the
Expert Panel did not identify specific concerns related to the
genotoxicity of 3-methyl-3-butene-1-thiol (Gooderham et al.,
2020). Corroborative evidence available for 3-methyl-3-
butene-1-thiol indicated that the substance was not mutagenic
in S. typhimurium TA98, TA100, TA1535, TA1537 and E. coli
WP2uvrA at concentrations of 39.1-1250 pg/plate in the
presence of S9 and at concentrations of 9.8-313 pg/plate in
the absence of S9 (Sato, 2021). Further corroborative
evidence from an Ames assay for the structural relative 2-
methyl-3-butene-2-thiol (FEMA 4916) did not increase the
frequency of revertant colonies in the absence and presence
of S9 metabolic activation in S. typhimurium strains TA98,
TA100, TA1535, TA1537 at concentrations of 9.8-313
ug/plate, and E. coli strain WP2 uvrA at concentrations of
39.1-1250 pg/plate (Sato, 2017). Additional corroborative
evidence from a GLP- and OECD 471 guideline-compliant
bacterial reverse mutation assay showed that the structural
relative 4-mercapto-4-methyl-2-pentanone (FEMA 3997) was
not mutagenic at concentrations up to 5000 pg/plate in S.
typhimurium TA98, TA100, TA1535, TA1537 and TA102 in
the presence and absence of S9 using the plate incorporation
and preincubation methods (McGarry, 2012).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
myoglobin (CAS 9008-45-1) and concluded that the use of the
substance as a flavor ingredient is GRAS (FEMA 5007) (Smith
et al., 2005a) in the food categories and at the use levels




specified in Table 2. This material was evaluated within the
context of the procedure for the FEMA GRAS evaluation of
flavor ingredients produced through biotechnology processes
(Cohen et al, 2015). The Expert Panel calculated the
anticipated per capita intake of myoglobin from use as a flavor
ingredient to be 3,238 pg/person/day. A decision tree
structural class for the threshold of toxicological concern
(TTC) could not be assigned for myoglobin as polymers are
excluded from the Cramer/Ford/Hall Decision Tree
classification (Cramer et al., 1978). Corroborative evidence
for the low toxicity potential of myoglobin was reviewed by the
Expert Panel from a soy leghemoglobin preparation
(containing 6-9% of soy leghemoglobin protein) provided to
Sprague-Dawley rats (10/sex/group) at dietary levels of 512,
1024 or 1536 mg/kg bw/day (corresponding to 250, 500 or 750
mg/kg bw/day of soy leghemoglobin) in a GLP- and OECD
407 guideline-compliant 28-day dietary toxicity study (mean
overall daily intakes of soy leghemoglobin protein were 0, 234,
466 and 702 mg/kg bw/day in male rats, as well as 0, 243, 480
and 718 mg/kg bw/day in female rats) (Fraser et al., 2018).
No adverse treatment-related effects were observed, and a
NOAEL was established at the top dose of 702 mg/kg bw/day
and 718 mg/kg bw/day in male and female rats, respectively.
Additionally, corroborative evidence is also available from a
follow-up OECD-compliant 28-day dietary toxicity study, the
same related material, soy leghemoglobin preparation, was
provided to female Sprague Dawley rats (15/group) at dietary
levels of 512, 1024 or 1536 mg/kg bw/day, which correspond
to soy leghemoglobin protein levels of 250, 500 or 750 mg/kg
bw/day (mean overall daily intakes of soy leghemoglobin
protein were 0, 250, 496 and 738 mg/kg bw/day) (Fraser et
al., 2018). No adverse treatment-related effects were
observed, and the authors established a NOAEL at the top
dose. The NOAEL of 702 mg/kg bw/day is greater than 13,000
times the anticipated daily per capita intake of myoglobin from
use as a flavor ingredient. The substance occurs naturally in
muscles and tissues of beef, pork and chicken; however,
quantitative information was not available, and a consumption
ratio could not be calculated (Yip and Dallman, 1996). The
Expert Panel considered the specification of 295% the
material, including 23% bovine myoglobin as a secondary
component, to be adequately characterized by the purity
assay and supporting spectral data provided for the FEMA
GRAS evaluation. Proteins, such as myoglobin, are expected
to be denatured in the acidic environment of the stomach
accompanied by hydrolysis of the polypeptide by pepsins in
the gut to free amino acids and oligopeptides, which are
absorbed in the proximal jejunum unchanged or hydrolyzed
by brush border peptidases (Nelson and Cox, 2008). Once
absorbed into the intestinal mucosal cells the oligopeptides
are further hydrolyzed by cytoplasmic amino oligopeptidases
to free amino acids. Corroborative evidence is available from
the related preparation soy leghemoglobin which was found
to be rapidly digested at 1 ug in 10-unit activity of pepsin, and
1 ug in 1 unit activity of pepsin in human stimulated gastric
fluid of pH 2 (Jin et al., 2018; Reyes et al., 2018). No pepsin-
stable fragments were identified. Based on the structure of the
substance and the arrangement and identity of the functional
groups therein, and supported by the corroborative evidence
noted below, the Expert Panel did not identify specific
concerns related to the genotoxicity of myoglobin
(Gooderham et al., 2020). Corroborative evidence is available
from a GLP- and OECD 471 guideline-compliant bacterial
reverse mutation assay in which a related material, soy
leghemoglobin preparation (containing 6-9% of soy

leghemoglobin protein) was not mutagenic at concentrations
up to 74,000 pg/plate (corresponding to 5000 ug/plate of soy
leghemoglobin protein) in S. typhimurium TA98, TA100,
TA1535, TA1537 and E. coli WP2uvrA in the presence and
absence of S9 using the plate incorporation and preincubation
methods (Fraser et al., 2018). Corroborative evidence is also
available from a GLP- and OECD 473 guideline-compliant in
vitro mammalian chromosome aberration assay in which a
soy leghemoglobin preparation (containing 6-9% of soy
leghemoglobin protein) was not clastogenic when tested in
human peripheral blood lymphocytes at concentrations up to
7,400-74,000 pg/mL for 4 hours in the absence of S9,
concentrations of 14,800-74,000 pyg/mL for 4 hours in the
presence of S9 and at concentrations of 1,480-14,800 pug/mL
for 24 hours in the absence of S9 (Fraser et al., 2018). These
levels corresponded to test concentrations of soy
leghemoglobin protein at 500-5000 ug/ml for 4 hours in the
absence of S9, 1000-5000 pg/mL for 4 hours in the presence
of S9 and 100-1000 pg/mL for 24 hours in the absence of S9.
The FEMA Expert Panel noted that myoglobin does not
contain protein or ingredients derived from one of nine foods
or food groups defined as major allergens by the Food
Allergen Labeling and Consumer Protection Act of 2004 (P.L.
108-282) (FALCPA) and the Food Allergy Safety, Treatment,
Education, and Research (FASTER) Act of 2021 (P.L. 117-
11).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding finger
lime distillate (CAS 1174331-57-7) and concluded that the use
of the substance as a flavor ingredient is GRAS (FEMA 5008)
(Smith et al., 2005a) for use as a flavor ingredient in the food
categories and at the use levels specified in the GRAS
application (see Table 2). This material was evaluated within
the context of the procedure for the safety evaluation of
natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005a). The Expert Panel calculated the anticipated per
capita intake (“eaters only”) of finger lime distillate from use
as a flavor ingredient to be 6 pg/person/day, which is below
the threshold of toxicological concern for Structural Class Ill
materials (90 pg/person/day). On a water-removed basis, the
per capita intake for the concentrate from use as a flavor
ingredient was calculated to be 0.006 ug/person/day. The
material is produced from the fruits of Microcitrus australasica
(F. Muell.) Swingle (synonym: Citrus australasica F. Muell.).
Though the source material is consumed as food, quantitative
information was not available, and a consumption ratio could
not be calculated. The Expert Panel considered the identity
description of the material to be adequate for the FEMA GRAS
evaluation. The Expert Panel concluded that metabolic data
exist for a representative members of the principal identified
congeneric groups that indicate, in the context of anticipated
levels of intake, that the substance would be predicted to be
metabolized primarily by well-established detoxication
pathways to innocuous products or to be excreted as such
(Smith et al., 2018). Corroborative evidence for the low
reproductive and developmental toxicity potential of finger
lime distillate was reviewed by the Expert Panel from data
available for its constituents. As described in the Expert
Panel's prior assessment of citrus-derived natural flavor
complexes (Cohen et al., 2019), corroborative evidence of the
reproductive and/or developmental toxicity of the constituent
limonene (FEMA 2633) was reviewed (Kodama et al., 1974,
1977; Tsuji et al,, 1975), and maternal and fetal toxicity
NOAELs of 250 mg/kg bw/day was determined in pregnant
Japanese white rabbits (Kodama et al., 1976). Corroborative
evidence is available from a GLP- and OECD 421 guideline-




compliant one-generation reproductive toxicity study in male
and female Albino rats (10/sex/group) administered the
constituent 2-methyl-3-buten-2-ol at doses of 12.5, 50 or 200
mg/kg bw/day for two weeks before mating. High-dose male
body weights were reduced. A slight test substance-related
decrease in feed consumption was observed in high-dose
females. In the F1 generation, the pup viability index
decreased by 23% in the high-dose group. No other
treatment-related effects were observed in the parental and
first filial generations, and NOAELs of 50 mg/kg bw/day was
established for both the parental and first filial generations
(OECD, 1995). The NOAELs of 250 mg/kg bw/day for FEMA
2633 are greater than 2,700,000,000 times the anticipated
daily per capita intake of finger lime distillate on a water-
removed, concentrate basis from use of finger lime distillate
as a flavor ingredient. The NOAELs of 50 mg/kg bw/day for
the constituent 2-methyl-3-buten-2-ol are 500,000,000 times
the anticipated daily per capita intake of finger lime distillate
on a water-removed, concentrate basis from use of finger lime
distillate as a flavor ingredient. Further corroborative evidence
was evaluated from swine spermatozoa incubated with both
tea tree oil and the constituent 4-carvomenthenol FEMA 2248
at concentrations of 0.2-1 mg/mL and 0.08-0.83 mg/mL,
respectively, for 3 hours. Evaluations were conducted for
motility, pH, acrosome status and viability. The first toxic effect
was observed at 0.67 mg/mL of FEMA 2248, which was the
third-highest test concentration. The most sensitive
reproductive parameters (i.e., the most easily impacted by the
test article) for FEMA 2248 were acrosome reaction and
viability while the motility was significantly altered at the top
tested concentration only. No synergistic effects between tea
tree oil and the constituent FEMA 2248 were observed (EImi
et al., 2019). Corroborative evidence for the low toxicity
potential of finger lime distillate was reviewed by the Expert
Panel from data available for its constituents. Corroborative
evidence is available from a GLP- and OECD 407 guideline-
compliant repeat dose 28-day oral toxicity study in which
Wistar rats (5/sex/dose) were administered the constituent 2-
methyl-3-buten-2-ol at doses of 30, 150 or 750 mg/kg bw/day
for four weeks by gavage (ECHA, 1994a). Significantly
decreased chloride and cholesterol levels were observed in
high-dose males and females. Significantly decreased
triglyceride levels and significantly increased magnesium
levels were observed in high-dose males. Significantly
decreased potassium levels were observed in high-dose
females. The authors attributed the significant changes in
triglyceride and cholesterol levels in high-dose males to slight
changes in lipid metabolism. The study authors considered
the changes in chloride, potassium and magnesium levels to
be treatment-related but could not assign a specific toxic
effect. No other significant treatment related effects were
observed, and a NOAEL of 150 mg/kg bw/day was
established (ECHA, 1994a). Additional corroborative
evidence is available from another GLP- and OECD 407
guideline-compliant repeat dose 28-day oral toxicity study in
which Wistar rats (10-14/sex/dose) were administered the
constituent 2-methyl-3-buten-2-ol at doses of 50, 200 or 600
mg/kg bw/day for four weeks by gavage (OECD, 1995). One
male and one female died at the top dose level spontaneously
with no apparent cause of death determined, so treatment-
related effects were considered a possibility. Minimal
hypertrophy of hepatocytes and increased liver weights were
observed in mid-dose females. Minimal increases in kidney
weights and accumulation of renal hyaline droplets were
observed in mid-dose males. The statistical significance of
these findings was not reported. Marginally increased liver
weights and periacinar hypertrophy of liver cells were
observed in both sexes at the top dose level. No functional
changes in the kidney were observed and the only
pathological findings were confined to the liver in both sexes

and male kidneys only. The kidney findings were evident of
a2u-globulin nephropathy which is male rat-specific and not
relevant to humans. Clinical signs of toxicity including ataxia,
sedation and uncoordinated gait were observed at the highest
dose level upon first dose administration. Salivation occurred
after repeated administration of the test article. Small
increases in transaminases were noted at unspecified dose
levels Based on the increased liver weights and hypertrophy
of hepatocytes observed at the mid-dose, the NOAEL is 50
mg/kg bw/day (OECD, 1995). As described in the Expert
Panel’s prior assessment of corroborative evidence from the
subchronic and chronic toxicity of the constituent d-limonene
(FEMA 2633) in its review of citrus-derived natural flavor
complexes (Cohen et al., 2019), a NOAEL of 215 mg/kg
bw/day was determined for female rats from a 103-week NTP
study with F344/N rats (NTP, 1990). The NOAEL of 215 mg/kg
bw/day for the constituent d-limonene (FEMA 2633) is
2,150,000,000 times the anticipated daily per capita intake of
finger lime distillate on a water-removed, concentrate basis
from use of finger lime distillate as a flavor ingredient. The
NOAEL of 50 mg/kg bw/day for the constituent 2-methyl-3-
buten-2-ol is 500,000,000 times the anticipated daily per
capita intake of finger lime distillate on a water-removed,
concentrate basis from use of finger lime distillate as a flavor
ingredient. The Expert Panel reviewed the key constituents of
finger lime distillate and noted that the congeneric group
intakes were below the respective TTC thresholds. Based on
the corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of finger lime distillate (Gooderham et al., 2020;
Cohen et al., 2018).The Expert Panel reviewed their prior
assessment of the corroborative genotoxicity data for the
constituent limonene (Cohen et al., 2019) and determined it
sufficient to indicate a lack of genotoxic concern for finger lime
distillate. Corroborative evidence is available from a GLP- and
OECD 471 guideline-compliant bacterial reverse mutation
assay in which the constituent 4-carvomenthenol (FEMA
2248) was not mutagenic at concentrations up to 5000
ug/plate in S. typhimurium TA97a, TA98, TA100, TA102 and
TA1535 in the presence and absence of S9 using the plate
incorporation method (ECHA, 2017). Negative results were
obtained from a corroborative GLP- and OECD 487 guideline-
compliant in vitro micronucleus assay for the same
constituent, FEMA 2248 (ECHA, 2017). Corroborative
evidence is available for the constituent 2-methyl-3-buten-2-
ol, which was not mutagenic in GLP- and/or OECD 471
guideline-compliant bacterial reverse mutation assays at
concentrations up to 5000 pg/plate in S. typhimurium TA98,
TA100, TA1535 and TA1537 in the presence and absence of
S9 (Api et al.,, 2015). Additional corroborative evidence is
available from a GLP- and OECD 474 guideline-compliant in
vivo micronucleus assay, NMRI mice (5/sex/group) were
administered single oral doses of 500, 1000 or 1500 mg/kg
bw of the constituent 2-methyl-3-buten-2-ol. Clinical signs of
toxicity, including irregular respiration and piloerection, were
observed at all dose levels 1 to 2 days after treatment. Bone
marrow was collected from all doses 24 hours after
administration, as well as after 16 hours and 48 hours after
administration from high-dose animals only. No significant
increases in the frequency of micronucleated erythrocytes
were observed relative to the vehicle controls (Api et al.,
2015).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
steviol glycoside extract, Stevia rebaudiana, rebaudioside A




40% (CAS 91722-21-3) and concluded that the use of the
substance as a flavor ingredient is GRAS (FEMA 5009)
(Smith et al., 2005a) in the food categories and at the use
levels specified in Table 2. This material was evaluated
within the context of the procedure for the safety evaluation
of natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005b). The Expert Panel calculated the anticipated per
capita intake of steviol glycoside

extract, Stevia rebaudiana, rebaudioside A 40% from use as
a flavor ingredient to be 415 pg/person/day. Corroborative
evidence for the low toxicity potential of steviol glycoside
extract, Stevia rebaudiana, rebaudioside A 40% was
evaluated by the Expert Panel from a 108-week
carcinogenicity study for stevioside showed no carcinogenic
effects were observed (Toyoda et al., 1997). Corroborative
evidence is also available from a 2-year feeding study, in
which male and female rats were administered the
equivalent of 0, 50, 150, or 550 mg/kg bw/day of a stevia
extract comprised of 74% stevioside and 16% rebaudioside
A. The authors considered the NOAEL from this 2-year rat
feeding study of a stevia extract to be equal to 550 mg/kg
bw/day (Yamada et al., 1985), which is greater than 79,000
times the anticipated daily per capita intake of

steviol glycoside extract, Stevia rebaudiana, rebaudioside A
40% from use as a flavor ingredient. This material is derived
from the leaves of Stevia rebaudiana. The Expert Panel
considered the identity description of the material to be
adequate for the FEMA GRAS evaluation. The Expert Panel
evaluated sensory data included within the application and
found it satisfactory with regard to the intended conditions of
use for the flavor ingredient (Harman and Hallagan, 2013).
Metabolic data exist that would predict, at the intake levels
proposed, metabolism by well-established detoxication
pathways to innocuous products (Cardoso et al., 1996;
Gardana et al., 2003; Geuns et al., 2003a,b; Geuns and
Pietta, 2004; Geuns et al., 2007; Hutapea et al., 1997;
Koyama et al., 2003a,b; Nakayama et al., 1986; Purkayastha
et al., 2014, 2015, 2016; Purkayastha and Kwok, 2020;
Renwick and Tarka, 2008; Roberts and Renwick, 2008;
Roberts et al., 2016; Wheeler et al., 2008; Wingard et al.,
1980; JECFA, 1982). Based on the corroborative evidence
noted below, the structures of the constituents and the
arrangement and identity of the functional groups therein,
and the Expert Panel’s consideration of the unidentified
constituents, the Expert Panel did not have specific concerns
related to the genotoxicity of steviol glycoside

extract, Stevia rebaudiana, rebaudioside A 40%
(Gooderham et al., 2020). The genotoxicity of the major
marker constituents (steviol glycosides) has been thoroughly
examined in a wide range of corroborative studies. While
some positive results are reported in corroborative in vitro
mutagenicity assays, corroborative in vivo studies do not
provide evidence of genotoxic effects (Nakajima, 2000a,b;
Pezzuto et al., 1985, 1986; Rumelhard et al., 2016; Suttajit
et al., 1993; Terai et al, 2002; Williams and Burdock, 2009).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
thaumatin Il (CAS 83271-81-2) and concluded that the use of
the substance as a flavor ingredient is GRAS (FEMA 5010)
(Smith et al., 2005a) in the food categories and at the use
levels specified in Table 2. This material was evaluated within
the context of the procedure for the FEMA GRAS evaluation
of flavor ingredients produced through biotechnology

processes (Cohen et al., 2015). The Expert Panel calculated
the anticipated per capita intake (“eaters only”) of thaumatin Il
from use as a flavor ingredient to be 2,906 pg/person/day. A
decision tree structural class for the threshold of toxicological
concern (TTC) could not be assigned for thaumatin Il as
polymers are excluded from the Cramer/Ford/Hall Decision
Tree classification (Cramer et al.,, 1978). Corroborative
evidence for the low reproductive and developmental toxicity
potential of thaumatin |l was reviewed by the Expert Panel in
a study in which no effects on body weight, number of litters,
fetal weight or implantation viability were observed in
pregnant female rats (20/group) administered 0, 200, 600 or
2000 mg/kg bw/day of the protein thaumatin (FEMA 3732)
from GD 6-15 (Higginbotham et al., 1983). The FEMA Expert
Panel determined the NOAEL of 2000 mg/kg bw/day is
greater than 40,000 times the anticipated daily per capita
intake of thaumatin Il from use as a flavor ingredient.
Corroborative evidence for the low toxicity potential of
thaumatin Il was reviewed by the Expert panel from a
subchronic toxicity study in which CD rats (5/sex/group) were
provided 0, 30,000 or 80,000 ppm of the structural relative
thaumatin in the diet for 3 weeks, followed by administration
via drinking water for 2 weeks (equivalent to 0, 1500 or 4000
mg/kg bw/day or 0, 3000 or 8000 mg/kg bw/day in feed and
water, respectively) (Ben-Dyke et al., 1976a). The highest
tested intake level exceeds the FDA test substance intake
limit of 5%, and any findings in this level could be due to
nutritive differences and a dietary imbalance rather than overt
toxicity of the test substance, as noted in the FDA Redbook
2000 guidance. Diarrhea was observed in three high dose
males during the first week of the water administration study.
Lower feed consumption and feed intakes were observed in
all test females and high dose males compared to the controls
in the dietary study. In the drinking water study, decreased
feed intake was observed in high dose males and increased
feed intake was observed in high dose females. Reduced fluid
intake in all treatment groups during the first 2 days of the
drinking water study returned to normal by the second week.
Reduced absolute spleen weights were observed in high dose
males. Significant dose-dependent increases in relative
kidney weights were observed in males but were not
accompanied by any correlating histopathology and no
biochemical parameters were measured in the study. No
serum antibody to the structural relative thaumatin was
detected in test rats at the end of five weeks in the
Ouchterlony test. The FEMA Expert Panel established a
NOAEL of 1500 mg/kg bw/day in the diet or 3000 mg/kg
bw/day in drinking water provided to CD rats. Corroborative
evidence is also available from a 13-week study in which CD
rats (10/sex/group) were provided the protein thaumatin
(FEMA 3732, described using the alternative name Talin) at 0
(supplemented with 8% casein), 1, 4 and 8% in feed
(equivalent to 0, 500, 2000 or 4000 mg/kg bw/day). No
adverse ftreatment-related mortalities or effects were
observed (Ben-Dyke et al., 1976b). The FEMA Expert Panel
established a NOAEL at the highest tested level of 4000
mg/kg bw/day in CD rats. Corroborative evidence is also
available from a GLP-compliant 90-day toxicity study in which
COBS-CD rats (20/sex/group) were provided 0, 0.3, 1 or 3%
of the protein thaumatin (FEMA 3732) (equivalent to 0, 256,
861 or 2418 mg/kg bw/day and 0, 293, 998 or 2822 mg/kg
bw/day for males and females, respectively). No adverse,
treatment-related mortalities or effects were observed
(Higginbotham et al., 1983). A NOAEL was established at the
top dose of 2418 mg/kg bw/day and 2822 mg/kg bw/day in




males and females, respectively. Additional corroborative
evidence is available from a 90-day repeated dose oral
toxicity study in which 4-week-old Crj:CD (SD) IGS rats
(10/sex/group) were provided 0%, 0.3%, 1% or 3% thaumatin
sterilized by electron beam irradiation (5.0 kGy) or non-
irradiated 3% thaumatin (Hagiwara et al., 2005). The non-
irradiated dietary levels correspond to 2394 and 2925 mg/kg
bw/day for males and females, respectively. The test material
was not further described. No treatment-related mortalities or
adverse effects. Corroborative evidence is also available from
a GLP-compliant 90-day toxicity study, four male and female
beagle dogs were provided 0, 0.3, 1 or 3% of the protein
thaumatin (FEMA 3732) for 90 days (equivalent to average
daily intakes of 0, 133, 435 or 1298 mg/kg bw/day for males
and 139, 469 or 1476 mg/kg bw/day for females,
respectively). No adverse treatment-related mortalities or
effects were observed (Higginbotham et al., 1983). A NOAEL
was established at the top dose of 1298 mg/kg bw/day and
1476 mg/kg bw/day in males and females, respectively, for
the structural relative thaumatin. This NOAEL of 1298 mg/kg
bw/day is greater than 26,000 times the anticipated daily per
capita intake of thaumatin Il from use as a flavor ingredient.
The Expert Panel considered the specification of the material
to be adequately characterized by the purity assay and
supporting spectral data provided for the FEMA GRAS
evaluation. Based on the structure of the substance and the
arrangement and identity of the functional groups therein, and
supported by the corroborative evidence noted below, the
Expert Panel did not identify specific concerns related to the
genotoxicity of thaumatin Il (Gooderham et al., 2020).
Corroborative evidence is available from bacterial reverse
mutation assays conducted in S. typhimurium TA97, TA98,
TA100, TA102, TA104, TA1530, TA1531, TA1532, TA1535,
TA1537, TA1538 and TA1964 for thaumatin (FEMA 3732)
(Higginbotham et al., 1983) as well as the structural relatives
glycine (FEMA 3287) (Fujita et al., 1994; Haworth et al.,
1983), L-glutamic acid (FEMA 3285) (Fujita et al., 1994;
Zeiger et al., 1992), monosodium glutamate (FEMA 2756) (De
Flora et al., 1984; Fujita et al., 1994; Zeiger et al., 1992), L-
proline (FEMA 3319) (Green and Savage, 1978), L-cysteine
(FEMA 3263) (Calle and Sullivan, 1982) and L-methionine
(De Serres and Ashby, 1981; Sugimura et al., 1976; Hubbard
et al., 1981), which were not mutagenic in the absence and
presence of S9. Corroborative evidence is available from a
standard Ames assay, a microsomal Ames assay and a host-
mediated assay in mice in which proline was not mutagenic
(Green and Savage, 1978). Based on corroborative evidence
in E. coli Q13, WP2, WP2uvrA, JC9238, JC8471, JC5519,
JC7689, JC7623, 58-161envA, C600, WPG67uvrApolA,
CM871 uvrArecAlexA, 343/113/uvrB, 343/113/uvrB/leu8,
P3478 polA- and P3310 polA+ incubated with the protein
thaumatin (FEMA 3732) (Higginbotham et al., 1983) as well
as with the structural relatives glycine (FEMA 3287) (Kubinski
et al.,, 1981), DL-valine (FEMA 3444) (Fluck et al., 1976;
Kubinski et al., 1981), L-leucine (FEMA 3297) (Kubinski et al.,
1981), L-isoleucine (FEMA 4675) (Kubinski et al., 1981),
tyrosine (Martinez et al., 2000), monosodium glutamate
(FEMA 2756) (De Flora et al., 1984), L-lysine (FEMA 3847)
(Kubinski et al., 1981), L-arginine (FEMA 3819) (Kubinski et
al., 1981), L-proline (FEMA 3319) (Kubinski et al., 1981), L-
histidine (FEMA 3694) (Kubinski et al., 1981; Martinez et al.,
2000) and L-cysteine (FEMA 3263) (Kubinski et al., 1981), no
mutagenicity was observed. Available corroborative evidence
also showed no induction of lethal mutations in germ cells of
CD-1 male mice (15/group) administered 0, 200 or 2000

mg/kg bw/day of the protein thaumatin (FEMA 3732) for five
consecutive days (Higginbotham et al., 1983). The FEMA
Expert Panel noted that thaumatin Il does not contain protein
or ingredients derived from one of nine foods or food groups
defined as major allergens by the Food Allergen Labeling and
Consumer Protection Act of 2004 (P.L. 108-282) (FALCPA)
and the Food Allergy Safety, Treatment, Education, and
Research (FASTER) Act of 2021 (P.L. 117-11).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding heat-
treated glucosylated steviol glycosides 45% with steviol
glycosides 20% (CAS 2649239-34-7) and concluded that the
use of the substance as a flavor ingredient is GRAS (FEMA
5011) (Smith et al., 2005a) in the food categories and at the
use levels specified in Table 2. This material was evaluated
within the context of the procedure for the safety evaluation of
natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005b). The Expert Panel calculated the anticipated per
capita intake of heat-treated glucosylated steviol glycosides
45% with steviol glycosides 20% from use as a flavor
ingredient to be 692 pg/person/day. Corroborative evidence
for the low toxicity potential of heat-treated glucosylated
steviol glycosides 45% with steviol glycosides 20% was
evaluated by the Expert Panel from a 108-week
carcinogenicity study for stevioside showed no carcinogenic
effects were observed (Toyoda et al., 1997). Corroborative
evidence is also available from a 2-year feeding study, in
which male and female rats were administered the equivalent
of 0, 50, 150, or 550 mg/kg bw/day of a stevia extract
comprised of 74% stevioside and 16% rebaudioside A. The
authors considered the NOAEL from this 2-year rat feeding
study of a stevia extract to be equal to 550 mg/kg bw/day
(Yamada et al., 1985), which is greater than 45,000 times the
anticipated daily per capita intake of heat-treated glucosylated
steviol glycosides 45% with steviol glycosides 20% from use
as a flavor ingredient. Additional corroborative evidence is
available from a 52-week chronic toxicity study in which
Beagle dogs (4/sex/group) were provided 0, 6200, 12500 or
50000 ppm of beta-cyclodextrin (Bellringer et al., 1995). The
dietary concentrations correspond to actual intakes of 229,
456 or 1831 mg/kg bw/day and 224, 476 or 1967 mg/kg
bw/day in male and female dogs, respectively (Bellringer et
al., 1995). The dietary concentrations correspond to actual
intakes of 229, 456 or 1831 mg/kg bw/day and 224, 476 or
1967 mg/kg bw/day in male and female dogs, respectively
(Bellringer et al., 1995). There were no toxicologically
significant findings, and a NOAEL was established at the top
dose (1831 and 1967 mg/kg bw/day for male and female
dogs, respectively). This NOAEL is greater than 152,000
times the anticipated daily per capita intake of heat-treated
glucosylated steviol glycosides 45% with steviol glycosides
20% from use as a flavor ingredient. This material is derived
from the leaves of Stevia rebaudiana. The Expert Panel
considered the identity description of the material to be
adequate for the FEMA GRAS evaluation. The Expert Panel
evaluated sensory data included within the application and
found it satisfactory with regard to intended conditions of use
for the flavor ingredient (Harman and Hallagan, 2013).
Metabolic data exist that would predict, at the intake levels
proposed, metabolism by well-established detoxication
pathways to innocuous products (Cardoso et al., 1996;
Gardana et al.,, 2003; Geuns et al., 2003a,b; Geuns and
Pietta, 2004; Geuns et al., 2007; Hutapea et al., 1997;




Koyama et al., 2003a,b; Nakayama et al., 1986; Purkayastha
et al,, 2014, 2015, 2016; Purkayastha and Kwok, 2020;
Renwick and Tarka, 2008; Roberts and Renwick, 2008;
Roberts et al., 2016; Wheeler et al., 2008; Wingard et al.,
1980; BeMiller, 2003; JECFA, 1982). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of heat-treated glucosylated steviol glycosides
45% with steviol glycosides 20% (Gooderham et al., 2020).
The genotoxicity of the major marker constituents (steviol
glycosides) has been thoroughly examined in a wide range of
corroborative studies. While some positive results are
reported in corroborative in vitro mutagenicity assays,
corroborative in vivo studies do not provide evidence of
genotoxic effects (Nakajima, 2000a,b; Pezzuto et al., 1985,
1986; Rumelhard et al., 2016; Suttaijit et al., 1993; Terai et al,
2002; Williams and Burdock, 2009).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding ethyl
5-acetoxyoctadecanoate (CAS 2762033-61-2) and concluded
that the use of the substance as a flavor ingredient is GRAS
(FEMA 5012) (Smith et al., 2005a) in the food categories and
at the use levels specified in Table 2. This substance was
evaluated individually within the context of the chemical group
of unsaturated linear and branched-chain aliphatic, non-
conjugated aldehydes, related primary alcohols, carboxylic
acids and esters (JECFA, 1999, 2012, 2020; SLR, M1). The
Expert Panel calculated the anticipated per capita intake
(“eaters only”) of ethyl 5-acetoxyoctadecanoate from use as a
flavor ingredient to be 1 ug/person/day, which is below the
threshold of toxicological concern (TTC) for structural class |
(1800 pg/person/day) (Munro et al., 1996). Corroborative
evidence for the low toxicity potential of ethyl 5-
acetoxyoctadecanoate was reviewed by the Expert Panel
from a GLP-compliant combined repeat dose and
reproductive/developmental toxicity study in which Sprague
Dawley rats (12/sex/group) were administered 0 (corn oil),
100, 300 and 1000 mg/kg bw/day of the structural relative and
minor constituent ethyl octadecanoate (FEMA 3490) by oral
gavage for 42 days (JMHLW, 2017c). Significantly decreased
body weights (at necropsy) and hindlimb grip strength were
observed in high-dose males of the main study period.
Significantly higher white blood cell counts, proportions of
large unstained cells and lymphocyte counts were observed
in unmated high-dose females in the main study period. No
other significant, treatment-related adverse effects were
observed. Based on the hindlimb grip strength findings, a
NOAEL of 300 mg/kg bw/day was established for the repeat
dose toxicity and a NOAEL of 1000 mg/kg bw/day for the
reproductive/developmental toxicity of the structural relative
and minor constituent ethyl octadecanoate (FEMA 3490). The
NOAEL of 1000 mg/kg bw/day is 50,000,000 times the
anticipated daily per capita intake of ethyl 5-
acetoxyoctadecanoate from use as a flavor ingredient. The
NOAEL of 300 mg/kg bw/day is 15,000,000 times the
anticipated daily per capita intake of ethyl 5-
acetoxyoctadecanoate from use as a flavor ingredient. The
Expert Panel considered the specification of the material to be
adequately characterized by the purity assay and supporting
spectral data provided for the FEMA GRAS evaluation. Ethyl

5-acetoxyoctadecanoate is expected to be rapidly hydrolyzed
to ethanol, acetic acid, and 5-hydroxyoctadecanoic acid.
Ethanol and acetic acid would enter the citric acid cycle, while
5-hydroxydecanoate would undergo metabolism via beta-
oxidation in fatty acid pathways (Smith et al., 2018). Based on
the structure of the substance and the arrangement and
identity of the functional groups therein, and supported by the
corroborative evidence noted below, the Expert Panel did not
identify specific concerns related to the genotoxicity of ethyl
5-acetoxyoctadecanoate (Gooderham et al., 2020). Ethyl 5-
acetoxyoctadecanoate was not mutagenic at concentrations
up to 5000 pg/plate when tested in a corroborative GLP-
compliant bacterial reverse mutation assay in the presence
and absence of S9 using S. typhimurium TA98, TA100,
TA1535 and TA1537, as well as E. coli WP2 uvrA (Hosoya,
2022). Corroborative evidence is also available from GLP-
and OECD 471 guideline-compliant bacterial reverse
mutation assays in which the structural relative ethyl
octadecanoate (FEMA 3490) and the structural relative ethyl
2-acetyloctanoate (FEMA 4459) were not mutagenic at
concentrations up to 5000 pg/plate in S. typhimurium TA98,
TA100, TA1535 and TA1537, as well as E. coli WP2uvrA in
the presence and absence of S9 metabolic activation using
the preincubation and plate incorporation methodologies,
respectively (JMHLW, 2017a; Api et al., 2019c). Corroborative
evidence from a bacterial reverse mutation assay indicates
the structural relative ethyl 5-formyloxydecanoate (FEMA
4765) (with secondary components delta-decalactone (FEMA
2361) and ethyl-5-acetoxydecanoate) was not mutagenic at
concentrations up to 500 pg/plate when tested in S.
typhimurium TA98 and TA100 in the presence and absence
of S9 using the preincubation method (Kino, 2011). Additional
corroborative evidence is available from a GLP- and OECD
473 guideline-compliant in vitro chromosome aberration
assay in which no significant induction of chromosomal
aberrations was observed in Chinese hamster lung-derived
fibroblasts (CHL/IU) treated with concentrations of 500-2000
pg/mL of the structural relative ethyl octadecenoate (FEMA
3490) for 6 hours with an 18-hour recovery period in the
presence and absence of S9 and for 24 hours in the absence
of S9 (JMHLW, 2017b). Corroborative evidence from a GLP-
and OECD 487 guideline-compliant in vitro micronucleus
assay showed no induction of micronuclei was observed in
human peripheral blood lymphocytes treated with the
structural relative ethyl 2-acetyloctanoate (FEMA 4459) at
concentrations up to 2145 pg/mL for 3 hours in the presence
and absence of S9, as well as for 24 hours in the absence of
S9 (Api et al., 2019c).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding the
Prepared mixture of potassium chloride, magnesium sulfate
and calcium lactate (CAS 7440-09-07; 10034-99-8; 5743-47-
5) and concluded that the mixture is GRAS (FEMA 5013)
(Smith et al., 2005a) in the food categories and at the use
levels specified in Table 2. The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of this mixture
from use as a flavor ingredient to be 2076 pg/person/day. A
decision tree structural class for the threshold of toxicological
concern (TTC) could not be assigned for this Mixture as
inorganic substances are excluded from the Cramer/Ford/Hall
Decision Tree classification (Cramer et al., 1978).
Corroborative evidence for the low reproductive and
developmental toxicity potential of Prepared mixture of




potassium chloride, magnesium sulfate and calcium lactate
was evaluated by the Expert Panel from toxicity studies for the
constituent ions summarized below. In a corroborative
developmental dietary toxicity study of the constituent KCI
provided to pregnant ICR mice (5-10/group) at 0 and 5%
(10,000 mg/kg bw/day, approximately 13x greater than the
nutritional requirement of potassium in mice) (Murai et al.,
2013; EFSA, 2019b), significantly higher water intake and
urine volume were observed in mice treated from GD 6.5 to 1
day after birth, and decreased body weight gains in pregnant
mice and offspring as well as significantly increased relative
kidney weights and serum potassium were observed in mice
treated from GD 6.5 to 14 days after birth. No other
developmental effects were observed. In corroborative
prenatal developmental toxicity studies, no treatment-related
effects were observed when virgin adult female albino CD-1
outbred mice (25/group) and virgin female albino Wistar rats
(21-28/group) were administered the constituent KCI in a
water solution by oral gavage at doses of 2, 11, 50 or 235
mg/kg bw/day and at doses of 3, 14, 67 or 310 mg/kg bw/day
from GD 6-15, respectively (FDRL, 1975; EFSA, 2019b). A
NOAEL of 570 mg/kg bw/day for maternal and developmental
toxicity was established for CD-1 mice administered the
related compound lactic acid at doses of 0 or 570 mg/kg
bw/day by gavage (OECD, 2011b). In the
reproductive/developmental toxicity arm of the corroborative
OECD 422 guideline and GLP- compliant combined repeat
dose and reproductive/developmental toxicity study for the
constituent magnesium sulfate (0, 50, 150 or 450 mg/kg
bw/day) reported in the previous section, no statistically
significant changes in gestation index, post-implantation loss
rates, live birth indices or viability indices were observed in
treated Sprague Dawley rats. There was a statistically
significant decrease in the body weight of male pups in the
450 mg/kg bw/day group (not further described). Based on the
effects in male pups at the highest dose level, the NOAEL for
reproductive and developmental toxicity was considered to be
150 mg/kg bw/day (OECD, 2010). The NOAEL of 150 mg/kg
bw/day was greater than 4,000 times the anticipated daily per
capita intake of this mixture as a flavor ingredient. A NOAEL
of 0.5%, equivalent to 730 mg/kg bw/day, was established in
females based on decreased body weight gain, and a NOAEL
of 2%, or 3930 mg/kg bw/day, was established in males.
Corroborative evidence for the low toxicity potential of
Prepared mixture of potassium chloride, magnesium sulfate
and calcium lactate was evaluated by the Expert Panel from
toxicity studies for the constituent ions summarized below. In
corroborative studies, Wistar rats were provided the
constituent KCI at 0 or 3% (equivalent to 0 or 1500 mg/kg
bw/day) in the diet for 4 weeks (10/sex/group), 13 weeks
(10/sex/group), 18 months (15/sex/group) and 30 months
(50/sex/group) (Lina and Kuijpers, 2004). Decreased mean
body weights observed in treated rats in the 30-month study
and in treated males in the 18-month study were correlated
with reduced feed intake as well as increased water intake,
urinary volume and urinary potassium. Statistically significant
increases in relative kidney weights were observed in treated
males in the 18-month study, and significantly increased
incidences of hypertrophy of the adrenal zone glomerulosa
were observed in treated animals in the 30-month study. The
Expert Panel noted that these effects are expected given the
administration of high doses of KCI. No other significant
hematological, clinical chemistry parameters or tumor
incidences were observed at the end of the 30-month study.
In a corroborative 2-year chronic dietary toxicity study, male

F344/Slc rats (50/group) were provided 0, 110, 450 and 1820
mg/kg bw/day of the constituent KCI (Imai et al., 1961).
Survival of treated animals was higher than in the control
group. Higher incidences of gastritis in the mid- and high-dose
groups compared to the control group indicated an irritant
effect. Chronic progressive nephropathy (CPN) was observed
in all treated rats and the control rats. Although the biological
relevance of this effect could not be determined, the Expert
Panel concluded that incidences of CPN in control and treated
rats were not biologically relevant to human risk assessment.
No carcinogenic effects were observed. In a corroborative
chronic toxicity and carcinogenicity study, calcium lactate
(related to the constituent, lactic acid (FEMA 2611)) was
administered orally to F344 rats (50/sex/group) at 0, 2.5 and
5% for 2 years (approximately 0, 4510 or 8570 mg/kg bw/day
and 0, 3260 or 5650 mg/kg bw/day in males and females,
respectively) (Maekawa et al., 1991). A NOAEL of 8570 and
5650 mg/kg bw/day was established for males and females,
respectively. Calcium lactate was considered neither toxic nor
carcinogenic in F344 rats by the authors. In a corroborative
13-week repeated dose oral toxicity study, calcium lactate
was administered to F344 rats (5/sex/group) at 0.3, 0.6, 1.25,
2.5 or 5% (corresponding to doses of 300, 600, 1250, 2500
and 5000 mg/kg bw/day) in drinking water (ECHA, 1989;
Matsushima et al., 1989). No adverse effects were observed,
and a NOAEL was established at the top dose of 5000 mg/kg
bw/day. In a corroborative GLP- and OECD 422 guideline-
compliant combined repeat dose and
reproductive/developmental toxicity study, Sprague Dawley
rats (13/sex/group) were administered the constituent
magnesium sulfate by gavage at doses of 0, 50, 150 or 450
mg/kg bw/day (OECD, 2010). Sporadic or frequent stool
observed at 450 mg/kg bw/day in the main study period was
recovered during the recovery period. Treatment related
histopathological effects, including squamous cell hyperplasia
of forestomach, edema of submucosa, inflammation of
submucosa, focal erosion of mucosa, focal ulcer of mucosa
into forestomach and hyperplasia of mucosa into cecum, were
observed in one high-dose female. No treatment-related
mortalities, significant changes in body weight gain, feed
consumption, clinical biochemistry, hematology or organ
weights were observed. Based on the soft stool observed in
several animals and the histopathological effects observed in
one female at the top dose level, the authors considered the
NOAEL to be 150 mg/kg bw/day for repeated dose toxicity
(OECD, 2010). The NOAEL of 150 mg/kg bw/day for the
constituent magnesium sulfate was greater than 4,000 times
the anticipated daily per capita intake of the Prepared mixture
of potassium chloride, magnesium sulfate and calcium lactate
as a flavor ingredient. The LOAEL of 6 mg/kg bw/day for
magnesium-induced diarrhea (IOM, 1997) was greater than
170 times the anticipated daily per capita intake of the
Prepared mixture of potassium chloride, magnesium sulfate
and calcium lactate as a flavor ingredient. The constituents of
the mixture are essential ingredients for humans; however,
quantitative information was not available, and no
consumption ratio could be calculated. The Expert Panel
noted the risk of hyperkalemia in individuals with pre-existing
medical conditions upon excessive potassium consumption,
adverse gastrointestinal effects in patients given doses above
100 mg of potassium chloride (KCI) generally by bolus
administration, and the LOAEL of 360 mg/day (equivalent to
6 mg/kg bw/day) for magnesium-induced diarrhea in adults
(with the US Institute of Medicine (IOM) using an uncertainty
factor of 1.0) (IOM, 1997). The Expert Panel concluded that




these data indicate that the consumption of these ions from
food or at high concentrations exceed the consumption of
these ions from use of Prepared mixture of potassium
chloride, magnesium sulfate and calcium lactate as a flavor
ingredient. The Expert Panel considered the specification of
the material to be adequately characterized by the purity
assay and supporting spectral data provided for the FEMA
GRAS evaluation. The Expert Panel evaluated sensory data
included within the application and found it satisfactory with
regard to intended conditions of use for the flavor ingredient
(Harman and Hallagan, 2013). The constituents of the
candidate substance are essential dietary substances that are
expected to dissociate into their respective ions in biological
fluids and be absorbed in the Gl tract followed by distribution
mainly to soft tissues, bones and muscle (OECD, 2002, 2003,
2011; EFSA, 2015a,b, 2016, 2019b; Swaminathan, 2003;
IOM 1997, 2005, 2011). These ions participate in various
essential cellular functions and modulate membrane
permeability and potential. Calcium is essential for skeletal
formation, neuronal transmission, muscle contraction and
blood coagulation (Elin, 1987; IOM 1997, 2005, 2011). Upon
filtration in the kidney, most of the ions are reabsorbed. lons
are excreted in the urine, and in sweat through the skin, in
breast milk and in the feces (Lakshamanan et al., 1984;
Weiner et al., 2010; Mickelsen et al., 1977; Pietinen, 1982;
Holbrook et al., 1984; Tasevska et al., 2006; Yoshida et al.,
2012; OECD, 2003; Kiela and Ghishan, 2016; Greger, 2000).
Based on the structure of the constituents, the arrangement
and identity of the functional groups therein, and the
corroborative evidence noted below, the Expert Panel did not
identify specific concerns related to the genotoxicity of
Prepared mixture of potassium chloride, magnesium sulfate
and calcium lactate (Gooderham et al, 2020). The
constituents potassium chloride and magnesium sulfate were
not mutagenic in corroborative bacterial reverse mutation
assays in S. typhimurium TA92, TA94, TA98, TA100, TA1535
or TA1537, or E. coli WP2uvrA, in the absence and presence
of S9 (Ishidate et al., 1984; Oguma et al., 1998; Mortelmans
et al., 1986). The related compound lactic acid was not
mutagenic in corroborative Ames assays and corroborative
GLP- and OECD 471 guideline-compliant bacterial reverse
mutation assays in S. typhimurium TA97, TA98, TA100,
TA104, TA1535, TA1537, TA1538, E. coli WP2uvrA and
Saccharomyces cerevisiae D4 in the presence and absence
of S9 (ECHA, 2014a; NTP, 2018a; Al-Ani and Al-Lami, 1988;
Brusick, 1976). The constituent magnesium sulfate was non-
clastogenic in a corroborative GLP- and OECD 473 guideline-
compliant in vitro chromosomal aberration assay in Chinese
hamster lung fibroblasts (V79) cells in the absence and
presence of S9 at 1000, 2000 or 5000 pg/mL for 6h in the
presence and absence of S9 or for 24 hours in the absence
of S9 (OECD, 2010). No significant increases in chromosome
aberrations were observed at concentrations up to 4000
pg/mL in another chromosome aberration assay for the
constituent magnesium sulfate (Ishidate et al., 1984). In a
corroborative study, significant increases in chromosome
aberrations and a slight increase in sister chromatid exchange
frequencies were observed in CHO cells tested with up to 180
mM of the constituent KCI, however, these results were
attributed to cytotoxicity and cell cycle delay. No significant
increases in single-strand DNA breaks were observed
(Galloway et al., 1987). In another corroborative assay of the
constituent KClI tested in Chinese hamster lung fibroblast V79
cells at concentrations of 2000-12,000 pg/mL without
metabolic activation, chromosome aberrations observed only

at the highest tested concentration were attributed to high
osmotic pressure of the medium compared to the control
medium (Hasegawa et al., 1984). In this same study, no
significant increases of sister chromatid exchanges were
observed at any tested concentration (Hasegawa et al.,
1984). In a corroborative study, no significant increases in
sister chromatid exchanges were observed in human
peripheral blood lymphocytes treated with the constituent
magnesium sulfate (Debova, 1982). However, the OECD
guideline for the sister chromatid exchange assay has been
deleted due to a lack of understanding of the mechanism(s)
of action detected by the test (OECD, 2017). The related
compound L(+)-lactic acid (FEMA 2611) was not clastogenic
in a corroborative in vitro chromosomal aberration assay in
CHO-K1 cells with and without metabolic activation (D,L-
isomer) at concentrations up to 1441 pg/ml (Morita et al.,
1990) and in a corroborative GLP- and OECD 473 guideline-
compliant in vitro chromosomal aberration assay in human
lymphocytes at concentrations up to 901 pg/mL in the
presence and absence of S9 (L-isomer) (ECHA, 2014b). In a
corroborative in vitro mammalian cell gene mutation assay of
concentrations up to 9000 pg/mL of the constituent KCI (well
above OECD recommendations) in L5178Y mouse lymphoma
cells in the presence and absence of S9 metabolic activation,
significant increases in mutant frequencies were observed at
cytotoxic concentrations of 5000 pg/mL and above in the
absence of S9 (Myhr and Caspary, 1988). In another
corroborative in vitro mammalian cell gene mutation assay of
the constituent KCI at concentrations up to 5000 pg/mL in the
presence and absence of S9 metabolic activation, weak
increases in mutant frequencies at concentrations of 4000
pg/mL and above were attributed to changes in osmotic
pressure of the test medium due to high salt concentrations
(Mitchell et al., 1988). In a corroborative GLP- and OECD 476
guideline-compliant in vitro mammalian cell gene mutation
assay for the constituent magnesium sulfate, no significant
increases in mutant frequencies were observed when L5178
mouse lymphoma cells were treated with concentrations of 2
pg/mL for 3 hours without S9, concentrations up to 17 yg/mL
for 3 hours with S9 and concentrations up to 1.8 pg/mL for 24
hours without S9 (ECHA, 2010c). In a corroborative GLP- and
OECD 476 guideline-compliant in vitro gene mutation assay
in mouse lymphoma L5178Y cells, no induction of mutant
frequencies was observed for the same constituent (L-isomer)
(FEMA 2611) when tested at concentrations up to 901 pg/mL
for 3 hours in the presence and absence of S9 and for 24
hours in the absence of S9 (ECHA, 2014c). In a corroborative
in vivo micronucleus assay conducted in male Swiss mice
(5/group) administered the constituent magnesium sulfate at
doses of 125, 250 and 500 mg/kg bw/day by oral gavage for
7 days, no signs of clinical toxicity, significant changes in the
proportion of polychromatic to normochromatic erythrocytes
(PCE/NCE ratio) or significant increases in the frequency of
micronuclei in the bone marrow were observed (OECD,
2010).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
modified patchouli oil and concluded that the use of the
substance as a flavor ingredient is GRAS (FEMA 5014) (Smith
et al., 2005a) for use as a flavor ingredient in the food
categories and at the use levels specified in the GRAS
application (see Table 2). This material was evaluated within
the context of the procedure for the safety evaluation of




natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005b). The Expert Panel calculated the anticipated per
capita intake (“eaters only”) of Modified Patchouli Oil from use
as a flavor ingredient to be 3 pg/person/day, which is below
the threshold of toxicological concern (TTC) for structural
class Il (90 pg/person/day). The reproductive and
developmental toxicity of the source material patchouli oil
(FEMA 2838) was recently reviewed in the FEMA Expert
Panel evaluation of lavender, guaiac coriander-derived
natural flavor complexes (Fukushima et al., 2020).
Corroborative evidence for the low reproductive and
developmental toxicity potential of modified patchouli oil was
evaluated by the Expert Panel from a corroborative GLP- and
OECD 407 guideline-compliant 28-day combined dietary and
reproductive/developmental toxicity study in which Wistar Han
rats (10/sex/group) were provided the related preparation of
the source material, patchouli oil, at concentrations of 0, 1300,
4000 and 13,000 ppm (equivalent to 0, 91, 277 and 810 mg/kg
bw/day) for up to 8 weeks (Fukushima et al., 2020). As
described in Fukushima et al., the NOAEL was determined to
be 277 mg/kg bw/day for systemic toxicity in the adult rats and
for reproduction and offspring development (Fukushima et al.,
2020). This NOAEL is greater than 5,500,000 times the
anticipated daily per capita intake of modified patchouli oil
from use as a flavor ingredient. Corroborative evidence for the
low toxicity potential of modified patchouli oil was evaluated
by the Expert Panel from a corroborative 90-day dietary
toxicity study in which a related preparation of the source
material, patchouli oil, was diluted in cottonseed oil and
provided to FDRL rats at a concentration of 2% of the diluted
material in the diet (equivalent to patchouli oil doses of 12
mg/kg bw/day and 15 mg/kg bw/day in males and females,
respectively). No adverse effects, changes in body weights,
feed consumption, hematological, blood biochemistry and
histopathological analyses were observed (Oser et al., 1965).
In a corroborative GLP- and OECD 408 guideline-compliant
90-day dietary toxicity study, Sprague Dawley rats
(10/sex/group) were provided the constituent 3-caryophyllene
epoxide (FEMA 4085) at 0, 1750, 10,500 or 21,000 ppm
(equivalent to mean daily dietary intakes of 0, 109, 672 and
1398 mg/kg bw/day in males and 0, 137, 800 and 1,660 mg/kg
bw/day in females) (Bauter, 2013). Increased relative kidney
weights in mid- and high-dose females were not accompanied
by changes in kidney weights relative to brain weights or other
clinical and histopathological findings. The authors
considered these findings to be due to slight, non-statistically
significant reductions in bodyweight and considered these
findings to be non-adverse. In all treated males, fine granular
casts were found upon examination of the urine. Tubular
cytoplasmic droplets were observed with dose-dependent
intensity in the kidneys of treated males. These renal findings
are consistent with a2u-globulin nephropathy, an effect that is
not biologically relevant to humans. Increased absolute and
relative liver weights in mid- and high-dose males and females
were correlated with hepatocyte hypertrophy. Based on the
reported hepatocyte hypertrophy in the mid- and high-intake
males and females, as well as increased liver weights in mid-
and high-intake females, the authors established a NOAEL of
109 mg/kg bw/day (Bauter, 2013). In a corroborative GLP-
and OECD 407 guideline-compliant 28-day combined dietary
and reproductive/developmental toxicity study in Wistar Han
rats (10/sex/group) at concentrations of 0 (control), 500, 4000
and 13,000 ppm (equivalent to 0, 41, 323 and 977 mg/kg
bw/day) (Fukushima et al., 2020). As described in Fukushima
et al., the Expert Panel assigned a NOAEL of 41 mg/kg

bw/day (Fukushima et al., 2020). This NOAEL is 820,000
times the anticipated daily per capita intake of modified
patchouli oil as a flavor ingredient. The Expert Panel reviewed
the key constituents of modified patchouli oil and noted that
the congeneric group intakes were below the respective TTC
thresholds. The material is produced from the distillate of
patchouli oil, derived from Pogostemon cablin; however,
quantitative data are unavailable and therefore a consumption
ratio cannot be calculated. The Expert Panel considered the
identity description of the material to be adequate for the
FEMA GRAS evaluation. The Expert Panel concluded that
metabolic data exist for a representative members of the
principal identified congeneric groups that indicate, in the
context of anticipated levels of intake, that the substance
would be predicted to be metabolized primarily by well-
established detoxication pathways to innocuous products or
to be excreted as such (Smith et al., 2018). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of modified patchouli oil (Gooderham et al., 2020;
Cohen et al., 2018). In a corroborative GLP- and OECD 471
guideline-compliant bacterial reverse mutation assay,
modified patchouli oil was not mutagenic at concentrations up
to 5000 pg/plate in S. typhimurium TA98, TA100, TA1535 and
TA1537, as well as E. coli WP2uvrA, in the presence and
absence of S9 using the plate incorporation and preincubation
methodologies (Kovacs, 2022a). In a corroborative GLP- and
OECD 487 guideline-compliant in vitro micronucleus assay for
modified patchouli oil, no significant induction of micronuclei
formation was observed in mouse lymphoma L5178Y TK+/-
3.7.2 C cells treated with 3-20 pg/mL for 3 hours in the
presence of S9, 3-30 pg/mL for 3 hours in the absence of S9
and 3-25 pug/mL for 24 hours in the absence of S9 (Kovacs,
2022b). The related preparation of the source material,
patchouli oil was not mutagenic when tested in a corroborative
GLP-compliant bacterial reverse mutation assay at
concentrations up to 50 pg/plate in the presence and absence
of S9 in S. typhimurium TA98, TA100, TA1535 and TA1537
(Fukushima et al., 2020). Negative results were reported in a
corroborative GLP- and OECD 473 guideline-compliant in
vitro chromosome aberration assays in Chinese hamster
ovary cells treated with the related preparation of the source
material, patchouli oil, at concentrations up to 90 pg/mL in the
presence and absence of S9 (Fukushima et al., 2020).
Another preparation of the source material, patchouli oil, was
not mutagenic in a corroborative GLP- and OECD 476
guideline-compliant forward mutation assay with mouse
lymphoma cells treated at concentrations up to 50 pg/mL for
4 h in the absence of S9, at concentrations up to 275 yg/mL
for 4 h in the presence of S9 and at concentrations up to 36
pg/mL for 24 hours in the absence of S9 (Fukushima et al.,
2020). The constituent B-caryophyllene epoxide (FEMA 4085)
was not mutagenic in several corroborative Ames assays at
concentrations up to 10,000 pg/plate tested in S. typhimurium
TA98, TA100, TA1535, TA1537, TA1538 andlor E. coli
WP2uvrA in the presence and absence of S9 (Api et al., 2020;
DiSotto et al., 2013; Leuschner, 2018). In a corroborative
GLP- and OECD 487 guideline-compliant in vitro
micronucleus assay, no significant induction of micronuclei
was observed in human peripheral blood lymphocytes treated
with the constituent B-caryophyllene epoxide (FEMA 4085) at
concentrations up to 90 pg/mL for 4 h in the absence and




presence of S9, as well as for 24 hours in the absence of S9
(Api et al., 2020). The same constituent (FEMA 4085) was
negative in another corroborative in vitro micronucleus assay
conducted in human lymphocytes at concentrations up to 50
pg/mL (Di Sotto, 2013).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding heat-
treated glucosylated steviol glycosides 20% with steviol
glycosides 8% (CAS 2766152-47-8) and concluded that the
use of the substance as a flavor ingredient is GRAS (FEMA
5016) (Smith et al., 2005a) in the food categories and at the
use levels specified in Table 2. This material was evaluated
within the context of the procedure for the safety evaluation of
natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005b). The Expert Panel calculated the anticipated per
capita intake (“eaters only”) of heat-treated glucosylated
steviol glycosides 20% with steviol glycosides 8% from use as
a flavor ingredient to be 692 pg/person/day. Corroborative
evidence for the low toxicity potential of heat-treated
glucosylated steviol glycosides 20% with steviol glycosides
8% was evaluated by the Expert Panel from a 108-week
carcinogenicity study for stevioside showed no carcinogenic
effects were observed (Toyoda et al., 1997). Corroborative
evidence is also available from a 2-year feeding study, in
which male and female rats were administered the equivalent
of 0, 50, 150, or 550 mg/kg bw/day of a stevia extract
comprised of 74% stevioside and 16% rebaudioside A. The
authors considered the NOAEL from this 2-year rat feeding
study of a stevia extract to be equal to 550 mg/kg bw/day
(Yamada et al., 1985), which is greater than 45,000 times the
anticipated daily per capita intake of heat-treated glucosylated
steviol glycosides 20% with steviol glycosides 8% from use as
a flavor ingredient. Additional corroborative evidence is
available from a 52-week chronic toxicity study in which
Beagle dogs (4/sex/group) were provided 0, 6200, 12500 or
50000 ppm of beta-cyclodextrin (Bellringer et al., 1995). The
dietary concentrations correspond to actual intakes of 229,
456 or 1831 mg/kg bw/day and 224, 476 or 1967 mg/kg
bw/day in male and female dogs, respectively (Bellringer et
al., 1995). There were no toxicologically significant findings,
and a NOAEL was established at the top dose (1831 and 1967
mg/kg bw/day for male and female dogs, respectively). This
NOAEL is greater than 152,000 times the anticipated daily per
capita intake of heat-treated glucosylated steviol glycosides
20% with steviol glycosides 8% from use as a flavor
ingredient. This material is derived from the leaves of Stevia
rebaudiana. The Expert Panel considered the identity
description of the material to be adequate for the FEMA GRAS
evaluation. The Expert Panel evaluated sensory data included
within the application and found it satisfactory with regard to
the intended conditions of use for the flavor ingredient
(Harman and Hallagan, 2013). Metabolic data exist that would
predict, at the intake levels proposed, metabolism by well-
established detoxication pathways to innocuous products
(Cardoso et al., 1996; Gardana et al., 2003; Geuns et al.,
2003a,b; Geuns and Pietta, 2004; Geuns et al., 2007;
Hutapea et al., 1997; Koyama et al., 2003a,b; Nakayama et
al., 1986; Purkayastha et al., 2014, 2015, 2016; Purkayastha
and Kwok, 2020; Renwick and Tarka, 2008; Roberts and
Renwick, 2008; Roberts et al., 2016; Wheeler et al., 2008;
Wingard et al, 1980; JECFA, 1982). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the

functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of heat-treated glucosylated steviol glycosides
20% with steviol glycosides 8% (Gooderham et al., 2020). The
genotoxicity of the major marker constituents (steviol
glycosides) has been thoroughly examined in a wide range of
corroborative studies. While some positive results are
reported in corroborative in vifro mutagenicity assays,
corroborative in vivo studies do not provide evidence of
genotoxic effects (Nakajima, 2000a,b; Pezzuto et al., 1985,
1986; Rumelhard et al., 2016; Suttaijit et al., 1993; Terai et al,
2002; Williams and Burdock, 2009).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding heat-
treated glucosylated steviol glycosides 40% with steviol
glycosides 15% (CAS 2766151-56-6) and concluded that the
use of the substance as a flavor ingredient is GRAS (FEMA
5016) (Smith et al., 2005a) in the food categories and at the
use levels specified in Table 2. This material was evaluated
within the context of the procedure for the safety evaluation of
natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005b). The Expert Panel calculated the anticipated per
capita intake (“eaters only”) of heat-treated glucosylated
steviol glycosides 40% with steviol glycosides 15% from use
as a flavor ingredient to be 692 pg/person/day. Corroborative
evidence for the low toxicity potential of heat-treated
glucosylated steviol glycosides 40% with steviol glycosides
15% was evaluated by the Expert Panel from a 108-week
carcinogenicity study for stevioside showed no carcinogenic
effects were observed (Toyoda et al., 1997). Corroborative
evidence is also available from a 2-year feeding study, in
which male and female rats were administered the equivalent
of 0, 50, 150, or 550 mg/kg bw/day of a stevia extract
comprised of 74% stevioside and 16% rebaudioside A. The
authors considered the NOAEL from this 2-year rat feeding
study of a stevia extract to be equal to 550 mg/kg bw/day
(Yamada et al., 1985), which is greater than 45,000 times the
anticipated daily per capita intake of heat-treated glucosylated
steviol glycosides 40% with steviol glycosides 15% from use
as a flavor ingredient. Additional corroborative evidence is
available from a 52-week chronic toxicity study in which
Beagle dogs (4/sex/group) were provided 0, 6200, 12500 or
50000 ppm of beta-cyclodextrin (Bellringer et al., 1995). The
dietary concentrations correspond to actual intakes of 229,
456 or 1831 mg/kg bw/day and 224, 476 or 1967 mg/kg
bw/day in male and female dogs, respectively (Bellringer et
al., 1995). There were no toxicologically significant findings,
and a NOAEL was established at the top dose (1831 and 1967
mg/kg bw/day for male and female dogs, respectively). This
NOAEL is greater than 152,000 times the anticipated daily per
capita intake of heat-treated glucosylated steviol glycosides
40% with steviol glycosides 15% from use as a flavor
ingredient. This material is derived from the leaves of Stevia
rebaudiana. The Expert Panel considered the identity
description of the material to be adequate for the FEMA GRAS
evaluation. The Expert Panel evaluated sensory data included
within the application and found it satisfactory with regard to
the intended conditions of use for the flavor ingredient
(Harman and Hallagan, 2013). Metabolic data exist that would
predict, at the intake levels proposed, metabolism by well-
established detoxication pathways to innocuous products
(Cardoso et al., 1996; Gardana et al., 2003; Geuns et al.,




2003a,b; Geuns and Pietta, 2004; Geuns et al., 2007;
Hutapea et al., 1997; Koyama et al., 2003a,b; Nakayama et
al., 1986; Purkayastha et al., 2014, 2015, 2016; Purkayastha
and Kwok, 2020; Renwick and Tarka, 2008; Roberts and
Renwick, 2008; Roberts et al., 2016; Wheeler et al., 2008;
Wingard et al, 1980; JECFA, 1982). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of heat-treated glucosylated steviol glycosides
40% with steviol glycosides 15% (Gooderham et al., 2020).
The genotoxicity of the major marker constituents (steviol
glycosides) has been thoroughly examined in a wide range of
corroborative studies. While some positive results are
reported in corroborative in vifro mutagenicity assays,
corroborative in vivo studies do not provide evidence of
genotoxic effects (Nakajima, 2000a,b; Pezzuto et al., 1985,
1986; Rumelhard et al., 2016; Suttaijit et al., 1993; Terai et al,
2002; Williams and Burdock, 2009).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
celtuce distillate (CAS 84696-33-3) and concluded that the
use of the substance as a flavor ingredient is GRAS (FEMA
5017) (Smith et al., 2005a) for use as a flavor ingredient in the
food categories and at the use levels specified in the GRAS
application (see Table 2). This material was evaluated within
the context of the procedure for the safety evaluation of
natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005b). The Expert Panel calculated the anticipated per
capita intake (“eaters only”) of celtuce distillate from use as a
flavor ingredient to be 28 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class IlI
(90 pg/person/day). Corroborative evidence for the low
toxicity potential of celtuce distillate evaluated by the Expert
Panel from a drinking water toxicity study in which Sprague-
Dawley rats (50/sex/group) were provided 1% or 3% of the
constituent ethanol (FEMA 2419) or glucose (control group) in
a synthetic diet calorically equal to the ethanol group for 120
weeks (equivalent to 1000 or 3000 mg/kg bw/day of the
constituent ethanol) (Holmberg and Eckstom, 1995).
Statistically significant increases in the occurrence of pituitary
tumors (not further described by the authors) were observed
in the high-dose ethanol-treated females compared to the
glucose control group. Increased incidences of mammary
gland fibromas, fibroadenomas and adenomas were
observed in the low-dose ethanol-treated females compared
to the glucose control group. No increase in tumor incidence
was observed in ethanol-treated males compared to the
glucose controls. The overall information described by the
authors indicate an absence of carcinogenic activity.
Corroborative evidence is also available from another chronic
drinking water toxicity study in which male Sprague Dawley
rats were provided 5% (v/v) of the constituent ethanol for 130
weeks (equivalent to 5000 mg/kg bw/day) (Radike et al.,
1981; FDA, 1993). Hyperplastic nodules of the liver were
observed, and significantly increased adenomas of the
pancreas, adrenal gland and pituitary gland were observed
compared to the controls. The Expert Panel noted that no
further information was provided on the types of adrenal and
pancreatic tumors observed in treated rats compared to the
controls. Pancreatic acinar cell tumors and adrenal

pheochromocytomas are the most common tumors in this
strain of rats and are considered not relevant to human cancer
risk (Son and Gopinath, 2004; Edler et al., 2014). For both
studies (Holmberg and Eckstom, 1995; Radike et al., 1981),
the Expert Panel noted that pituitary tumors are common in
Sprague Dawley rats and are not relevant to humans.
Corroborative evidence is also available from a chronic
exposure and reproductive toxicity study in which Sprague
Dawley rats (30-55/sex/group) were provided 10% of the
constituent ethanol (FEMA 2419) in drinking water for 104
weeks (equivalent to 10,000 mg/kg bw/day) and were
necropsied after deaths from natural causes (Soffritti et al.,
2002; FDA, 1993). Increased benign and malignant tumor
formation including increased incidences of carcinomas of the
oral cavity, lips and tongue in male and female breeding rats
and offspring were observed. The majority of the increase in
total tumors was due to oral carcinomas. Minimal increases in
tumor incidences were present in additional tissues; however,
the data were not consistent between males and females or
rat groups and there was a lack of comparisons to historical
data. Since only a single dose was used, there was no
evaluation of a dose-response relationship. Benign and
malignant tumors of the forestomach were observed in
breeding males and increased incidence of lymphomas and
leukemias were observed in dams. Increased interstitial-cell
adenomas of the testes and osteosarcomas of several sites
were observed in parental males. Limited statistical analyses
were conducted in this study and the IARC Working Group
noted some unconventional approaches in their review (IARC,
2018). The Expert Panel concurs with the IARC conclusions.
The Expert Panel also noted that the intake of ethanol (FEMA
2419) from the use of celtuce distillate as a flavor ingredient
is expected to be lower than the intake resulting from the
levels at which it is present as an endogenous substance and
in food and beverages. Corroborative evidence for the
constituent ethanol (FEMA 2419) has been reviewed by the
IARC in published monographs of the human health effects of
the consumption of alcoholic beverages (IARC, 1988, 2010,
2012, 2018). The IARC has concluded that there is sufficient
evidence in experimental animals for the carcinogenicity of
ethanol and to consider ethanol in alcoholic beverages as a
Group 1 carcinogen (IARC, 1988, 2010, 2012, 2018). The
material is produced from the lettuce of Lactuca sativa var.
augustana. Based on quantitative data, a consumption ratio
of 127 could be calculated (Stofberg and Grundschober,
1987). The IARC has concluded that there is sufficient
evidence in experimental animals for the carcinogenicity of
ethanol and to consider ethanol in alcoholic beverages as a
Group 1 carcinogen (IARC, 1988, 2010, 2012, 2018). Ethanol
(FEMA 2419) was also evaluated by JECFA in 1970 as a
solvent with an ADI limited by good manufacturing processes
(GMP) (JECFA, 1970). In its 46th meeting, JECFA concluded
that ethanol (FEMA 2419) does not pose a safety concern at
the intake levels from the use of ethyl esters as flavor
ingredients (JECFA, 1997). In its evaluation, the Expert Panel
considered the high consumption ratio of ethanol (FEMA
2419) from food excluding alcoholic beverages and
subsequent high endogenous exposure to ethanol and its
metabolite, acetaldehyde (FEMA 2003), compared to their
intake from the use of celtuce distillate as a flavor ingredient,
and concluded, based on these considerations, that the
anticipated intake of ethanol (FEMA 2419) and its metabolite
acetaldehyde (FEMA 2003) from consumption of celtuce
distillate as a flavor ingredient is not expected to be of concern
with respect to carcinogenicity. The Expert Panel noted that
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in adult humans, exposure to the constituent ethanol (FEMA
2419) occurs mainly from consumption of alcohol, and up to
90% of ingested alcohol is metabolized to acetaldehyde
(FEMA 2003) in the liver and, to a lesser extent in extrahepatic
tissues. In children, exposure to ethanol (FEMA 2419) is
expected to be up to 12.5-23 mg/kg bw/day via consumption
of bananas, fruit juices as well as bread and bakery products.
Additionally, the Expert Panel noted the estimated
endogenous levels of ethanol in non-alcohol consuming
adults to be 0.39 + 0.45 pg/mL (Jones et al., 1983). The Expert
Panel considered the identity description of the material to be
adequate for the FEMA GRAS evaluation. The Expert Panel
concluded that metabolic data exist for a representative
members of the principal identified congeneric groups that
indicate, in the context of anticipated levels of intake, that
substance would be predicted to be metabolized primarily by
well-established detoxication pathways to innocuous products
or to be excreted as such (Smith et al., 2018). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of Celtuce distillate (Gooderham et al., 2020;
Cohen et al., 2018). The Expert Panel noted the equivocal
results reported by the International Agency for Research on
Cancer (IARC) for the constituent ethanol (FEMA 2419), as
well as ability of acetaldehyde (FEMA 2003), a metabolite of
ethanol (FEMA 2419) to bind to proteins, DNA and other
macromolecules (IARC, 1988, 2010, 2012, 2018; Nakao et
al.,, 2000). Despite the results from the mutagenicity and
chromosomal damage testing for the constituent ethanol
(FEMA 2419) and its metabolite acetaldehyde (FEMA 2003),
the Expert Panel concluded that the use of Celtuce distillate
as a flavor ingredient would not raise an additional concern
for genotoxicity relative to the consumption of ethanol and
acetaldehyde from food. Additionally, the exposure to
acetaldehyde and ethanol from use of Celtuce distillate as a
flavor ingredient is expected to be negligible relative to the
endogenous levels of exposure.

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 3,4-
dihydro-7-hydroxy-4-(4-hydroxy-3-methoxyphenyl)-2H-1-
benzopyran-2-one (CAS 350982-20-6) and concluded that
the use of the substance as a flavor ingredient is GRAS
(FEMA 5018) (Smith et al., 2005a) in the food categories and
at the use levels specified in Table 2. This substance was
evaluated individually within the context of the chemical group
of phenol and phenol derivatives (JECFA, 2001, 2011, 2012,
2022; SLR, C12). This material was evaluated within the
context of the procedure for the FEMA GRAS evaluation of
flavor ingredients produced through biotechnology processes
(Cohen et al, 2015). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of 3,4-dihydro-7-
hydroxy-4-(4-hydroxy-3-methoxyphenyl)-2H-1-benzopyran-
2-one from use as a flavor ingredient to be 14 pg/person/day,
which is below the threshold of toxicological concern (TTC) for
structural class Ill (90 pg/person/day) (Munro et al., 1996).
Corroborative evidence for the low toxicity potential of
regarding 3,4-dihydro-7-hydroxy-4-(4-hydroxy-3-
methoxyphenyl)-2H-1-benzopyran-2-one was reviewed by
the Panel based on a corroborative OECD 407 guideline-
compliant 28-day oral toxicity study in Sprague Dawley rats

(5/sex/dose) administered the structural relative mixture of 5-
hydroxy-4-(4"-hydroxy-3"-methoxyphenyl)-7-methylchroman-
2- one and 7-hydroxy-4-(4’-hydroxy-3 -methoxyphenyl)-5-
methylchroman-2-one (FEMA 4888) by gavage at doses of
250, 500 and 1000 mg/kg bw/day, high-dose males had
decreased absolute and relative thymus and spleen weights
that were not accompanied with corresponding
histopathological findings. Based on the absolute and relative
thymus and spleen weights changes, the authors determined
a NOAEL of 500 mg/kg bw/day (Chen, 2017). This NOAEL is
2,500,000 times the anticipated daily per capita intake of 3,4-
dihydro-7-hydroxy-4-(4-hydroxy-3-methoxyphenyl)-2H-1-

benzopyran-2-one from use as a flavor ingredient. The Expert
Panel considered the specification of the material to be
adequately characterized by the purity assay and supporting
spectral data provided for the FEMA GRAS evaluation. The
Expert Panel evaluated sensory data included within the
application and found it satisfactory with regard to intended
conditions of use for the flavor ingredient (Harman and
Hallagan, 2013). 3,4-Dihydro-7-hydroxy-4-(4-hydroxy-3-
methoxyphenyl)-2H-1-benzopyran-2-one is anticipated to be
partially absorbed and conjugated with glucuronic acid and/or
sulphate. It may also undergo hydroxylation and/or O-
demethylation before urinary or biliary excretion (Smith et al.,
2018). Based on the structure of the substance and the
arrangement and identity of the functional groups therein, and
supported by the corroborative evidence noted below, the
Expert Panel did not identify specific concerns related to the
genotoxicity of 3,4-dihydro-7-hydroxy-4-(4-hydroxy-3-
methoxyphenyl)-2H-1-benzopyran-2-one (Gooderham et al.,
2020). No increases in the number of reverse mutations were
observed in corroborative GLP- and OECD 471 guideline-
compliant bacterial reverse mutation assays for the structural
relatives  (R)-5-hydroxy-4-(4’-hydroxy-3’-methoxyphenyl)-7-
methylchroman-2-one (FEMA 4834) (Soltesova, 2015) and
the mixture of 5-hydroxy-4-(4’-hydroxy-3°-methoxyphenyl)-7-
methylchroman-2- one and 7-hydroxy-4-(4'-hydroxy-3’-
methoxyphenyl)-5-methylchroman-2-one  (FEMA  4888)
(Wisher, 2016) in S. typhimurium strains TA98, TA100,
TA1535, and TA1537 and E. coli WP2 uvrA (pKM101) in
either the absence or presence of S9 metabolic activation.
Based on corroborative evidence, no increases in micronuclei
were observed in vitro when the same structural relatives
were incubated with CHO-K1 cells in the absence or presence
of metabolic activation (Zhao, 2015, 2016; JECA, 2022).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 3,4-
dihydro-7-hydroxy-4-(4-hydroxy-3-methoxyphenyl)-6-methyl-
2H-1-benzopyran-2-one (CAS 2803352-58-9) and concluded
that the use of the substance as a flavor ingredient is GRAS
(FEMA 5019) (Smith et al., 2005a) in the food categories and
at the use levels specified in Table 2. This substance was
evaluated individually within the context of the chemical group
of phenol and phenol derivatives (JECFA, 2001, 2011, 2012,
2022; SLR, C12). This material was evaluated within the
context of the procedure for the FEMA GRAS evaluation of
flavor ingredients produced through biotechnology processes
(Cohen et al, 2015). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of 3,4-dihydro-7-
hydroxy-4-(4-hydroxy-3-methoxyphenyl)-6-methyl-2H-1-

benzopyran-2-one from use as a flavor ingredient to be 14
ug/person/day, which is below the threshold of toxicological
concern (TTC) for structural class Ill (90 pg/person/day)




(Munro et al., 1996). Corroborative evidence for the low
toxicity potential of 3,4-dihydro-7-hydroxy-4-(4-hydroxy-3-
methoxyphenyl)-6-methyl-2H-1-benzopyran-2-one was
reviewed by the Panel based on a corroborative OECD 407
guideline-compliant 28-day oral toxicity study in Sprague
Dawley rats (5/sex/dose) administered the structural relative
mixture of 5-hydroxy-4-(4"-hydroxy-3"-methoxyphenyl)-7-
methylchroman-2- one and 7-hydroxy-4-(4’-hydroxy-3-
methoxyphenyl)-5-methylchroman-2-one (FEMA 4888) by
gavage at doses of 250, 500 and 1000 mg/kg bw/day, high-
dose males had decreased absolute and relative thymus and
spleen weights that were not accompanied with
corresponding histopathological findings. Based on the
absolute and relative thymus and spleen weights changes,
the authors determined a NOAEL of 500 mg/kg bw/day (Chen,
2017). This NOAEL is 2,500,000 times the anticipated daily
per capita intake of 3,4-dihydro-7-hydroxy-4-(4-hydroxy-3-
methoxyphenyl)-6-methyl-2H-1-benzopyran-2-one from use
as a flavor ingredient. The Expert Panel considered the
specification of the material to be adequately characterized by
the purity assay and supporting spectral data provided for the
FEMA GRAS evaluation. The Expert Panel evaluated sensory
data included within the application and found it satisfactory
with regard to intended conditions of use for the flavor
ingredient (Harman and Hallagan, 2013). 3,4-dihydro-7-
hydroxy-4-(4-hydroxy-3-methoxyphenyl)-6-methyl-2H-1-
benzopyran-2-one is anticipated to be partially absorbed and
conjugated with glucuronic acid and/or sulphate. It may also
undergo hydroxylation and/or O-demethylation before urinary
or biliary excretion (Smith et al., 2018). Based on the structure
of the substance and the arrangement and identity of the
functional groups therein, and supported by the corroborative
evidence noted below, the Expert Panel did not identify
specific concerns related to the genotoxicity of 3,4-dihydro-7-
hydroxy-4-(4-hydroxy-3-methoxyphenyl)-6-methyl-2H-1-
benzopyran-2-one (Gooderham et al., 2020). No increases in
the number of reverse mutations were observed in
corroborative GLP- and OECD 471 guideline-compliant
bacterial reverse mutation assays for the structural relatives
(R)-5-hydroxy-4-(4’-hydroxy-3’-methoxyphenyl)-7-
methylchroman-2-one (FEMA 4834) (Soltesova, 2015) and
the mixture of 5-hydroxy-4-(4’-hydroxy-3°-methoxyphenyl)-7-
methylchroman-2- one and 7-hydroxy-4-(4'-hydroxy-3'-
methoxyphenyl)-5-methylchroman-2-one  (FEMA  4888)
(Wisher, 2016) in S. typhimurium strains TA98, TA100,
TA1535, and TA1537 and E. coli WP2 uvrA (pKM101) in
either the absence or presence of S9 metabolic activation.
Based on corroborative evidence, no increases in micronuclei
were observed in vitro when the same structural relatives
were incubated with CHO-K1 cells in the absence or presence
of metabolic activation (Zhao, 2015, 2016; JECA, 2022).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding 4-
(3,4-dihydroxyphenyl)-3,4-dihydro-7-hydroxy-5-methyl-2H-1-
benzopyran-2-one (CAS 2803352-59-0) and concluded that
the use of the substance as a flavor ingredient is GRAS
(FEMA 5020) (Smith et al., 2005a) in the food categories and
at the use levels specified in Table 2. This substance was
evaluated individually within the context of the chemical group
of phenol and phenol derivatives (JECFA, 2001, 2011, 2012,
2022; SLR, C12). This material was evaluated within the
context of the procedure for the FEMA GRAS evaluation of
flavor ingredients produced through biotechnology processes

(Cohen et al, 2015). The Expert Panel calculated the
anticipated per capita intake (‘eaters only”) of 4-(3,4-
dihydroxyphenyl)-3,4-dihydro-7-hydroxy-5-methyl-2H-1-
benzopyran-2-one from use as a flavor ingredient to be 14
ug/person/day, which is below the threshold of toxicological
concern (TTC) for structural class Il (90 pg/person/day)
(Munro et al., 1996). Corroborative evidence for the low
toxicity potential of 4-(3,4-dihydroxyphenyl)-3,4-dihydro-7-
hydroxy-5-methyl-2H-1-benzopyran-2-one was reviewed by
the Panel based on a corroborative OECD 407 guideline-
compliant 28-day oral toxicity study in Sprague Dawley rats
(5/sex/dose) administered the structural relative mixture of 5-
hydroxy-4-(4"-hydroxy-3 -methoxyphenyl)-7-methylchroman-
2- one and 7-hydroxy-4-(4’-hydroxy-3 -methoxyphenyl)-5-
methylchroman-2-one (FEMA 4888) by gavage at doses of
250, 500 and 1000 mg/kg bw/day, high-dose males had
decreased absolute and relative thymus and spleen weights
that were not accompanied with corresponding
histopathological findings. Based on the absolute and relative
thymus and spleen weights changes, the authors determined
a NOAEL of 500 mg/kg bw/day (Chen, 2017). This NOAEL is
2,500,000 times the anticipated daily per capita intake of 4-
(3,4-dihydroxyphenyl)-3,4-dihydro-7-hydroxy-5-methyl-2H-1-
benzopyran-2-one from use as a flavor ingredient. The Expert
Panel considered the specification of the material to be
adequately characterized by the purity assay and supporting
spectral data provided for the FEMA GRAS evaluation. The
Expert Panel evaluated sensory data included within the
application and found it satisfactory with regard to intended
conditions of use for the flavor ingredient (Harman and
Hallagan, 2013). 4-(3,4-Dihydroxyphenyl)-3,4-dihydro-7-
hydroxy-5-methyl-2H-1-benzopyran-2-one is anticipated to be
partially absorbed and conjugated with glucuronic acid and/or
sulphate. It may also undergo hydroxylation and/or O-
demethylation before urinary or biliary excretion (Smith et al.,
2018). Based on the structure of the substance and the
arrangement and identity of the functional groups therein, and
supported by the corroborative evidence noted below, the
Expert Panel did not identify specific concerns related to the
genotoxicity of  4-(3,4-dihydroxyphenyl)-3,4-dihydro-7-
hydroxy-5-methyl-2H-1-benzopyran-2-one (Gooderham et
al., 2020). No increases in the number of reverse mutations
were observed in corroborative GLP- and OECD 471
guideline-compliant bacterial reverse mutation assays for the
structural relatives (R)-5-hydroxy-4-(4’-hydroxy-3'-
methoxyphenyl)-7-methylchroman-2-one  (FEMA  4834)
(Soltesova, 2015) and the mixture of 5-hydroxy-4-(4"-hydroxy-
3’-methoxyphenyl)-7-methylchroman-2- one and 7-hydroxy-
4-(4’-hydroxy-3"-methoxyphenyl)-5-methylchroman-2-one
(FEMA 4888) (Wisher, 2016) in S. typhimurium strains TA98,
TA100, TA1535, and TA1537 and E. coli WP2 uvrA (pKM101)
in either the absence or presence of S9 metabolic activation.
Based on corroborative evidence, no increases in micronuclei
were observed in vitro when the same structural relatives
were incubated with CHO-K1 cells in the absence or presence
of metabolic activation (Zhao, 2015, 2016; JECA, 2022).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding S-
(3-methylbut-3-en-1-yl) 4-(formyloxy)butanethioate (CAS
2775350-66-6) and concluded that the use of the substance
as a flavor ingredient is GRAS (FEMA 5021) (Smith et al.,
2005a) in the food categories and at the use levels specified
in Table 2. This substance was evaluated individually within




the context of the chemical group of aliphatic and aromatic
sulfides and thiols (JECFA, 2000, 2004, 2008, 2011; SLR,
C5). The Expert Panel calculated the anticipated per capita
intake (“eaters only”) of S-(3-methylbut-3-en-1-yl) 4-
(formyloxy)butanethioate from use as a flavor ingredient to
be 0.1 pg/person/day, which is below the threshold of
toxicological concern (TTC) for structural class Il (90
ug/person/day) (Munro et al., 1996). No toxicity data on the
material or structural relatives were available for
consideration. The Expert Panel noted that the intake was
below the TTC for Structural Class Ill. The Expert Panel
considered the specification of the material to be adequately
characterized by the purity assay and supporting spectral
data provided for the FEMA GRAS evaluation. S-Thioesters
such as S-(3-methylbut-3-en-1-yl) 4-
(formyloxy)butanethioate are anticipated to undergo rapid
hydrolysis by lipases and esterases (Kurooka et al., 1976).
The rate of hydrolysis increases as the carbon chain length
of the carboxylic acid fragment increases and decreases as
oxygenation of the carbon chain in the thiol moiety increases
(Jencks and Greenzaid, 1971). Thiols may oxidize to form
unstable sulfenic acids, which can be further oxidized to the
corresponding sulfinic and sulfonic acids. Simple aliphatic
and aromatic thiols may also undergo methylation to yield
methyl sulfides, which then form sulfoxides and sulfones.
Thiols may react with physiological thiols to form mixed
disulfides or undergo conjugation with glucuronic acid
followed by elimination in the urine (Anders, 1989; Graffner-
Nordberg et al., 1998; Heymann, 1980). Based on the
structure of the substance and the arrangement and identity
of the functional groups therein, and supported by the
corroborative evidence noted below, the Expert Panel did
not identify specific concerns related to the genotoxicity of S-
(3-methylbut-3-en-1-yl) 4-(formyloxy)butanethioate
(Gooderham et al., 2020). S-(3-Methylbut-3-en-1-yl) 4-
(formyloxy)butanethioate was not mutagenic in a
corroborative bacterial reverse mutation assay conducted in
S. typhimurium TA98 and TA100 at concentrations up to
5000 pg/plate in the presence and absence of S9 (Kino,
2022a). Neither the structural relatives, methylthio-2-
(acetyloxy)propionate (FEMA 3788) or methylthio-2-
(propionyloxy)propionate (FEMA 3790), were mutagenic
when tested at concentrations up to 5000 pg/plate in
corroborative bacterial reverse mutation assays conducted in
S. typhimurium TA98, TA100, TA1535 and TA1537, as well
as in E. coli WP2uvrA, in the presence or absence of S9
(Watanabe and Morimoto, 1989a,b).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding S-
butan-2-yl 4-(formyloxy)butanethioate (CAS 2775350-67-7)
and concluded that the use of the substance as a flavor
ingredient is GRAS (FEMA 5022) (Smith et al., 2005a) in the
food categories and at the use levels specified in Table 2. This
substance was evaluated individually within the context of the
chemical group of aliphatic and aromatic sulfides and thiols
(JECFA, 2000, 2004, 2008, 2011; SLR, C5). The Expert Panel
calculated the anticipated per capita intake (“eaters only”) of
S-butan-2-yl 4-(formyloxy)butanethioate from use as a flavor
ingredient to be 0.1 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class IlI
(90 pg/person/day) (Munro et al., 1996). Based on the
mutagenicity testing results for the candidate substance and
the structural relatives FEMA 3788 and 3790, as well as the

structure of the substance and the identity and arrangement
of functional groups therein, the Expert Panel did not identify
a concern for the genotoxic potential of S-butan-2-yl 4-
(formyloxy)butanethioate  (Gooderham et al., 2020).
Corroborative evidence for the lack of genotoxic potential for
S-butan-2-yl 4-(formyloxy)butanethioate was evaluated by the
Expert Panel from a bacterial reverse mutation assay
conducted in S. typhimurium TA98 and TA100 at
concentrations up to 5000 pg/plate in the presence and
absence of S9, where no evidence of mutagenicity was
observed (Kino, 2022b). Corroborative evidence for the lack
of genotoxic potential was evaluated by the Expert Panel from
bacterial reverse mutation assays for the structural relatives,
methylthio-2-(acetyloxy)propionate ~ (FEMA  3788) or
methylthio-2-(propionyloxy)propionate (FEMA 3790), which
were not mutagenic when tested at concentrations up to 5000
ug/plate in S. typhimurium TA98, TA100, TA1535 and
TA1537, as well as in E. coli WP2uvrA, in the presence or
absence of S9 (Watanabe and Morimoto, 1989a,b). The
Expert Panel considered the specification of the material to be
adequately characterized by the purity assay and supporting
spectral data provided for the FEMA GRAS evaluation. S-
Thioesters such as S-butan-2-yl 4-(formyloxy)butanethioate
are anticipated to undergo rapid hydrolysis by lipases and
esterases (Kurooka et al., 1976). The rate of hydrolysis
increases as the carbon chain length of the carboxylic acid
fragment increases and decreases as oxygenation of the
carbon chain in the thiol moiety increases (Jencks and
Greenzaid, 1971). Thiols may oxidize to form unstable
sulfenic acids, which can be further oxidized to the
corresponding sulfinic and sulfonic acids. Simple aliphatic and
aromatic thiols may also undergo methylation to yield methyl
sulfides, which then form sulfoxides and sulfones. Thiols may
react with physiological thiols to form mixed disulfides or
undergo conjugation with glucuronic acid followed by
elimination in the urine (Anders, 1989; Graffner-Nordberg et
al., 1998; Heymann, 1980).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
reactive distillation product of threonine and coconut oil and
concluded that the use of the substance as a flavor ingredient
is GRAS (FEMA 5023) (Smith et al., 2005a) for use as a flavor
ingredient in the food categories and at the use levels
specified in the GRAS application (see Table 2). This material
was evaluated within the context of the procedure for the
safety evaluation of natural flavor complexes (Cohen et al.,
2018; Smith et al., 2005b). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of reactive
distillation product of threonine and coconut oil from use as a
flavor ingredient to be 1 pg/person/day, which is below the
threshold of toxicological concern (TTC) for structural class IlI
(90 pg/person/day). Corroborative evidence for the low
reproductive and developmental toxicity potential of reactive
distillation product of threonine and coconut oil was reviewed
by the Panel based on a corroborative GLP- and OECD 421
guideline-compliant combined reproductive and
developmental toxicity study in which Sprague-Dawley rats
(10/sex/group) were administered 30, 95 or 300 mg/kg bw/day
of the constituent 5-ethyl-2-methylpyridine (FEMA 3546) for
15 days before pairing until post-partum Day 4 for females,
and for males after successful littering. Clinical signs of toxicity
were observed in parental animals (ECHA, 1994b). Two
treatment-related mortalities were observed in high-dose




males. These two males exhibited clinical signs of ataxia,
partially closed eyes, prostrate posture and underactivity.
Pathological examination of these rats demonstrated
accentuated lobular liver patterns, reduced and dehydrated
gastrointestinal contents. In each of these two animals, a
small mass was observed on one epididymis. Examination of
the epididymal masses showed spermatozoa granulomas.
Significantly reduced absolute weights of the epididymides
and seminal vesicles in high-dose males were considered by
the authors to be due to reduced body weight and not related
to treatment. Increased, dose-dependent incidences of
salivation were observed in all high-dose animals, most mid-
dose animals and a few low-dose animals. Reduced body
temperature and abnormal respiration were observed in the
high-dose rats in weeks 2-4 of treatment. Body weight gain
was reduced throughout the treatment period in high-dose
males but not top dose females. Statistically significant
reductions in body weight change were also observed in mid-
and high-dose females during gestation. Body weights were
reduced in high-dose females during lactation. Relative liver
weights (both sexes) and male kidney weights of the high-
dose rats were increased relative to controls, but statistical
significance was not described. Feed consumption was
unaffected in parental animals. Reproductive indices including
length of estrous cycles, mating performance and fertility were
unaffected by treatment. No gross or histopathological
changes were observed in any of the organs examined from
the high-dose groups compared to controls. Since no adverse
effects were observed on reproductive performance of
parental animals, the authors considered the reproductive
NOAEL to be 300 mg/kg bw/day. Based on signs of clinical
toxicity and morbidity at the high-dose level, the authors
considered the NOAEL for parental males to be 95 mg/kg
bw/day. For females, signs of clinical toxicity were observed
at the high-dose level along with significantly reduced body
weight changes at the two highest dose levels, so the authors
considered the NOAEL for parental females to be 30 mg/kg
bw/day. Offspring viability was unaffected at the low dose
levels but at the high dose, poor weight gain was observed,
and viability was reduced. Mean body weights of both sexes
at the high dose level were significantly lower than controls at
days 1 and 4 of age. Based on the reduction in viability and
body weight at the high dose level, the authors considered the
offspring NOAEL to be 95 mg/kg bw/day (ECHA, 1994b). The
NOAEL of 30 mg/kg bw/day for parental female Sprague-
Dawley rats is 1,800,000 times the anticipated daily per capita
intake of the reactive distillation product of threonine and
coconut oil from use as a flavor ingredient. The developmental
toxicity NOAEL of 95 mg/kg bw/day is 5,700,000 times the
anticipated daily per capita intake of the reactive distillation
product of threonine and coconut oil from use as a flavor
ingredient. The reproductive toxicity NOAEL of 300 mg/kg
bw/day is 18,000,000 times the anticipated daily per capita
intake of the reactive distillation product of threonine and
coconut oil from use as a flavor ingredient. Corroborative
evidence for the low toxicity potential of reactive distillation
product of threonine and coconut oil was reviewed by the
Panel based on a corroborative GLP- and OECD 407
guideline-compliant 28-day oral toxicity study for the
constituent 5-ethyl-2-methylpyridine (FEMA 3546) which was
administered by gavage to Sprague-Dawley rats
(6/sex/group) at 30, 95 or 300 mg/kg bw/day (ECHA, 1988).
Clinical signs of toxicity were observed at the top two doses
in both sexes from Week 2 onwards. High-dose males had
reduced feed efficiency as well as statistically significant

reductions in body weight gain and feed consumption. High-
dose females had statistically significant decreases in
erythrocytes and hematocrit levels as well as statistically
significant increases in mean corpuscular volume (MCV),
mean corpuscular hemoglobin (MCH) and mean corpuscular
hemoglobin concentration (MCHC). High-dose males
exhibited statistically significant increases in blood urea and
aspartate aminotransferase levels. Significant increases in
creatinine levels were observed in mid-dose males.
Significantly decreased chloride levels were observed in high-
dose females. Relative brain, testes and kidney weights were
significantly higher than controls. Absolute heart weights in
low-dose females were significantly lower than controls.
Relative liver weights were significantly higher in mid- and
high-dose males compared to controls, and absolute liver
weights were significantly higher in mid-dose males compared
to controls. Absolute spleen weights were significantly lower
in high-dose males compared to controls. Significant changes
in brain, kidney and testes weights were observed in high-
dose males. Significant increases in relative liver weights
were observed in high-dose males and females as well as
mid-dose males. Mottled kidneys were observed in 5/6 high-
dose males. Nephropathy was observed in mid-dose males
and high-dose males, consistent with a2u-globulin
accumulation. The authors considered the blood urea and
creatinine effects to be related to a2u-globulin nephropathy.
No significant differences in mortalities were observed in
treated rats compared to control rats. Based on the clinical
effects and renal lesions at the top two dose levels and the
lack of clinical effects and histopathological lesions at the low-
dose level, the authors established a NOAEL of 30 mg/kg
bw/day for the constituent FEMA 3546 (ECHA, 1988).
Corroborative evidence is also available from a single dose
oral toxicity study in which the constituent 3-ethyl-2,6-
dimethylpyrazine (FEMA 3150) was provided to Sprague
Dawley rats (16/sex/group) in the diet at mean intake levels of
13 and 12 mg/kg bw/day for 13 weeks for males and females,
respectively. No treatment related effects were observed
(Posternak et al., 1975). Additional corroborative evidence is
available from a 90-day toxicity study in which Sprague-
Dawley rats (10/sex/group) were administered the constituent
5-ethyl-2-methylpyridine (FEMA 3546) by gavage at doses of
0.03, 0.3 or 3 mg/kg bw/day. No dose-dependent effects were
observed, and a NOAEL of 3 mg/kg bw/day was established
(JMHLW, 2017d). This NOAEL is 180,000 times the
anticipated daily per capita intake of the reactive distillation
product of threonine and coconut oil mixture from use as a
flavor ingredient. The Expert Panel reviewed the key
constituents of the Reactive distillation product of threonine
and coconut oil and noted that the congeneric group intakes
were below the respective TTC thresholds. The Expert Panel
also noted that the intake of Reactive distillation product of
threonine and coconut oil at the anticipated annual volume of
use was below the TTC for structural class Il (90
ug/person/day). The material is produced from distillation of
thermally treated threonine in coconut oil. The Expert Panel
considered the identity description of the material to be
adequate for the FEMA GRAS evaluation. The material is not
known to occur in nature and thus no consumption ratio can
be calculated. The Expert Panel concluded that metabolic
data exist for a representative members of the principal
identified congeneric groups that indicate, in the context of
anticipated levels of intake, that the substance would be
predicted to be metabolized primarily by well-established
detoxication pathways to innocuous products or to be




excreted as such (Smith et al., 2018). The constituent 5-ethyl-
2-methylpyridine (FEMA 3546) is expected to undergo alkyl
side-chain oxidation followed by glucuronic acid conjugation
and excretion or oxidation to nicotinic acid (JECFA, 2006b).
Pyridine derivatives that are constituents of the reactive
distillation product of threonine and coconut oil are weak
tertiary bases that are expected to undergo rapid absorption
in the gastrointestinal tract (Hogben et al., 1959). Pyrazine
derivatives that are constituents of the reactive distillation
product of threonine and coconut oil are expected to undergo
oxidation of side chain alkyl substituents to yield the
corresponding acids that are excreted either unchanged or in
conjugated form. If pyrazine rings are activated by alkoxy
substituents, ring hydroxylation may occur to yield polar
metabolites (Smith et al., 2018). Based on the corroborative
evidence noted below, the structures of the constituents and
the arrangement and identity of the functional groups therein,
and the Expert Panel's consideration of the unidentified
constituents, the Expert Panel did not have specific concerns
related to the genotoxicity of reactive distillation product of
threonine and coconut oil (Gooderham et al., 2020).
Corroborative evidence from a GLP- and OECD 471
guideline-compliant bacterial reverse mutation assay showed
that the reactive distillation product of threonine and coconut
oil was not mutagenic in the presence and absence of S9
when tested at concentrations up to 5000 pg/plate in S.
typhimurium TA98, TA100, TA1535, and TA1537, as well as
E. coli WP2 uvrA using the plate incorporation method, at
concentrations up to 2500 ug/plate in S. typhimurium TA100
using the preincubation method and at concentrations up to
5000 pg/plate in S. typhimurium TA98, TA1535, TA1537 and
E. coli WP2 uvrA using the preincubation method in triplicate
(Chang, 2022). The reactive distillation product of threonine
and coconut oil did not induce the formation of micronuclei in
a corroborative GLP- and OECD 487 guideline-compliant in
vitro micronucleus assay in human peripheral blood
lymphocytes for 3 h in the presence of S9 at concentrations
of 39, 87 and 130 pg/mL, for 3 h in the absence of S9 at
concentrations of 133, 200, 226 and 248 pug/mL and for 24 h
in the absence of S9 at concentrations of 26, 39 and 58 ug/mL
(Clare, 2022). Corroborative evidence from a GLP- and
OECD 471 guideline-compliant bacterial reverse mutation
assay indicated the constituent 5-ethyl-2-methylpyridine
(FEMA 3546) was not mutagenic at concentrations up to 5000
ug/plate in S. typhimurium TA98, TA100, TA1535, TA1537
and TA1538 in both the absence and presence of S9 using
the plate incorporation method in triplicate (ECHA, 1986).
Corroborative evidence from a GLP- and OECD 476
guideline-compliant in vitro mammalian cell gene mutation
assay showed no significant increases in mutant frequencies
relative to the control were observed when the constituent 5-
ethyl-2-methylpyridine (FEMA 3546) was tested in Chinese
hamster ovary cells either for 5 hours or 20 hours in the
presence and absence of S9 (ECHA, 2012d). Additionally,
corroborative evidence is available from a GLP- and OECD
474 guideline-compliant in vivo micronucleus assay in which
CD-1 mice (5/sex/group) were administered the constituent 5-
ethyl-2-methylpyridine (FEMA 3546) via oral gavage at doses
of 0, 156, 313 or 625 mg/kg bw. Doses were established
based on a preliminary dose-range finding assay which
identified evidence of bone marrow toxicity at 1000 mg/kg bw.
In the main corroborative micronucleus assay, upon dosing,
prone/hunched posture and unstable gait were observed in
two high-dose males that recovered after 4 hours. No
mortalities or significant induction of micronuclei were

observed under all treatment conditions of the micronucleus
assay compared to the controls (ECHA, 1990d).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
Camu Camu distillate (CAS 363158-42-3) and concluded that
the use of the substance as a flavor ingredient is GRAS
(FEMA 5024) (Smith et al., 2005a) for use as a flavor
ingredient in the food categories and at the use levels
specified in the GRAS application (see Table 2). This material
was evaluated within the context of the procedure for the
safety evaluation of natural flavor complexes (Cohen et al.,
2018; Smith et al., 2005b). The Expert Panel calculated the
anticipated per capita intake (“eaters only”) of Camu Camu
distillate from use as a flavor ingredient to be 31
pg/person/day, which is below the threshold of toxicological
concern for Structural Class Ill materials (90 pg/person/day).
On a water-removed basis, the per capita intake for the
concentrate from use as a flavor ingredient was calculated to
be 0.03 pg/person/day. Corroborative evidence for the low
toxicity potential of Camu Camu distillate was reviewed by the
Panel based on a corroborative 28-day toxicity study for the
constituent 4-carvomenthenol (FEMA 2248) which was
administered to male Sprague-Dawley rats by oral gavage at
400 mg/kg bw/day to investigate its nephrotoxic potential. The
study authors concluded that 4-carvomenthenol did not
induce any treatment-related renal changes (Fukushima et
al., 2020; Schilcher and Leuschner, 1997). Additional
corroborative evidence is available from a 28-day repeated
dose oral toxicity study in which adult CF-1 mice (5/sex/group)
were administered the juice of Camu Camu (Myrciaria dubia)
by gavage at dose levels of 0 (water), 25%, 50% or 100% juice
concentrations (approximately 0; 2500; 5000 or 10,000 mg/kg
bw/day in males and females). No mortalities were observed
in the treated mice. Statistically significant increases in high-
dose body weights were observed in males but not females.
No body weight changes were found in other dose groups. No
other findings were reported (da Silva et al., 2012).
Corroborative evidence is available from a 56-day repeated-
dose oral toxicity study in which, adult CF-1 mice
(5/sex/group) were administered the juice of Camu Camu
(Myrciaria dubia) by gavage at dose levels of 0 (water), 25%,
50% or 100% juice concentrations (approximately 0; 2500;
5000 or 10,000 mg/kg bw/day in males and females). No
mortalities were observed in treated mice and no significant
differences in body weight gain were observed in treated mice
compared to controls. No other findings were reported (da
Silva et al., 2012). Corroborative evidence is also available
from a GLP- and OECD 408 guideline-compliant 90-day
repeated-dose oral toxicity study in which the constituent
alpha-terpineol (FEMA 3045) was provided to Sprague-
Dawley rats (10/sex/group) in the diet at targeted intake levels
of 50, 150 or 500 mg/kg bw/day. Average intake levels were
calculated to be 49, 146 and 487 mg/kg/ bw/day for males,
and 50, 148 and 496 mg/kg bw/day, for females, respectively
(Bauter, 2021). There were no deaths observed throughout
the treatment period. Treated animals showed no signs of
clinical toxicity or changes in food consumption, body weight,
ophthalmologic findings, or food efficiency throughout the
treatment period. Additionally, no statistically significant
changes in treated animals were observed in hematological,
clinical chemistry or urinalysis parameters. There were also
no microscopic or macroscopic findings in the tissues
examined. Statistically significant increases in relative




thyroid/parathyroid weights in top dose males and relative
liver weights in top dose females were observed but these
changes were not considered related to test substance
administration. Overall, there were no organ weight changes
related to the test article administration. Three males at the
top dose level had non-motile sperm noted at evaluation. One
other male at the top dose exhibiting reduced motile sperm
compared to other animals in the same treatment group. The
authors noted the four animals with reduced sperm motility
exhibited excessive fragmentation with sperm heads
separated from the tails, which were correlated to reduced
sperm motility. However, there were no microscopic or
macroscopic changes observed for these four animals, so it
was unclear if these were treatment-related effects. The
NOAEL was assigned to 146 mg/kg bw/day for males due to
the reduced sperm motility observed at the top dose level that
could be attributed to the constituent alpha-terpineol (FEMA
3045). The dietary stability of 83-96% results in the adjusted
dietary intake of 122 mg/kg bw/day for this NOAEL. For
females, the NOAEL, initially considered to be at the top dose
level of 496 mg/kg bw/day, was adjusted to 413 mg/kg bw/day
based on dietary stability analysis. The Expert Panel reviewed
the key constituents of Camu Camu distillate and noted that
the congeneric group intakes were below the respective TTC
thresholds. This NOAEL is greater than 240,000,000 times
the anticipated daily per capita intake of the entire NFC, Camu
Camu distillate, on a water-removed, concentrate basis from
use of Camu Camu distillate as a flavor ingredient. Based on
corroborative evidence, swine spermatozoa were incubated
with both tea tree oil and the constituent 4-carvomenthenol
FEMA 2248 at concentrations of 0.2-1 mg/mL and 0.08-0.83
mg/mL, respectively, for 3 hours. Evaluations were conducted
for motility, pH, acrosome status and viability. The first toxic
effect was observed at 0.67 mg/mL of FEMA 2248, which was
the third-highest test concentration. The most sensitive
reproductive parameters (i.e., the most easily impacted by the
test article) for FEMA 2248 were acrosome reaction and
viability while the motility was significantly altered at the top
tested concentration only. No synergistic effects between tea
tree oil and the constituent FEMA 2248 were observed (Elmi
et al., 2019). The material is produced from the whole fruits of
Myrciaria dubia. Though the source material is consumed as
food, quantitative information was not available, and a
consumption ratio could not be calculated. The Expert Panel
considered the identity description of the material to be
adequate for the FEMA GRAS evaluation. The Expert Panel
concluded that metabolic data exist for a representative
members of the principal identified congeneric groups that
indicate, in the context of anticipated levels of intake, that the
substance would be predicted to be metabolized primarily by
well-established detoxication pathways to innocuous products
or to be excreted as such (Smith et al., 2018). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of Camu Camu distillate (Gooderham et al.,
2020; Cohen et al. 2018). Corroborative evidence from a
GLP- and OECD 471 guideline-compliant bacterial reverse
mutation assay indicated the constituent 4-carvomenthenol
(FEMA 2248) was not mutagenic at concentrations up to 5000
ug/plate in S. typhimurium TA97a, TA98, TA100, TA102 and
TA1535 in the presence and absence of S9 using the plate
incorporation method (ECHA, 2017). Negative results were

obtained from a corroborative GLP- and OECD 487 guideline-
compliant in vitro micronucleus assay for the same
constituent, FEMA 2248 (ECHA, 2017). In a corroborative
GLP- and OECD 471 guideline-compliant bacterial reverse
mutation assay, the constituent alpha-terpineol (FEMA 3045)
was not mutagenic at concentrations up to 5000 pg/plate in S.
typhimurium TA97a, TA98, TA100, TA102 and TA1535 in the
presence and absence of S9 using the plate incorporation and
preincubation methods (Rao, 2020d). The same constituent
(FEMA 3045) was also not mutagenic in other corroborative
Ames assays in S. typhimurium TA98, TA100, TA1535,
TA1537 and TA1538 at concentrations up to 1000 pg/plate in
the presence and absence of S9 (Florin et al., 1980; Heck,
1989; Seifried et al., 2006). Corroborative evidence from an
OECD 487 guideline-compliant in vitro micronucleus assay in
human peripheral blood lymphocytes treated with the same
constituent (FEMA 3045) for a 20-hour treatment period at
concentrations of 0, 25, 50 or 100 ug/mL showed no
significant induction of micronuclei was observed relative to
the controls (Drosopoulou et al., 2018). The same constituent
(FEMA 3045) was not mutagenic in a corroborative mouse
lymphoma L5178Y forward mutation assay at concentrations
of 0.1-0.4 pg/mL or 0.2-0.6 pg/mL in the absence and
presence of S9, respectively (Seifried et al., 2006). In
corroborative in vivo Comet assays, the DNA damage
frequency (number of cells with tail vs. those with no tail) was
evaluated in blood samples from adult CF-1 mice
(5/sex/group) administered the juice of Camu Camu
(Myrciaria dubia) by gavage at dose levels of 0 (water), 25%,
50% or 100% juice concentrations (approximately 0; 2500;
5000 or 10,000 mg/kg bw/day in males and females) after
both the 28- and 56-day repeated dose oral toxicity studies,
and at single doses of 0 (water), 25%, 50% or 100% juice
concentrations (approximately 0; 2500; 5000 or 10,000 mg/kg
bw in males and females). No statistically significant
increases in damage frequency were observed for any treated
animals relative to controls (da Silva et al., 2012).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
enzymatically modified Stevia rebaudiana extract enriched
with rebaudiosides AM, M and N2 (CAS 91722-21-3) and
concluded that the use of the substance as a flavor ingredient
is GRAS (FEMA 5025) (Smith et al., 2005a) in the food
categories and at the use levels specified in Table 2. This
material was evaluated within the context of the procedure for
the safety evaluation of natural flavor complexes (Cohen et
al., 2018; Smith et al., 2005b). The Expert Panel calculated
the anticipated per capita intake of enzymatically modified
Stevia rebaudiana extract enriched with rebaudiosides AM, M
and N2 from use as a flavor ingredient to be 415
pg/person/day. Corroborative evidence for the low toxicity
potential of enzymatically modified Stevia rebaudiana extract
enriched with rebaudiosides AM, M and N2 was evaluated by
the Expert Panel from a 108-week carcinogenicity study for
stevioside, no carcinogenic effects were observed (Toyoda et
al., 1997). Corroborative evidence is also available from a 2-
year feeding study in which male and female rats were
administered the equivalent of 0, 50, 150, or 550 mg/kg
bw/day of a stevia extract comprised of 74% stevioside and
16% rebaudioside A. The authors considered the NOAEL
from this 2-year rat feeding study of a stevia extract to be
equal to 550 mg/kg bw/day (Yamada et al., 1985), which is
greater than 79,000 times the anticipated daily per capita




intake of enzymatically modified Stevia rebaudiana extract
enriched with rebaudiosides AM, M and N2 from use as a
flavor ingredient. This material is derived from the leaves of
Stevia rebaudiana. The Expert Panel considered the identity
description of the material to be adequate for the FEMA GRAS
evaluation. The Expert Panel evaluated sensory data included
within the application and found it satisfactory with regard to
intended conditions of use for the flavor ingredient (Harman
and Hallagan, 2013). Metabolic data exist that would predict,
at the intake levels proposed, metabolism by well-established
detoxication pathways to innocuous products (Cardoso et al.,
1996; Gardana et al., 2003; Geuns et al., 2003a,b; Geuns and
Pietta, 2004; Geuns et al., 2007; Hutapea et al., 1997;
Koyama et al., 2003a,b; Nakayama et al., 1986; Purkayastha
et al.,, 2014, 2015, 2016; Purkayastha and Kwok, 2020;
Renwick and Tarka, 2008; Roberts and Renwick, 2008;
Roberts et al., 2016; Wheeler et al., 2008; Wingard et al.,
1980; JECFA, 1982). Based on the corroborative evidence
noted below, the structures of the constituents and the
arrangement and identity of the functional groups therein, and
the Expert Panel's consideration of the unidentified
constituents, the Expert Panel did not have specific concerns
related to the genotoxicity of enzymatically modified Stevia
rebaudiana extract enriched with rebaudiosides AM, M and
N2 (Gooderham et al., 2020). The genotoxicity of the major
marker constituents (steviol glycosides) has been thoroughly
examined in a wide range of corroborative studies. While
some positive results are reported in corroborative in vitro
mutagenicity assays, corroborative in vivo studies do not
provide evidence of genotoxic effects (Nakajima, 2000a,b;
Pezzuto et al., 1985, 1986; Rumelhard et al., 2016; Suttajit et
al., 1993; Terai et al, 2002; Williams and Burdock, 2009).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
Eucommia ulmoides leaf extract (CAS 223749-00-6) and
concluded that the use of the substance as a flavor ingredient
is GRAS (FEMA 5026) (Smith et al., 2005a) in the food
categories and at the use levels specified in the GRAS
application (see Table 2). This material was evaluated within
the context of the procedure for the safety evaluation of
natural flavor complexes (Cohen et al., 2018; Smith et al.,
2005b). The Expert Panel calculated the anticipated per
capita intake (“eaters only”) of Eucommia ulmoides leaf
extract from use as a flavor ingredient to be 14 ug/person/day,
which is below the threshold of toxicological concern for
Structural Class |l materials (90 pg/person/day).
Corroborative evidence for the low toxicity potential of
Eucommia ulmoides leaf extract was reviewed by the Expert
Panel from a 30-day repeated dose oral toxicity study in which
Sprague Dawley rats (10/sex/group) were administered a
related preparation consisting of an aqueous extract of E.
ulmoides leaves at doses of 0, 0.83, 1.67 and 3.30 mL/kg
bw/day (equivalent to 0, 83, 167 or 330 mg/kg bw/day). No
adverse effects were reported, and the study authors
considered the NOAEL to be 330 mg/kg bw/day (Zhu et al.,
2017). Additional corroborative evidence is available from
another 28-day repeated dose oral toxicity study in which a
NOAEL was established at the top dose level of 330 mg/kg
bw/day in Sprague Dawley rats (10/sex/group) that were
administered a related preparation consisting of an aqueous
extract of E. ulmoides leaves at doses of 0, 0.83, 1.67 and
3.30 mL/kg bw/day (equivalent to 0, 83, 167 or 330 mg/kg
bw/day) (Yuefeng et al., 2009 as cited in Hong-xin et al.,

2020). Corroborative evidence is available from another
related preparation consisting of a stock solution of E. folium
(no further details available) was administered to Sprague-
Dawley rats at 0, 0.83, 1.67 and 3.30 mlL/kg bw/day
(equivalent to 0, 83, 167 or 330 mg/kg bw/day) in a 30-day
repeated dose oral toxicity study. No adverse effects were
observed and the NOAEL for the study was once again
considered the highest dose level of 330 mg/kg bw/day
(Huang et al., 2000 as cited in Hong-xin et al., 2020).
Corroborative evidence was reviewed from a toxicity study in
which  Kunming mice were administered the related
preparation consisting of the extract of E. uimoides (no further
details available) at doses of 0, 690, 2060 and 6170 mg/kg
bw/day via oral gavage for 8 weeks for 5 days per week.
Significant weight gain, as well as increases in red blood cell
count, total protein, hemoglobin, blood urea nitrogen and
albumin levels, were observed at the two lowest treatment
levels (Jianqin et al., 1990 as cited in Hong-xin et al., 2020).
However, no histopathological findings were observed in
treated mice relative to controls, and a LOAEL of 690 mg/kg
bw/day was established by the study authors. Based on its
review of the above studies, the Expert Panel concluded that
the toxicity data provided for an aqueous extract of the leaves
of E. ulmoides provided only limited value for read across to
the candidate substance. The Expert Panel noted that the
estimated intake of the substance, at 14 pg/person/day, was
significantly below the TTC for Structural Class Il
Additionally, corroborative evidence is available from a mouse
sperm deformity test in which no statistically significant
increases in the number, rate or type of sperm malformations
were observed in ICR male mice (5/group) administered the
related preparation of the aqueous extract from the leaves of
E. ulmoides via oral gavage at doses of 0, 2500, 5000 or
10,000 mg/kg bw/day for 5 days (Zhu et al., 2017). The leaves
of Eucommia ulmoides are edible, but no qualitative data are
available and thus no consumption ratio can be calculated.
The Expert Panel considered the identity description of the
material to be adequate for the FEMA GRAS evaluation.
Based on the corroborative evidence noted below, the
structures of the constituents and the arrangement and
identity of the functional groups therein, and the Expert
Panel’s consideration of the unidentified constituents, the
Expert Panel did not have specific concerns related to the
genotoxicity of Eucommia ulmoides leaf extract (Gooderham
et al,, 2020; Cohen et al.,, 2018). Based on corroborative
evidence, Eucommia ulmoides leaf extract was not mutagenic
in a GLP- and OECD 471 guideline-compliant bacterial
reverse mutation assay conducted in S. typhimurium TA98,
TA100, TA102, TA1535 and TA1537 in the presence and
absence of S9 at concentrations up to 5000 pg/plate (Thakor,
2022).Corroborative evidence is also available from a
bacterial reverse mutation assay conducted with S.
typhimurium TA97, TA98, TA100 and TA102 in the presence
and absence of S9, in which a related preparation of an
aqueous leaf extract of E. ulmoides was not mutagenic at
concentrations up to 5,000 ug/plate (Cai et al., 2016; Zhu et
al., 2017). No significant increases in micronuclei induction or
the ratio of polychromatic erythrocytes and normochromic
erythrocytes were observed in a corroborative in vivo
micronucleus assay conducted with ICR mice (5/sex/group)
that were administered a related preparation of an aqueous
leaf extract of E. ulmoides via oral gavage at doses of 0, 2500,
5000 or 10,000 mg/kg bw twice in 24 hours (Zhu et al., 2017).




Using scientific procedures, the Expert Panel reviewed the
GRAS applications and supporting information regarding
fennel oleoresin (Foeniculum vulgare Miller) and nutmeg
oleoresin (Myristica fragrans Houtt.) and concluded that the
uses of the substances as flavor ingredients are GRAS
(FEMA 5027 and 5028) (Smith et al., 2005a) for use as flavor
ingredients in the food categories and at the use levels
specified in the GRAS applications (see Table 2). These
materials were evaluated within the context of the procedure
for the safety evaluation of natural flavor complexes (Cohen
et al.,, 2018; Smith et al., 2005b). These natural flavor
complexes are derived from commonly consumed spices. The
Expert Panel considered the identity descriptions of each
material to be adequate for the FEMA GRAS evaluation.
These natural flavor complexes were evaluated using a
rigorous procedure that considers the chemical composition,
anticipated per capita intake, as well as principal and
corroborative evidence regarding the metabolic fate and
toxicity of the identified constituents and potential toxicity and
genotoxicity of unidentified constituents (Rietjens et al., 2023;
Davidsen et al., 2023).

Using scientific procedures, the Expert Panel reviewed the
GRAS application and supporting information regarding
Corynebacterium casei fermentation product and concluded
that the use of the substance as a flavor ingredient is GRAS
(FEMA 5029) (Smith et al., 2005a) in the food categories and
at the use levels specified in Table 2. This material was
evaluated within the context of the procedure for the safety
evaluation of natural flavor complexes (Cohen et al., 2018;
Smith et al., 2005b). This material was evaluated within the
context of the procedure for the FEMA GRAS evaluation of
flavor ingredients produced through biotechnology processes
(Cohen et al, 2015). The Expert Panel calculated the
anticipated per capita intake (‘eaters only”) of
Corynebacterium casei fermentation product from use as a
flavor ingredient to be 415 pg/person/day. Corroborative
evidence for the low reproductive and developmental toxicity
potential of Corynebacterium casei fermentation product was
reviewed by the Expert Panel from pregnant rhesus monkeys
that received the structural relative monosodium glutamate at
4000 mg/kg bw/day during the last trimester and did not
exhibit any treatment-related effects (Newman et al., 1973).
Corroborative evidence is also available from CD-1 COBS
(Caesarean Originated Barrier Sustained) mice provided the
structural relative monosodium glutamate (FEMA 3285; 2756)
in feed at concentrations of 0, 1 or 4% in a three-generation
reproductive toxicity study (equivalent to 0, 1500 or 6000
mg/kg bw/day for males and 0, 1800 or 7200 mg/kg bw/day
for females) (Anantharaman, 1979). The highest tested
concentration of 4% (equivalent to 6000 and 7200 mg/kg
bw/day for males and females, respectively) was considered
to be the NOAEL for parental, reproductive and
developmental toxicity. Corroborative evidence from a study
in which three-month-old female Wistar rats were paired with
mature male rats at a 4:1 ratio. Following the onset of
pregnancy, pregnant female rats (10/group) were placed in
either a control group or experimental group that was
administered 200 mg/kg bw/day of the structural relative,
monosodium glutamate (1% solution) throughout pregnancy
and lactation (Gusev et al, 2021). Offspring from the
treatment group had increased relative weights of the cerebral
hemispheres (19.1%) and kidneys (7.8%) as well as
decreased absolute and relative weights of the thymus and

spleen. Motor activity was decreased and horizontal hanging
time on a wire was increased in the offspring of treated
females. Histological examinations of the 25-day-old offspring
from the treated group showed an increased number of
nucleoli in the neurons (statistically significant compared to
controls), decreased indicators of the nucleolar apparatus of
cardiomyocytes, and an increased mitotic index of the anterior
corneal epithelium (statistically significant compared to
controls). Decreased resistance of the erythrocyte
membranes to acid hemolysis was also reported in the
offspring of treated females. The LOAEL of 200 mg/kg bw/day
is greater than 20,000 times the anticipated daily per capita
intake of Corynebacterium casei fermentation product from
use as a flavor ingredient. Corroborative evidence for the low
toxicity potential of Corynebacterium casei fermentation
product was reviewed by the Expert Panel from a number of
safety studies available for glutamate and monosodium
glutamate as structural relatives of the constituent, L-glutamic
acid (FEMA 3285), including subacute toxicity studies in rats
and mice (Onaolapo et al., 2016; Egbuonu et al., 2010a,b;
Harper et al., 2009 as cited in JECFA, 2022; CIT, 1997a,b as
cited in EFSA, 2017), and subchronic toxicity studies in rats
(Reddy et al., 2021; Biosafety Research Center, 2007a; del
Carmen Contini et al., 2017; TNO, 2014 as cited in JECFA,
2022). Corroborative evidence is available from an OECD 409
guideline-compliant 90-day feeding study in which groups of
beagle dogs (4/sex/group) were fed diets containing
monosodium glutamate monohydrate (purity unknown) at
concentrations calculated to provide doses of 0 (basal diet),
150, 500 or 1500 mg/kg bw per day. No adverse, treatment-
related findings were observed, and the authors established a
NOAEL of 1500 mg/kg bw/day for both sexes (Biosafety
Research Center, 2007b as cited in JECFA, 2022). Additional
corroborative evidence is available from a chronic toxicity
study of the structural relative monosodium glutamate (FEMA
2756) at dietary levels up to 4000 mg/kg bw/day in Charles
River rats where increased incidence and earlier onset of
spontaneous subepithelial basophilic deposits in the renal
pelvis of treated rats were observed. In female rats, there was
an increase in the incidence of focal mineralization beneath
the epithelium of the renal pelvis at all intake levels for the
duration of the study. However, this incidence was also higher
in control female rats compared to control males by 104
weeks and it was considered a spontaneous occurrence
within the historical control incidence rates and unrelated to
the administration of the test material (Owen et al., 1978).
Corroborative evidence is also available from another chronic
toxicity study in which no evidence of carcinogenicity was
observed when Fisher 344 rats were administered the
structural relative monosodium glutamate (FEMA 2756) in the
diet at concentrations up to 1982 mg/kg bw/day in males and
2311 mg/kg bw/day in females for 104 weeks (Shibata et al.,
1995).The NOAEL of 1500 mg/kg bw/day for the structural
relative monosodium glutamate (FEMA 2756) was greater
than 200,000 times the anticipated daily per capita intake of
Corynebacterium casei fermentation product from use as a
flavor ingredient. Corroborative evidence is available from a
52-week chronic toxicity study in which Beagle dogs
(4/sex/group) were provided 0, 6200, 12500 or 50000 ppm of
beta-cyclodextrin (Bellringer et al., 1995). The dietary
concentrations correspond to actual intakes of 229, 456 or
1831 mg/kg bw/day and 224, 476 or 1967 mg/kg bw/day in
male and female dogs, respectively (Bellringer et al., 1995).
There were no toxicologically significant findings, and a
NOAEL was established at the top dose (1831 and 1967




mg/kg bw/day for male and female dogs, respectively). This
NOAEL is greater than 260,000 times the anticipated daily per
capita intake of Corynebacterium casei fermentation product
from use as a flavor ingredient. The Expert Panel considered
the identity description of the material to be adequate for the
FEMA GRAS evaluation. Metabolic data exist for
representative members of the principal identified congeneric
groups that would predict, at the intake levels proposed,
metabolism by well-established detoxication pathways to
innocuous products (Smith et al., 2018). Based on the
corroborative evidence noted below, the structures of the
constituents and the arrangement and identity of the
functional groups therein, and the Expert Panel's
consideration of the unidentified constituents, the Expert
Panel did not have specific concerns related to the
genotoxicity of Corynebacterium casei fermentation product
(Gooderham et al., 2020). Corroborative evidence is available

References

Abd El Mohsen, M.M., Kuhnle, G., Rechner, A.R., Schroeter,
H., Rose, S., Jenner, P., Rice-Evans, C.A., 2002. Uptake and
metabolism of epicatechin and its access to the brain after oral
ingestion. Free Radical Biology and Medicine 33, 1693-702.
doi: 10.1016/S0891-5849(02)01137-1.

Abdo, K.M., Huff, J.E., Haseman, J.K., Dieter, M.P.,
Boorman, G.A., Hildebrandt, P., Prejean, J.D., Farnell, D.R.,
1983. Carcinogenesis bioassay of propyl gallate in F344 rats
and B6C3F1 mice. Journal of the American College of
Toxicology, 2, 425-433.

Abdo, K.M., Huff, J.E., Haseman, J.K., Alden, C.J., 1986. No
evidence of carcinogenicity of D-Mannitol and Propyl Gallate
in F344 Rats of B6C3F1 Mice. Food and Chemical
Toxicology 24(10/11), pp. 1091-1097. doi: 10.1016/0278-
6915(86)90293-0.

Adams, T.B., Gavin, C.L., Taylor, S.V., Waddell, W.J.,
Cohen, S.M., Feron, V.J., Goodman, J.l., Rietjens, .M.C.M.,
Marnett, L.J., Portoghese, P.S., Smith, R.L., 2008. The
FEMA GRAS assessment of alpha,beta-unsaturated
aldehydes and related substances used as flavor
ingredients. Food and Chemical Toxicology 46, 2935-2967.
doi: 10.1016/j.fct.2008.06.082.

Adams, T.B., Greer, D.B., Doull, J., Munro, I.C., Newberne,
P., Portoghese, P.S., Smith, R.L., Wagner, B.M., Weil, C.S.,
Woods, L.A,, Ford, R.A., 1998. The FEMA GRAS assessment
of lactones used as flavour ingredients. Food and Chemical
Toxicology 36, 249-278. doi: 10.1016/s0278-6915(97)00163-
4.

Aeschbacher, H.U., Wolleb, U., Loliger, J., Spadone, J.C.,
Liardon R., 1989. Contribution of coffee aroma constituents
to the mutagenicity of coffee. Food and Chemical Toxicology
27, 227-232. doi: 10.1016/0278-6915(89)90160-9.

Ahmed, N., Tcheng, M., Roma, A., Buraczynski, M., Jayanth,
P., Rea, K., Akhtar, T.A., Spagnuolo, P.A., 2019. Avocatin B
Protects Against Lipotoxicity and Improves Insulin Sensitivity
in Diet-Induced Obesity. Molecular Nutrition Food Research

63, €1900688. doi: 10.1002/mnfr.201900688.

Al-Ani, F.Y. & Al-Lami, S.K., 1988. Absence of mutagenic
activity of acidity regulators in the Ames

from a GLP- and OECD 471 guideline-compliant Ames assay
in which Corynebacterium casei fermentation product was not
mutagenic at concentrations up to 5000 ug/plate in S.
typhimurium TA98 and TA100 in the presence and absence
of S9 using the preincubation methodology (Shimada, 2020).
Based on corroborative evidence, no evidence of genotoxicity
was observed when the structural relative monosodium L-
glutamate monohydrate (FEMA 2756) was tested in a GLP-
and OECD 471 guideline-compliant Ames assay, GLP-
compliant in vitro chromosomal aberration assay with CHL/IU
cells, GLP- and OECD 490 guideline-compliant in vitro mouse
lymphoma assay conducted in TK +/- L5178Y cells, GLP- and
OECD 487 guideline-compliant in vitro micronucleus assay in
human peripheral blood lymphocytes, or a GLP- and OECD
474 guideline-compliant in vivo micronucleus assay (Takumi
et al,, 2019).

Salmonella/microsome test. Mutation Research 206, 467—
470. doi: 10.1016/0165-1218(88)90055-9.

Anantharaman, K., 1979. In utero and dietary administration
of monosodium L-glutamate to mice: Reproductive
performance and development in a multigeneration study. In:
Filer, Jr. L.J., Garattini, S., Kare, M.R., Reynolds, W.A.,
Wurtman, R.J. (Eds.), Glutamic Acid: Advances in
Biochemistry and Physiology. Raven Press, New York, pp.
231-253.

Anders, M.W., 1989. Biotransformation and bioactivation of
xenobiotics by the kidney. In: D.H. Hutson, J. Caldwell, G.D.
Paulson (Eds.), Intermediary Xenobiotic Metabolism in
Animals. Taylor & Francis, New York, 81-97.

Api, A.M., Belsito, D., Bhatia, S., Bruze, M., Calow, P., Dagli,
M.L., Dekant, W., Fryer, A.D., Kromidas, L., La Cava, S.,
Lalko, J.F., Lapczynski, A., Liebler, D.C., Miyachi, Y.,
Politano, V.T., Ritacco, G., Salvito, D., Shen, J., Schultz,
T.W,, Sipes, |.G., Wall, B., Wilcox, D.K., 2015. RIFM
fragrance ingredient safety assessment, 2-methyl-3-buten-2-
ol, CAS Registry Number 115-18-4 Food and Chemical
Toxicology 84 Suppl S50-56. doi: 10.1016/j.fct.2015.07.009.

Api, A.M., Belsito, D., Botelho, D., Bruze, M., Burton, G.A,,
Jr., Buschmann, J., Dagli, M.L., Date, M., Dekant, W.,
Deodhar, C., Francis, M., Fryer, A.D., Jones, L., Joshi, K., La
Cava, S., Lapczynski, A., Liebler, D.C., O'Brien, D., Patel, A.,
Penning, T.M., Ritacco, G., Romine, J., Sadekar, N., Salvito,
D., Schultz, T.W., Sipes, I.G., Sullivan, G., Thakkar, Y.,
Tokura, Y., Tsang, S., 2018. RIFM fragrance ingredient
safety assessment, trans-2-hexenoic acid, CAS Registry
Number 13419-69-7. Food and Chemical Toxicology 122
Suppl 1:5309-s315. doi: 10.1016/j.fct.2018.08.076.

Api, A.M., Belmonte, F., Belsito, D., Biserta, S., Botelho, D.,
Bruze, M., Burton, G.A. Jr., Buschmann, J., Cancellieri,
M.A., Dagli, M.L., Date, M., Dekant, W., Deodhar, C., Fryer,
A.D., Gadhia, S., Jones, L., Joshi, K., Lapczynski, A.,
Lavelle, M., Liebler, D.C., Na, M., O'Brien, D., Patel, A.,
Penning, T.M., Ritacco, G., Rodriguez-Ropero, F., Romine,
J., Sadekar, N., Salvito, D., Schultz, T.W., Siddiqi, F., Sipes,
I.G., Sullivan, G., Thakkar, Y., Tokura, Y., Tsang, S., 2019a.
RIFM fragrance ingredient safety assessment, palmitic acid,
CAS Registry Number 57-10-3. Food and Chemical




Toxicology 134 Suppl 1:110980. doi:
10.1016/j.fct.2019.110980.

Api, A.M., Belmonte, F., Belsito, D., Biserta, S., Botelho, D.,
Bruze, M., Burton, G.A., Jr., Buschmann, J., Cancellieri,
M.A., Dagli, M.L., Date, M., Dekant, W., Deodhar, C., Fryer,
A.D., Gadhia, S., Jones, L., Joshi, K., Lapczynski, A.,
Lavelle, M., Liebler, D.C., Na, M., O'Brien, D., Patel, A.,
Penning, T.M., Ritacco, G., Rodriguez-Ropero, F., Romine,
J., Sadekar, N., Salvito, D., Schultz, T.W., Sipes, I.G.,
Sullivan, G., Thakkar, Y., Tokura, Y., Tsang, S., 2019b.
RIFM fragrance ingredient safety assessment, y-
nonalactone, CAS Registry Number 104-61-0. Food and
Chemical Toxicology 134 Suppl 2:110905. doi:
10.1016/j.fct.2019.110905.

Api, A.M., Belsito, D., Botelho, D., Bruze, M., Burton, G.A,,
Jr., Buschmann, J., Dagli, M.L., Date, M., Dekant, W.,
Deodhar, C., Francis, M., Fryer, A.D., Jones, L., Joshi, K., La
Cava, S., Lapczynski, A., Liebler, D.C., O'Brien, D., Patel, A.,
Penning, T.M., Ritacco, G., Romine, J., Sadekar, N., Salvito,
D., Schultz, T.W., Sipes, I.G., Sullivan, G., Thakkar, Y.,
Tokura, Y., Tsang, S., 2019c. RIFM fragrance ingredient
safety assessment, ethyl 2-hexylacetoacetate, CAS Registry
Number 29214-60-6. Food and Chemical Toxicology 127
Suppl 1:5159-s164. doi: 10.1016/j.fct.2019.03.015.

Api, A.M., Belmonte, F., Belsito, D., Biserta, S., Botelho, D.,
Bruze, M., Burton, G.A., Jr., Buschmann, J., Cancellieri,
M.A., Dagli, M.L., Date, M., Dekant, W., Deodhar, C., Fryer,
A.D., Gadhia, S., Jones, L., Joshi, K., Lapczynski, A.,
Lavelle, M., Liebler, D.C., Na, M., O'Brien, D., Patel, A.,
Penning, T.M., Ritacco, G., Rodriguez-Ropero, F., Romine,
J., Sadekar, N., Salvito, D., Schultz, T.W., Sipes, |.G.,
Sullivan, G., Thakkar, Y., Tokura, Y., Tsang, S., 2020. RIFM
fragrance ingredient safety assessment, caryophyllene
oxide, CAS Registry Number 1139-30-6. Food and Chemical
Toxicology 138 Suppl 1:111102. doi:
10.1016/j.fct.2019.111102.

Api, A.M., Belsito, D., Biserta, S., Botelho, D., Bruze, M.,
Burton, G.A., Jr., Buschmann, J., Cancellieri, M.A., Dagli,
M.L., Date, M., Dekant, W., Deodhar, C., Fryer, A.D.,
Gadhia, S., Jones, L., Joshi, K., Kumar, M., Lapczynski, A.,
Lavelle, M., Lee, |., Liebler, D.C., Moustakas, H., Na, M.,
Penning, T.M., Ritacco, G., Romine, J., Sadekar, N.,
Schultz, T.W., Selechnik, D., Siddiqi, F., Sipes, I.G., Sullivan,
G., Thakkar, Y., Tokura, Y., 2021. RIFM fragrance ingredient
safety assessment, 5- and 6-decenoic acid, CAS Registry
Number 72881-27-7. Food and Chemical Toxicology 134
Suppl 1:112172. doi: 10.1016/j.fct.2021.112172.

Api, A.M., Belsito, D., Botelho, D., Bruze, M., Burton, G.A,,
Jr., Cancellieri, M.A., Chon, H., Dagli, M.L., Date, M.,
Dekant, W., Deodhar, C., Fryer, A.D., Jones, L., Joshi, K.,
Kumar, M., Lapczynski, A., Lavelle, M., Lee, |., Liebler, D.C.,
Moustakas, H., Na, M., Penning, T.M., Ritacco, G., Romine,
J., Sadekar, N., Schultz, T.W., Selechnik, D., Siddiqi, F.,
Sipes, I.G., Sullivan, G., Thakkar, Y., Tokura, Y., 2022a.
RIFM fragrance ingredient safety assessment, 10-
undecenal, CAS Registry Number 112-45-8. Food and
Chemical Toxicology 165 Suppl 1:113135. doi:
10.1016/j.fct.2022.113135.

Api, A.M., Belsito, D., Botelho, D., Bruze, M., Burton, G.A,,
Jr., Buschmann, J., Cancellieri, M.A., Dagli, M.L., Date, M.,

Dekant, W., Deodhar, C., Fryer, A.D., Jones, L., Joshi, K,
Kumar, M., Lapczynski, A., Lavelle, M., Lee, 1., Liebler, D.C.,
Moustakas, H., Na, M., Penning, T.M., Ritacco, G., Romine,
J., Sadekar, N., Schultz, T.W., Selechnik, D., Siddiqi, F.,
Sipes, I.G., Sullivan, G., Thakkar, Y., Tokura, Y., 2022b.
RIFM fragrance ingredient safety assessment, 4,7-
decadienal, CAS registry number 934534-30-2. Food and
Chemical Toxicology 161 Suppl 1:112919. doi:
10.1016/j.fct.2022.112919.

Api, A.M., Belsito, D., Botelho, D., Bruze, M., Burton, G.A,,
Jr., Cancellieri, M.A., Chon, H., Dagli, M.L., Date, M.,
Dekant, W., Deodhar, C., Fryer, A.D., Jones, L., Joshi, K.,
Kumar, M., Lapczynski, A., Lavelle, M., Lee, I., Liebler, D.C.,
Moustakas, H., Na, M., Penning, T.M., Ritacco, G., Romine,
J., Sadekar, N., Schultz, T.W., Selechnik, D., Siddiqi, F.,
Sipes, I.G., Sullivan, G., Thakkar, Y., Tokura, Y., 2022c.
RIFM fragrance ingredient safety assessment, nona-2-trans-
6-cis-dienal, CAS registry number 557-48-2. Food and
Chemical Toxicology 164 Suppl 1:113098. doi:
10.1016/j.fct.2022.113098.

Arthur, A.J., Karanewsky, D.S., Luksic, M., Goodfellow, G.,
Daniels, J., 2015. Toxicological evaluation of two flavors with
modifying properties: 3-((4-amino-2,2-dioxido-
1Hbenzo[c][1,2,6]thiadiazin-5-yl)oxy)-2,2-dimethyl-N-
propylpropanamide and (S)-1-(3-(((4-amino2,2-dioxido-
1Hbenzo] c][1,2,6]thiadiazin-5-yl)oxy)methyl)piperidin-1-yl)-
3-methylbutan-1-one. Food and Chemical Toxicology 76, 33-
45. doi: 10.1016/j.fct.2014.11.018.

Aruga F., Miwa Y., Fuzimura T., Ohata S., 1992.
Micronucleus test of sodium hyaluronate (SH) using mice.
Japanese Pharmacology & Therapeutics 20:775-777.

Aruga, F., Nagasawa, Y., Miwa, Y., Tanaka, R., Sugiyama,
H., Ota, S., 1994. Mutagenicity test of high molecular weight
sodium hyaluronate (NRD101) [in Japanese]. Yakuri To
Chiryo 22, S627-S636.

Bar, V.F. & Griepentrog, F., 1967. Where we stand
concerning the evaluation of flavoring substances from the
viewpoint of

health. Medizin Ernahr. 8, 244-251.

Barhdadi, S., Mertens, B., Van Bossuyt, M., Van De Maele,
J., Anthonissen, R., Canfyn, M., Courselle, P., Rogiers, V.,
Deconinck, E., Vanhaecke, T., 2021. Identification of
flavouring substances of genotoxic concern present in e-
cigarette refills. Food and Chemical Toxicology 147, 111864.
doi: 10.1016/j.fct.2020.111864.

Bastaki, M., Aubanel, M., Cachet, T., Demyttenaere, J.,
Diop, M.M., Harman, C.L., Hayashi, S.-m., Koetzner, L.,
Krammer, G., Li, X., 2018. Absence of adverse effects
following the gavage administration of methyl propyl trisulfide
to Sprague-Dawley rats for 90 days. Food and Chemical
Toxicology 120, 544-551. doi: 10.1016/j.fct.2018.07.056.

Bastaki, M., Lu, V., Aubanel, M., Cachet, T., Demyttenaere,
J., Diop, M.M,, Etter, S., Han, X., Harman, C.L., Hayashi, S.,
Keig-Shevlin, Z., Krammer, G., Renskers, K.J., Schnabel, J.,
Taylor, S.V., 2019. 2,4-Decadienal does not induce
genotoxic effects in in vivo micronucleus studies. Mutation
Research/Genetic Toxicology and Environmental




Mutagenesis 846, 503082. doi:
10.1016/j.mrgentox.2019.503082.

Batzinger, R.P., Ou, S.Y., Bueding, E., 1977. Saccharin and
other sweeteners: mutagenic properties. Science 198(4320),
944-6. doi: 10.1126/science.337489.

Bauter, M.R., 2013. beta-Caryophyllene epoxide: A 90-Day
dietary study in rats. Study Number 33328. Product Safety
Laboratories, Dayton, NJ. Unpublished report provided to the
FEMA Expert Panel.

Bauter, M., 2017a. (E)-3-Benzo[1,3]dioxol-5-yI-N,N-diphenyl-
2-propenamide: A prenatal developmental study in rats.
Study Number 43149. Product Safety Labs, Dayton, New
Jersey. Unpublished report provided to the FEMA Expert
Panel.

Bauter, M., 2017b. 2-Methyl-4-oxopentane-2-thiol: A 90-day
oral gavage study in rats. Study Number 40139. Product
Safety Labs, Dayton, New Jersey. Unpublished report
provided to the FEMA Expert Panel.

Bauter, M., 2018. Eriodictyol Nat 98%: A 90-Day study in
rats. Study Number 45619. Product Safety Labs, Dayton,
New Jersey. Unpublished report provided to the FEMA
Expert Panel.

Bauter M., 2020. Linalool: A 90-day dietary study in rats.

Study Number 49915. Product Safety Labs, Dayton, New
Jersey. Unpublished report provided to the FEMA Expert
Panel.

Bauter M., 2021. alpha-Terpineol: a 90-day dietary study in
rats. Study Number 51466. Product Safety Labs, Dayton,
New Jersey. Unpublished report provided to the FEMA
Expert Panel.

Becker, L.C., Bergfeld, W.F., Belsito, D.V., Klaassen, C.D.,
Marks, J.G. Jr., Shank, R.C., Slaga, T.J., Snyder, P.W.,
Cosmetic Ingredient Review Expert Panel, Andersen, F.A.,
2009. Final report of the safety assessment of hyaluronic
acid, potassium hyaluronate, and sodium hyaluronate.
International Journal of Toxicology 28(4 Suppl), 5-67. doi:
10.1177/1091581809337738.

Ben-Dyke, R., Everett, D., Urwin, C., 1976a. Talin: Toxicity in
oral administration to rats for five weeks. Life Science
Research, Essex. Unpublished report provided to the FEMA
Expert Panel.

Ben-Dyke, R., Ashby, R., Newman, A.J., 1976b. Talin:
Toxicity in dietary administration to rats for thirteen weeks.
Unpublished report provided to the FEMA Expert Panel.

Beevers, C., 2014a. Furan-2(5H)-one: combined comet
assay in the liver and a bone marrow micronucleus test in
treated rats (Amended Final Report). Study Number
8262050. Covance Laboratories Ltd., North Yorkshire,
England. Unpublished report provided to the FEMA Expert
Panel.

Beevers, C., 2014b. Dimethyl-5-pentylidenefuran-2(5H)-one:
combined comet assay in the liver and a bone marrow
micronucleus test in treated rats (Amended Final Report).
Study Number 8262051. Covance Laboratories Ltd., North

Yorkshire, England. Unpublished report provided to the
FEMA Expert Panel.

Beevers, C., 2015. Nonadienal trans, cis-2,6: rat
micronucleus and alkaline comet assay. Study Number
8312068. Covance Laboratories Ltd., North Yorkshire,
England. Unpublished report provided to the FEMA Expert
Panel.

Bellringer, M. E., Smith, T. G., Read, R., Gopinath, C.,
Olivier, P., 1995. B-Cyclodextrin: 52-week toxicity studies in
the rat and dog. Food and Chemical Toxicology 33, 367-76.
doi: 10.1016/0278-6915(94)00149-i.

BeMiller, J.N., 2003. Dextrins. In: Caballero, B. (Ed.),
Encyclopedia of Food Sciences and Nutrition (Second
Edition). Academic Press, Oxford, pp. 1773-1775.

Bhat, B.G., & Chandrasekhara, N., 1986. Studies on the
metabolism of piperine: Absorption, tissue distribution and
excretion of urinary conjugates in rats. Toxicology 40, 83-92.
doi: 10.1016/0300-483x(86)90048-x.

Bhat, B.G. & Chandrasekhara, N., 1987. Metabolic
disposition of piperine in the rat. Toxicology 44, 99-106. doi:
10.1016/0300-483x(87)90049-7.

BIBRA, 1989. Propyl gallate. Toxicity profile. The British
Industrial Biological Research Association, 9.

Biosafety Research Center, 2007a. Monosodium L-
glutamate monohydrate produced by a new method: 90-day
repeated dose toxicity study by dietary administration in rats.
Study Number 9957 (258-057). As cited in JECFA, 2022.

Biosafety Research Center, 2007b. Monosodium L-
glutamate monohydrate produced by a new method: 90-day
repeated dose toxicity study by dietary administration in
dogs. Study Number 9959 (258-059). As cited in JECFA,
2022.

Bocquet, L., Riviere, C., Dermont, C., Samaillie, J., Hilbert,
J., Halama, P., Siah, A., Sahpaz, S., 2018. Antifungal activity
of hop extracts and compounds against the wheat pathogen
Zymoseptoria tritici. Industrial Crops and Products 122, 290-
297. doi: 10.1016/j.indcrop.2018.05.061.

Booth, A.N., 1974. Long-term toxicity study of neohesperidin
dihydrochalcone in rats (a progress report). Western
Regional Research Laboratory. Unpublished report provided
to the FEMA Expert Panel.

Booth, A.N., Masri, M.S., Robbins, D.J., Emerson, O.H.,
Jones, F.T., DeEds, F., 1959. The metabolic fate of gallic
acid and related compounds. Journal of Biological Chemistry
234(11), 3014-3016.

Booth, A.N., Robbins, D.J., Gagne, W.E., 1965. Toxicity
study of two flavanone dihydrochalcones (potential artificial
sweetening agents. Western Regional Research Laboratory.
Unpublished report provided to the FEMA Expert Panel.

Booth, A, Amen, R.J., Scott, M., Greenway, F.L., 2010. Oral
dose-ranging developmental toxicity study of an herbal
supplement (NT) and gallic acid in rats. Advances in
Therapy 27(4):250-5. doi: 10.1007/s12325-010-0021-x.




Bowen, R., 2011a. Reverse mutation in five histidine-
requiring strains of Salmonella typhimurium. Furan-2(5H)-
one. Study Number 8233099. Covance Laboratories Ltd.,
North Yorkshire, England. Unpublished report provided to
the FEMA Expert Panel.

Bowen, R., 2011b. Reverse mutation in five histidine-
requiring strains of Salmonella typhimurium. 3,4-Dimethyl-5-
pentylidenefuran-2(5H)-one. Study Number 8233097.
Covance Laboratories Ltd., North Yorkshire, England.
Unpublished report provided to the FEMA Expert Panel.

Bowen, R., 2011c. Reverse mutation in five histidine-
requiring strains of Salmonella typhimurium. Study Number
8828189. Covance Laboratories Ltd., North Yorkshire,
England. Unpublished report provided to the FEMA Expert
Panel.

Brown, J.P., Dietrich, P.S., Brown, R.J., 1977. Frameshift
mutagenicity of certain naturally occurring phenolic
compounds in the “salmonella/microsome” test: activation of
anthraquinone and flavonol glycosides by gut bacterial
enzymes. Biochemical Society Transactions 5, 1489-1452.
Doi: 10.1042/bst0051489.

Brown, J.P. & Dietrich, P.S., 1979. Mutagenicity of plant
flavanols in the Salmonella/mammalian microsome test.
Activation of flavanol glycosides by mixed glycosidases from
rat cecal bacteria and other sources. Mutation Research 66,
223-240. doi: 10.1016/0165-1218(79)90083-1.

Brusick, D.J., 1976. Mutagenic evaluation of compound FDA
75-19 MX8012-21-3 Lactic Acid USP. Study Number
FDA/BF-76/109. US Food and Drug Administration,
Washington DC. Unpublished report provided to the FEMA
Expert Panel.

Cai, T., Ma, W., Zeng, L., Cheng, J., Hu, J., Zeng, F., 2016.
Study on safety toxicology evaluation of Eucommia Tea.
Journal of Public Health and Preventive Medicine 27(6), 9-
12.

Calle, L.M., & Sullivan, P.D., 1982. Screening of antioxidants
and other compounds for antimutagenic properties towards
benzo [a] pyrene-induced mutagenicity in strain TA98 of
Salmonella typhimurium. Mutation Research/Genetic
Toxicology, 101(2), 99-114. doi: 10.1016/0165-
1218(82)90001-5.

Canut, L., Zapatero, J., Lépez, S., Torrent, A., Ruhi, R.,
Vicente, L., 2012. Genotoxicity, acute and subchronic toxicity
studies in rats of a rooster comb extract rich in sodium
hyaluronate. Regulatory Toxicology and Pharmacology
62(3), 532-41. doi: 10.1016/j.yrtph.2011.11.006.

Cardoso, V.N., Barbosa, M.F., Muramoto, E., Mesquita,
C.H., Almeida, M.A., 1996. Pharmacokinetic studies of 131I-
Stevioside and its metabolites. Nuclear Medicine and
Biology 23, 97-100. doi: 10.1016/0969-8051(95)02072-1.

Chandra, A.K., Goswami, H., Sengupta P., 2012. Dietary
calcium induced cytological and biochemical changes in
thyroid. Environmental Toxicology and Pharmacology 34,
454-465. doi: 10.1016/j.etap.2012.06.003.

Chang, S., 2022. G 91880/22: Salmonella typhimurium and
Escherichia coli reverse mutation assay. Study Number

2190600. ICCR-RoRdorf GmbH, Rossdorf, Germany.
Unpublished report provided to the FEMA Expert Panel.

Chen, S.C. & Chung, K.T., 2000. Mutagenicity and
antimutagenicity studies of tannic acid and its related
compounds. Food and Chemical Toxicology 38(1), 1-5. doi:
10.1016/s0278-6915(99)00114-3.

Chen, J., 2017. Subject compound: A 28-day repeat dose
oral gavage study in rats. Study Number 44433. Product
Safety Labs, Dayton, NJ. Unpublished report provided to the
FEMA Expert Panel.

Cheng, Z., Jiang, J., Yang, X., Chu, H., Jin, M., Li, Y., Tao,
X., Wang, S., Huang, Y., Shang, L., Wu, S., Hao, W., Wei,
X., 2017. The research of genetic toxicity of B-phellandrene.
Environmental Toxicology and Pharmacology 54, 28-33. doi:
10.1016/j.etap.2017.06.011.

Cifone, M.A., 1982. Mutagenicity evaluation of b135 in the
mouse lymphoma forward mutation assay. Final report.
Study Number 20989. Litton Bionetics, Inc. Kensington,
Maryland. Unpublished report provided to the FEMA Expert
Panel.

Cifone, M.A., 1988. Mutagenicity test on B135 in the rat
primary hepatocyte unscheduled DNA synthesis assay.
Study Number 10091-0-447. Hazleton Laboratories America,
Inc. Kensington, Maryland. Unpublished report provided to
the FEMA Expert Panel.

CIT, 1997a. 4-week toxicity study by oral administration
(dietary admixture) in rats. Study Number 14458 TSR/MSG
(MSG)/Société

Orsan. As cited in EFSA, 2017.

CIT, 1997b. Complementary 4-week toxicity study by oral
administration (dietary admixture) in rats. Study Number
14716 TSR/MSG (MSG)/Société Orsan. As cited in EFSA,
2017.

Clare, K., 2020. Genetic toxicity evaluation using a
micronucleus test in human lymphocyte cells. Study Number
MNTO01153. Gentronix, Cheshire, UK. Unpublished report
provided to the FEMA Expert Panel.

Clare, K., 2022. G91880/23: Genetic toxicity evaluation
using a micronucleus test in human lymphocyte cells. Study
Number MNT01953. Gentronix, Cheshire, UK. Unpublished
report provided to the FEMA Expert Panel.

Classen, H.G., Schutte, K., Schimatschek, H.F., 1995.
Different effects of 3 high-dose oral calcium salts on acid-
base metabolism, plasma electrolytes and urine parameters
of rats. Methods and Findings in Experimental and Clinical
Pharmacology 17, 437—442.

Cohen, S.M., Eisenbrand, G., Fukushima, S., Gooderham,
N.J., Guengerich, F.P., Hecht, S.S., Rietjens, I., Davidsen,
J.M., Harman, C.L., Taylor, S.V., 2018. Updated procedure
for the safety evaluation of natural flavor complexes used as
ingredients in food. Food and Chemical Toxicology 113, 171-
178. doi: 10.1016/j.fct.2018.01.021.

Cohen, S.M., Eisenbrand, G., Fukushima, S., Gooderham,
N.J., Guengerich, F.P., Hecht, S.S., Rietjens, .M.C.M.,




Bastaki, M., Davidsen, J.M., Harman, C.L., McGowen, M.M.,
Taylor, S.V., 2019. FEMA GRAS assessment of natural
flavor complexes: Citrus-derived flavor ingredients. Food and
Chemical Toxicology 124, 192—-218. doi:
10.1016/j.fct.2018.11.052.

Cohen, S.M., Fukushima, S., Gooderham, N.J., Hecht, S.S.,
Marnett, L.J., Rietjens, I.M.C.M, Smith, R.L., Bastaki, M.,
McGowen, M.M., Harman, C.L., Taylor, S.V., 2015. GRAS
27 Flavoring Substances. Food Technology 69(8), 40-59.

Cotgreave, I.A., Atzori, L., Moldéus, P., 1989. Thiol-
disulphide exchange: physiological and toxicological
aspects. In: Damani, L.A., (Ed.), Sulphur-containing drugs
and related organic compounds: chemistry, biochemistry and
toxicology. Vol. 2, Part B. Analytical, biochemical and
toxicological aspects of sulphur xenobiochemistry. New
York, NY, USA, John Wiley and Sons, pp. 101-119 (Ellis
Horwood Series in Biochemical Pharmacology).

Cowman, M.K,, Lee, H.G., Schwertfeger, K.L., McCarthy,
J.B., Turley E.A., 2015. The content and size of hyaluronan
in biological fluids and tissues. Frontiers in Immunology 6,
261. doi: 10.3389/fimmu.2015.00261.

Cramer, G.M,, Ford, R.A,, Hall, R.L., 1978. Estimation of toxic
hazard — a decision tree approach. Food and Cosmetics
Toxicology  16(3), 255-276. doi:  10.1016/s0015-
6264(76)80522-6.

Dacre, J.C., 1974. Long-term toxicity study of n-propyl gallate
in mice. Food and Cosmetics Toxicology 12, 125-129. doi:
10.1016/0015-6264(74)90328-9.

da Silva, F.C., Arruda, A., Ledel, A., Dauth, C., Roméo, N.F.,
Viana, R.N., Ferraz, A.d.B.F., Picada, J.N., Pereira, P.,
2012. Antigenotoxic effect of acute, subacute and chronic
treatments with Amazonian camu—camu (Myrciaria dubia)
juice on mice blood cells. Food and Chemical Toxicology 50,
2275-2281. doi: 10.1016/j.fct.2012.04.021.

Davidsen, J.M., Cohen, S.M., Eisenbrand, G., Fukushima,
S., Gooderham, N.J., Guengerich, F.P., Hecht, S.S.,
Rietjens, I.M.C.M., Rosol, T.J., Harman, C.L., Taylor, S.V.,
2023. FEMA GRAS assessment of derivatives of basil,
nutmeg, parsley, tarragon and related allylalkoxybenzene-
containing natural flavor complexes. Food and Chemical
Toxicology 175, 113646. doi: 10.1016/j.fct.2023.113646.

Day, A.J., DuPont, M.S., Ridley, S., Rhodes, M., Rhodes,
M.J.C., Morgan, M.R.A., Williamson, G., 1998.
Deglycosylation of flavonoid and isoflavonoid glycosides by
human small intestine and liver 2-glucosidase activity. FEBS
Letters 436(1), 71-75. doi: 10.1016/s0014-5793(98)01101-6.

Debova, G.A., 1982. Effect of widely used drugs on
frequency of sister chromatid exchanges in cultured human
lymphocytes. Bulletin of Experimental Biology and Medicine
92, 1694-1695. Doi: 10.1007/BF00837715.

del Carmen Contini, M., Fabro, A., Millen, N., Benmelej, A,
Mahieu, S., 2017. Adverse effects in kidney function,
antioxidant systems and histopathology in rats receiving
monosodium glutamate diet. Experimental and Toxicologic
Pathology 69, 547-556. doi: 10.1016/j.etp.2017.03.003.

De Flora, S., Camoiran, A., Zanacchi, P., Bennicelli, C.,
1984. Mutagenicity testing with TA97 and TA102 of 30 DNA-
damaging compounds, negative with other Salmonella
strains. Mutation Research 134, 159-165. doi: 10.1016/0165-
1110(84)90009-5.

den Tonkelaar, E.M., Verschuuren, H.G., Kroes, R., Van
Esch, G.J., 1968. The influence of propyl gallate and alpha-
tocopherol on the survival time of rats during fasting. Food
and Cosmetics Toxicology 6(1), 25-31. doi: 10.1016/0015-
6264(68)90077-1.

Desai, K.R., 2021. In vitro mammalian cell micronucleus test
of Adenophora stenanthina root extract in human peripheral
blood lymphocytes. Study Number 497-1-06-26933. JAI
Research Foundation, Gujarat, India. Unpublished report
provided to the FEMA Expert Panel.

De Serres, F.J. & Ashby, J. (Eds.) 1981. Progress in
Mutation Research: Evaluation of Short-Term Tests for
Carcinogens: Report of the International Collaborative
Program, Vol. 1. Elsevier, North Holland, New York.

Dhokale, C.S, 2008. Repeated dose oral toxicity study of ‘9
DECEN 2 ONE A 44758’ in Sprague Dawley rat. Study
Number 8550. Intox PVT. Ltd., Maharashtra, India.
Unpublished report provided to the FEMA Expert Panel.

Di Sotto, A., Maffei, F., Hrelia, P., Castelli, F., Sarpietro, M.
G., Mazzanti, G., 2013. Genotoxicity assessment of f3-
caryophyllene oxide. Regulatory Toxicology and
Pharmacology 66(3), 264-268. doi:
10.1016/j.yrtph.2013.04.006.

Donath, C., 2017. Mammalian micronucleus test in murine
peripheral blood cells with nootkatone 70 natural. Study
Number 171638. Eurofins BioPharma, Planegg, Germany.
Unpublished report provided to the FEMA Expert Panel.

Dutta, A., 2018. In vitro mammalian cell micronucleus assay
in TK6 cells: Furan- 2(5H)-one. Study Number
AE84GL.361.BTL. BioReliance Corporation, Rockville,
Maryland, USA. Unpublished report provided to the FEMA
Expert Panel.

Dutton, G.J. & llling, H.P.A., 1972. Mechanism of biosynthesis
of thio-beta-D-glucuronides and thio-beta-D-glucosides.
Biochemical Journal 129, 539-550. doi: 10.1042/bj1290539.

ECHA, 1974a. Genetic toxicity: in vitro. 006 Key
Experimental Result. in vitro chromosome aberration study
in mammalian cells: Adipic acid. As cited in the REACH
registration dossier:
https://chem.echa.europa.eu/100.004.250/dossier-
view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4E-
f8d3843f-fec2-356¢-8ca0-8e38db812081 499d6a7c-elec-
43e2-a547-ba860efebcb9?searchText=adipic%20acid.
Accessed on March 21, 2024.

ECHA, 1974b. Genetic toxicity: in vivo. 001 Key
Experimental Result. /n vivo mammalian somatic cell study:
cytogenicity/bone marrow chromosome aberration: Adipic
acid. As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.004.250/dossier-
view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-
b0e74450-1fd9-39db-abc0-aa53684a9be6 499d6a7c-elec-



https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-f8d3843f-fec2-356c-8ca0-8e38db812081_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-f8d3843f-fec2-356c-8ca0-8e38db812081_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-f8d3843f-fec2-356c-8ca0-8e38db812081_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-f8d3843f-fec2-356c-8ca0-8e38db812081_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-b0e74450-1fd9-39db-abc0-aa53684a9be6_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-b0e74450-1fd9-39db-abc0-aa53684a9be6_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-b0e74450-1fd9-39db-abc0-aa53684a9be6_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid

43e2-a547-ba860efebcb9?searchText=adipic%20acid.
Accessed on March 21, 2024.

ECHA, 1985a. Genetic toxicity: in vitro. 005 Supporting
Experimental Results. In vitro gene mutation study in
bacteria: Dimethyl disulphide. As cited in the REACH
registration dossier:
https://chem.echa.europa.eu/100.009.883/dossier-
view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-
2111708b-6947-407f-b8d9-1c660e14288a 453dbc90-8d39-
4ec9-9005-
ce5dc94f98bf?searchText=Dimethyl%20disulphide.
Accessed on March 21, 2024.

ECHA, 1985b. Genetic toxicity: in vitro. 006 Supporting
Experimental Results. In vitro gene mutation study in
bacteria: Dimethyl disulphide. As cited in the REACH
registration dossier:
https://chem.echa.europa.eu/100.009.883/dossier-
view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-
14f4f361-ce47-4388-80dc-d1350af23a04 453dbc90-8d39-
4ec9-9005-
ce5dc94f98bf?searchText=Dimethyl%20disulphide.
Accessed on March 21, 2024.

ECHA, 1986. Genetic toxicity: in vitro. 001 Key Experimental
Result. In vitro gene mutation study in bacteria: 5-Ethyl-2-
methylpyridine. As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.002.955/dossier-
view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-
f55e7d28-8b45-47b1-b2d3-a89f74ea3fc8 52817115-a986-
4e27-aeed-9424859fddf8?searchText=5-ethyl-2-
methylpyridine. Accessed on March 21, 2024.

ECHA, 1988. Repeated dose toxicity: oral. Short-term
repeated dose toxicity: oral: 5-Ethyl-2-methylpyridine. As
cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.002.955/dossier-
view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-
18e5d858-d6eb-4acd-80f3-640130c4437f 52817115-a986-
4e27-aeed-9424859fddf8?searchText=5-ethyl-2-
methylpyridine. Accessed on March 21, 2024.

ECHA, 1989. Repeated dose toxicity: oral: 001 Supporting
Experimental Results. Lactic acid. As cited in the REACH
registration dossier:
https://chem.echa.europa.eu/100.000.017/dossier-
view/496f3271-976b-4515-aaf1-1dd6bb8034c3/IUC5-
c4a7f982-852f-4974-8729-bbf70dbfice0 b996a190-8b68-
473c-86bd-85ccbf1cdf26?searchText=lactic%20acid.
Accessed on March 21, 2024.

ECHA, 1990a. Genetic toxicity: in vitro. 002 Key
Experimental Result. In vitro cytogenicity/chromosome
aberration study in mammalian cells: Dimethyl disulphide. As
cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.009.883/dossier-
view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-
8ecc162b-3a2a-42b8-b45¢-9317f24cdab1 453dbc90-8d39-
4ec9-9005-
ce5dc94f98bf?searchText=Dimethyl%20disulphide.
Accessed on March 21, 2024.

ECHA, 1990b. Genetic toxicity: in vitro. 003 Key
Experimental Result. /n vitro gene mutation study in
mammalian cells: Dimethyl disulphide. As cited in the

REACH registration dossier:
https://chem.echa.europa.eu/100.009.883/dossier-
view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-
dfedfb4f-d5fe-4e8d-b536-9fe519e2c81b_453dbc90-8d39-
4ec9-9005-
ce5dc94f98bf?searchText=Dimethyl%20disulphide.
Accessed on March 21, 2024.

ECHA, 1990c. Genetic toxicity: in vitro. 004 Key
Experimental Result. /In vitro DNA damage and/or repair
study: Dimethyl disulphide. As cited in the REACH
registration dossier:
https://chem.echa.europa.eu/100.009.883/dossier-
view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-
¢d79424b-6115-486b-80b0-95b86c7c8ffa_453dbc90-8d39-
4ec9-9005-
ce5dc94f98bf?searchText=Dimethyl%20disulphide.
Accessed on March 21, 2024.

ECHA, 1990d. Genetic toxicity: in vivo. In vivo mammalian
somatic cell study: cytogenicity/erythrocyte micronucleus: 5-
Ethyl-2-methylpyridine. As cited in the REACH registration
dossier: https://chem.echa.europa.eu/100.002.955/dossier-
view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUCS-
2e054631-64bd-470b-ac17-25584d1f8276 52817115-a986-
4e27-aeed-9424859fddf8?searchText=5-ethyl-2-
methylpyridine. Accessed on March 21, 2024.

ECHA, 1994a. Repeated dose toxicity: oral: 2-Methylbut-3-
en-2-ol. As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.003.699/dossier-
view/31cdf5e8-eebe-4c0d-832d-7112e104b1c8/IUCS-
3229761f-b448-4339-be9f-3e0b493a0617 _7c24e3bb-0d6d-
413c-9b67-f5399b73cf1f. Accessed on March 21, 2024.

ECHA, 1994b. Toxicity to reproduction: Screening for
reproductive/developmental toxicity: 5-Ethyl-2-
methylpyridine. As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.002.955/dossier-
view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-
bd64a1fc-f4b3-4c46-87da-28739f5a478f 52817115-a986-
4e27-aeed-9424859fddf8?searchText=5-ethyl-2-
methylpyridine. Accessed on March 21, 2024.

ECHA, 1996. Genetic toxicity: in vitro. 001 Key Experimental
Result. In vitro gene mutation study in bacteria: Adipic acid.
As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.004.250/dossier-
view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/20155831-
4ee3-455d-a99b-7bfd010862fd 499d6a7c-elec-43e2-a547-
ba860efebcb9?searchText=adipic%20acid. Accessed on
March 21, 2024.

ECHA, 2007. Genetic toxicity: in vitro. 001 Supporting
Experimental Results. /n vitro gene mutation study in
bacteria: Dimethyl disulphide. As cited in the REACH
registration dossier:
https://chem.echa.europa.eu/100.009.883/dossier-
view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-
11290c83-a7ca-4b93-a977-d28f5a42a30a_453dbc90-8d39-
4ec9-9005-
ce5dc94f98bf?searchText=Dimethyl%20disulphide.
Accessed on March 21, 2024.

ECHA, 2009. Genetic toxicity: in vitro. 007 Key Experimental
Result. In vitro gene mutation study in mammalian cells:



https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-b0e74450-1fd9-39db-abc0-aa53684a9be6_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-2111708b-6947-407f-b8d9-1c660e14288a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-2111708b-6947-407f-b8d9-1c660e14288a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-2111708b-6947-407f-b8d9-1c660e14288a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-2111708b-6947-407f-b8d9-1c660e14288a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-2111708b-6947-407f-b8d9-1c660e14288a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-14f4f361-ce47-4388-80dc-d1350af23a04_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-14f4f361-ce47-4388-80dc-d1350af23a04_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-14f4f361-ce47-4388-80dc-d1350af23a04_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-14f4f361-ce47-4388-80dc-d1350af23a04_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-14f4f361-ce47-4388-80dc-d1350af23a04_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-f55e7d28-8b45-47b1-b2d3-a89f74ea3fc8_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-f55e7d28-8b45-47b1-b2d3-a89f74ea3fc8_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-f55e7d28-8b45-47b1-b2d3-a89f74ea3fc8_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-f55e7d28-8b45-47b1-b2d3-a89f74ea3fc8_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-f55e7d28-8b45-47b1-b2d3-a89f74ea3fc8_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-18e5d858-d6eb-4acd-80f3-640130c4437f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-18e5d858-d6eb-4acd-80f3-640130c4437f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-18e5d858-d6eb-4acd-80f3-640130c4437f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-18e5d858-d6eb-4acd-80f3-640130c4437f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-18e5d858-d6eb-4acd-80f3-640130c4437f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.000.017/dossier-view/496f3271-976b-4515-aaf1-1dd6bb8034c3/IUC5-c4a7f982-852f-4974-8729-bbf70dbf9ce0_b996a190-8b68-473c-86bd-85ccbf1cdf26?searchText=lactic%20acid
https://chem.echa.europa.eu/100.000.017/dossier-view/496f3271-976b-4515-aaf1-1dd6bb8034c3/IUC5-c4a7f982-852f-4974-8729-bbf70dbf9ce0_b996a190-8b68-473c-86bd-85ccbf1cdf26?searchText=lactic%20acid
https://chem.echa.europa.eu/100.000.017/dossier-view/496f3271-976b-4515-aaf1-1dd6bb8034c3/IUC5-c4a7f982-852f-4974-8729-bbf70dbf9ce0_b996a190-8b68-473c-86bd-85ccbf1cdf26?searchText=lactic%20acid
https://chem.echa.europa.eu/100.000.017/dossier-view/496f3271-976b-4515-aaf1-1dd6bb8034c3/IUC5-c4a7f982-852f-4974-8729-bbf70dbf9ce0_b996a190-8b68-473c-86bd-85ccbf1cdf26?searchText=lactic%20acid
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-8ecc162b-3a2a-42b8-b45c-9317f24cdab1_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-8ecc162b-3a2a-42b8-b45c-9317f24cdab1_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-8ecc162b-3a2a-42b8-b45c-9317f24cdab1_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-8ecc162b-3a2a-42b8-b45c-9317f24cdab1_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-8ecc162b-3a2a-42b8-b45c-9317f24cdab1_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-dfedfb4f-d5fe-4e8d-b536-9fe519e2c81b_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-dfedfb4f-d5fe-4e8d-b536-9fe519e2c81b_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-dfedfb4f-d5fe-4e8d-b536-9fe519e2c81b_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-dfedfb4f-d5fe-4e8d-b536-9fe519e2c81b_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-dfedfb4f-d5fe-4e8d-b536-9fe519e2c81b_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-cd79424b-6115-486b-80b0-95b86c7c8ffa_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-cd79424b-6115-486b-80b0-95b86c7c8ffa_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-cd79424b-6115-486b-80b0-95b86c7c8ffa_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-cd79424b-6115-486b-80b0-95b86c7c8ffa_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-cd79424b-6115-486b-80b0-95b86c7c8ffa_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-2e054631-64bd-470b-ac17-25584d1f8276_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-2e054631-64bd-470b-ac17-25584d1f8276_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-2e054631-64bd-470b-ac17-25584d1f8276_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-2e054631-64bd-470b-ac17-25584d1f8276_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-2e054631-64bd-470b-ac17-25584d1f8276_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.003.699/dossier-view/31cdf5e8-ee6e-4c0d-832d-7112e104b1c8/IUC5-3229761f-b448-4339-be9f-3e0b493a0617_7c24e3bb-0d6d-413c-9b67-f5399b73cf1f
https://chem.echa.europa.eu/100.003.699/dossier-view/31cdf5e8-ee6e-4c0d-832d-7112e104b1c8/IUC5-3229761f-b448-4339-be9f-3e0b493a0617_7c24e3bb-0d6d-413c-9b67-f5399b73cf1f
https://chem.echa.europa.eu/100.003.699/dossier-view/31cdf5e8-ee6e-4c0d-832d-7112e104b1c8/IUC5-3229761f-b448-4339-be9f-3e0b493a0617_7c24e3bb-0d6d-413c-9b67-f5399b73cf1f
https://chem.echa.europa.eu/100.003.699/dossier-view/31cdf5e8-ee6e-4c0d-832d-7112e104b1c8/IUC5-3229761f-b448-4339-be9f-3e0b493a0617_7c24e3bb-0d6d-413c-9b67-f5399b73cf1f
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-bd64a1fc-f4b3-4c46-87da-28739f5a478f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-bd64a1fc-f4b3-4c46-87da-28739f5a478f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-bd64a1fc-f4b3-4c46-87da-28739f5a478f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-bd64a1fc-f4b3-4c46-87da-28739f5a478f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-bd64a1fc-f4b3-4c46-87da-28739f5a478f_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/20155831-4ee3-455d-a99b-7bfd010862fd_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/20155831-4ee3-455d-a99b-7bfd010862fd_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/20155831-4ee3-455d-a99b-7bfd010862fd_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/20155831-4ee3-455d-a99b-7bfd010862fd_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-11a90c83-a7ca-4b93-a977-d28f5a42a30a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-11a90c83-a7ca-4b93-a977-d28f5a42a30a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-11a90c83-a7ca-4b93-a977-d28f5a42a30a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-11a90c83-a7ca-4b93-a977-d28f5a42a30a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide
https://chem.echa.europa.eu/100.009.883/dossier-view/d3d6a72c-4f54-4927-a6f1-1ff22200beed/IUC5-11a90c83-a7ca-4b93-a977-d28f5a42a30a_453dbc90-8d39-4ec9-9005-ce5dc94f98bf?searchText=Dimethyl%20disulphide

Adipic acid. As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.004.250/dossier-
view/8d0fe7ef-efe9-4c16-bce1-5¢c24fbe8cc5d/IUCS-
c60bf433-50c8-4fb8-a7a0-c8fcb420dbc1 499d6a7c-elec-
43e2-a547-ba860efebcb9?searchText=adipic%20acid.
Accessed on March 21, 2024.

ECHA, 2010a. Genetic toxicity: in vitro. 002 Supporting
Experimental Results. /n vitro cytogenicity / chromosome
aberration study in mammalian cells: Magnesium chloride.
As cited in the REACH registration dossier:
https://echa.europa.eu/registration-dossier/-/registered-
dossier/15140/7/7/2/?documentUUID=b6364ef3-faba-41a0-
ab9d-6¢820f8cf390. Accessed on March 21, 2024.

ECHA, 2010b. Toxicity to reproduction. 001 Key screening
for reproductive/developmental toxicity: Magnesium chloride.
As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.029.176/dossier-
view/ffb4daf5-b89d-4ee2-8ee9-ec08f3497913/2169ae52-
f50f-42d6-8274-8afb38e3cf13 839daSbf-a6f1-4a9c-b239-
decbbdc72c0f?searchText=magnesium%20chloride.
Accessed on March 21, 2024.

ECHA, 2010c. Genetic toxicity. Summary: Magnesium
sulphate. As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.028.453/dossier-
view/37b4335e-64ed-474c-a45d-2d04d3cb7e7d/IUC5-
34b780b0-3705-4efd-b0fd-57b6213176b4 05dc6bb5-ac52-
41c¢8-a197-
3b07b84c3393?searchText=magnesium%20sulphate.
Accessed on March 21, 2024.

ECHA, 2012a. Genetic toxicity: in vitro. 003 Key
Experimental Results. In vitro gene mutation study in
mammalian cells: 2-methylpent-2-enal. As cited in the
REACH registration dossier:
https://chem.echa.europa.eu/100.009.809/dossier-
view/b151585e-5a33-4e74-a6d5-972102fa0b42/IUC5-
5b6cc9cf-326b-40f2-b05a-305d3c3842df ec7d13bf-e762-
4df4-9379-85e1cabdc7bc?searchText=2-methylpent-2-enal.
Accessed on March 21, 2024.

ECHA, 2012b. Genetic toxicity: in vitro. Methyl cinnamate.
https://chem.echa.europa.eu/100.002.813/dossier-
view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-
8e0b3ff3-2a24-47bf-81e7-ab3145287a7¢c_8f4d449d-401e-
409e-9b8a-8e61c6b4c2aa. Accessed on March 21, 2024.

ECHA, 2012c. Genetic toxicity: in vitro. Nonan-4-olide.
https://chem.echa.europa.eu/100.002.927/dossier-
view/b87bfeb6-79c8-4187-80fb-5d1b01575560/IUC5-
89b60be0-5a6b-4f93-9a51-09d71547f23d 19a28841d-0b10-
4a27-9216-12¢709934a55?searchText=Nonan-4-olide.
Accessed on March 21, 2024.

ECHA, 2012d. Genetic toxicity: in vitro. 004 Key
Experimental Result. /n vitro gene mutation study in
mammalian cells: 5-Ethyl-2-methylpyridine. As cited in the
REACH registration dossier:
https://chem.echa.europa.eu/100.002.955/dossier-
view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUCS-
7565bc76-eb56-4ead-8ae7-8dfd1e0e09f0 52817115-a986-
4e27-aeed-9424859fddf8?searchText=5-ethyl-2-
methylpyridine. Accessed on March 21, 2024.

ECHA, 2013a. Repeated dose toxicity: oral: Methyl
cinnamate. As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.002.813/dossier-
view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-
7c5342fa-12ad-4b6e-8dbd-b782d1d1235d 8f4d449d-401e-
409e-9b8a-8e61c6b4c2aa. Toxicity to reproduction: Methyl
cinnamate.
https://chem.echa.europa.eu/100.002.813/dossier-
view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-
9225e4b9-edf8-4366-a963-4105ad65e507 8f4d449d-401e-
409e-9b8a-8e61cbb4c2aa. Accessed on March 21, 2024.

ECHA, 2013b. Genetic toxicity in vitro: Methyl cinnamate. As
cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.002.813/dossier-
view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-
3f362c22-fe56-47cb-a263-81777b9f0854 8f4d449d-401e-
409e-9b8a-8e61c6b4c2aa. Accessed on March 21, 2024.

ECHA, 2014a. Genetic toxicity: in vitro. 001 Weight of
evidence experimental result. /n vitro gene mutation study in
bacteria: Lactic acid. As cited in the REACH registration
dossier: https://chem.echa.europa.eu/100.000.017/dossier-
view/496f3271-976b-4515-aaf1-1dd6bb8034c3/447c48f5-
4828-4f49-ae35-3195bde927f1 b996a190-8b68-473c-86bd-
85ccbf1cdf26?searchText=lactic%20acid. Accessed on
March 21, 2024.

ECHA, 2014b. Genetic toxicity: in vitro. 003 Weight of
evidence experimental result. /n vitro chromosome
aberration study in mammalian cells: Lactic acid. As cited in
the REACH registration dossier:
https://chem.echa.europa.eu/100.000.017/dossier-
view/496f3271-976b-4515-aaf1-1dd6bb8034c3/31a976b7-
21e3-48a8-8317-1e1cb7aaed2d b996a190-8b68-473c-
86bd-85ccbf1cdf26?searchText=lactic%20acid. Accessed on
March 21, 2024.

ECHA, 2014c. Genetic toxicity: in vitro. 005 Weight of
evidence experimental result. /n vitro gene mutation study in
mammalian cells: Lactic acid. As cited in the REACH
registration dossier:
https://chem.echa.europa.eu/100.000.017/dossier-
view/496f3271-976b-4515-aaf1-1dd6bb8034c3/ccf68fc9-
be38-45af-9d74-6397ea9f8b01 b996a190-8b68-473c-86bd-
85ccbf1cdf26?searchText=lactic%20acid. Accessed on
March 21, 2024.

ECHA, 2015. Repeated dose toxicity: oral: Undec-10-enal.
As cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.003.612/dossier-
view/fecd5cdd-8894-418f-a260-e50d13f045e7/efe932a3-
7d84-4260-9e44-4ba491e4c730_2d8eb7e4-9d18-4728-
a344-0e20f03a833a?searchText=Undec-10-enal. Accessed
on March 21, 2024.

ECHA, 2017. Genetic toxicity in vitro: p-menth-1-en-4-ol. As
cited in the REACH registration dossier:
https://chem.echa.europa.eu/100.008.396/dossier-
view/edba7{65-4860-4b9a-8dd7-9162108ba7cb/84c8aed8-
5992-4475-87d8-83be54556fb9 ebc7dc76-1e76-447¢c-9clc-
049926831da57searchText=562-74-3. Accessed on March
21, 2024.

Eder, E., Neudecker, T., Lutz, D., Henschler, D., 1980.
Mutagenic potential of allyl and allylic compounds. Structure-



https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC5-c60bf433-50c8-4fb8-a7a0-c8fcb420dbc1_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC5-c60bf433-50c8-4fb8-a7a0-c8fcb420dbc1_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC5-c60bf433-50c8-4fb8-a7a0-c8fcb420dbc1_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC5-c60bf433-50c8-4fb8-a7a0-c8fcb420dbc1_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://echa.europa.eu/registration-dossier/-/registered-dossier/15140/7/7/2/?documentUUID=b6364ef3-fa5a-41a0-ab9d-6c820f8cf390
https://echa.europa.eu/registration-dossier/-/registered-dossier/15140/7/7/2/?documentUUID=b6364ef3-fa5a-41a0-ab9d-6c820f8cf390
https://echa.europa.eu/registration-dossier/-/registered-dossier/15140/7/7/2/?documentUUID=b6364ef3-fa5a-41a0-ab9d-6c820f8cf390
https://chem.echa.europa.eu/100.029.176/dossier-view/ffb4daf5-b89d-4ee2-8ee9-ec08f3497913/2169ae52-f50f-42d6-8274-8afb38e3cf13_839da5bf-a6f1-4a9c-b239-decbbdc72c0f?searchText=magnesium%20chloride
https://chem.echa.europa.eu/100.029.176/dossier-view/ffb4daf5-b89d-4ee2-8ee9-ec08f3497913/2169ae52-f50f-42d6-8274-8afb38e3cf13_839da5bf-a6f1-4a9c-b239-decbbdc72c0f?searchText=magnesium%20chloride
https://chem.echa.europa.eu/100.029.176/dossier-view/ffb4daf5-b89d-4ee2-8ee9-ec08f3497913/2169ae52-f50f-42d6-8274-8afb38e3cf13_839da5bf-a6f1-4a9c-b239-decbbdc72c0f?searchText=magnesium%20chloride
https://chem.echa.europa.eu/100.029.176/dossier-view/ffb4daf5-b89d-4ee2-8ee9-ec08f3497913/2169ae52-f50f-42d6-8274-8afb38e3cf13_839da5bf-a6f1-4a9c-b239-decbbdc72c0f?searchText=magnesium%20chloride
https://chem.echa.europa.eu/100.028.453/dossier-view/37b4335e-64ed-474c-a45d-2d04d3cb7e7d/IUC5-34b780b0-3705-4efd-b0fd-57b6213176b4_05dc6bb5-ac52-41c8-a197-3b07b84c3393?searchText=magnesium%20sulphate
https://chem.echa.europa.eu/100.028.453/dossier-view/37b4335e-64ed-474c-a45d-2d04d3cb7e7d/IUC5-34b780b0-3705-4efd-b0fd-57b6213176b4_05dc6bb5-ac52-41c8-a197-3b07b84c3393?searchText=magnesium%20sulphate
https://chem.echa.europa.eu/100.028.453/dossier-view/37b4335e-64ed-474c-a45d-2d04d3cb7e7d/IUC5-34b780b0-3705-4efd-b0fd-57b6213176b4_05dc6bb5-ac52-41c8-a197-3b07b84c3393?searchText=magnesium%20sulphate
https://chem.echa.europa.eu/100.028.453/dossier-view/37b4335e-64ed-474c-a45d-2d04d3cb7e7d/IUC5-34b780b0-3705-4efd-b0fd-57b6213176b4_05dc6bb5-ac52-41c8-a197-3b07b84c3393?searchText=magnesium%20sulphate
https://chem.echa.europa.eu/100.028.453/dossier-view/37b4335e-64ed-474c-a45d-2d04d3cb7e7d/IUC5-34b780b0-3705-4efd-b0fd-57b6213176b4_05dc6bb5-ac52-41c8-a197-3b07b84c3393?searchText=magnesium%20sulphate
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-8e0b3ff3-2a24-47bf-81e7-ab3145287a7c_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-8e0b3ff3-2a24-47bf-81e7-ab3145287a7c_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-8e0b3ff3-2a24-47bf-81e7-ab3145287a7c_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-8e0b3ff3-2a24-47bf-81e7-ab3145287a7c_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.927/dossier-view/b87bfeb6-79c8-4187-80fb-5d1b01575560/IUC5-89b60be0-5a6b-4f93-9a51-09d71547f23d_19a8841d-0b10-4a27-9216-12c709934a55?searchText=Nonan-4-olide
https://chem.echa.europa.eu/100.002.927/dossier-view/b87bfeb6-79c8-4187-80fb-5d1b01575560/IUC5-89b60be0-5a6b-4f93-9a51-09d71547f23d_19a8841d-0b10-4a27-9216-12c709934a55?searchText=Nonan-4-olide
https://chem.echa.europa.eu/100.002.927/dossier-view/b87bfeb6-79c8-4187-80fb-5d1b01575560/IUC5-89b60be0-5a6b-4f93-9a51-09d71547f23d_19a8841d-0b10-4a27-9216-12c709934a55?searchText=Nonan-4-olide
https://chem.echa.europa.eu/100.002.927/dossier-view/b87bfeb6-79c8-4187-80fb-5d1b01575560/IUC5-89b60be0-5a6b-4f93-9a51-09d71547f23d_19a8841d-0b10-4a27-9216-12c709934a55?searchText=Nonan-4-olide
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-7565bc76-eb56-4ead-8ae7-8dfd1e0e09f0_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-7565bc76-eb56-4ead-8ae7-8dfd1e0e09f0_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-7565bc76-eb56-4ead-8ae7-8dfd1e0e09f0_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-7565bc76-eb56-4ead-8ae7-8dfd1e0e09f0_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.955/dossier-view/b6cc783c-8327-452f-9ac6-65af640b2f1e/IUC5-7565bc76-eb56-4ead-8ae7-8dfd1e0e09f0_52817115-a986-4e27-aeed-9424859fddf8?searchText=5-ethyl-2-methylpyridine
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-7c5342fa-12ad-4b6e-8dbd-b782d1d1235d_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-7c5342fa-12ad-4b6e-8dbd-b782d1d1235d_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-7c5342fa-12ad-4b6e-8dbd-b782d1d1235d_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-7c5342fa-12ad-4b6e-8dbd-b782d1d1235d_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-9225e4b9-edf8-4366-a963-4105ad65e507_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-9225e4b9-edf8-4366-a963-4105ad65e507_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-9225e4b9-edf8-4366-a963-4105ad65e507_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-9225e4b9-edf8-4366-a963-4105ad65e507_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-3f362c22-fe56-47cb-a263-81777b9f0854_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-3f362c22-fe56-47cb-a263-81777b9f0854_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-3f362c22-fe56-47cb-a263-81777b9f0854_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa
https://chem.echa.europa.eu/100.002.813/dossier-view/13cd1efa-f057-40e4-8497-b94d0a79a499/IUC5-3f362c22-fe56-47cb-a263-81777b9f0854_8f4d449d-401e-409e-9b8a-8e61c6b4c2aa

activity relationship as determined by alkylating and direct in
vitro mutagenic properties. Biochemical Pharmacology 29,
993-998. doi:10.1016/0006-2952(80)90161-6.

Edler, L., Hart, A., Greaves, P., Carthew, P., Coulet, M.,
Boobis, A., Williams, G.M., Smith, B., 2014. Selection of
appropriate tumour data sets for Benchmark Dose Modelling
(BMD) and derivation of a Margin of Exposure (MoE) for
substances that are genotoxic and carcinogenic:
considerations of biological relevance of tumour type, data
quality and uncertainty assessment. Food Chemical
Toxicology 70, 264-289. doi: 10.1016/j.fct.2013.10.030.

Edwards, K.B., 1973. Biological evaluation of 2,6-
dodecadienal and 2,4,7-tridecatrienal. 4-week feeding study
in rats. Study Number PCW 74 1551. Unpublished report
provided to the FEMA Expert Panel.

EFSA, 2014. Scientific opinion on the re-evaluation of propyl
gallate (E 310) as a food additive. EFSA Journal 12(4), 3642.
doi: 10.2903/j.efsa.2014.3642

EFSA, 2015a. Scientific opinion on dietary reference values
for magnesium. EFSA Journal 13(7), 4186. doi:
10.2903/j.efsa.2015.4186.

EFSA, 2015b. Scientific opinion on dietary reference values
for calcium. EFSA Journal 13(5), 4101. doi:
10.2903/j.efsa.2015.4101.

EFSA, 2016. Scientific opinion on dietary reference values
for potassium. EFSA Journal 14(10), 4592. doi:
10.2903/j.efsa.2016.4592.

EFSA, 2017. Re-evaluation of glutamic acid (E 620), sodium
glutamate (E 621), potassium glutamate (E 622), calcium
glutamate (E 623), ammonium glutamate (E 624) and
magnesium glutamate (E 625) as food additives. EFSA
Journal 15(7), e04910. doi: 10.2903/j.efsa.2017.4910.

EFSA, 2018. Scientific opinion on the re-evaluation of
propane-1,2-diol (E 1520) as a food additive. EFSA Journal
16(4), 5235-40 doi: 10.2903/j.efsa.2018.5235.

EFSA, 2019a. Scientific opinion on flavouring group
evaluation 70, revision 1 (FGE.70Rev1): Consideration of
aliphatic, linear, alpha,beta-unsaturated, di- and trienals and
related alcohols, acids and esters evaluated by JECFA
(61°/68M/69" meeting). EFSA Journal 17, 5749. doi:
10.2903/j.efsa.2019.5749.

EFSA, 2019b. Scientific opinion on the re-evaluation of
hydrochloric acid (E 507), potassium chloride (E 508),
calcium chloride (E 509) and magnesium chloride (E 511) as
food additives. EFSA Journal 17(7), 5751. doi:
10.2903/j.efsa.2019.5751.

EFSA, 2019c. Safety assessment of the substance poly((R)-
3-hydroxybutyrate-co-(R)-3-hydroxyhexanoate) for use in
food contact materials. EFSA Journal 17(1), e05551. doi:
10.2903/j.efsa.2019.5551.

EFSA, 2022. Scientific opinion on flavouring group
evaluation 415 (FGE.415): (E)-3-benzo[1,3]dioxol-5-yI-N,N-
diphenyl-2-propenamide. EFSA Journal 20, e07355. doi:
10.2903/j.efsa.2022.7355.

Egbuonu, A., Ezeanyika, L., Ejikeme, P., Obidoa, O., 2010a.
Histomorphologic alterations in the liver of male Wistar rats
treated with l-arginine glutamate and monosodium
glutamate. Research Journal of Environmental Toxicology 4,
205-213. doi: 10.3923/rjet.2010.205.213

Egbuonu, A., Obidoa, O., Ezeokonkwo, C., Ejikeme, P.,
Ezeanyika, L., 2010b. Some biochemical effects of sub-
acute oral administration of L-arginine on monosodium
glutamate-fed Wistar albino rats 1: Body weight changes,
serum cholesterol, creatinine, and sodium ion
concentrations. Toxicological & Environmental Chemistry 92,
1331-1337. doi: 10.1080/02772240903450645.

Elin, R.J., 1987. Assessment of magnesium status. Clinical
Chemistry 33, 1965-1970. doi:
10.1093/clinchem/33.11.1965.

Elmi, A., Ventrella, D., Barone, F., Carnevali, G., Filippini, G.,
Pisi, A., Benvenuti, S., Scozzoli, M., Bacci, M.L., 2019. In
vitro effects of tea tree oil (Melaleuca alternifolia essential
oil) and its principal component terpinen-4-ol on swine
spermatozoa. Molecules 24, 1071. doi:
10.3390/molecules24061071.

EPA, 2020. Updated Human Health Hazard Assessment for
a FIFRA Section 3 Registration of Nootkatone, Containing
99.4% Nootkatone as its Active Ingredient. Office of
Chemical Safety and Pollution Prevention.

Food Allergen Labeling and Consumer Protection Act of
2004 (FALCPA). Public Law 108-282, Title II.
https://www.fda.gov/food/food-allergensgluten-free-
gquidance-documents-regulatory-information/food-allergen-
labeling-and-consumer-protection-act-2004-falcpa.

Fattahi, B., Arzani, K., Souri, M.K., Barzegar, M., 2019.
Effects of cadmium and lead on seed germination,
morphological traits, and essential oil composition of sweet
basil (Ocimum basilicum L.). Industrial Crops and Products
138, 1-9. doi: 10.1016/j.indcrop.2019.111584.

FDA, 1993. Priority-based assessment of food additives
(PAFA) database. Center for food safey and applied
nutrition. P. 58.

FDA, 2004. Orthovisc premarket approval application:
summary of safety and effectiveness data.
https://www.accessdata.fda.gov/cdrh_docs/pdf3/P030019B.p
df.

FDRL, 1972. Teratologic evaluation of FDA 71-39 (propyl
gallate). Study Number PB-221 790. FDA, Rockville, MD.
Unpublished report provided to the FEMA Expert Panel.

FDRL, 1973a. Teratologic evaluation of FDA 71-39 (propyl
gallate) in rabbits. Study Number PB-223 816. FDA,
Rockville, MD. Unpublished report provided to the FEMA
Expert Panel.

FDRL, 1973b. Teratologic Evaluation of FDA 71-54 (Citric
Acid). Study Number PB-223 814. FDA, Rockville, MD.
Unpublished report provided to the FEMA Expert Panel.

FDRL, 1974. Teratological evaluation of FDA 71-87 (calcium
chloride) in mice, rats and rabbits. As cited in EFSA, 2019c.

FDRL, 1975. Teratological evaluation of FDA 73-78
(potassium chloride) in mice and rats. As cited in EFSA,
2019c.



https://www.fda.gov/food/food-allergensgluten-free-guidance-documents-regulatory-information/food-allergen-labeling-and-consumer-protection-act-2004-falcpa
https://www.fda.gov/food/food-allergensgluten-free-guidance-documents-regulatory-information/food-allergen-labeling-and-consumer-protection-act-2004-falcpa
https://www.fda.gov/food/food-allergensgluten-free-guidance-documents-regulatory-information/food-allergen-labeling-and-consumer-protection-act-2004-falcpa

FEMA, 1975. SLR A7. Scientific literature review of aliphatic
amines. PB265-517/AS. National Technical Information
Service.

FEMA, 1975. SLR A8. Scientific literature review of aliphatic
thiols. PB85141075/LL. National Technical Information
Service.

FEMA, 1976. SLR B4. Scientific literature review of aliphatic
mono-, di- and trisulfides. PB85141133/LL. National
Technical Information Service.

FEMA, 1976. SLR B5B. Scientific literature review of selected
oxygenated derivatives of mercaptans and sulfides.
PB85141158/LL. National Technical Information Service.

FEMA, 1978. SLR C21. Scientific literature review of
capsaicin and related compounds. PB284868. National
Technical Information Service

FEMA, 1979. SLR B1F. Scientific literature review of
aliphatic poly-hydroxy compounds and derivatives. PB85-
141117/LL. National Technical Information Service.

FEMA, 1983. SLR C5. Scientific literature review of aromatic
thiols and sulfides. PB85141208/LL. National Technical
Information Service.

FEMA, 1984. SLR A1. Scientific literature review of aliphatic
ketones, secondary alcohols and related esters.
PB85141059/LL. National Technical Information Service.

FEMA, 1984. SLR B1B. Scientific literature review of
aliphatic keto- and hydroxy-acids with oxygen functions and
related compounds. PB85141091/LL. National Technical
Information Service.

FEMA, 1984. SLR B1C. Scientific literature review of
aliphatic lactones. PB86-155850/LL. National Technical
Information Service.

FEMA, 1984. SLR C12. Scientific literature review of
phenols. PB86-155868/AS. National Technical Information
Service.

FEMA, 1985. SLR M1. Scientific literature review of aliphatic
primary alcohols, aldehydes, esters and acids. PB86-
155926. National Technical Information Service.

Ferruzzi, M.G., Lobo, J.K., Janle, E.M., Cooper, B., Simon,
J.E., Wu, Q.L., Welch, C., Ho, L., Weaver, C., Pasinetti.
G.M., 2009. Bioavailability of gallic acid and catechins from
grape seed polyphenol extract is improved by repeated
dosing in rats: implications for treatment in alzheimer’s
disease. Journal of Alzheimer’s Disease 18, 113—-24.
doi:10.3233/JAD-2009-1135.

Feuer, G., Gaunt, I.F., Golberg, L., Fairweather, F.A. Feuer,
G., 1965. Liver response tests. VI. Application to a
comparative study of food antioxidants and hepatotoxic
agents. Food and Cosmetics Toxicology 3, 457—469.

Fiume, M.M., Heldreth, B.A., Bergfeld, W.F., Belsito, D.V.,
Hill, R.A., Klaassen, C.D., Liebler, D.C., Marks, J.G. Jr.,
Shank, R.C., Slaga, T.J., Snyder, P.W., Andersen, F.A., 2014.
Safety assessment of citric acid, inorganic citrate salts, and
alkyl citrate esters as used in cosmetics. International Journal
of Toxicology 33(2 suppl), 16S-46S.
doi:10.1177/1091581814526891.

Flanders, L., 2017. Calamus aldehyde: Micronucleus test in
the mouse. Study Number JF83KS. Envigo Research

Limited, Derbyshire, England. Unpublished report provided
to the FEMA Expert Panel.

Florin, I., Rutberg, L., Curvall, M., Enzall, C.R., 1980.
Screening of tobacco smoke constituents for mutagenicity
using Ames' test. Toxicology 18, 219-232. doi:
10.1016/0300-483x(80)90055-4.

Fluck, E.R., Poirier, L.A., Ruelius, H.W., 1976. Evaluation of
a DNA polymerasedeficient mutant of E. coli for the rapid
detection of carcinogens. Chem. Biol. Interact. 15, 219-231.

Foster, J., 2009. PFMC benzamide: in vitro metabolism
using rat liver micosomes. Study Number 0431. Huntingdon
Life Sciences, Huntingdon, UK. Unpublished report provided
to the FEMA Expert Panel.

Fowler, P., Smith, K., Young, J., Jeffrey, L., Kirkland, D.,
Pfuhler, S., Carmichael, P., 2012. Reduction of misleading
(“false") positive results in mammalian cell genotoxicity
assays. |. Choice of cell type. Mutation Research 742, 11-25.
doi: 10.1016/j.mrgentox.2011.10.014.

Fraser, J.R.E, Laurent, T.C., Laurent, U.B.G., 1997.
Hyaluronan: its nature, distribution, functions and turnover.
Journal of Internal Medicine 242, 27-33. doi: 10.1046/j.1365-
2796.1997.00170.x.

Fraser, R.Z., Shitut, M., Agrawal, P., Mendes, O., Klapholz,
S., 2018. Safety evaluation of soy leghemoglobin protein
preparation derived from pichia pastoris, intended for use as
a flavor catalyst in plant-based meat. International Journal of
Toxicology 37(3), 241-262. doi:
10.1177/1091581818766318.

Fujita, H., Aoki, N., Sasaki, M. 1994. Mutagenicity test of
food additives with Salmonella typhimurium TA97 and
TA102 (IX). Tokyo-toritsu Eisei Kenkysho Kenkyu Nenpo,
45, 191-199.

Fujita, H., Nakano, M., Sasaki, M., 1988. Mutagenicity test
for food additives using Salmonella typhimurium TA97 and
TA102. Annual Report of Tokyo Metropolitan Research
Laboratory of Public Health 39, 343-350.

Fujita, H. & Sasaki, M., 1987. Mutagenicity test of food
additives with Salmonella typhimurium TA97 and TA102. II.
Annual Report of the Tokyo Metropolitan Research
Laboratory of Public Health 38, 423-430.

Fukami, T. &Yokoi, T., 2012. The emerging role of human
esterases. Drug metabolism and pharmacokinetics 27, 466-
477. doi: 10.2133/dmpk.dmpk-12-rv-042.

Fukushima, S., Cohen, S.M., Eisenbrand, G., Gooderham,
N.J., Guengerich, F.P., Hecht, S.S., Rietjens, |.M.C.M.,
Rosol, T.J., Davidsen, J.M., Harman, C.L., Lu, V., Taylor,
S.V., 2020. FEMA GRAS assessment of natural flavor
complexes: Lavender, Guaiac Coriander-derived and related
flavor ingredients. Food and Chemical Toxicology 145,
111584. doi: 10.1016/j.fct.2020.111584.

Galloway, S.M., Deasy, D.A., Bean, C.L., Kraynak, A.R.,
Armstrong, M.J., Bradley M.O., 1987. Effects of high osmotic
strength on chromosome-aberrations, sister-chromatid
exchanges and DNA strand breaks, and the relation to
toxicity. Mutation Research 189, 15-25. doi: 10.1016/0165-
1218(87)90029-2.




Garai, |., 2008. Final report Ames test B-00521: 9-decen-2-
one A44758. Study Number B-00521. Vivotecnia Research
S.L., Madrid, Spain. Unpublished report provided to the
FEMA Expert Panel.

Gardana, C., Simonetti, P., Canzi, E., Zanchi, R., Pietta, P.,
2003. Metabolism of stevioside and rebaudioside A from
Stevia rebaudiana extracts by human microflora. Journal of
Agricultural and Food Chemistry 51, 6618-6622. doi:
10.1021/jf0303619.

Geuns, J.M., Buyse, J., Vankeirsbilck, A., Temme, E.H.,
2007. Metabolism of stevioside by healthy subjects.
Experimental Biology and Medicine 232, 164-173.
doi:10.3181/00379727-207-2320164.

Geuns, J.M., Pietta, P., 2004. Stevioside metabolism by
human volunteers. Laboratory of Functional Biology, ITB
Instituto di Tecnologie Biomediche, Segrate, Italy.

Unpublished report provided to the FEMA Expert Panel.

Geuns, J.M.C., Augustijns, P., Mols, R., Buyse, J.G.,
Driessen, B., 2003a. Metabolism of stevioside in pigs and
intestinal absorption characteristics of stevioside,
rebaudioside A and steviol. Food and Chemical Toxicology
41, 1599-1607. doi: 10.1016/s0278-6915(03)00191-1.

Geuns, J.M.C., Malheiros, R.D., Moraes, V.M.B., Decuypere,
E.M.P., Compernolle, F., Buyse, J.G., 2003b. Metabolism of
Stevioside by Chickens. Journal of Agricultural and Food
Chemistry 51, 1095-1101. doi: 10.1021/jf0208350.

Gooderham, N.J., Cohen, S.M., Eisenbrand, G., Fukushima,
S., Guengerich, F.P., Hecht, S.S., Rietjens, I.M.C.M., Rosol,
T.J., Bastaki, M., Linman, M.J., Taylor, S.V., 2020. The
safety evaluation of food flavoring substances: the role of
genotoxicity studies. Critical Reviews in Toxicology 50(1), 1-
27. doi: 10.1080/10408444.2020.1712589.

Gould, D.H., 1975. Long-term toxicity study of neohesperidin
dihydrochalcone (DHC) in rats. Final pathology report.

Graffner-Nordberg, M., Sjodin, K., Tunek, A., Hallberg, A.,
1998. Synthesis and enzymatic hydrolysis of esters,
constituting simple models of soft drugs. Chemical and
pharmaceutical bulletin 46, 591-601. doi:
10.1248/cpb.46.591.

Green, N.R., & Savage, J.R., 1978. Screening of safrole,
eugenol, their ninhydrin positive metabolites and selected
secondary amines for potential mutagenicity. Mutation
Research/Fundamental and Molecular Mechanisms of
Mutagenesis 57(2), 115-121. Doi: 10.1016/0027-
5107(78)90257-9.

Greger, R., 2000. Physiology of renal sodium transport.
American Journal of Medical Sciences 319, 51-62. doi:
10.1097/00000441-200001000-00005.

Gulati, D.K., Witt, K., Anderson, B., Zeiger, E., Shelby, M.D.,
1989. Chromosome aberration and sister chromatid
exchange tests in Chinese hamster ovary cells in-vitro. lll.
Results with 27 chemicals. Environmental and Molecular
Mutagenesis 13(2), 133-193. doi: 10.1002/em.2850130208.

Gumbmann, M.R. et al., 1978. Toxicity studies of
neohesperidin dihydrochalcone. In: Shaw, J.H., Roussos,
G.G. (Eds.) Sweeteners and dental caries. Information
Retrieval Inc., Washington, DC, pp. 301-310.

Gumbmann, M.R. & Gould, D.H., 1977. Two-year toxicity
study of neohesperidin dihydrochalcone in dogs. Western
Regional Research Center.

Guseyv, I.A., Samarina, E.Y., Plotonenko, Z., Kostyrko, G.D.,
llinykh, A., Sazonova, E., 2021. Influence of monosodium
glutamate consumption by albino rats during pregnancy and
lactation on their offspring. Voprosy Pitaniia 90, 58-66. doi:
10.33029/0042-8833-2021-90-3-58-66.

Hagiwara, A., Yoshino, H., Sano, M., Kawabe, M., Tamano,
S., Sakaue, K., Nakamura, M., Tada, M., Imaida, K., Shirai,
T., 2005. Thirteen-week feeding study of thaumatin (a
natural proteinaceous sweetener), sterilized by electron
beam irradiation, in Sprague-Dawley rats. Food and
Chemical Toxicology 43(8), 1297-1302.
doi:10.1016/j.fct.2005.04.001

Hall, R.L. & Oser, B.L., 1965. Recent Progress in the
Consideration of Flavor ingredients Under the Food
Additives Amendment Ill. GRAS Substances. Food
Technology.

Hallagan, J.B., Hall, R.L., 2009. Under the conditions of
intended use — New developments in the FEMA GRAS
program and the safety assessment of flavor ingredients.
Food and Chemical Toxicology 47, 267-278. doi:
10.1016/j.fct.2008.11.011.

Hallagan, J.B., Hall, R.L., Drake, J., 2020. The GRAS
provision - The FEMA GRAS program and the safety and
regulation of flavors in the United States. Food and Chemical
Toxicology 138, 111236. doi: 10.1016/j.fct.2020.111236.

Hamad, A., Mahardika, M.G.P., Yuliani, |., Hartanti, D., 2017.
Chemical constituents and antimicrobial activities of
essential oils of Syzygium polyanthum and Syzygium
aromaticum. Rasayan Journal of Chemistry 10(2), 564-569.

Harman, C.L., Hallagan, J.B., 2013. Sensory testing for
flavorings with modifying properties. Food Technology 67,
44-47.

Harper, M.S., Shen, Z.A., Barnett Jr, J.F., Krsmanovic, L.,
Myhre, A., Delaney, B., 2009. N-acetyl-glutamic acid:
Evaluation of acute and 28-day repeated dose oral toxicity
and genotoxicity. Food and Chemical Toxicology 47, 2723-
2729. doi: 10.1016/j.fct.2009.07.036.

Hasegawa, M.M., Nishi, Y., Ohkawa, Y., Inui N., 1984.
Effects of sorbic acid and its salts on chromosome-
aberrations, sister chromatid exchanges and gene-mutations
in cultured Chinese hamster cells. Food and Chemical
Toxicology 22, 501-507. doi: 10.1016/0278-6915(84)90219-
9.

Hayashi, M., Kishi, M., Sofuni, T., Ishidate, M., Jr., 1988.
Micronucleus tests in mice on 39 food additives and eight
miscellaneous chemicals. Food and Chemical Toxicology
26, 487-500. doi: 10.1016/0278-6915(88)90001-4.

Haworth, S., Lawlor, T., Mortelmans, K., Speck, W., Zeiger,
E., 1983. Salmonella mutagenicity test results for 250
chemicals. Environmental Mutagenesis Supplement 2, 3-
142. doi: 10.1002/em.2860050703

Heck, J.D., Volimuth, T.A., Cifone, M.A., Jagannath, D.R.,
Myhr, B., Curren, R.D., 1989. An evaluation of food flavor




ingredients in a genetic toxicity screening battery. The
Toxicologist 9, 257.

Heymann, E., 1980. Carboxylesterases and amidases. In:
W.B. Jacoby (Ed.), Enzymatic Basis of Detoxication, 2nd Ed.
Academic Press, New York, pp. 291-323.

Higginbotham, J.D., Snodin, D.J., Eaton, K.K., Daniel, J.W.,
1983. Safety evaluation of thaumatin (Talin protein). Food
and Chemical Toxicology 21(6), 815-823. doi: 10.1016/0278-
6915(83)90218-1.

Hiasa, Y., Honishi, N., Kitahori, Y., Shimoyama, T., 1985.
Carcinogenicity study of a commercial sodium oleate in
Fischer rats. Food Chemical Toxicology 23, 619-623. doi:
10.1016/0278-6915(85)90189-9.

Hoberman, A.M., 1990. Reproductive and developmental
toxicity screening test of B130 administered orally via
gavage to Crl: CD (SD) BR female rats. Study Number 412-
022. Argus Research Laboratories Inc., Horsham,
Pennsylvania. Unpublished report provided to the FEMA
Expert Panel.

Hogben, C.A.M., Tocco, D.J., Brodie, B.B., Schanker, L.S.,
1959. On the mechanism of intestinal absorption of drugs.
Journal of Pharmacology and Experimental Therapeutics
125, 275-282

Holbrook, J.T., Patterson, K.Y., Bodner, J.E., Douglas, L.W.,
Veillon, C., Kelsay, J.L., Mertz, W., Smith J.C. Jr., 1984.
Sodium and potassium intake and balance in adults
consuming self-selected diets. American Journal of Clinical
Nutrition 40, 786—793. doi: 10.1093/ajcn/40.4.786.

Hollman, P.C.H. & Katan, M.B., 1997. Absorption,
metabolism and health effects of dietary flavonoids in man.
Biomedicine & Pharmacotherapy 51(8):305-310. doi:
10.1016/s0753-3322(97)88045-6.

Hollman, P.C. & Katan, M.B., 1999. Dietary flavonoids:
intake, health effects and bioavailability. Food and Chemical
Toxicology 37(9-10), 937-42. doi: 10.1016/s0278-
6915(99)00079-4.

Holmberg, B. & Ekstrom, T., 1995. The effects of long-term
oral administration of ethanol on Sprague-Dawley rats—a
condensed report. Toxicology, 96: 133—145. doi:
10.1016/0300-483x(94)02917-.

Hong-xin, W., Hao, L., Guo-xin, L., Junyu, N., Shan, G.,
2020. Safety assessment and health function of Eucommia
folium, a food-medicine homogeneous substance. J Toxicol
34(6), 431-434, 440.

Horn, H.J., Holland, E.G., Hazleton, L.W., 1957. Food
additives, safety of adipic acid as compared with citric and
tartaric acid. Journal of Agricultural and Food Chemistry 5,
759-762. doi: 10.1021/jf60080a007. Doses as reported as
cited in ECHA REACH:
https://chem.echa.europa.eu/100.004.250/dossier-
view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4E-
cd9cd148-dff3-3519-ac67-4d57ea528a2¢c _499d6a7c-elec-
43e2-a547-ba860efebcb9?searchText=adipic%20acid.

Hosoya, T., 2022. A bacterial reverse mutation test of ethyl
5-acetoxyoctadecanoate. Study Number N-T8407. Tokyo
Laboratory, Bozo Research Center Inc., Tokyo, Japan.
Unpublished report provided to the FEMA Expert Panel.

Huang, W.G., Zeng, Q.Z., Pan, Z.X., Tang, J.K., 2000. Study
on the main pharmacodynamics and acute toxicity of
eucommia leaves electuary. Gui Zhou Yi Yao. 24:325-326.
As cited in Hong-xin et al., 2020.

Hubbard, S.A., Green, M.L., Bridges, B.A., Wain, A.J.,
Bridges, J.W., 1981. Fluctuation test with S9 and hepatocyte
activation. In Evaluation of short-term tests for carcinogens:
Report of the International Collaborative Program. Vol. 1, pp
361-370.

Hung, P.H., Savidge, M., De, M., Kang, J.C., Healy, S.M.,
Valerio, L.G. Jr., 2020. In vitro and in silico genetic toxicity
screening of flavor compounds and other ingredients in
tobacco products with emphasis on ENDS. Journal of
Applied Toxicology 40(11), 1566-1587. doi:
10.1002/jat.4020.

Hutapea, A.M., Tuoskulkao, C., Buddhasukh, D., Wilairat, P.,
Glinsukon, T., 1997. Digestion of stevioside, a natural
sweetener, by various digestive enzymes. Journal of Clinical
Biochemistry and Nutrition 23, 177-186. doi:
10.3164/jcbn.23.177.

Hwang, E. & Kim, G., 2011. Safety evaluation of
Zanthoxylum piperitum-derived essential oil by assessing
micronucleus abnormalities, mutagenicity, and chromosomal
aberration. Food Research International 47(2), 267-271. doi:
10.1016/j.foodres.2011.06.050.

Imai, S., Morimoto, J., Sekiya, N., Shima, M., Kiyozuka, Y.,
Nakamori, K., Tsubura, Y., 1986. Chronic toxicity test of KCI
and NaCl in F344/Scl rats. Journal of Nara Medical
Association 37, 115-127.

INS-CCDCP, 2007. Certificate of assay: acute toxicity test,
three items of genotoxicity study, 90-day feeding test.
Sample Number 200603013. Institute for Nutrition and Food
Safety Chinese Center for Disease Control and Prevention,
Shandong, China. Unpublished report provided to the FEMA
Expert Panel.

IARC, 1988. Alcohol drinking. IARC Monographs on the
Evaluation of the Carcinogenic Risks to Humans Volume 44.

IARC, 2010. Alcohol consumption and ethyl carbamate.
IARC Monographs on the Evaluation of the Carcinogenic
Risks to Humans Volume 96, 1-1428.

IARC, 2012. Personal habits and indoor combustions:
Consumption of alcoholic beverages. IARC Monographs on
the Evaluation of the Carcinogenic Risks to Humans Volume
100E.

IARC, 2018. Consumption of alcoholic beverages. IARC
Monographs on the Evaluation of the Carcinogenic Risks to
Humans Volume 110.

IOM, 1997. Dietary reference intakes for calcium,
phosphorus, magnesium, vitamin D, and fluoride.
Washington (DC): National Academies Press (US). doi:
10.17226/5776.



https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-cd9cd148-dff3-3519-ac67-4d57ea528a2c_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-cd9cd148-dff3-3519-ac67-4d57ea528a2c_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-cd9cd148-dff3-3519-ac67-4d57ea528a2c_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://chem.echa.europa.eu/100.004.250/dossier-view/8d0fe7ef-efe9-4c16-bce1-5c24fbe8cc5d/IUC4-cd9cd148-dff3-3519-ac67-4d57ea528a2c_499d6a7c-e1ec-43e2-a547-ba860efebcb9?searchText=adipic%20acid
https://doi.org/10.3164/jcbn.23.177

IOM, 2005. Dietary reference intakes for water, potassium,
sodium, chloride, and sulfate. Washington (DC): National
Academies Press. doi: 10.17226/10925.

IOM, 2011. Dietary reference intakes for calcium and vitamin
d. Washington (DC): National Academies Press. doi:
10.17226/13050.

Ishidate, M., Sofuni, T., Yoshikawa, D., Hayashi, M., Nohmi,
T., Sawanda, M., Matsuoka, A., 1984. Primary mutagenicity
screening of food additives currently used in Japan. Food
and Chemical Toxicology 22, 623-636. doi: 10.1016/0278-
6915(84)90271-0.

Jagannath, D.R., 1982. Mutagenicity evaluation of B135 in
the Ames Salmonella/Microsome Plate Test. Study Number
20988. Litton Bionetics, Inc. Kensington, Maryland.
Unpublished report provided to the FEMA Expert Panel

JECFA, 1970. Toxicological evaluation of some extraction
solvents and certain other substances (Fourteenth report of
the Joint FAO/WHO Expert Committee on Food Additives).
FAO Nutrition Meetings Report Series No. 48A.

JECFA, 1974. Toxicological evaluation of some food
additives including anticaking agents, antimicrobials,
antioxidants, emulsifiers and thickening agents.
Toxicological Evaluation: Emulsifiers. (Seventeenth report of
the Joint FAO/WHO Expert Committee on Food Additives).
WHO Food Additives Series No. 5.

JECFA, 1982. Safety evaluation of certain food additives and
contaminants (Twenty-sixth meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additives
Series No. 17.

JECFA, 1997. Evaluation of certain food additives and

contaminants (Forty-sixth report of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Technical
Report Series 868.

JECFA, 1998. Safety evaluation of certain food additives and
contaminants (Forty-ninth meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additives
Series No. 40.

JECFA, 1999. Safety evaluation of certain food additives
(Fifty-first meeting of the Joint FAO/WHO Expert Committee
on Food Additives). WHO Food Additives Series No. 42.

JECFA, 2000. Safety evaluation of certain food additives and
contaminants (Fifty-third meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additives
Series No. 44.

JECFA, 2001. Safety evaluation of certain food additives and
contaminants (Fifty-fifth meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additive
Series 48.

JECFA, 2002. Safety evaluation of certain food additives and
contaminants. (Fifty-seventh meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additives

Series 48.

JECFA, 2003. Safety evaluation of certain food additives and
contaminants (Fifty-third meeting of the Joint FAO/WHO

Expert Committee on Food Additives). WHO Food Additives
Series No. 50.

JECFA, 2004. Safety evaluation of certain food additives and
contaminants (Fifty-seventh meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additives
Series No. 52.

JECFA, 2006a. Safety evaluation of certain food additives
and contaminants (Sixty-fifth meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additives
Series No. 56.

JECFA, 2006b. Safety evaluation of certain food additives
and contaminants (Sixty-third meeting of the Joint
FAO/WHO Expert Committee on Food Additives). WHO
Food Additives Series No. 54.

JECFA, 2008. Safety evaluation of certain food additives and
contaminants (Sixty-eighth meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additive
Series No. 59.

JECFA, 2009. Safety evaluation of certain food additives and
contaminants (Sixty-ninth meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additive
Series No. 60.

JECFA, 2011. Safety evaluation of certain food additives and
contaminants (Seventy-third meeting of Committee on Food
Additives). WHO Food Additive Series No. 64.

JECFA, 2012. Safety evaluation of certain food additives and
contaminants (Seventy-sixth Meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additive
Series No. 67.

JECFA, 2017. Safety evaluation of certain food additives and
contaminants (Eighty-second Meeting of the Joint FAO/WHO
Expert Committee on Food Additives). WHO Food Additives
Series No. 73.

JECFA, 2020. Safety evaluation of certain food additives
(Eighty-sixth Meeting of the Joint FAO/WHO Expert
Committee on Food Additives). WHO Food Additives Series
No. 77.

JECFA, 2022. Safety evaluation of certain food additives
(Eighty-ninth Meeting of the Joint FAO/WHO Expert
Committee on Food Additives). WHO Food Additives Series
No. 80.

Jencks, W.P. & Greenzaid, P., 1971. Pig liver esterase.
Reactions with alcohols, structure-reactivity correlations, and
acyl-enzyme intermediate. Biochemistry 10, 1210-1222. doi:
10.1021/bi00783a018.

Jianqin, S., Guoying, Z., Mingying, Z. et al., 1990. Nutritional
hygiene evaluation and safety toxicological evaluation of the
beverage “Eucommia Crystal”. Journal of Guiyang Medical
College 15(3), 220-224. As cited in Hong-xin et al., 2020.

Jin, Y., He, X., Andoh-Kumi, K., Fraser, R.Z., Lu, M.,
Goodman, R.E., 2018. Evaluating potential risks of food
allergy and toxicity of soy leghemoglobin expressed in Pichia
pastoris. Molecular Nutrition & Food Research 62(1),
1700297. doi: 10.1002/mnfr.201700297.

JMHLW, 2017a. Ethyl stearate: Reverse mutation test using
bacteria. Study Number T-2179. Bozo Research Center Co.,




Ltd., Tokyo, Japan. Unpublished report provided to the
FEMA Expert Panel.

JMHLW, 2017b. Chromosome aberration test using ethyl
stearate mammalian cell culture. Study Number T-G240.
Bozo Research Center Co., Ltd., Tokyo, Japan. Unpublished
report provided to the FEMA Expert Panel.

JMHLW, 2017c. Ethyl stearate: Combined repeated dose
toxicity/reproductive and developmental toxicity study in rats
by oral administration. Study Number R-1191. Bozo
Research Center Gotemba Research Institute, Gotemba
City, Shizuoka Prefecture. Unpublished report provided to
the FEMA Expert Panel.

JMHLW, 2017d. A 90-day oral toxicity study of 5-ethyl-2-
methylpyridine in rats (in Japanese). Study Number C-B318.
Unpublished report provided to the FEMA Expert Panel.

JMHLW, 2018. Final Report: Undecenal chromosomal
aberration test using cultured mammalian cells. Study
Number 17K5268G. Unpublished report provided to the
FEMA Expert Panel.

Jones, A.W., Mardh, G., Anggard, E., 1983. Determination of
endogenous ethanol in blood and breath by gas
chromatography-mass spectrometry. Pharmacology,
biochemistry, and behavior 18 Suppl 1, 267-272. doi:
10.1016/0091-3057(83)90184-3.

Jones, E. 1988. Ames metabolic activation test to assess the
potential mutagenic effect of patchouli oil MD. Study Number
ULR 236B/881196. Huntingdon Research Centre Ltd.,
Huntingdon, England. Unpublished report provided to the
FEMA Expert Panel.

Karanewsky, D. S., Arthur, A. J., Liu, H., Chi, B., Ida, L.,
2016. Toxicological evaluation and metabolism of two N-
alkyl benzamide umami flavour compounds: N-(heptan-4-
yl)benzo[d][1,3]dioxole-5-carboxamide and (R)-N-(1-
methoxy-4-methylpentan-2-yl)-3,4-

dimethylbenzamide. Toxicology reports 3, 841-860. doi:
10.1016/j.toxrep.2016.10.008.

Kawachi, T., Komatsu, T., Kada, T., Ishidate, M., Sasaki, M.,
Sugiyama, T., Tazima, Y., 1980. Results of recent studies on
the relevance of various short-term screening tests in Japan.
In: the predictive value of short-term screening tests in
carcinogenicity evaluation. Applied Methods Oncology 3,
253-267.

Keig-Shevlin, Z., 2016a. 2,4-Decadienal: Intraperitoneal in
vivo Micronucleus Study in the Bone marrow and Peripheral
Blood of Treated Rats. Study Number 8321404. Covance
Laboratories, North Yorkshire, England. Unpublished report
provided to the FEMA Expert Panel.

Keig-Shevlin, Z., 2016b. 2,4-Decadienal: Oral gavage in vivo
micronucleus study in the bone marrow and peripheral blood
of treated rats. Study Number 8321403. Covance
Laboratories, North Yorkshire, England. Unpublished report
provided to the FEMA Expert Panel.

Kiela, P.R. & Ghishan, F.K., 2016. Physiology of intestinal
absorption and secretion. Best Practice and Research
Clinical Gastroenterology 30, 145—159. doi:
10.1016/j.bpg.2016.02.007.

Kilford, J., 2016. 2,4-hexadienal: Bacterial Reverse Mutation
Assay. Study Number 8338630. Covance Laboratories,
North Yorkshire, England. Unpublished report provided to
the FEMA Expert Panel.

Kim, T.J., Lee, Y.J., Kim, D.J., 1992. Separation of
hyaluronic acid from plant and animal tissues. In: Furusaki,
S., Endo, |., Matsuno, R. (Eds.), 2001. Biochemical
Engineering. Springer, Tokyo, Japan, pp. 505-6.

Kino, H., 2011. Reverse mutation assay “Ames test” using
Salmonella typhimurium: Ethyl 5-formyloxydecanoate.
Unpublished report provided to the FEMA Expert Panel.

Kino, H., 2017a. Reverse mutation assay “Ames test”. (92)-
dodec-9-enoic acid. Unpublished report provided to the
FEMA Expert Panel.

Kino, H., 2017b. Reverse mutation assay “Ames test”. bis(3-
methyl-2-butenyl) disulfide. Unpublished report provided to
the FEMA Expert Panel.

Kino, H., 2020a. Reverse mutation assay “Ames test”. Test
material: 8-methyl-4-methylenenon-7-en-2-one. Unpublished
report provided to the FEMA Expert Panel.

Kino, H., 2020b. Reverse mutation assay “Ames test”. Test
material: 4-(4-methylpent-3-en-1-yl)-5,6-dihydro-2H-pyran-2-
one. Unpublished report provided to the FEMA Expert Panel.

Kino, H., 2020c. Reverse mutation assay “Ames test”. Test
material: 4-mercapto-1-octanol. Unpublished report provided
to the FEMA Expert Panel.

Kino, H., 2020d. Reverse mutation assay “Ames test”.
Methyl 3-methyl-2-buten-1-yl disulfide. Unpublished report
provided to the FEMA Expert Panel.

Kino, H., 2021a. Reverse mutation assay “Ames test”. 2-
Methyloctan-4-olide. Unpublished report provided to the
FEMA Expert Panel.

Kino, H., 2021b. Reverse mutation assay “Ames test”. 3-
Hydroxyhexanoic acid. Unpublished report provided to the
FEMA Expert Panel.

Kino, H., 2022a. Reverse mutation assay “Ames test”. S-(3-
Methylbut-3-en-1-yl) 4-(formyloxy)butanethioate.
Unpublished report provided to the FEMA Expert Panel.

Kino, H., 2022b. Reverse mutation assay “Ames test”. S-
Butan-2-yl 4-(formyloxy)butanethioate. Unpublished report
provided to the FEMA Expert Panel.

Klancnik, J.M., Cuenod, M., Gahwiler, B.H., Jiang, Z.P., Do,
K.Q., 1992. Release of endogenous amino acids, including
homocysteic acid and cysteine sulphinic acid, from rat
hippocampal slices evoked by electrical stimulation of
Schaffer collateral-commissural fibres.
Neuroscience 49, 557-570. doi:
4522(92)90226-r.

10.1016/0306-

Kobayashi, T., Chanmee, T., Itano, N., 2020. Hyaluronan:
Metabolism and function. Biomolecules 10,1525-1535. doi:
10.3390/biom10111525.

Kodama, R., Noda, K. Ide, H., 1974. Studies on the
metabolism of d-limonene (p-mentha-1,8-diene): Il. The




metabolic fate of d-limonene in rabbits. Xenobiotica 4, 85-95.
doi: 10.3109/00498257409049348.

Kodama, R., Okubo, A., Sato, K., Araki, E., Noda, K., Ide, H.,
lkeda, T., 1976. Studies on d-limonene as a gallstone
solubilizer: effect on development of rabbit fetuses and
offsprings. Oyo Yakuri 13, 885-898.

Kodama, R., Okubo, A., Sato, K., Araki, E., Noda, K., Ide, H.,
lkeda, T., 1977. Studies on d-limonene as a gallstone
solubilizer: effect on development of mouse fetuses and
offsprings. Oyo Yakuri 13, 885-898.

Koetzner, L., 2013. E-3-Benzo[1,3]dioxol-5-yl-N,N-diphenyl-
2-propenamide: a 90-day dietary study in rats. Study Number
35494. Product Safety Labs, Dayton, New Jersey.
Unpublished report provided to the FEMA Expert Panel.

Kovacs, M., 2022a. A GLP bacterial reverse mutation assay.
Study Number 21/203-007M. Charles River Laboratories,
Szabadsagpuszta, Hungary. Unpublished report provided to
the FEMA Expert Panel.

Kovacs, M., 2022b. A GLP in vitro mammalian cell
micronucleus test. Study Number 21/203-013C. Charles
River Laboratories, Szabadsagpuszta, Hungary.
Unpublished report provided to the FEMA Expert Panel.

Kubinski, H., Gutzke, G. E., Kubinski, Z.O., 1981. DNA-cell-
binding (DCB) assay for suspected carcinogens and
mutagens. Mutation Research/Genetic Toxicology 89(2), 95-
136. doi: 10.1016/0165-1218(81)90118-x.

Kurooka, S., Hashimoto, M., Tomita, M., Maki, A.,
Yoshimura, Y., 1976. Relationship between the structures of
S-acyl thiol compounds and their rates of hydrolysis by
pancreatic lipase and hepatic carboxylic esterase. The
Journal of Biochemistry 79, 533-541. doi:
10.1093/oxfordjournals.jbchem.a131097.

Koyama, E., Kitazawa, K., Ohori, Y., Izawa, O., Kakegawa,
K., Fujino, A., Ui, M., 2003a. /n vitro metabolism of the
glycosidic sweeteners, stevia mixture and enzymatically
modified stevia in human intestinal microflora. Food and
Chemical Toxicology 41, 359-374. doi: 10.1016/s0278-
6915(02)00235-1.

Koyama, E., Sakai, N., Ohori, Y., Kitazawa, K., Izawa, O.,
Kakegawa, K., Fujino, A., Ui, M., 2003b. Absorption and
metabolism of glycosidic sweeteners of stevia mixture and
their aglycone, steviol, in rats and humans. Food and
Chemical Toxicology 41, 875-883. doi: 10.1016/s0278-
6915(03)00039-5.

Kubo, T., Urano, K., Utsumi, H., 2002. Mutagenicity
Characteristics of 255 Environmental Chemicals. Journal of
Health Science 48(6), 545-554. doi: 10.1248/jhs.48.545.

Kurata, Y., Tamano, S., Shibata, M.A., Hagiwara, A.,
Fukushima, S., lto N., 1989. Lack of carcinogenicity of
magnesium-chloride in a long-term feeding study in B6C3F1
mice. Food and Chemical Toxicology 27, 559-563. doi:
10.1016/0278-6915(89)90014-8.

Lakshmanan, F.L., Rao, R.B., Kim, W.W., Kelsay, J.L., 1984.
Magnesium intakes, balances, and blood levels of adults
consuming self-selected diets. American Journal of Clinical
Nutrition 40, 1380-1389. doi: 10.1093/ajcn/40.6.1380.

Laurent, T.C. & Fraser, J.R.E., 1992. Hyaluronan. FASEB
Journal 6, 2397-2404. doi: 10.1096/fasebj.6.7.1563592.

Lebel, L., 1991. Clearance of hyaluronan from the circulation.
Advanced Drug Delivery Reviews 7, 221-235. doi:
10.1016/0169-409X(91)90003-U.

Leuschner, J., 2018. Mutagenicity study of caryophyllenoxid
natural in the Salmonella typhimurium and Escherichia coli
reverse mutation assay (in vitro). Study Number 36290. LPT
Laboratory of Pharmacology and Toxicology GmbH & Co. KG,
Hamburg, Germany. Unpublished report provided to the
FEMA Expert Panel.

Lina, B.A.R., Dreef-van der Meulen, H.C., Leegwater, D.C.,
1990. Subchronic (13-week) oral toxicity of neohesperidin
dihydrochalcone in rats. Food and Chemical Toxicology 28,
507-13. doi: 10.1016/0278-6915(90)90121-3.

Lina, B.A. & Kuijpers, M.H., 2004. Toxicity and carcinogenicity
of acidogenic or alkalogenic diets in rats; effects of feeding
NH.CI, KHCO3; or KCI. Food and Chemical Toxicology 42,
135-153. Doi: 10.1016/j.fct.2003.08.011.

Lloyd, M., 2014. 2,4-hexadienal: In vitro L5178Y Gene
mutation assay at the hprt locus. Study Number 8304487.
Covance Laboratories Ltd., North Yorkshire, England.
Unpublished report provided to the FEMA Expert Panel.

MacGregor, J.T., 1979. Mutagenicity studies of flavonoids in
vivo and in vitro. Toxicology and Applied Pharmacology 48,
A47 (Abstract).

MacGregor, J.T. & Jurd, L. 1978. Mutagenicity of plant
flavonoids: structural requirements for mutagenic activity in
Salmonella typhimurium. Mutation Research 54(3), 297-309.
doi: 10.1016/0165-1161(78)90020-1.

MacGregor, J.T., Wehr, C.M., Manners, G.D., Jurd, L.,
Minkler, J.L., Carrano, A.V., 1983. In vivo exposure to plant
flavonols. Influence on frequencies of micronuclei in mouse
erythrocytes and sister chromatid exchange in rabbit
lymphocytes. Mutation Research 124, 255-270. doi:
10.1016/0165-1218(83)90197-0.

Maekawa, A., Matsushima, Y., Onodera, H., Shibutani, M.,
Yoshida, J., Kodama, Y., Kurokawa, Y., Hayashi, Y., 1991.
Long-term toxicity/carcinogenicity study of calcium lactate in
F344 rats. Food and Chemical Toxicology 29, 589-594. doi:
10.1016/0278-6915(91)90139-x.

Maiorino, R.M., Bruce, D.C., Aposhian, H.V., 1989.
Determination and metabolism of dithiol chelating agents VI.
Isolation and identification of the mixed disulfides of meso-
2,3-dimercaptosuccinic acid with L-cysteine in human urine.
Toxicology and Applied Pharmacology 97, 338-349. doi:
10.1016/0041-008x(89)90338-4.

Marks, H.S., Anderson, J.L., Stoewsand, G.S., 1992.
Inhibition of benzo[a]pyrene-induced bone marrow
micronuclei formation by diallyl thioethers in mice. Journal of
Toxicology and Environmental Health 37, 1-9.
doi:10.1080/15287399209531652.

Martinez, A., Urios, A., Blanco, M., 2000. Mutagenicity of 80
chemicals in Escherichia coli tester strains 1C203, deficient




in oxyR and its oxyR parent WP2uvrA/pKM101: detection of
31 oxidative mutagens. Mutation Research 467, 41-53. doi:
10.1016/s1383-5718(00)00020-6.

Marzin, D., 1998. Recherche de mutagenicite sur Salmonella
typhimurium His- selon la method de B.N. Ames sur le
produit ST14C97. Unpublished report provided to the FEMA
Expert Panel.

McBain, D.A. & Menn, J.J., 1969. S-Methylation, oxidation,
hydroxylation, and conjugation of thiophenol in the rat.
Biochemical Pharmacology 18(9), 2282-2285. doi:
10.1016/0006-2952(69)90340-2.

McGarry, S., 2012. Reverse mutation in five histidine-
requiring strains of Salmonella typhimurium. Study Number
8261928. Covance Laboratories Ltd, North Yorkshire,
England. Unpublished report provided to the FEMA Expert
Panel.

McGregor, D.B., Brown, A., Cattanach, P., Edwards, I.,
McBride, D., Riach, C., Caspary, W.J., 1988. Responses of
the L5178Y TK+ TK- mouse lymphoma cell forward mutation
assay. V: 72 Coded chemicals. Environmental and Molecular
Mutagenesis 12(1), 85-154. doi: 10.1002/em.2860120111.

McKeon, M.R., Ciubotaru, C., 2016. /In vivo mutation assay in
the cll Locus in Big Blue® Transgenic B6C3F1 Mice with a 5-
Day Dose Range Finder. Study Number AE28GY.170.BTL.
BioReliance, Rockville, MD. Unpublished report provided to
the FEMA Expert Panel.

Mee, C., 2020. Genetic toxicity evaluation using bacterial
reverse mutation test in Salmonella typhimurium LT2 strains
TA1535, TA1537, TA98 and TA100, and Escherichia coli
WP2 uvrA/pKM101. Study Number AMEO1147. Gentronix,
Cheshire, UK. Unpublished report provided to the FEMA
Expert Panel.

Mickelsen, O., Makdani, D., Gill, J.L., Frank R.L., 1977.
Sodium and potassium intakes and excretions of normal
men consuming sodium chloride or a 1:1 mixture of sodium
and potassium chlorides. American Journal of Clinical
Nutrition, 30, 2033-2040. doi: 10.1093/ajcn/30.12.2033.

Mitchell, A.D., Rudd, C.J., Caspary, W.J., 1988. Evaluation
of the L5178Y mouse lymphoma cell mutagenesis assay:
Intralaboratory results for sixty-three coded chemicals tested
at SRl international. Env. Molecular Mutagenesis 12, 37-101.
doi: 10.1002/em.2860120504.

Morgareidge, K., 1973. Teratologic evaluation of adipic acid
in rats/mice/hamsters. Food and Drug Research
Laboratories, Maryland, USA. Unpublished report provided
to the FEMA Expert Panel.

Morgareidge, K., 1974a. 90-Day Feeding Study in Rats with
Compound 14935. Food and Drug Research Laboratories,
Maryland, USA. Unpublished report provided to the FEMA
Expert Panel.

Morgareidge, K., 1974b. Teratologic evaluation of adipic acid
in rabbits. Food and Drug Research Laboratories, Maryland,
USA. Unpublished report provided to the FEMA Expert
Panel.

Morgareidge, K., 1974c. 90-Day feeding study on 2,3-
butanedithiol in rats. Food and Drug Research Laboratories,
Maryland, USA. Unpublished report provided to the FEMA
Expert Panel.

Morita, T., Takeda, K., Okumura, K., 1990. Evaluation of
clastogenicity of formic acid, acetic acid and lactic acid on
cultured mammalian cells. Mutation Research 240, 195-202.
doi: 10.1016/0165-1218(90)90058-a.

Mortelmans, K., Haworth, S., Lawlor, T., Speck, W., Tainer,
B., Zeiger, E., 1986. Salmonella mutagenicity tests: II.
Results from the testing of 270 chemicals. Environmental
Mutagenesis 8, 1-119. doi: 10.1002/em.2860080702.

Myhr, B.C. & Caspary, W.J., 1988. Evaluation of the L5178Y
mouse lymphoma cell mutagenesis assay: Intralaboratory
results for sixty-three coded chemicals tested at Litton
Bionetics, Inc. Environmental and Molecular Mutagenesis 12,
103-194.

Munro, I.C., Ford, R.A., Kennepohl, E., Sprenger, J.G., 1996.
Correlation of Structural Class with No-Observed-Effect
Levels: A Proposal for Establishing a Threshold of Concern.
Food and Chemical Toxicology 34, 829-867. doi:
10.1016/s0278-6915(96)00049-x.

Murado, M.A., Montemayor, M.I., Cabo, M.L., Vazquez, J.A.,
Gonzalez, M.P., 2012. Optimization of extraction and
purification process of hyaluronic acid from fish eyeball. Food
and Bioproducts Processing 90, 491-498. doi:
10.1016/j.fbp.2011.11.002.

Murai, |, Shukuin, S., Sugimoto, M., lkeda, S., Kume, S.,
2013. Effects of high potassium chloride supplementation on
water intake and bodyweight gains in pregnant and lactating
mice. Animal Science Journal 84, 502-507. doi:
10.1111/asj.12025.

Murli, H., 1989. Mutagenicity test on B135. In an in vitro
cytogenetic assay measuring chromosomal aberration
frequencies in chinese hamster ovary (CHO) cells. Study
Number 10881-0-437. Hazleton Laboratories America, Inc.
Kensington, Maryland. Unpublished report provided to the
FEMA Expert Panel.

Murli, H., 1991. Mutagenicity test on B130: measuring
chromosomal aberration in vivo in rat bone marrow cells.
Study Number 22202. Hazleton Laboratories America, Inc.
Kensington, Maryland. Unpublished report provided to the
FEMA Expert Panel.

Musk, S.R., Clapham, P., Johnson, I.T., 1997. Cytotoxicity
and genotoxicity of diallyl sulfide and diallyl disulfide towards
Chinese hamster ovary cells. Food and Chemical Toxicology
35, 379-385. doi: 10.1016/s0278-6915(97)00120-8.

Mussinan, C.J. & Walradt, J.P., 1975. Organic acids from
fresh California strawberries. Journal of Agricultural and Food
Chemistry 23(3), 482—484. doi: 10.1021/jf60199a018.

Nagao, M., Morita, N., Yahagi, T., Shimizu, M., Kuroyanagi,
M., Fukuoka, M., Yoshihira, K., Natori, S., Fujino, T.
Sugimura, T., 1981. Mutagenicities of 61 flavanoids and 11
related compounds. Environmental Mutagenesis 3, 401-419.
doi: 10.1002/em.2860030402.




Nakajima, M., 2000a. Chromosome aberration assay of
rebaudioside A in cultured mammalian cells. Study Number
5001 (079-085). Biosafety Research Center, Japan.
Unpublished report provided to the FEMA Expert Panel.

Nakajima, M., 2000b. Micronucleus test of rebaudioside A in
mice. Study Number 5002 (079-086). Biosafety Research
Center, Japan. Unpublished report provided to the FEMA
Expert Panel.

Nakano, T., Nakano, K., Sim, J., 1994. A simple rapid method
to estimate hyaluronic acid concentrations in rooster comb
and wattle using cellulose acetate electrophoresis. Journal of
Agricultural and Food Chemistry 42, 2766-2768.

Nakao, L.S., Kadiiska, M.B., Mason, R.P., Grijalba, M.T.,
Augusto, O., 2000. Metabolism of acetaldehyde to methyl and
acetyl radicals: in vitro and in vivo electron paramagnetic
resonance spin-trapping studies. Free Radical Biology &

Medicine 29, 721-729.

Nakayama, K., Kasahara, D., Yamamoto, F., 1986.
Absorption, distribution, metabolism and excretion of
stevioside in rats. Food Hygiene and Safety Science
(Shokuhin Eiseigaku Zasshi) 27, 1-8.

Natural Occurrence Analysis, 2021a. 4-(4-Methylpent-3-en-
1-yl)-5,6-dihydro-2H-pyran-2-one.

Natural Occurrence Analysis, 2021b. 4-Mercapto-1-octanol.

Natural Occurrence Analysis, 2021c. Methyl 3-methyl-2-
buten-1-yl disulfide.

Natural Occurrence Analysis, 2021d. 2-Methyloctan-4-olide.

Natural Occurrence Analysis, 2021e. 3-Methyl-3-butene-1-
thiol.

Nelson, D.L. & Cox, M.M., 2008. Lehninger Principles of
Biochemistry, 5th ed. WH Freeman and Company, Inc., New
York.

Newman, A., Heywood, R., Palmer, A., Barry, D., Edwards,
F., Worden, A., 1973. The administration of monosodium L-
glutamate to neonatal and pregnant rhesus monkeys.
Toxicology 1, 197-204. doi: 10.1016/0300-483x(73)90006-1.

Niho, N., Shibutani, M., Tamura, T., Toyoda, K., Uneyama, C.,
Takahashi, N., Hirose, M., 2001. Subchronic toxicity study of
gallic acid by oral administration in F344 rats. Food and
Chemical Toxicology, 39(11),1063-70. doi: 10.1016/s0278-
6915(01)00054-0.

NTP, 1982. Carcinogenesis bioassay of propyl gallate in
F344/N rats and B6CF1 mice (feed study). National
Toxicology Program Technical Report Series, 240. National
Institutes of Health, Public Service, US Department of Health
and Human Services.

NTP, 1990. Carcinogenicity and toxicology studies of d-
limonene in F344/N Rats and B6C3F1. National Toxicology
Program Toxicity Report Series Number 347. National
Institutes of Health, Public Service, US Department of Health
and Human Services.

NTP, 2003. Final Report: Toxicology and carcinogenesis
studies of 2,4-hexadienal in F344/N rats and B6C3F1 mice

(gavage studies). National Toxicology Program Toxicity
Report Series Number 509. National Institutes of Health,
Public Service, US Department of Health and Human
Services.

NTP, 2011. NTP technical report on the toxicity studies of 2,4-
decadienal (CAS No. 25152-84-5) administered by gavage to
F344/N rats and B6C3F1 mice. National Toxicology Program
Toxicity Report Series Number 76. National Institutes of
Health, Public Service, US Department of Health and Human
Services.

NTP, 2018a. Genetic toxicity evaluation of lactic acid in
Salmonella/E. coli mutagenicity test or Ames test. Study
Number A10575. Accessed on January 15, 2021.
https://manticore.niehs.nih.gov/cebssearch/test _article/50-
21-5

NTP, 2018b. Genetic toxicity evaluation of gallic acid in
Salmonella/E. coli mutagenicity test or Ames test. Study
Number 722795. Accessed April 24, 2021.
https://manticore.niehs.nih.gov/cebssearch/study/002-
02199-0002-0000-5.

NTP, 2018c. Genetic toxicity evaluation of adipic acid in
Salmonella/E. coli mutagenicity test or Ames test. Study
Number A86767. Accessed August 30, 2021.
https://doi.org/10.22427/NTP-DATA-DTXSID7021605.

Oberly, T.J., Piper, C.E., McDonald, D.S., 1982.
Mutagenicity of metal salts in the L5178Y mouse lymphoma
assay. Journal of Toxicology and Environmental Health 9(3),
367-376. doi:10.1080/15287398209530170.

Oda, Y., Hamano, Y., Inoue, K., Yamamoto, H., Niihara, T.,
Kunita, N., 1979. Mutagenicity of food flavors in bacteria.
Osaka Furitsu Koshu Eisei Kenkyu Hokoku. Shokuhin Eisei
Hen 91,325.

Oe, M., Mitsugi, K., Odanaka, W., Yoshida, H., Matsuoka, R.,
Seino, S., Kanemitsu, T., Masuda, Y., 2014. Dietary
hyaluronic acid migrates into the skin of rats. Scientific World
Journal 2014:378024. doi: 10.1155/2014/378024.

OECD, 1995. SIAM 4 23-25 October 1995. 3-Buten-2-ol, 2-
methyl. Available from:
https://hpvchemicals.oecd.org/Ul/SIDS Details.aspx?key=e0
€23462-2ff6-4c9a-8ac0-cd0fic7e2498&idx=0.

OECD, 2002. SIAM 15, 22-25 October 2002. Calcium
chloride. Available from:
https://hpvchemicals.oecd.org/ui/handler.axd?id=cb4247c6-
7f28-4ca5-bf69-1f526956b6f9.

OECD, 2003. SIAM 32, 19-21 April 2011. Potassium
chloride. Available from:
https://hpvchemicals.oecd.org/ui/handler.axd?id=2956d0b6-
b409-46f0-8e89-a769869fd00d.

OECD, 2010. SIAM 31, 20-22 October 2010. Magnesium
sulfate (CAS No. 7487-88-

9). Available from:

https://hpvchemicals.oecd.org/Ul/SIDS Details.aspx?Key=b
e04bf92-6772-4092-a67b-0cd076c308a9&idx=0.

OECD, 2011a. SIAM 13, 6-9 November 2001. Magnesium
chloride. Available from:



https://manticore.niehs.nih.gov/cebssearch/test_article/50-21-5
https://manticore.niehs.nih.gov/cebssearch/test_article/50-21-5
https://manticore.niehs.nih.gov/cebssearch/study/002-02199-0002-0000-5
https://manticore.niehs.nih.gov/cebssearch/study/002-02199-0002-0000-5
https://doi.org/10.22427/NTP-DATA-DTXSID7021605
https://hpvchemicals.oecd.org/UI/SIDS_Details.aspx?key=e0e23462-2ff6-4c9a-8ac0-cd0f9c7e2498&idx=0
https://hpvchemicals.oecd.org/UI/SIDS_Details.aspx?key=e0e23462-2ff6-4c9a-8ac0-cd0f9c7e2498&idx=0
https://hpvchemicals.oecd.org/ui/handler.axd?id=cb4247c6-7f28-4ca5-bf69-1f526956b6f9
https://hpvchemicals.oecd.org/ui/handler.axd?id=cb4247c6-7f28-4ca5-bf69-1f526956b6f9
https://hpvchemicals.oecd.org/ui/handler.axd?id=2956d0b6-b409-46f0-8e89-a769869fd00d
https://hpvchemicals.oecd.org/ui/handler.axd?id=2956d0b6-b409-46f0-8e89-a769869fd00d
https://hpvchemicals.oecd.org/UI/SIDS_Details.aspx?Key=be04bf92-6772-4092-a67b-0cd076c308a9&idx=0
https://hpvchemicals.oecd.org/UI/SIDS_Details.aspx?Key=be04bf92-6772-4092-a67b-0cd076c308a9&idx=0

https://hpvchemicals.oecd.org/Ul/handler.axd?id=A70BB73C
-12F8-447D-90D3-24535BDE3819.

OECD, 2011b. SIAM 29, 20 October 2009. Lactic acid.
Available from:
https://hpvchemicals.oecd.org/Ul/handler.axd?id=fd79fce6-
c7e2-48ed-aead-8728c961980c.

OECD, 2016. Test No. 473: In vitro mammalian
chromosomal aberration test, OECD guidelines for the
Testing of Chemicals, Section 4, OECD Publishing, Paris,
https://doi.org/10.1787/9789264264649-en.

OECD, 2017. Overview of the set of OECD Genetic
Toxicology Test Guidelines and updates performed in 2014-
2015 - Second edition. OECD Series on Testing and
Assessment, No. 238, OECD Publishing, Paris,
https://doi.org/10.1787/61ecabcd-en.

OECD, 2020. Test No. 471: Bacterial reverse mutation test,
OECD guidelines for the Testing of Chemicals, Section 4,
OECD Publishing, Paris, https://doi.org/10.1787/20745788.

Oguma, Y., Yokota, F., Inoue, K., Shimamura, K., 1998.
Mutagenicity studies of magnesium sulfate - Reverse
mutation test with bacteria and chromosomal aberration test
with mammalian cells in culture. Journal of Toxicological
Sciences 23(1), 81-90. doi: 10.2131/jts.23.supplementi_81.

Oke, F., Aslim, B., Ozturk, S., Altundag, S., 2009. Essential oil
composition, antimicrobial and antioxidant activities of
Satureja cuneifolia Ten. Food Chemistry 112, 874-879. doi:
10.1016/j.foodchem.2008.06.061.

Onaolapo, O.J., Onaolapo, A.Y., Akanmu, M., Gbola, O.,
2016. Evidence of alterations in brain structure and
antioxidant status following ‘low dose’ monosodium glutamate
ingestion. Pathophysiology 23, 147-156. doi:
10.1016/j.pathophys.2016.05.001.

Onishi, M., Nagata, T., Saigou, K., Sameshima, H., Nagata,
R., 1992. Mutagenicity studies of sodium hyaluronate (SH) [in
Japanese]. Yakuri To Chiryo 20, 767-774.

Oser, B.L., 1957. Toxicological screening of allyl hexanoate,
dihydrocoumarin, gamma-undecalactone and gamma-
nonalactone in rats. Class Xl. Miscellaneous components.
Unpublished report provided to the FEMA Expert Panel.

Oser, B.L., Carson, S., Oser, M., 1965. Toxicological tests
on flavouring matters. Food and Cosmetics Toxicology 3,
563-569. Doi: 10.1016/S0015-6264(65)80202-4.

Owen, G., Cherry, C.P., Prentice, D.E., Worden, A.N., 1978.
The feeding of diets containing up to 4% monosodium
glutamate to rats for 2 years. Toxicology Letters 1, 221-226.
doi: 10.1016/0378-4274(78)90052-8.

Ozolua, R., Anaka, O., Okpo, S., Idogun, S., 2009. Acute
and sub-acute toxicological assessment of the aqueous
seed extract of Persea americana Mill (Lauraceae) in rats.
African Journal of Traditional, Complementary and
Alternative Medicines 6, 573-8. doi:
10.4314/ajtcam.v6i4.57214.

Padilla-Camberos, E., Velazquez, M., Fernandez, J.M.,
Rodriguez, S., 2013. Acute toxicity and genotoxic activity of

avocado seed extract (Persea americana Mill., c.v. Hass).
The Scientific World Journal 3013, 1-4. doi:
10.1155/2013/245828.

Parks, O.W., 1977. Isolation and characterization of
nonesterified 3-hydroxy acids in milk. Journal of Dairy Science
60(5), 718-720. Doi: 10.3168/jds.S0022-0302(77)83925-8.

Patel, K.A., 2021. Bacterial reverse mutation test of
Adenophora stenanthina root extract using Salmonella
typhimurium. Study Number 481-1-06-26932. JAl Research
Foundation, Gujarat, India. Unpublished report provided to
the FEMA Expert Panel.

Pezzuto, J.M., Compadre, C.M., Swanson, S.M.,
Nanayakkara, D., Kinghorn, A.D., 1985. Metabolically
activated steviol, the aglycone of stevioside, is mutagenic.
Proceedings of the National Academy of Sciences of the
United States of America 82, 2478-2482. doi:
10.1073/pnas.82.8.2478.

Pezzuto, J.M., Nanayakkara, D., Compadre, C.M., Swanson,
S.M., Kinghorn, A.D., Guenther, T.M., Sparnins, V.L., Lam,
L.K., 1986. Characterization of bacterial mutagenicity
mediated by 13-hydroxy-ent-kaurenoic acid (steviol) and
several structurally-related derivatives and evaluation of
potential to induce gluthathione S-transferase in mice.
Mutation Research 169, 93-103. doi: 10.1016/0165-
1218(86)90088-1.

Pietinen, P. 1982. Estimating sodium intake from food
composition data. Annals of Nutrition and Metabolism 26,
90-99. doi: 10.1159/000176550.

Posternak, J., Dufour, J., Rogg, C., Vodoz, C., 1975.
Toxicological tests on flavouring matters. Il. Pyrazines and
other compounds. Food and Cosmetics Toxicology 13, 487-
490. doi: 10.1016/s0015-6264(75)80215-x.

Prival, M.J., Simmon, V.F., Mortelmans, K.E., 1991.
Bacterial mutagenicity testing of 49 food ingredients gives
very few positive results. Mutation research 260, 321-329.
doi: 10.1016/0165-1218(91)90017-g.

Purkayastha, S., Bhusari, S., Pugh, G., Jr., Teng, X., Kwok,
D., Tarka, S.M., 2015. In vitro metabolism of rebaudioside E
under anaerobic conditions: Comparison with rebaudioside
A. Regulatory Toxicology and Pharmacology 72, 646-657.
doi: 10.1016/j.yrtph.2015.05.019.

Purkayastha, S. & Kwok, D., 2020. Metabolic fate in adult
and pediatric population of steviol glycosides produced from
stevia leaf extract by different production technologies.
Regulatory Toxicology and Pharmacology 116, 104727. doi:
10.1016/j.yrtph.2020.104727.

Purkayastha, S., Markosyan, A., Prakash, ., Bhusari, S.,
Pugh, G., Jr., Lynch, B., Roberts, A., 2016. Steviol
glycosides in purified stevia leaf extract sharing the same
metabolic fate. Regulatory Toxicology and Pharmacology 77,
125-133. doi: 10.1016/j.yrtph.2016.02.015.

Purkayastha, S., Pugh, G., Jr., Lynch, B., Roberts, A., Kwok,
D., Tarka, S.M., 2014. In vitro metabolism of rebaudioside B,
D, and M under anaerobic conditions: comparison with
rebaudioside A. Regulatory Toxicology and Pharmacology 68,
259-266. doi: 10.1016/j.yrtph.2013.12.004.



https://hpvchemicals.oecd.org/UI/handler.axd?id=A70BB73C-12F8-447D-90D3-24535BDE3819
https://hpvchemicals.oecd.org/UI/handler.axd?id=A70BB73C-12F8-447D-90D3-24535BDE3819
https://hpvchemicals.oecd.org/UI/handler.axd?id=fd79fce6-c7e2-48ed-aead-8728c961980c
https://hpvchemicals.oecd.org/UI/handler.axd?id=fd79fce6-c7e2-48ed-aead-8728c961980c
https://doi.org/10.1787/9789264264649-en
https://doi.org/10.1787/61eca5cd-en
https://doi.org/10.1787/20745788

Radike, M.J., Stemmer, K.L., Bingham, E., 1981. Effect of
ethanol on vinyl chloride carcinogenesis. Environmental
Health Perspectives 41, 59-62. doi:10.1289/ehp.814159.

Rajalakshmi, K., Devaraj, H., Niranjali, D.S., 2001.
Assessment of the no-observed-adverse effect level (NOAEL)
of gallic acid in mice. Food and Chemical Toxicology, 39(9),
919-922. doi: 10.1016/s0278-6915(01)00022-9.

Rao, M., 2020a. 21114ENL e,z-2,11-Tetradecadien-1-al:
bacterial reverse mutation test (Ames test). Study Number
53670. Product Safety Labs, Dayton, NJ. USA. Unpublished
report provided to the FEMA Expert Panel.

Rao, M., 2020b. gamma-Nonalactone: Bacterial reverse
mutation test (Ames test). Study Number 51636. Product
Safety Labs, Dayton, NJ. Unpublished report provided to the
FEMA Expert Panel.

Rao, M., 2020c. Hexanoic acid: Bacterial reverse mutation
test (Ames test). Study Number 51649. Product Safety Labs,
Dayton, NJ. Unpublished report provided to the FEMA
Expert Panel.

Rao, M., 2020d. alpha-Terpineol: Bacterial reverse mutation
test (Ames test). Study Number 50767. Product Safety Labs,
Dayton, NJ. Unpublished report provided to the FEMA
Expert Panel.

Rashid, K.A., Baldwin, I.T., Babish, J.G., Schultz, J.C.,
Mumma, R.O., 1985. Mutagenicity tests with gallic acid and
tannic-acid in the Salmonella-typhimurium mammalian
microsome assay. Journal of Environmental Science and
Health B20(2), 153-165. doi: 10.1080/03601238509372473.

Reddy, A.K., Ghoshal, J.A., Pk, S. Trivedi, G.N.,,
Ambareesha, K., 2021. Histomorphometric study on effects of
monosodium glutamate in liver tissue of Wistar rats. Journal
of Basic and Clinical Physiology and Pharmacology 32, 1007-
1012. doi: 10.1515/jbcpp-2020-0264.

Renwick, A.G., 1996. Sulfur-oxygen compounds. In: Mitchell,
S. (Ed.), Biological Interactions of Sulfur Compounds. Taylor
& Francis, London, pp. 42-76.

Renwick, A.G. & Tarka, S.M., 2008. Microbial hydrolysis of
steviol glycosides. Food and Chemical Toxicology 46 Suppl 7,
S70-74.

Reyes, T.F, Chen, Y., Fraser, R.Z, Chan, T., Li, X., 2021.
Assessment of the potential allergenicity and toxicity of Pichia
proteins in a novel leghemoglobin preparation. Regulatory
Toxicology and Pharmacology 119, 104817. doi:
10.1016/j.yrtph.2020.104817.

Richardson, K.A., Edward, V.T., Jones, B.C. & Hutson, D.H.,
1991. Metabolism in the rat of a model xenobiotic plant
metabolite S-benzyl-N-malonyl-L-cysteine. Xenobiotica 21,
371-382. doi: 10.3109/00498259109039477.

Rietjens, I.M.C.M., Cohen, S.M., Eisenbrand, G.,
Fukushima, S., Gooderham, N.J., Guengerich, F.P., Hecht,
S.S., Rosol, T.J., Davidsen, J.M., Harman, C.L., Taylor, S.V.,
2023. FEMA GRAS assessment of natural flavor complexes:
Allspice, anise, fennel-derived and related flavor ingredients.
Food and Chemical Toxicology 145, 113643. doi:
10.1016/j.fct.2023.113643.

Roberts, A., Lynch, B., Rogerson, R., Renwick, A., Kern, H.,
Coffee, M., Cuellar-Kingston, N., Eapen, A., Crincoli, C.,
Pugh, G., Jr., Bhusari, S., Purkayastha, S., Carakostas, M.,
2016. Chemical-specific adjustment factors (inter-species
toxicokinetics) to establish the ADI for steviol glycosides.
Regulatory Toxicology and Pharmacology: RTP 79, 91-102.
doi: 10.1016/j.yrtph.2016.05.017.

Roberts, A. & Renwick, A.G., 2008. Comparative
toxicokinetics and metabolism of rebaudioside A, stevioside,
and steviol in rats. Food and Chemical Toxicology, 46 Suppl
7, S31-39. doi: 10.1016/j.fct.2008.05.006.

Rodriguez-Sanchez, D.G., Pacheco, A., Villareal-Lara, R.,
Ramos-Gonzalez, M.R., Ramos-Parra, P.A., Granados-
Principal, S., Garcia-Rivas, G., Hernandez-Brenes, C., 2019.
Chemical profile and safety assessment of a food-grade
acetogenin-enriched antimicrobial extract from avocado
seed. Molecules 24(13), 2354. doi:
10.3390/molecules24132354.

Rosin, M.P. & Stich, H.F., 1980. Enhancing and inhibiting
effects of propyl gallate on carcinogen-induced mutagenesis.
Journal of Environmental Pathology 4, 159-167.

RTECS, 1996. Registry of Toxic Effects of Chemical
Substances: hyaluronic acid, sodium salt.

Rumelhard, M., Hosako, H., Eurlings, .M., Westerink, W.M.,
Staska, L.M., van de Wiel, J.A., La Marta, J., 2016. Safety
evaluation of rebaudioside A produced by fermentation.
Food and Chemical Toxicology 89, 73-84. doi:
10.1016/j.fct.2016.01.005.

S.578 - 117th Congress (2021-2022): FASTER Act of 2021.
(2021, April 23). https://www.congress.gov/bill/117th-
congress/senate-bill/578.

Saito, K., Hasegawa-Baba, Y., Sekiya, F., Hayashi, S. M.,
Mirokuji, Y., Okamura, H., Maruyama, S., Ono, A., Nakajima,
M., Degawa, M., Ozawa, S., Shibutani, M., Maitani, T., 2017.
Japan Flavour and Fragrance Materials Association's
(JFFMA) safety assessment of food-flavouring substances
uniquely used in Japan that belong to the class of aliphatic
primary alcohols, aldehydes, carboxylic acids, acetals and
esters containing additional oxygenated functional groups.
Food additives & contaminants. Part A, Chemistry, analysis,
control, exposure & risk assessment 34(9), 1474-1484. doi:
10.1080/19440049.2017.1333160.

Sasaki, M., Sugimura, K., Yoshida, M.A., Abe, S., 1980.
Cytogenic effects of 60 chemicals on cultured human and
Chinese hamster cells. Senshokutai 20, 574-584.

Sasaki, Y., Imanishi, H., Ohta, T., Shirasu, Y., 1989.
Modifying effects of components of plant essence of the
induction of sister-chromatid exchanges in cultured Chinese
hamster ovary cells. Mutation Research Letters 226(2), 103-
110. doi: 10.1016/0165-7992(89)90051-1.

Sato, R., 2017. A bacterial reverse mutation test of 2-methyl-
3-butene-2-thiol. Unpublished report provided to the FEMA
Expert Panel.

Sato, R., 2021. A bacterial reverse mutation test of 3-methyl-
3-butene-1-thiol. Unpublished report provided to the FEMA
Expert Panel.




Schauss A.G., Merkel D.J., Glaza S.M., Sorenson S.R.,
2007. Acute and subchronic oral toxicity studies in rats of a
hydrolyzed chicken sternal cartilage preparation. Food and
Chemical Toxicology 45:315-321. doi:
10.1016/j.fct.2006.08.011.

Scheline, R.R., 1966. The decarboxylation of some phenolic
acids by the rat. Acta Pharmacologica et Toxicologica
(Copenh) 24(2), 275-85. doi: 10.1111/j.1600-
0773.1966.tb00390.x.

Schilcher, H. & Leuschner, F., 1997. Untersuchungen auf
mogliche nephrotoxische Wirkungen von aetherischem
Wacholderbeerdl [The potential nephrotoxic effects of
essential juniper oil]. Arzneimittelforschung 47(7), 855-8.

Schulz, M. & Landsiedel, R., 2009. LU5415999 Salmonella
typhimurium/Escherichia coli reverse mutation assay
(standard plate tests and preincubation test). Study Number
40M0O457/094294. Unpublished report provided to the FEMA
Expert Panel.

Seifried, H.E., Seifried, R.M., Clarke, J.J., Junghans, T.B.,
San, R.H.C., 2006. A compilation of two decades of
mutagenicity test results with the Ames Salmonella
typhimurium and L5178Y mouse lymphoma cell mutation
assay. Chemical Research in Toxicology 19, 627-644. doi:
10.1021/tx0503552.

Shahrzad, S. & Bitsch, I., 1998. Determination of gallic acid
and its metabolites in human plasma and urine by high-
performance liquid chromatography. Journal of
Chromatography B: Biomedical and Sciences Applications
705, 87-95. doi: 10.1016/S0378-4347(97)00487-8.

Shaw, P.N. & Blagbrough, I.S., 1989. Cysteine conjugate
beta-lyase, |l: Isolation, properties and structure-activity
relationships. In: Damani, L.A. (Ed.), Sulphur-Containing
Drugs and Related Organic Compounds, Vol. 2, Part B. Ellis
Horwood Ltd., Chichester, pp. 135-156.

Shelef, L.A. & Chin. B., 1980. Effect of phenolic antioxidants
on the mutagenicity of aflatoxin B1. Applied and
Environmental Microbiology 40, 1039-1043. doi:
10.1128/aem.40.6.1039-1043.1980.

Shibata, M.A., Tanaka, H., Kawabe, M., Sano, M., Hagiwara,
A., Shirai, T., 1995. Lack of carcinogenicity of monosodium I-
glutamate in Fischer 344 rats. Food and Chemical
Toxicology 33, 383-391. doi: 10.1016/0278-6915(94)00152-
e.

Shimada, T., 2020. A bacterial reverse mutation test of dried
Corynebacterium casei. Study Number 20M005.
Unpublished report provided to the FEMA Expert Panel

Shimizu, H., Suzuki, Y., Takemura, N., Goto, S., Matsushita,
H., 1985. The results of microbial mutation test for forty-three
industrial chemicals. Japan Journal of Industrial Health 27,
400-419. doi: 10.1539/joh1959.27.400.

Shruthi, S. & Shenoy, K.B., 2020. Gallic acid: a promising
genoprotective and hepatoprotective bioactive compound
against cyclophosphamide induced toxicity in mice.
Environmental Toxicology 36, 123-131. doi:
10.1002/tox.23018.

Shukla, D., 2020. Bacterial reverse mutation test of cocoa
shell extract FLG LMR using Salmonella typhimurium. Study
Number 481-06-26615. Jai Research Foundation, Gujarat,
India. Unpublished report provided to the FEMA Expert
Panel.

Smith, R.L., Cohen, S.M., Doull, J., Feron, V.J., Goodman,
J.I., Marnett, L.J., Munro, I.C., Portoghese, P.S., Waddell,
W.J., Wagner, B.M., Adams, T.B., 2005a. Criteria for the
safety evaluation of flavoring substances. The Expert Panel
of the Flavor and Extract Manufacturers Association. Food
and Chemical Toxicology 43, 1141-1177. doi:
10.1016/j.fct.2004.11.012.

Smith, R.L., Cohen, S.M., Doull, J., Feron, V.J., Goodman,
J.I., Marnett, L.J., Portoghese, P.S., Waddell, W.J., Wagner,
B.M., Hall, R.L., Higley, N.A., Lucas-Gavin, C., Adams, T.B.,
2005b. A procedure for the safety evaluation of natural flavor
complexes used as ingredients in food: essential oils. Food
and Chemical Toxicology 43, 345-363.

Smith, R.L., Cohen, S.M., Fukushima, S., Gooderham, N.J.,
Hecht, S.S., Guengerich, F.P., Rietjens, I.M.C.M., Bastaki,
M., Harman, C.L., McGowen, M.M., Taylor, S.V., 2018. The
safety evaluation of food flavouring substances: The role of
metabolic studies. Toxicology Research 7, 618-646. doi:
10.1039/c7tx00254h.

Soffritti, M., Belpoggi, F., Cevolani, D., Guarino, M.,
Padovani, M., Maltoni, C., 2002. Results of long-term
experimental studies on the carcinogenicity of methyl alcohol
and ethyl alcohol in rats. Annals of the New York Academy
of Sciences 982, 46-69.
doi:10.1111/j.1749-6632.2002.tb04924 .x.

Sokolowski, A., 2009. Salmonella Typhimurium Reverse
Mutation Assay. Study Number 1291700. Harlan Cytotest
Cell Research GmbH, Rossdorf, Germany. Unpublished
report provided to the FEMA Expert Panel.

Son, W.C., Gopinath, C., 2004. Early occurrence of
spontaneous tumors in CD-1 mice and Sprague-Dawley rats.
Toxicologic pathology 32, 371-374. doi:
10.1080/01926230490440871.

Soltesova, A., 2015. The subject compound: Bacterial
reverse mutation test. Study Number TDG0002. Huntingdon
Life Sciences, Cambridgeshire, UK. Unpublished report
provided to the FEMA Expert Panel.

Speijers, G.J.A., Janssen, G.B., Wallbrink-de Drieu, Y., van
Leeuwen, F.X.R., van Loenen, H.A., Krajnc-Franken,
M.A.M., Vaessen, H.A.M.G., Wester, P.W. 1993. Subchronic
toxicity of propyl-gallate. Study Number 618311002 (Draft).
Rijksinstituut voor Volksgezondheid en Milieuhygiéne,
Bilthoven, The Netherlands. As reviewed in EFSA, 2014.

Spruth, B., 2020. Mutagenicity study of (E)-3-(1,3-
benzodioxol-5yl)-N-phenyl-N-tetrahydrofuran-3-yl-prop-2-
enamide in salmonella typhimurium and Escherichia coli
reverse mutation assay (invitro). Study Number 36037. LPT
Laboratory of Pharmacology and Toxicology GmbH & Co.
KG, Hamburg, Germany. Unpublished report provided to the
FEMA Expert Panel.

Stofberg, J., Grundschober, F., 1987. Consumption ratio and
food predominance of flavoring materials. Perfumer and
Flavorist 12, 27.




Stone, V., 2011. Induction of micronuclei in cultured human
peripheral blood lymphocytes. Nootkatone, Covance
Laboratories Ltd., North Yorkshire, England. Study Number
8242980. Unpublished report provided to the FEMA Expert
Panel.

Sugimura, T., Sato, S., Nagao, M., Yahagi, T., Matsushima,
T., Seino, Y., Takeuchi, M., Kawachi, T., 1976. Overlapping
of carcinogens and mutagens. In: Magee, P.N., Takayama,
S., Sugimura, T., Matsushima, T. (Eds.), Fundamentals in
Cancer Prevention. University Park Press, Baltimore, pp.
191-215.

Sugisawa, A., Kimura, M., Fenech, M., Umegaki, K., 2004.
Anti-genotoxic effects of tea catechins against reactive
oxygen species in human lymphoblastoid cells. Mutation
Research 559(1-2), 97-103. doi:
10.1016/j.mrgentox.2004.01.002.

Sugiyama, C. & Yagame, O., 1991. Mutagenicity studies of
sodium hyaluronate (SL-1010). I: Reverse mutation test on
bacteria. Japan Pharmocology and Therapeutic [in
Japanense] 19, S177-S181.

Sun, Y., Peng, W., Zeng, L., Xue, Y., Lin, W,, Ye, X., Guan,
R., Sun, P., 2021. Using power ultrasound to release
glycosidically bound volatiles from orange juice: A new
method. Food Chemistry 344, 128580. doi:
10.1016/j.foodchem.2020.128580.

Suttajit, M., Vinitketkaumnuen, U., Meevatee, U.,
Buddhasukh, D., 1993. Mutagenicity and human
chromosomal effect of stevioside, a sweetener from Stevia
rebaudiana Bertoni. Environmental Health Perspectives 101
Suppl 3, 53-56. doi: 10.1289/ehp.93101s353.

Swaminathan, R., 2003. Magnesium metabolism and its
disorders. Clinical Biochemical Review 24, 47-66.

Tasevska, N., Runswick, S.A., Bingham, S.A., 2006. Urinary
potassium is as reliable as urinary nitrogen for use as a
recovery biomarker in dietary studies of free-living
individuals. Journal of Nutrition 136, 1334—1340. doi:
10.1093/jn/136.5.1334.

Takizawa, T., Yasuhara, K., Mitsumori, K., Onodera, H.,
Koujitani, T., Tamura, T., Takagi, H., Hirose, M., 2000. A 90-
day repeated dose oral toxicity study of magnesium chloride
in F344 rats. Kokuritsu lyakuhin Shokuhin Eisei Kenkyusho
Hokoku 63-70.

Takumi, A., Kawamata, Y., Sakai, R., Narita, T., 2019. In
vitro and in vivo genotoxicity studies on monosodium I-
glutamate monohydrate. Regulatory Toxicology and
Pharmacology 107, 1-10. doi: 10.1016/j.yrtph.2019.05.024.

Tanaka, H., Hagiwara, A., Kurata, Y., Ogiso, T., Futakuchi,
M., Ito, N., 1994. 13-Week oral toxicity study of magnesium-
chloride in B6C3F (1) mice. Toxicology Letters 73, 25-32.
doi: 10.1016/0378-4274(94)90185-6.

Tanaka, S., Kawashima, K., Nakaura, S., Nagao, S., Omori,
Y., 1979. Effects of dietary administration of propyl gallate
during pregnancy on the prenatal and postnatal
developments of rats. Shokuhin Eiseigaku Zasshi, 20, 378-

384. doi: 10.3358/shokueishi.20.378.

Tateishi, M. & Tomisawa, H., 1989. Cysteine conjugate beta-
lyase. I: Toxic thiol production. In: Damani, L.A. (Ed.),
Sulphur-Containing Drugs and Related Organic Compounds,
Vol. 2, Part B. Ellis Horwood Ltd., Chichester, pp. 121-134.

Tateishi, M., Suzuki, S., Shimizu, H., 1978. Cysteine
conjugate beta-lyase in rat liver. The Journal of Biological
Chemistry 253, 8854-8859.

Tayama, S. & Nakagawa, Y., 2001. Cytogenetic effects of
propyl gallate in CHO-K1 cells. Mutation Research 498, 117-
127. doi: 10.1016/s1383-5718(01)00272-8.

Telford, I.R., Woodruff, C.S., Linford, RH., 1962. Fetal
resorption in the rat as influenced by certain antioxidants.
The American Journal of Anatomy 110:29-36. doi:
10.1002/aja.1001100104.

Terai, T., Ren, H., Mori, G., Yamaguchi, Y., Hayashi, T.,
2002. Mutagenicity of steviol and its oxidative derivatives in
Salmonella typhimurium TM667. Chemical and
Pharmaceutical Bulletin 50, 1007-1010. doi:
10.1248/cpb.50.1007.

Thakor, V.P., 2022. Bacterial reverse mutation test of
Eucommia ulmoides leaf extract power using Salmonella
typhimurium. Study Number 481-1-06-32078. Jai Research
Foundation, Guijarat, India. Unpublished report provided to
the FEMA Expert Panel.

TNO, 2014. Repeated-dose (13-week) oral toxicity study in
rats with monosodium L-glutamate monohydrate produced
by a GMM production strain. Netherlands Organisation for
Applied Scientific Research, The Hague. As cited in JECFA,
2022.

Toyoda, K., Matsur, H., Shoda, T., Uneyama, C., Takada, K.,
Takahashi, M., 1997. Assessment of the carcinogenicity of
stevioside in F344 rats. Food and Chemical Toxicology 35,
597-603. doi: 10.1016/s0278-6915(97)00023-9.

Tsuji, M., Fujiski, Y., Okubo, A., Arikawa, Y., Noda, K., Ide,
H., Ikeda, T., 1975. Studies on d-limonene as a gallstone
solubilizer (V) effects on development of rat fetuses and
offsprings. Oyo Yakuri 10, 179-186.

Usami, M., Sakemi, K., Tsuda, M., Ohno, Y., 1996.
Teratogenicity study of magnesium chloride hexahydrate in
rats]. Eisei Shikenjo Hokoku 114, 16-20.

Van Dongen, W., Wiggers, B., Donders, J.J.H. [eds]., 2024.
VCF Volatile Compounds in Food: Database Version 16.10 —
Reeuwijk (The Netherlands): BeWiDo B.V., 1963-2024.

Variya, B.C., Bakrania, A K., Madan, P., Patel, S.S., 2019.
Acute and 28-days repeated dose sub-acute toxicity study of
gallic acid in albino mice. Regulatory Toxicology and
Pharmacology 101, 71-78. doi: 10.1016/j.yrtph.2018.11.010.

Voet D. & Voet J.G., 1990. Chapter 19, Citric acid cycle.
Chapter 23, Lipid metabolism. Chapter 24, Amino acid
metabolism. In: Biochemistry. John Wiley and Sons, New
York, NY.

Volpi, N. & Maccari, F., 2003. Purification and
characterization of hyaluronic acid from the mollusc bivalve
Mytilus galloprovincialis. Biochimie 85(6), 619-25. doi:
10.1016/s0300-9084(03)00083-x.




Waalkens-Berendsen, D.H., Kuilman-Wahls, M.E.M., Bar,
A., 2004. Embryotoxicity and teratogenicity study with
neohesperidin dihydrochalcone in rats. Regulatory
Toxicology and Pharmacology 40, 74 - 79. doi:
10.1016/j.yrtph.2004.05.007.

Walle, T., Browning, A.M., Steed, L.L., Reed, S.G., Walle,
U.K., 2005. Flavonoid glucosides are hydrolyzed and thus
activated in the oral cavity in humans. The Journal of
Nutrition 135(1), 48-52. doi: 10.1093/jn/135.1.48.

Wang, C. & Klemencic, J., 1979. Mutagenicity and
carcinogenicity of polyhydric phenols (Meeting Abstract).
Proceedings of the American Association for Cancer
Research 20, 117.

Waring, R.H., 1996. Sulfur-sulfur compounds. In: Mitchell,
S.C. (Ed.), Biological Interactions of Sulfur Compounds.
Taylor & Francis, London, pp. 145-173.

Watanabe, S. & Morimoto, Y., 1989a. Mutagenicity test
(Salmonella, Escherichia coli/microsome): Acetyllacticacid
thiomethylester. Unpublished report provided to the FEMA
Expert Panel.

Watanabe, S. & Morimoto, Y., 1989b. Mutagenicity test
(Salmonella, Escherichia coli/microsome):
Propionyllacticacid thiomethylester. Unpublished report
provided to the FEMA Expert Panel.

Watters, G., 2013a. Induction of micronuclei in cultured
human peripheral blood lymphocytes. Dimethyl-5-
pentylidenefuran-2(5H)-one. Study Number 8272037.
Covance Laboratories Ltd., North Yorkshire, England.
Unpublished report provided to the FEMA Expert Panel.

Watters, G., 2013b. Induction of micronuclei in cultured
human peripheral blood lymphocytes. Furan-2(5H)-one.
Study Number 8272052. Covance Laboratories Ltd., North
Yorkshire, England. Unpublished report provided to the
FEMA Expert Panel.

Watters, G., 2014. (E)-3-Benzo[1,3]dioxol-5-yI-N,N-diphenyl-
2-propenamide: Induction of micronuclei in cultured human
peripheral blood lymphocytes. Study Number 8288432.
Covance Laboratories Ltd., North Yorkshire, England.
Unpublished report provided to the FEMA Expert Panel.

Weiner, 1.D., Linasm S.L., Wingo, C.S., 2010. Disorders of
potassium metabolism. In: Johnson, R., Fluege, J., Feehally,
J. (Eds.). Comprehensive Clinical Nephrology, 4th Edition.
Elsevier Saunders, Philadelphia, pp. 118-129.

Wells, W.W., Yang, Y., Diets, T.L. & Gan, Z.R., 1993.
Thioltransferases. Advances in Enzymology and Related
Areas of Molecular Biology 66, 149-201. doi:
10.1002/9780470123126.ch4.

Wenk, M.L., 1990. 28-Day repeated dose oral toxicity study
of B130 in rats: volume 2. Study Number G-7228.115.
Microbiological Associates Inc., Rockville, Maryland.
Unpublished report provided to the FEMA Expert Panel.

Wheeler, A., Boileau, A.C., Winkler, P.C., Compton, J.C.,
Prakash, I., Jiang, X., Mandarino, D.A., 2008.
Pharmacokinetics of rebaudioside A and stevioside after
single oral doses in healthy men. Food and Chemical
Toxicology : an international journal published for the British
Industrial Biological Research Association 46 Suppl 7, S54-
60. doi: 10.1016/j.fct.2008.04.041.

Wisher, M., 2016. Subject compound: Reverse mutation
assay ‘Ames Test’ using Salmonella typhimurium and
Escherichia coli. Study Number HM52MF. Envigo Research
Limited, Derbyshire UK. Unpublished report provided to the
FEMA Expert Panel.

Whitwell, J., 2011. Induction of micronuclei in cultured
human peripheral blood lymphocytes. Study Number
1000243. Covance Laboratories, North Yorkshire, England.
Unpublished report provided to the FEMA Expert Panel.

Whitwell, J., 2012a. Induction of micronuclei in cultured
human peripheral blood lymphocytes. Dimethyl-5-
pentylidenefuran-2(5H)-one. Study Number 8233098.
Covance Laboratories Ltd., North Yorkshire, England.
Unpublished report provided to the FEMA Expert Panel.

Whitwell, J., 2012b. Induction of micronuclei in cultured
human peripheral blood lymphocytes. Furan-2(5H)-one.
Study Number 8233100. Covance Laboratories Ltd., North
Yorkshire, England. Unpublished report provided to the
FEMA Expert Panel.

Whitwell, J., 2016a. 2,4-Hexadienal: Intraperitoneal in vivo
micronucleus study in the bone marrow and peripheral blood
of treated rats. Study Number 8321402. Covance
Laboratories, North Yorkshire, England. Unpublished report
provided to the FEMA Expert Panel.

Whitwell, J., 2016b. 2,4-Hexadienal: Oral gavage in vivo
micronucleus study in the bone marrow and peripheral blood
of treated rats. Study Number 8321401. Covance
Laboratories, North Yorkshire, England. Unpublished report
provided to the FEMA Expert Panel.

Williams, L.D., and Burdock, G.A., 2009. Genotoxicity
studies on a high-purity rebaudioside A preparation. Food
and Chemical Toxicology: an international journal published
for the British Industrial Biological Research Association 47,
1831-1836. doi: 10.1016/j.fct.2009.04.046.

Wingard, R.E., Brown, J.P., Enderlin, F.E., Dale, J.A., Hale,
R.L., Seitz, C.T., 1980. Intestinal degradation and absorption
of the glycosidic sweeteners stevioside and rebaudioside A.
Experientia 36, 519-520. doi: 10.1007/bf01965774.

Wu, L.T., Chu, C.C,, Chung, J.G., Chen, C.H,, Hsu, L.S,, Liu,
J.K, Chen, S.C., 2004. Effects of tannic acid and its related
compounds on food mutagens or hydrogen peroxide-
induced DNA strands breaks in human lymphocytes.
Mutation Research 556(1-2), 75-82. doi:
10.1016/j.mrfmmm.2004.07.004.

Yamada, A., Ohgaki, S., Noda, T., Shimizu, M., 1985. Chronic
toxicity study of dietary stevia extracts in F344 rats. Food
Hygiene and Safety Science (Shokuhin Eiseigaku Zasshi) 26,
169-183.

Yang, K., Zhang, L., Liao, P., Xiao, Z., Zhang, F., Sindaye, D.,
Xin, Z., Tan, C., Deng, J., Yin, Y., Deng, B., 2020. Impact of
gallic acid on gut health: focus on the gut microbiome, immune
response, and mechanisms of action. Frontiers in
Immunology 11:580208. doi:10.3389/fimmu.2020.580208.

Yip, R. & Dallman, P.R., 1996. Iron. In: Ziegler, E.E., Filer, L.J.
Jr, (Eds.) Present Knowledge in Nutrition, 7th edition.
International Life Sciences, Washington (DC).




Yoshida, M., Fukuwatari, T., Sakai, J., Tsuji, T., Shibata K.,
2012. Correlation between mineral intake and urinary
excretion in free-living Japanese young women. Food and
Nutrition Sciences 3, 123—-128.

Yuefeng, L., Penfei, G., Hui, Y., et al., 2009. Experimental
study on acute toxicity Eucommia extract. Shaanxi Journal of
Agricultural Sciences 55(3), 52-60. As cited in Hong-xin et
al., 2020.

Zeiger, E, Anderson, B., Haworth, S., Lawlor, T,
Mortelmans, K., 1992. Salmonella mutagenicity tests: V.
Results from the testing of 311 chemicals. Environmental
and Molecular Mutagenesis 19 Suppl 21, 2-141. doi:
10.1002/em.2850190603.

Zeiger, E., Anderson, B., Haworth, S., Lawlor, T.,
Mortelmans, K., Speck, W., 1987. Salmonella mutagenicity
tests: Ill. Results from the testing of 255 chemicals.
Environmental Mutagenesis 9 Suppl 9, 1-109. Erratum in:
Environmental Mutagenesis 1988; 11 Suppl 12, 158. Doi:
10.1002/em.2860090602.

Zhao, Y., 2015. ADME-Tox study of subject compound.
Study Number 100021791. Eurofins Panlabs, Redmond,
WA. Unpublished report provided to the FEMA Expert Panel.

Zhao, Y., 2016. ADME Tox study of one compound. Study
Number 100029840. Eurofins Panlabs, Saint Charles, MO.
Unpublished report provided to the FEMA Expert Panel.

Zhu, Z., Yan, J., Zheng, Y., Xia, Y., Fu, J., Meng, Z., Song,
S., 2017. A toxicological evaluation on the safety of the
Eucommia folium. Preventive Medicine 29(5), 443-448.

Ziemianska, S., 2017. Determination of genotoxicity of
natural nootkatone on reverse mutation AMES MPF™ Penta
| test. Study Number K119/SZ/01. Selvita S.A. Krakow,
Poland. Unpublished report provided to the FEMA Expert
Panel.

Zong, L., Inoue, M., Nose, M., Kojima, K., Sakaguchi, N.,
Isuzugawa, K., Takeda, T., Ogihara, Y., 1999. Metabolic fate
of gallic acid orally administered to rats. Biological and
Pharmaceutical Bulletin 22(3), 326-329. doi:
10.1248/bpb.22.326.






