syngenta

47473833

SYN524464 FS (A16148F) — Potential Genotoxicity — Prokaryotic —
The Salmonella/Microsome Mutagenicity Assay (Ames)

SYNb524464

Final Report

DATA REQUIREMENT(S):

AUTHOR(S):

STUDY COMPLETION DATE:

PERFORMING LABORATORY:

LABORATORY PROJECT ID:

SUBMITTER/SPONSOR:

VOLUME 1 OF 1 OFSTUDY

PAGE 1 OF 69

Not Applicable

Helena Campos Rolla

March 26, 2010

Bioensaios Analises e Consultoria Ambiental Ltda.
Palermo Street, 257 — Santa Isabel
94480-775 — Viamao — RS - Brazil

Report Number: 2077-AMES-080-09
Study Number: 2077-AMES-080-09
Task Number: TK0008605

Syngenta Crop Protection, Inc.
410 Swing Road

Post Office Box 18300
Greensboro, NC 27419-8300 USA



STATEMENT OF DATA CONFIDENTIALITY CLAIMS

STATEMENT OF NO DATA CONFIDENTIALITY CLAIMS
UNDER SPECIFIED FIFRA PROVISIONS

No claim of confidentiality is made for any information contained in this study on the basis
of its falling within the scope of FIFRA Section 10(d)(1)(A) (discloses manufacturing or
quality control processes), (B) (discloses the details of methods for testing, detecting or
measuring the quantity of any deliberately added inert ingredient of a pesticide), or (C)
(discloses the identity or percentage quantity of any deliberately added inert ingredient of a
pesticide).

Company
Syngenta Crop Protection, Inc.

Company Agent: Adora Clark, Ph.D.

U. S. Product Registration Manager %ate é

Syngenta is the owner of this study. Syngenta has submitted this material to the United
States Environmental Protection Agency specifically under the provisions contained in
FIFRA as amended and, hereby, consents to use and disclosure of this material by EPA
according to FIFRA. Notwithstanding the wording of our marking TRADE SECRET, this
marking, by itself, conveys no supplemental claims of confidentiality under FIFRA
Sections 10(a) or 10(b) (addressing protection of trade secrets and commercial and financial
information). In submitting this material to EPA according to method and format
requirements contained in PR Notice 86-5, we do not waive any protection or right involving
this material that would have been claimed by the company if this material had not been
submitted to the EPA, nor do we waive any protection or right provided under FIFRA
Section 3 (concerning data exclusivity and data compensation) or FIFRA Section 10(g)
(prohibiting disclosure to foreign and multinational pesticide companies or their agents).

Report Number: 2077-AMES-080-09 Page 2 of 69
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GOOD LABORATORY PRACTICE COMPLIANCE STATEMENT

Study: Potential genotoxicity - prokaryotic
The Salmonella/microsome mutagenicity assay (Ames) — SYN524464 FS
(A16148F)

Study Number: 2077-AMES-080-09

I declare that Study Plan objectives were successful reached and concluded. I declare that
Raw Data are valid and that Final Report reflects the methods used and obtained raw
data.

[ declare that the study was conducted in accordance to the Good Laboratory Practice - GLP
guideline INMETRO-NIT-DICLA-035 to 041 (Jul/09), based on OECD-Principles on Good
Laboratory Practice (1997).

I declare that the GLP principles were completely complied.

Viamio, 26 / Mar / 2010 .

Helena Campos Ro
Study Director
Rua Palermo, 257 - Viamio - RS - Brazil
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QUALITY ASSURANCE STATEMENT

Study: Potential genotoxicity - prokaryotic
The Salmonella/microsome mutagenicity assay (Ames) — SYN524464 FS
(A16148F)

Study Number: 2077-AMES-080-09

I declare that this study was conducted according to the GLP principles and I declare that
the final report was revised and it reflects the raw data.

I declare that the Study Director signed the declaration that the Study was conducted
according to principles GLP in 26 Mar 2010.

I declare below that audits had been carried through, as specified in the table, protocol
deviations were not observed or non-conformities that could affect the quality of the
results.

Report date to the ~ Report date to the

Object of the Audit Audit date Study Director Manager
SOP * 29 Jul. 2008 06 Aug. 2008 06 Aug. 2008
- Study._gul;ase *
isrftrj;’r‘ist;;“k (genetic 31 Jul. 2008 06 Aug. 2008 06 Aug. 2008
Assay and exposition 31 Jul. 2008 06 Aug. 2008 06 Aug. 2008
Counting of plates 04 Aug. 2008 06 Aug. 2008 06 Aug. 2008
Raw Dates 26 Mar. 2010 26 Mar 2010 26 Mar 2010
Final Report 26 Mar. 2010 26 Mar 2010 26 Mar 2010
SOP: Standard Operating Procedure.
* Process audits based in the study 1973-AMES-180-08 audit.
Viamio, 06 / uot /2010 .

Aline Garcia dos Santos
Quality Assurance Sector
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GENERAL INFORMATION

Contributors

The following contributed to this report in the capacities indicated:

Name Title

Helena Campos Rolla Study Director

Alexandre Brandelli Test facility manager
Aline Garcia dos Santos Quality assurance manager
Study dates

Study initiation date: 27 Apr 09
Experimental start date: 26 May 09
Experimental termination date: 12 Mar 10

Deviations from the guidelines
None

Retention of samples

The Study Plan, Raw Data and Final Report were archived for, at least, the next five
years and the test substance for, at least, 60 days after the conclusion of all studies at
Bioensaios Andlises e Consultoria Ambiental Ltda dependencies.

Performing Laboratory Test Substance Reference Number
Substance number: 2077
Batch number: GP080609
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1.0 EXECUTIVE SUMMARY

The test substance SYN524464 FS (A16148F), an agricultural formulation containing the
active ingredient sedaxane (SYN524464), was tested for reverse induction of mutation at
locus Ais in five strains of Salmonella typhimurium (TA97a, TA98, TA100, TA102 and
TA1535) with the preincubation method in presence and absence of the metabolic

activation using the post-mitochondrial fraction from the livers of rodents treated with
Aroclor 1254 (S9).

The dose levels tested were 800, 1250, 2000, 3200 and 5000 ug of the test substance per
plate.

In all experiments negative (solvent) and positive controls for each strain were included.
The mean number of revertant colonies in the plates of negative control were within the
range of literature cited spontaneous mutations and confirmed the sensitivity and
specificity of the strains in the positive control plates.

For the strains TA97a, TA98, TA100 and TA102, the test substance did not induce a
statistically significant increase in reverse mutations at the His" locus, and the frequency
of the revertant colonies at all test concentrations was less than twice the frequency of the
revertant colonies in the negative controls.

A weak statistical correlation for increased revertant colony counts in strain TA1535
was observed in certain of the four experiments, but only in the absence of a metabolic
activation. However, the fold increase in mutant colonies (mutagenic index) did not
meet the pre-established criteria for a positive response, and therefore was not considered
biologically significant. A substance is mutagenic for strain TA1535 when the mutagenic
index is > 3. In the original four experiments with this strain, and in seven supplemental
experiments, the mutagenic index was less than three. These results confirmed the lack of
reproducibility of the observed effect, and further confirmed the lack of treatment related
effect. There was no indication of an increase in TA1535 revertant colonies in the
presence of metabolic activation.

Therefore, the test substance is considered non-mutagenic under the conditions of this
assay.
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SUMARIO EXECUTIVO

A substéncia teste SYN524464 FS (A16148F), uma formulagdo agricola contendo o
ingrediente ativo sedaxane (SYN524464), foi testada para indugio de mutagfo reversa para
0 locus his em cinco linhagens de Salmonella typhimurium (TA97a, TA98, TA100,
TA102 e TA1535) pelo método de pré-incubagéio em presenga e em auséncia de ativagdo
metabélica de fragdo pés-mitocondrial de figado de ratos induzido por Aroclor 1254 (S9).

As doses testadas foram 800, 1250, 2000, 3200 e 5000 pg de substancia teste por placa.

Em todos experimentos foram incluidos o controle negativo (solvente) e o controle
positivo indicado para cada linhagem. O niimero médio de coldnias revertentes nas placas
de controle negativo esteve dentro da faixa de freqiiéncia de mutagdo espontanea citada
na literatura ¢ confirmam a sensibilidade e especificidade das linhagens nas placas de
controle positivo.

Para as linhagens TA97a, TA98, TA100 e TA102, a substincia teste nfo induziu um
aumento estatisticamente significativo de mutagdes reversas no lécus His', e a freqiiéncia
de colOnias revertentes em todas as concentragdes testadas foram inferior ao dobro da
freqiiéncia de coldnias revertentes do controle negativo.

Foi observada uma correlagdo estatisticamente fraca devido ao aumento na contagem de
colonias revertentes, em alguns dos quatro testes com a linhagem TA 1535, mas somente
na auséncia de ativagio metabdlica. Entretanto, o nimero de vezes mais col6nias
mutantes (indice mutagénico) ndo satisfaz os critérios pré-estabelecidos para uma
resposta positiva, e, portanto, ndo foi considerado biologicamente significativo. A
substincia € mutagénica para a linhagem TA1535 quando o indice mutagénico € > 3. Nos
quatro testes originais com esta linhagem, e nos sete testes adicionais, o indice
mutagénico foi menor que trés. Estes resultados confirmam a perda de reprodutibilidade
do efeito observado, e, além disto, confirmam a perda do efeito relacionado ao
tratamento. Néo existe indicagdo de um aumento de coldnias revertentes na linhagem
TA1535 na presenga de ativagdo metabdlica.

Portanto, a substancia teste ndo foi considerada mutagénica sobre as condigdes do teste.
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2.0 INTRODUCTION

The Salmonella/microsome test is commonly employed as an initial screen for genotoxic
activity and, in particular, for point mutation-inducing activity, which involves
substitution, addition or deletion of one or a few DNA base pairs.

An extensive data base has demonstrated that many chemicals that are positive in this test
also exhibit mutagenic activity in other tests. It is a rapid test, inexpensive and relatively
easy to perform.

The test uses Salmonella typhimurium bacteria strains that produce different mutations in
the histidine operon, each of which is designed to be responsive to mutagens that act via
different mechanisms.

Besides the mutations in the histidine operon, the strains present other mutations that
increase the capacity to detect mutagenic substances, such as the expansion of the DNA
sequences responsible for reversion sites, increased cell permeability to large molecules
and elimination of DNA repair systems or enhancement of error-prone DNA repair
processes.

The principle of this bacterial reverse mutation test is that it detects mutations present in
the tester strains that restore the functional capability of the bacteria to synthesize an
essential amino acid (histidine). The revertant bacteria are detected by their ability to
grow in the absence of the amino acid (histidine) required by the parent tester strain.

2.1  Study dates

Study plan : 27 Apr 2009
Experiment start : 26 May 2009
Experiment end : 12 Mar 2010
Final report : 26 Mar 2010

3.0 MATERIALS AND METHODS

3.1 Test substance

Test substance name : SYNS524464 FS (A16148F)
Alias : A16148F
Chemical name of a.i. : Mixture of 2 cis-isomers 2"-[(1RS,2RS)-1,1"-

bicycloprop-2-yl]-3-(difluoromethyl)-1-
methylpyrazole-4-carboxanilide and 2 trans-
isomers 2"-[(IRS,2SR)-1,1"-bicycloprop-2-yl]-3-
(difluoromethyl)-1-methylpyrazole-4carboxanilide

Common name of a.i. : Sedaxane
Sponsor’s Code for a.i. : SYNS24464
Activity . Fungicide
CAS Number of a.i. . 874967-67-6
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Form physical

Batch number

Test substance number
Expiration date
Packing opening date
Stability

Homogeneity

Declared a.i. content
Measured a. i. content

Liquid

GP080609

2077

31 Jul 2010

28 Apr 2009

Stable for two years at room temperature

Visually homogeneous
500 g/L
498.8 g/L

The analysis of the active ingredient content was conducted by Bioensaios Analises e
Consultoria Ambiental Ltda and results are presented in Appedix 1

3.2 Reference substances

Chemical name
CAS number
Mark

Batch number
Expiration date
Purity

Chemical name
CAS number
Mark

Batch number
Expiration date
Purity

Chemical name
CAS number
Mark

Batch number
Expiration date
Purity

: 4- nitroquinoline-N-oxide (4-NQO)
:56-57-5

: Sigma-Aldrich

:067K 1267

:30 Apr 2010

: 100%

: Sodium azide (NaZ)
: 26628-22-8

: Labsynth

: 1043043401

: August/2010

1 99%

: 2-aminofluorene (2-AF)
: 153-78-6

: Acros

: A011750701

: 20 Mar 2008*

: 98%

* The response of diagnostic positive strain (mutagenicity index values inside the frequency ranges expected from the
taboratory’s historical control data and within the range reported in the literature) assured the validity of references
substances, to the assay performed after expiration date.
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3.3 Procedures

Mutagenicity was assayed by the preincubation procedure modified in the absence and in
the presence of 8% of a metabolic activation mixture (S-9 mix).

Triplicate sterile test tubes, protected against light, each containing different sample
concentrations and controls, were incubated with 100 uL (1-2x10° cells.mL'l) of tester
strain cultures and 2 mL of molten top agar supplemented with 0.5 mM histidine and
biotin. Five hundred pL of the $S9-mix was added to the tubes in the tests with metabolic
activation.

The contents of the tubes was mixed and poured onto the surface of minimal agar plates.

After the top agar hardened the plates are inverted and incubated at 37 + 1 °C for 48h, at
which time histidine-revertant colonies are counted on all plates.

3.3.1 Test system (strains)

Five Salmonella typhimurium strains were used in this study, some of them producing
revertants by frameshift mutations, through the addition or deletion of nucleotides within
the DNA molecule (TA97a, TA98); others, by base-pair substitutions, transitions and
transversions (TA100, TA102, TA1535).

The strains originated from master plates, or from cryogenic tubes containing cultures in
glycerol or DMSO maintained in liquid nitrogen and incubated in nutrient broth with no
antibiotics for the TA1535 strain, or containing ampicillin for the TA97a, TA98 and
TA100 strains, and containing tetracycline for the TA102 strain. The incubation was
carried out in an water bath at 37 + 1 °C, protected against light and under an aeration
system.

The tester strains were analyzed for their genetic integrity (his, rfa, uvrB-bio),
spontaneous mutation rate, and for the presence of plasmids pKM101 and pAQI
whenever an experiment was performed.

Genotypes of the strains used for mutagenesis testing

. . reversion LPS . . . spontaneous
strain mutation event defect deletion  mutation Plasmid revertant
TA97a  hisD6610 f;ir:‘;fgr‘f: rfa AuvrB bio pKM101 70-200
TA98  hisD30s2  rameshift rfa AuvrB bio pKM101 20-50
mutations
base-pair bi
TAI00  hisG46  gybstitutions rfa AuvrB io pKM101 75-225
base-pair ) . KM101
TA102  hisG428 g pstitutions rfa wild type ~ Wild type pp AQI 100-300
base-pair bi .
TAI1535 hisG46  gubstitutions rfa AuvrB 10 No plasmid 10-30
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his: mutation in the histidine operon; 4uvrB-bio: deletion that affects the accurate DNA repair pathway and
which makes the cells biotin dependen; rfa: mutation leads to a defective lipolysaccharide (LPS) layer.

pKMI01: enhances chemical and UV-induced mutagenesis via an increase in the error-prone
recombination DNA repair pathway, confers ampicillin resistance.

PAQI: muiticopy plasmid which carries the isG428 mutation with the aim of amplifying the number of
target sites and a tetracycline resistance gene.

3.3.2 Solutions and dose preparation

Test solution: test substance was weighed (about 100 mg) and suspended to a 1 mL
volumetric flasks make up to H,O on each day of experimentation.

The test was performed with five concentrations of test substance with intervals selected
on a log basis. The tested doses were 8, 12.5, 20; 32 and 50 pL per plate of the test
solution that corresponded 800, 1250, 2000, 3200 and 5000 pg of the test substance per
plate.

The test substance solution was homogeneous. The vehicle was chosen due to its solvent
properties and known lack of toxicity to the bacteria.

3.3.3 Metabolic activation system (S-9 mix)

The test was carried out in the presence and absence of an exogenous metabolization
system, which allows detection of substances with direct action on the cell’s genetic
material, as well as monitoring the positive or negative activity of the metabolites
generated by biotransformation, to mimic what may occur in the liver.

The microsomal fraction employed in the metabolic activation system was acquired from
Molecular Toxicology Inc (Moltox™), batch 2401, and prepared from livers of
Sprague-Dawleys rats treated with Aroclor 1254 (mixture biphenyl polychlorinated -
PCB), which induces a set of enzymes of the hepatic microsomal system. The S-9 mix is
prepared according to the following table:

Ingredients Quantity to prepare 50 mL S-9mix
Sterile bideionized H,O 17.75 mL
0.2 M Sodium phosphate buffer (pH 7.4) 25.00mL
0.1 M NADP 2.00mL
1 M glucose-6-phosphate 0.25mL
MgCl,/ KCl salts 1.00mL
Rat liver 89 (suspended in 2.0 mL of sterile bideionized water ) 4.0mL

3.3.4 Controls

Each experiment included a negative control (sterile bideionized water) and positive
control to confirm the response and specificity of each tester strain and the efficiency of
the metabolic activation system.
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The following table lists the positive control chemicals with their respective
concentration/plate that has been routinely used in the laboratory.

Final concentration

Chemical (ng/plate) Strains S-9 mix
4-nitroquinoline-N-oxide (4-NQO) 0.5 TA97a, TA98, TA102 -
Sodium azide (NaZ) 1 TA100, TA 1535 -
2-Aminofluorene (2-AF) 10 All strains +

3.3.5 Analysis of Results

After the plates were removed from the incubator, the colonies were counted and the
results were expressed as the mean number of revertant colonies per plate with standard
deviation for the test substance and the controls. The number of control revertants was
compared to the normal ranges for the revertant colonies mean number in this laboratory
and in cited literature. The dose-response curves were statistically evaluted with the
SALANAL program developed by the Environmental Monitoring Systems Laboratory,
EPA — Software version 1.0 - 1993. This software predicts the dose-response relationship
of these assays and can fit at least four regression models: CONSTANTE y = b; LINEAR
y = bx+a; LINTOX 1 (linear attenuated by simple exponential toxicity) y = (bx+a)™™;
LINTOX 2 (linear attenuated by exponential toxicity elevated to the second power) y =
(bx+a) ™,

The software also considers the BERNSTEIN model which consists of removing one or
more doses from the analysis, using only results compatible with the linear model.

Through this analysis we obtained the statistical significance of:
- analysis of variance between the mean revertant number in the tested doses (test F),
where the P values below or equal to 5% indicate significant differences;

- adjustment to the acceptable model: P values indicate the probability of
adjustment to the most appropriate model. When these values are below 5% the
program only calculates the variance;

- calculation of the positive trend of the dose-response curve: P values below or
equal to 5% indicate that there is positive tendency in the curve.

When there is significant difference between the different doses and positive trend at the
origin of the dose-response curve other parameters calculated by the program may be
taken into account. The inclination of the straight line in the linear part of the dose-
response curve provides an estimate of the number of induced revertants per tested
sample unit (His'/pg of product). The program also sets the standard error and the 90%
reliability interval of this determination.
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3.3.5.1 Ciriteria for assay validation
The assays were considered valid if the following criteria are achieved:

- the mean number of negative control (solvent) revertants should be within the normal

range (historical range of spontaneous revertants in this laboratory (mean +s.d.) and
mentioned in the literature);

- the positive control must clearly induce an increase in the number of revertants,
confirming the discrimination between different strains in the presence or absence
of metabolic activation;

- the contamination rate must be below 5% of total plates used.

3.3.5.2 Results evaluation criteria
The test substance was deemed mutagenic if it reproducibly met the following criteria:

the increase in the mean number of revertants in the test plates was at least twice that
found in the negative control plates (Mutagenic Index value, IM=2) for strains TA97a,
TA98, TA100 or TA102 and at least three times that found in negative control (IM=3) for
strains TA1535. A substance is mutagenic for strain TA1535 when the mutagenic index
is > 3, due to the lower spontaneous mutation frequency and therefore more susceptibility
to change in the reading of revertants.

AND

the results showed a statistically significant difference from control by ANOVA (P <
0.05) or a significant dose-effect correlation (p < 0.05).

4.0 RESULTS AND DISCUSSION

The test substance SYN524464 FS (A16148F) was tested for induction of reverse
mutations in the locus his in five Salmonella typhimurium strains (TA97a, TA98, TA100,
TA102 and TA1535) by the pre-incubation method, in the presence and absence of an
exogenous metabolic activation system.

A preliminary toxicity test was performed under the same conditions as the final test, to
determine an appropriate dose range, without inducing toxicity. The test substance did
not show toxicity up to the recommended maximum test concentration by OECD 471 -
5000 pg per plate (Table 1 - Tables Section).

The dose levels tested were; 800, 1250, 2000, 3200 and 5000 pg of the test substance per
plate (prepared according to item 3.3.2.). In one experiment, experiment 2 with strain
TA1535 in the absence of metabolic activation, a higher dose level of 8000 pg/plate was
used. No test substance precipitation was observed in any experiments.

The quantity of active ingredient (Sedaxane or SYN524464) per plate was calculated
using the test substance mass and the content of a.i. in the formulation given in the
Certificate of Analysis (Appendix 1).
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The concentration present in the test solutions and the quantity of a.i. per plate for the
maximum dose tested (0.05 mL) are presented in the table as follows:

Test Solutions
Nominal concentration Concentration a.i. (49.88%) Quantity a.i. 0.05 mL

101925 pg/mL 50840 pg/mL 2542 pg /plate

The analysis of Tables 2 to 6, Tables Section, shows that the mean number of revertant
colonies in the negative control plates for all the strains is within the frequency range of
spontaneous mutations as mentioned in the laboratory’s historical data (Appendix 5). The
number of revertant colonies in the positive control plates confirmed the sensitivity and
specificity of each tester strain and the activity of the metabolic activation system.

For the strains TA97a, TA98, TA100 and TA102, the test substance did not induce a
statistically significant increase in reverse mutations at the His' locus (ANOVA P
Variance > 0.05 and P dose-response > 0.05) and the frequency of the revertant colonies
at all test concentrations was less than twice the frequency of the revertant colonies in the
negative controls (that is, the mutagenicity index values (IM) were always below 2 — Tables
2, 3,4 and 5, Tables Section), in the presence or absence of an exogenous metabolization
system.

A weak statistical correlation for increased revertant colony counts in strain TA1535
was observed in certain of the four experiments, but only in the absence of a metabolic
activation system. Statistical analysis (Table 6 and Appendix 3) indicated significant
ANOVA results in two of the four experiments, and a dose-related increase in the number
of revertant colonies in three of the four experiments. As noted in OECD Guideline 471,
statistical significance should not be used as the sole determinant in considering whether
a response is treatment-related. In this respect, in all four experiments, the fold increase
in the number of revertants was less than three times the background number of colonies
and so did not meet the pre-established criteria for a positive response, even when tested
to a higher dose level of 8000 ug/plate (experiment 2). Thus, in the absence of metabolic
activation no positive response was observed. In the presence of metabolic activation, the
test substance did not induce a statistically significant increase in reverse mutations or
achieve a level of IM >3. Thus, again no positive response was observed.

The overall evidence from the results across all five tester strains, both with and without
metabolic activation, indicates that SYN524464 FS (A16148F) was negative for a
mutaginc response in this assay. The only experiments where statistically significant
differences were attained (TA1535 in the absence of metabolic activation) produced
numbers of revertant colonies that were less than three times the concurrent negative
control value, and were non-reproducible. Supplemental experiments were performed
with TA1535 in the absence of a metabolic activation system (Appendix 4) to investigate
the reproducibility in response and see if a biologically significant effect (IM>3) may be
attained. Results of these supplemental experiments (Appendix 4) showed no increases in
revertant colonies that met the criteria for a positive response. Further, no positive
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response was observed in TA1535 in the presence of a metabolic actvation system, or in
any of the other tester strains in the presence or absence of metabolic activation.

5.0 CONCLUSION

The test substance SYN524464 FS (A16148F) is considered non-mutagenic under the
conditions of this assay.
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TABLES SECTION
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TABLE 1 Reverse Mutation His" Frequency in Salmonella typhimurium
TA100 after Treatment with the Test Substance in the Absence and
Presence of Metabolic Activation (preliminary test).

26/05/09
Substance Dose Revertants His"/plate -9 Mean + Deviation Index '
(ng/plate) Replicate 1~ Replicate2  Replicate 3 standard Mutagenic

CN 0 170 179 182 17700 + 624 -

ST 8 167 139 139 148.33 +  16.17 0.84

ST 40 180 193 167 180.00 +  13.00 1.02

ST 200 154 178 200 177.33 +  23.01 1.00

ST 1000 202 200 196 199.33 +  3.06 1.13

ST 5000 175 154 200 176.33 + 2303 1.00
CP (Naz) 1 1288 1512 - 1400.00 <+ 158.39 7.91

CN: negative control; CP: positive control; ST: test substance.
28/05/09
Dose Revertants His"/plate +S9 Mean =+ Deviation Index

Substance (ng/plate) Replicate I~ Replicate2  Replicate 3 standard Mutagenic

CN 0 171 167 165 167.67 + 3.06 -

ST 8 156 163 172 163.67 + 802 098

ST 40 166 148 152 155.33 + 945 0.93

ST 200 149 155 167 157.00 + 917 0.94

ST 1000 153 161 168 160.67 + 751 0.96

ST 5000 150 153 144 149.00 + 458 0.89
CP (2-AF) 10 1106 1002 . 105400 + 73.54 6.29

CN: negative control; CP: positive control, ST: test substance.
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TABLE 2 Reverse Mutation His' Frequency in Salmonella typhimurium
TA97a after Treatment with the Test Substance, Pre-incubation
Method in the Absence or Presence of Metabolic Activation

30/06/09
Subsiance Dose Revertants His'/plate —S9 Mean + Deviation Index
(ng/plate) Replicate 1 Replicate 2 Replicate 3 standard Mutagenic
CN 0 133 129 121 12767 =+  6.11 -
ST 800 129 119 99 11567 + 1528 0.91
ST 1250 142 135 137 138.00 = 3.6l 1.08
ST 2000 138 90 125 117.67 £ 24.83 0.92
ST 3200 114 108 113 11167 =+ 321 0.87
ST 5000 138 122 11 12367 =+ 1358 0.97
CP(4-NQO) 0.5 1100 1002 - 1051.00 =+ 69.30 8.23
CN: negative control; CP: positive control; ST: test substance.
P ANOVA: 0.308 Results: negative
Acceptable model (P): Linear 0.242 Revertants/mL: -
P dose response: 0.741 Confidence limits: -
08/07/09
Dose Revertants His™/plate ~S9 Mean + Deviation Index
Substance (ng/plate) Replicate 1 Replicate2  Replicate 3 standard Mutagenic
CN 0 160 158 164 160.67 £  3.06 -
ST 800 136 158 185 159.67 + 2454 0.99
ST 1250 187 168 172 175.67 +  10.02 1.09
ST 2000 162 134 161 15233  + 15.89 0.95
ST 3200 156 156 164 15867 £+ 4.62 0.99
ST 5000 167 183 139 163.00 £+ 2227 1.01
CP(4-NQO) 0.5 980 960 - 970.00 <+ 14.14 6.04
CN: negative control; CP: positive control; ST: test substance.
P ANOVA: 0.647 Resuits: negative
Acceptable model (P): Linear 0.522 Revertants/mL: -
P dose response: 0.547 Confidence limits: -
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Continued TABLE 2 Reverse Mutation His® Frequency in Salmonella typhimurium

TA97a after Treatment with the Test Substance, Pre-
incubation Method in the Absence or Presence of Metabolic
Activation

09/07/09
Substance Dose Revertants His"/plate +S9 Mean + Deviation Index .
(ng/plate) Replicate I Replicate 2 Replicate 3 standard Mutagenic
CN 0 130 160 156 148.67 + 16.29 -
ST 800 158 130 163 150,33 =+ 17,79 1,01
ST 1250 143 130 158 143.67 + 14.01 0.97
ST 2000 128 135 177 146.67 + 26.50 0.99
ST 3200 123 132 121 125.33 + 586 0.84
ST 5000 166 145 161 157.33 = 1097 1.06
CP (2-AF) 10 952 896 - 92400 = 39.60 6.22
CN: negative control, CP; positive control, ST test substance.
P ANOVA: 0.266 Results: negative
Acceptable model (P): Linear 0.186 Revertants/mL: -
P dose response: 0.589 Confidence limits: -
20/07/09
Dose Revertants His*/plate +S9 Mean + Deviation Index
Substance (ug/plate)  Replicate |  Replicate2  Replicate 3 standard Mutagenic
CN 0 127 119 143 12967 + 1222 -
ST 800 132 126 129 12900 =  3.00 0.99
ST 1250 120 121 118 119.67 =+ 1.53 0.92
ST 2000 114 137 125 12533  + 11.50 0.97
ST 3200 134 144 110 12933 <+ 1747 1.00
ST 5000 121 125 119 12167 + 3.06 0.94
CP (2-AF) 10 1090 987 - 1038.50 + 72.83 8.01

CN: negative control; CP: positive control; ST: test substance.

P ANOVA: 0.717

Results: negative

Acceptable model (P): Linear 0.658 Revertants/mL: -

P dose response: 0.734

Confidence limits: -
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TABLE 3 Reverse Mutation His+ Frequency in Salmonella typhimurium
TA98 after Treatment with the Test Substance, Pre-incubation
Method in the Absence or Presence of Metabolic Activation

30/06/09
Substance Dose Revertants His"/plate —S9 Mean + Deviation Index .
(ng/plate) Replicate | Replicate 2 Replicate 3 standard Mutagenic
CN 0 28 22 22 2400 <+ 346 -
ST 800 25 27 30 27.33 + 2.52 1.14
ST 1250 21 28 21 2333 £ 4.04 0.97
ST 2000 25 24 26 2500 =+ 1.00 1.04
ST 3200 28 32 24 2800 +  4.00 1.17
ST 5000 25 22 30 2567 £ 4.04 1.07
CP(4-NQO) 0.5 870 540 - 705.00 + 233.35 29.38
CN: negative control; CP: positive control; ST test substance.
P ANOVA: 0.531 Results: negative
Acceptable model (P): Linear 0.480 Revertants/mL.: -
P dose response: 0.223 Confidence limits: -
08/07/09
‘ Dose Revertants His*/plate ~S9 Mean + Deviation Index
Substance (ug/plate)  peplicate 1 Replicate 2 Replicate 3 standard Mutagenic
CN 0 20 25 18 21.00 + 3.6l -
ST 800 19 21 21 20.33 + 115 0.97
ST 1250 22 28 26 25.33 + 3.06 1.21
ST 2000 16 19 18 17.67 +  1.53 0.84
ST 3200 19 23 21 21.00 =  2.00 1.00
ST 5000 13 21 20 18.00 + 436 0.86
CP(4-NQO) 0.5 538 630 - 584.00 +  65.05 27.81

CN: negative control; CP: positive control; ST: test substance.

P ANOVA: 0.095 Results: negative
Acceptable model (P): Linear 0.109 Revertants/mL; -
P dose response: 0.935 Confidence limits: -
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Continued TABLE 3 Reverse Mutation His" Frequency in Salmonella typhimurium
TA98 after Treatment with the Test Substance, Pre-
incubation Method in the Absence or Presence of Metabolic

Activation
16/06/09
Substance Dose Revertants His"/plate +S9 Mean + Deviation Index '
(ng/plate) Replicate I Replicate 2 Replicate 3 standard Mutagenic
CN 0 31 32 28 30.33 + 208 -
ST 800 29 27 23 26.33 = 3.06 0.87
ST 1250 22 28 31 27.00 + 458 0.89
ST 2000 19 34 26 26.33 + 7.51 0.87
ST 3200 28 33 22 27.67 + 5.51 0.91
ST 5000 25 31 31 2900 £  3.46 0.96
CP (2-AF) 10 870 982 - 926.00 + 7920 30.53
CN: negative control, CP: positive control; ST: test substance.
P ANOVA: 0.893 Results: negative
Acceptable model (P): Linear 0.810 Revertants/mL: -
P dose response: 0.453 Confidence limits: -
09/07/09
Dose Revertants His"/plate +S9 Mean + Deviation Index
Substance (ng/plate) Replicate | Replicate2  Replicate 3 standard Mutagenic
CN 0 28 21 26 2500 + 3.61 -
ST 800 20 26 29 2500 + 458 1.00
ST 1250 20 24 21 2167 + 2.08 0.87
ST 2000 21 25 27 2433 £ 3.06 0.97
ST 3200 24 30 31 2833 =+ 3.79 1.13
ST 5000 22 21 26 23.00 £  2.65 0.92
CP (2-AF) 10 1120 1288 - 1204.00 + 118.79 48.16

CN: negative control; CP: positive control; ST: test substance.

P ANOVA: 0.325 - Results: negative
Acceptable model (P): Linear 0.230 Revertants/mL: -
P dose response: 0.510 Confidence limits: -
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TABLE 4 Reverse Mutation His' Frequency in Salmonella typhimurium
TA100 after Treatment with the Test Substance, Pre-incubation
Method in the Absence or Presence of Metabolic Activation

16/06/09
Dose Revertants His™/plate ~S9 Mean + Deviation [ndex
Substance (ng/plate) Replicate | Replicate 2  Replicate 3 standard Mutagenic
CN 0 158 140 162 15333 + 11.72 -
ST 800 141 136 176 151.00 =+ 21.79 0.98
ST 1250 152 170 166 16267 £+ 945 1.06
ST 2000 149 108 139 13200 + 21.38 0.86
ST 3200 141 169 129 14633  + 20.53 0.95
ST 5000 153 171 157 16033 + 945 1.05
CP (Naz) 1 1680 1456 - 1568.00 + 158.39 10.23
CN: negative control; CP: positive control;, ST: test substance.
P ANOVA:0.310 Results: negative
Acceptable model (P): Linear 0.220 Revertants/mL: -
P dose response: 0.425 Confidence limits: -
10/09/09
Dose Revertants His*/plate —S9 Mean * Deviation Index
Substance (g/plate)  Replicate I  Replicate2  Replicate 3 standard Mutagenic
CN 0 191 178 169 17933 = 11.06 -
ST 800 141 171 152 15467 + 15.18 0.86
ST 1250 135 187 167 163.00 = 2623 0.91
ST 2000 158 138 184 160.00 + 23.07 0.89
ST 3200 161 159 188 16933 = 1620 0.94
ST 5000 141 136 133 136.67 + 404 0.76
CP (Naz) 1 1456 1232 - 134400 =+ 15839 7.49

CN: negative control; CP: positive control; ST: test substance.

P ANOVA: 0.120 Results: negative
Acceptable model (P): Linear 0.344 Revertants/mL; -
P dose response: 0.985 Confidence limits: -
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Continued TABLE 4 Reverse Mutation His+ Frequency in Salmonella typhimurium
TA100 after Treatment with the Test Substance, Pre-
incubation Method in the Absence or Presence of Metabolic

Activation
22/09/09
Substance Dose Revertants His*/plate -S9 Mean + Deviation Index
(ng/plate) Replicate 1~ Replicate 2 Replicate 3 standard Mutagenic
CN 0 165 186 208 186.33 +  21.50 -
ST 1250 227 183 165 191.67 += 3190 1.03
ST 2000 170 201 203 191.33 +  18.50 1.03
ST 3200 214 110 144 156.00 +  53.03 0.84
ST 5000 211 164 165 180.00 + 26385 0.97
ST 8000 162 165 164 163.67 + 1.53 0.88
CP (Naz) 1 1176 896 - 1036.00 + 197.99 5.56
CN: negative control; CP: positive control; ST: test substance.
P ANOVA: 0.602 Results: negative
Acceptable model (P): Linear 0.662 Revertants/mL: -
P dose response: 0.861 Confidence limits: -
25/09/09
Dose Revertants His'/plate -89 Mean + Deviation Index
Substance (g/plate)  Replicate 1 Replicate2  Replicate 3 standard Mutagenic
CN 0 111 100 118 10967 + 9.07 -
ST 800 159 112 110 127.00 + 2773 1.16
ST 1250 131 120 134 128.33 + 737 1.17
ST 2000 113 105 104 10733+ 493 0.98
ST 3200 110 96 108 10467 + 757 0.95
ST 5000 124 128 98 116.67 +  16.29 1.06
CP (NaZ) 1 1344 872 . 110800 = 33375 10.10

CN: negative control; CP: positive control; ST test substance.

P ANOVA: 0.247

Acceptable model (P): Linear 0.183

P dose response: 0.712

Results: negative
Revertants/mL.: -

Confidence limits: -
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Continued TABLE 4 Reverse Mutation His* Frequency in Salmonella typhimurium
TA100 after Treatment with the Test Substance, Pre-
incubation Method in the Absence or Presence of Metabolic

Activation
07/07/09
Substance Dose Revertants His*/plate +S9 Mean + Deviation Index .
(ug/plate) Replicate 1 Replicate 2 Replicate 3 standard Mutagenic
CN 0 159 137 160 15200 <+ 13.00 -
ST 800 150 181 190 187.00 =+ 520 1.23
ST 1250 161 190 159 17000 £ 17.35 1.12
ST 2000 177 158 148 161.00 + 14.73 1.06
ST 3200 185 189 140 17133+ 27.21 1.13
ST 5000 176 151 138 155.00 = 19.31 1.02
CP (2-AF) 10 1456 1512 - 1484.00 + 39.60 9.76
CN: negative control, CP: positive control; ST test substance.
P ANOVA: 0.252 Results: negative
Acceptable model (P): Linear 0.185 Revertants/mL: -
P dose response: 0.692 Confidence limits: -
01/09/09
Dose Revertants His"/plate +S9 Mean + Deviation Index
Substance (ng/plate) Replicate I Replicate 2 Replicate 3 standard Mutagenic
CN 0 122 124 171 139.00 <+ 27.73 -
ST 800 80 93 110 94.33 + 15.04 0.68
ST 1250 130 152 117 133.00 £ 17.69 0.96
ST 2000 148 163 140 15033  + 11.68 1.08
ST 3200 133 130 176 14633 £+ 2574 1.05
ST 5000 105 125 86 10533 £+ 19.50 0.76
CP (2-AF) 10 896 786 - 841.00 + 77.78 6.05

CN: negative control; CP: positive control; ST test substance.

P ANOVA: 0.016 Results: negative
Acceptable model (P): Linear 0.100 Revertants/mL: -
P dose response: 0.802 Confidence limits: -
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Continued TABLE 4 Reverse Mutation His* Frequency in Salmonella typhimurium
TA100 after Treatment with the Test Substance, Pre-
incubation Method in the Absence or Presence of Metabolic
Activation
09/09/09
Substance Dose Revertants His"/plate +S9 Mean + Deviation Index
(ng/plate) Replicate I Replicate 2 Replicate 3 standard Mutagenic
CN 0 116 118 148 127.33 + 1793 -
ST 800 105 159 104 122.67 + 3147 0.96
ST 1250 139 119 124 127.33 + 1041 1.00
ST 2000 155 113 145 137.67 + 21.94 1.08
ST 3200 125 133 122 126.67 + 569 0.99
ST 5000 102 100 89 97.00 +=  7.00 0.76
CP (2-AF) 10 1288 1568 ; 142800 =+ 197.99 11.21
CN: negative control; CP: positive control; ST: test substance.
* P ANOVA: 0.122 Results: negative
Acceptable model (P): Linear 0.372 Revertants/mL: -
P dose response: 0.986 Confidence limits: -
13/10/09
Dose Revertants His*/plate +S9 Mean + Deviation Index
Substance (ng/plate) Replicate I ~ Replicate 2 Replicate 3 standard Mutagenic
CN 0 153 195 131 159.67 + 32.52 -
ST 1250 158 174 130 154.00 + 2227 0.96
ST 2000 120 160 125 135.00 = 2179 0.85
ST 3200 109 132 159 133.33 + 25.03 0.84
ST 5000 166 179 125 156.67 + 28.18 0.98
ST 8000 150 123 186 153.00 + 31.61 0.96
CP (2-AF) 10 1680 1288 - 1484.00 + 277.19 9.29

CN: negative control; CP: positive control; ST test substance.

P ANOVA: 0.722 Results: negative
Acceptable model (P): Linear 0.601 Revertants/mL: -
P dose response: 0.452 Confidence limits: -
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TABLE 5 Reverse Mutation His® F requency in Salmonella typhimurium
TA102 after Treatment with the Test Substance, Pre-incubation
Method in the Absence or Presence of Metabolic Activation
20/07/09
Substance Dose Revertants His*/plate -S9 Mean + Deviation Index
(ng/plate) Replicate I~ Replicate 2 Replicate 3 standard Mutagenic
CN 0 202 205 230 21233 + 15.37 -
ST 800 201 180 180 187.00 + 12.12 0.88
ST 1250 176 228 182 195.33 + 2845 0.92
ST 2000 187 184 180 183.67 + 3.51 0.86
ST 3200 185 180 184 183.00 + 2.65 0.86
ST 5000 190 184 188 187.33 + 3.06 0.88
CP(4-NQO) 0.5 1176 1232 120400 3960 5.67
CN: negative control; CP: positive control; ST test substance.
P ANOVA: 0.202 Results: negative
Acceptable model (P): Linear 0.286 Revertants/mL: -
P dose response: 0.945 Confidence limits: -
09/07/09
Dose Revertants His*/plate —-S9 Mean + Deviation Index
Substance (ng/plate) Replicate 1 Replicate2  Replicate 3 standard Mutagenic
CN 0 212 221 227 22000 + 755 -
ST 800 200 237 213 216.67 += 1877 0.98
ST 1250 214 235 210 219.67 + 1343 1.00
ST 2000 236 219 199 218.00 + 18.52 0.99
ST 3200 135 198 196 176.33 + 35.81 0.80
ST 5000 218 231 201 216.67 + 15.04 0.98
CP(4-NQO) 0.5 807 803 805.00 <+ 283 3.66

CN: negative control; CP: positive control; ST: test substance.

P ANOVA: 0.106 Results: negative
Acceptable model (P): Linear 0.100 Revertants/mL: -
P dose response: 0.896 Confidence limits: -
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Continued TABLE 5 Reverse Mutation His" Frequency in Salmonella typhimurium
TA102 after Treatment with the Test Substance, Pre-
incubation Method in the Absence or Presence of Metabolic

Activation
21/07/09
Substance Dose | Revertants His*/plate +S9 Mean + Deviation Index
(ug/plate)  Replicate | Replicate 2 Replicate 3 standard Mutagenic
CN 0 236 247 251 244.67 + 7.77 -
ST 800 233 230 265 242.67 + 19.40 0.99
ST 1250 258 257 219 244.67 + 2223 1.00
ST 2000 239 243 238 240.00 + 265 0.98
ST 3200 239 261 256 252.00 + 11.53 1.03
ST 5000 243 118 231 197.33 + 6897 0.81
CP (2-AF) 10 903 1012 957.50 +  77.07 3.91
CN: negative control, CP: positive control; ST: test substance.
P ANOVA: 0.374 Results: negative
Acceptable model (P): Linear 0.678 Revertants/mL: -
P dose response: 0.958 Confidence limits: -
30/07/09
Dose Revertants His*/plate +S9 Mean + Deviation Index
Substance (ug/plate)  Replicate |  Replicate2  Replicate 3 standard Mutagenic
CN 0 220 263 233 238.67 = 2205 -
ST 800 255 248 274 259.00 + 1345 1.09
ST 1250 235 220 220 225.00 +  8.66 0.94
ST 2000 243 239 200 22733+ 23.76 0.95
ST 3200 282 299 273 284.67 +  13.20 1.19
ST 5000 200 243 245 229.33 + 2542 0.96
CP (2-AF) 10 1904 1806 - 1855.00 =+ 69.30 7.77

CN: negative control; CP: positive control; ST: test substance.

P ANOVA: 0.023 Results: negative
Acceptable model (P): Bernstein 0.408 Revertants/mL: -
P dose response: 0.871 Confidence limits; -
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TABLE 6 Reverse Mutation His' Frequency in Salmonella typhimurium
TA1535 after Treatment with the Test Substance, Pre-incubation
Method in the Absence or Presence of Metabolic Activation

21/07/09
Substance ( Dose Revertants His'/plate -89 Mean + Deviation Index .
ug/plate) Replicate |  Replicate2  Replicate 3 standard Mutagenic
CN 0 20 26 25 23.67 + 321 -
ST 800 38 32 28 32.67 + 503 1.38
ST 1250 47 28 27 34.00 +  11.27 1.44
ST 2000 38 31 26 31.67 +  6.03 1.34
ST 3200 48 44 45 45.67 + 208 1.93
ST 5000 50 49 43 47.33 = 379 2.00
CP (NazZ) 1 1400 1120 - 1260.00 £ 197.99 53.24
CN: negative control CP- positive control; ST: test substance.
P ANOVA: 0.005 Results: significant ANOVA and trend test.
Acceptable model (P): Linear 0.402% Revertants/mL: <0.003147, 0.006500>,
P dose response: < 0.001 Confidence limits: -
09/09/09
Dose Revertants His*/plate —S9 Mean + Deviation Index
Substance (hg/plate)  Replicate ] Replicate?  Replicate 3 standard Mutagenic
CN 0 17 18 12 15.67 + 3.21 -
ST 800 17 23 30 23.33 + 651 1.49
ST 1250 18 19 30 22.33 +  6.66 1.43
ST 2000 18 28 26 24.00 + 529 1.53
ST 3200 36 28 31 31.67 +  4.04 2.02
ST 5000 28 18 32 26.00 + 721 1.66
CP (NaZ) 1 780 940 - 860.00 + 113.14 54.89
CN: negative control; CP: positive control; ST: test substance.
P ANOVA: 0.063 Results: significant trend test
Acceptable model (P): Linear 0.284 Revertants/mL: <0.000905, 0.003712>

P dose response: 0.006 Confidence limits: -
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Continued TABLE 6 Reverse Mutation His* Frequency in Salmonella typhimurium

TA1535 after Treatment with the Test Substance, Pre-
incubation Method in the Absence or Presence of Metabolic
Activation

10/09/09
Substance Dose Revertants His*/plate —S9 Mean + Deviation Index |
(ng/plate)  Replicate I  Replicate 2 Replicate 3 standard Mutagenic
CN 0 30 28 26 2800 = 200 -
ST 800 37 28 23 2933 &+ 7.09 1.05
ST 1250 30 43 30 34.33 + 7.51 1.23
ST 2000 34 36 29 33.00 £+ 361 1.18
ST 3200 37 43 30 3667 £ 6.51 1.31
ST 5000 36 33 28 3233 = 4.04 1.15
CP (NaZ) 1 728 915 - 82150 + 13223 29.34
CN: negative control, CP: positive control; ST: test substance.
P ANOVA: 0434 Results: negative
Acceptable model (P): Linear 0.515 Revertants/mL: -
P dose response: 0.102 Confidence limits: -
13/10/09
Dose Revertants His"/plate —89 Mean = Deviation Index
Substance (ng/plate)  Replicate |  Replicate2  Replicate 3 standard Mutagenic
CN 0 20 20 19 19.67 + 058 -
ST 1250 29 27 25 27.00 + 200 1.37
ST 2000 25 30 38 31.00 + 656 1.58
ST 3200 32 25 27 28.00 +  3.61 1.42
ST 5000 44 28 44 38.67 + 924 1.97
ST 8000 24 37 48 36.33 + 12.01 1.85
CP (NaZ) 1 1344 1008 - 1176.00 + 237.59 59.80

CN: negative control, CP: positive control; ST: test substance.

P ANOVA: 0.018

Results: significant ANOVA and trend test

Acceptable model (P): Linear 0.335 Revertants/mL: <0.001990, 0.005129>

P dose response: <0.001

Confidence limits: -
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Continued TABLE 6

Reverse Mutation His* Frequency in Salmonella typhimurium
TA1535 after Treatment with the Test Substance, Pre-
incubation Method in the Absence or Presence of Metabolic

Activation
21/07/09
. Dose Revertants His'/plate +S9 Mean * Deviation Index
Substance (ug/plate) Replicate 1 Replicate 2  Replicate 3 standard Mutagenic
CN 0 26 24 21 23.67 = 252 -
ST 800 24 28 28 26.67 + 231 1.13
ST 1250 29 26 26 27.00 + 1.73 1.14
ST 2000 29 30 24 27.67 + 321 1.17
ST 3200 34 24 22 2667 £ 643 1.13
ST 5000 21 27 28 2533 = 379 1.07
CP (2-AF) 10 870 930 - 900.00 £ 4243 38.03
CN: negative contral; CP: positive control, ST: test substance.
P ANOVA: 0.770 Results: negative
Acceptable model (P): Linear 0.667 Revertants/mL: -
P dose response: 0.386 Confidence limits: -
09/09/09
Dose Revertants His"/plate +S9 Mean + Deviation Index
Substance (ug/plate)  Replicate | Replicate2  Replicate 3 standard Mutagenic
CN 0 21 28 26 2500 £ 361 -
ST 800 29 32 35 32,00+ 3,00 128
ST 1250 11 34 45 30,00 + 17,35 1,20
ST 2000 19 11 18 16,00 + 4,36 0,64
ST 3200 27 33 35 3167 £ 416 1,27
ST 5000 18 27 21 22,00 + 4,58 0,88
CP (2-AF) 10 1456 1120 - 1288,00 =+ 237,59 51,52

CN: negative control; CP: positive control;, ST test substance.

P ANOVA: 0.073

Acceptable model (P): Bernstein 0.050

P dose response: 0.700

Results: negative

Revertants/mL: -

Confidence limits: -
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APPENDIX 2 Quality Control Statement of Microsomal Fraction

BIJLTOX POST MITOCHONDRIAL SUPERNATANT (5-9)
QUALITY CONTROL STATEMENT

LOT NO.: 2491 SPECIES- Rat PREPARATION DATE: fpql (6 008
PARTNO.: 11-CIL STRAIN: Sprazze Daade EXPIRATION DATE; Azcil 15, 2011
TVOLUME: Y1 ml SEx: Male BUFFER:_£.13¢ M X1 Dvophilivaizor affar
STORAGE: Avarbelow 20-C  TISYUE: Livsr DNDUCTNG AGENTIz): Aroclor 1254
Sdagizeae Loc o, FO81T
BIOCHEMISTRY:
- PROTZIN
Fompmd Asszyed azcoedieg oo the methed of Lowzy etal JEL
183:265. 1851 wang bovize sarims alvciie 25 e smndud
- ALECONYRESORUTIN-J-DEALINT ASE ACTIVTIIES
Feld -
RS 1AL IA2 342 Assary oo eexyresombo-J-daetindas: (ERCDH, ponsoan~,
eedvicey- aod beezvicayrerorufz-D-dealiviase
FRID TRCD XEL 14  MRCD, & BROD: wars cccduzwd
wing a mwodiScanon of (e marbods of Surka seal. iichem
Fhres 3 3137, 1837, Fold- MRCD [ 057 dpductoms calodaesd 2sthe
sy of tha sxmgple 13 unmdicsd coczol speciic acmmicas (%4 Coemal
i 3RCD B e E\.&gm wiri 74 12,12 A B8
T BROT, respestnsly

BIOASSAY:
- TEST FOR THE PRESENCE CF ADVENTITIOUS ATENTS
S.mr'uan‘ 5= wsze anaysd foc the presince of ceptmnimeny mizzefocy by lonng 10 md valimes e
Mrrmiees Agor aud Mimeedl Gluzae (Vegek-Scuner E, wupplamsnted with 305 M _-umdies 20 I-
bioti) medaa. Drplicate plavss were road afar 24 - 48 hinsuboooe 1352 270 Ths wsted sazplos ot
ﬁ::‘?‘:ﬂl:ﬁ SR

- PREMIVTAGE ACTIVATION

Mo B Faveemen The shdsty of tha saeple o0 eotivate studima teonmds ZiS0
2185 CPA a0d cslopbosziezade ((PA) o intwmedizegs nzAgecc 0
TALS TALSIE TASS pnd TAINIS, respecsly, war dorsrmmmsd ascaeding o
2678 78 Zeoca sral, Mutation Hir 109395 1954 Dars wics wgesiaed a5
svartaens per up ESc arper mz CPA

D' o of 2o rauple 88, reomzg Sow ] - 10% = 88 pux, were sasted foo ke shalin 00 actiian Denzede e
{BF 1od danpnoees (AL Sates gaeic 1o TAIDC. Avzays wees conduzoed maing daicazs plates

L dnu:li»..l: e Maroe & Ares Qidunir Res J13 173 15830
3 59 var pless moowiber bis” revaronts par plats

Procanazee ] i 3 pii = =
EF{fpg 107 o7 122 a1 1158 3%
AAT T e Bie) b 2055 D 1409 1382

MOLECULAR TOWITOLOGY, INC.
257 Ind-..m-l Park Zr.

Approad 22008

Best available copy.
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APPENDIX 1

Analytical determination of Active Ingredient

(SUMMARY OF THE REPORT - 2077-CRO-078-09-Rev01)

CERTIFICATE OF ANALYSIS

Test substance name
Alias
Chemical name of a.i.

Common name of a.i.
Batch of test substance
Test substance number
Expiration date

Packing opening date
Stability

Homogeneity

Declared a.i. content

: SYNS524464 FS (A16148F)
© A16148F

: Mixture of 2 cis-isomers 2°-[(1RS,2RS)-1,1"-bicycloprop-2-
yl}-3-(difluoromethyl)-1-methylpyrazole-4-carboxanilide and 2
trans-isomers 2-[(1RS,2SR)-1,1 -bicycloprop-2-yl}-3-
(difluoromethyl)-1-methylpyrazole-4carboxanilide

. Sedaxane

. GP080609

. 2077

: 31 Jul 2010

. 28 Apr 2009

. Stable for 2 years at room temperature

. Visually homogeneous

: 5009/l

Sponsor

Testing facility

. Syngenta Prote¢do de Cultivos Lida
Av. das Nagdes Unidas, 18001 - 2™ floor
04795-900 - S0 Paulo - SP - Brazil

. Bioensaios Andlises e Consultoria Ambiental Ltda.
Palermo Street, 257 - CEP 94480-775 - Viam&o - RS - Brazil

Chemical Analysis

Analytical Method

Active ingredient content:

ANALYTICAL RESULTS

498.8 g/L of Sedaxane

Liquid chromatography with external standardization.

GLP COMPLIANCE STATEMENT QUALITY ASSURANCE STATEMENT
| declare that the Certificate of Analysis reflects the
Raw Data obtained. | declare that preparation for the
Study of the Certificate was conducted in accordance
with the principles of Good Laboratory Practice for -
GLP, standards INMETRO-NIT-DICLA-035 to 041
(Jul/’2009), Based on OECD-Principles on Good
Laboratory Pragtj

| declare that the Certificate of Analysis has been
reviewed and that reflects the Raw Data, not observed
deviations or nonconformance that could affect the
quality of results.

: ot
'Aline Garcia dos Santos
Quality Assurance Sector

2 11ox /2010

Date

22 /Mot /2014
Date

Shana Fréiner Robala dos Santos
Study Director

The test substance in this study is a formulation, SYN524464 FS (A16148F). The active
ingredient (SYN524464 or sedaxane) is present at a nominal concentration of 500 g/L.
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APPENDIX 2 Quality Control Statement of Microsomal Fraction

BIJLTOX POST MITOCHONDRIAL SUPERNATANT (5-9)
QUALITY CONTROL STATEMENT

LOT NO.: 2491 SPECIES- Rat PREPARATION DATE: fpql (6 008
PARTNO.: 11-CIL STRAIN: Sprazze Daade EXPIRATION DATE; Azcil 15, 2011
TVOLUME: Y1 ml SEx: Male BUFFER:_£.13¢ M X1 Dvophilivaizor affar
STORAGE: Avarbelow 20-C  TISYUE: Livsr DNDUCTNG AGENTIz): Aroclor 1254
Sdagizeae Loc o, FO81T
BIOCHEMISTRY:
- PROTZIN
Fompmd Asszyed azcoedieg oo the methed of Lowzy etal JEL
183:265. 1851 wang bovize sarims alvciie 25 e smndud
- ALECONYRESORUTIN-J-DEALINT ASE ACTIVTIIES
Feld -
RS 1AL IA2 342 Assary oo eexyresombo-J-daetindas: (ERCDH, ponsoan~,
eedvicey- aod beezvicayrerorufz-D-dealiviase
FRID TRCD XEL 14  MRCD, & BROD: wars cccduzwd
wing a mwodiScanon of (e marbods of Surka seal. iichem
Fhres 3 3137, 1837, Fold- MRCD [ 057 dpductoms calodaesd 2sthe
sy of tha sxmgple 13 unmdicsd coczol speciic acmmicas (%4 Coemal
i 3RCD B e E\.&gm wiri 74 12,12 A B8
T BROT, respestnsly

BIOASSAY:
- TEST FOR THE PRESENCE CF ADVENTITIOUS ATENTS
S.mr'uan‘ 5= wsze anaysd foc the presince of ceptmnimeny mizzefocy by lonng 10 md valimes e
Mrrmiees Agor aud Mimeedl Gluzae (Vegek-Scuner E, wupplamsnted with 305 M _-umdies 20 I-
bioti) medaa. Drplicate plavss were road afar 24 - 48 hinsuboooe 1352 270 Ths wsted sazplos ot
ﬁ::‘?‘:ﬂl:ﬁ SR

- PREMIVTAGE ACTIVATION

Mo B Faveemen The shdsty of tha saeple o0 eotivate studima teonmds ZiS0
2185 CPA a0d cslopbosziezade ((PA) o intwmedizegs nzAgecc 0
TALS TALSIE TASS pnd TAINIS, respecsly, war dorsrmmmsd ascaeding o
2678 78 Zeoca sral, Mutation Hir 109395 1954 Dars wics wgesiaed a5
svartaens per up ESc arper mz CPA

D' o of 2o rauple 88, reomzg Sow ] - 10% = 88 pux, were sasted foo ke shalin 00 actiian Denzede e
{BF 1od danpnoees (AL Sates gaeic 1o TAIDC. Avzays wees conduzoed maing daicazs plates

L dnu:li»..l: e Maroe & Ares Qidunir Res J13 173 15830
3 59 var pless moowiber bis” revaronts par plats

Procanazee ] i 3 pii = =
EF{fpg 107 o7 122 a1 1158 3%
AAT T e Bie) b 2055 D 1409 1382

MOLECULAR TOWITOLOGY, INC.
257 Ind-..m-l Park Zr.

Approad 22008

Best available copy.
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APPENDIX 3  Statistical analysis (Program SALANAL)

tritritttdbdtdbddbtbitdtd4t SALANAL: record 1  dtitttttdtitititiiefiittetit
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 30/06/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp ([37C 1
Strain: TAS7a

Metabolic activation: None

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C

Code Dose -- counts -- Mean S.D. Predicted
Linear

0.00 133 129 121 127.67 6.11 124.25
800.00 129 119 99 115.67 15.28 123.20
1250.00 142 135 137 138.00 3.61 122.60
2000.00 138 90 125 117.67 24.83 121.061
3200.00 114 108 113 111.67 3.21 120.03
5000.00 138 122 111 123.67 13.58 117.66

p 0.50 1100p 1002p

P-value for ANOVA test of dose response is 0.308

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.242

Estimate of the slope is = -0.001318
Standard error of the slope is = 0.001980
90% confidence limits for the slope are <-0.004847, 0.002210>.

P-value for the test of the positive dose response
(slope at origin) is 0.741
Note: Smaller P-value means more positive dose response
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0 = Observed; ° = Predicted.
The predicted values are based on Linear model.
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thEtdtidddsdbbdstbdbtatd et SALANAL: record 1 itiitiititiiiieitiiedbbeid

Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 08/07/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA97a

Metabolic activation: None

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077

Code Dose -- counts - Mean S.D. Predicted
Linear

0.00 160 158 164 160.67 3.06 161.78
800.00 136 158 185 159.67 24.54 161.56
1250.00 187 168 172 175.67 10.02 161.44
2000.00 162 134 161 152.33 15.89 161.24
3200.00 156 156 164 158.67 4.62 160.91
5000.00 167 183 139 163.00 22.27 160.43

P 0.50 980p 960p

P-value for ANOVA test of dose response is 0.647

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.522

Estimate of the slope is = -0.000271
Standard error of the slope is = 0.002257
90% confidence limits for the slope are <-0.004293, 0.003751>.

P-value for the test of the positive dose response
(slope at origin) is 0.547
Note: Smaller P-value means more positive dose response
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The predicted values are based on Linear model.
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bEfrirbidbtadtbbdidbisiititt  SALANAL: record 2 tiifidtitidddtiidttrsitiiis

Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 20/07/2009
EXp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp {37C ]
Strain: TA97a

Metabolic activation species............. rat
[S3 ol 1= « liver
inducer ............ Aroclor
S9 concentration ... 0.50

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C

Code Dose -- counts - Mean S.D. Predicted
Linear

0.00 127 119 143 129.67 12,22 127.46
800.00 132 126 129 129.00 3.00 126.74
1250.00 120 121 118 119.67 1.53 126.33
2000.00 114 137 125 125.33 11.50 125,66
3200.00 134 144 110 129.33 17.47 124.57
5000.00 121 125 119 121.67 3.06 122.95

P 10.00 1090p 987p

P-value for ANOVA test of dose response is 0.717

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.658

Estimate of the slope is = -0.000903
Standard error of the slope is = 0.001404
90% confidence limits for the slope are <-0.003404, 0.001599>.

P-value for the test of the positive dose response
(slope at origin) is 0.734
Note: Smaller P-value means more positive dose response
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U = Observed; ° = Predicted.

The predicted values are based on Linear model.
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Data File Name:

C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077

tididdddbdtddbtdbdidbtbidds  SALANAL: record 2 fithittditiidibdtitittiitis
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 09/07/2009
ExXp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C
Strain: TAS7a
Metabolic activation species............. rat
[o3 ol - o liver
inducer ............ Aroclor 1254
59 concentration 0.50

Code Dose ~-= counts -- Mean S.D. Predicted
Linear
0.00 130 160 156 148.67 16.29 145.35
800.00 158 130 163 150.33 17.79 144.91
1250.00 143 130 158 143.67 14.01 144.66
2000.00 128 135 177 146.67 26.50 144.25
3200.00 123 132 121 125,33 5.86 143.60
5000.00 166 145 161 157.33 10.97 142.61
o] 10.00 952p 896p
P-value for ANOVA test of dose response is 0.266
ANOVA test is not significant. Other significant results
should be viewed with caution.
An acceptable model is Linear with pval = 0.186
Estimate of the slope is = -0.000547
Standard error of the slope is = 0.002388
90% confidence limits for the slope are <-0.004804, 0.003710>.
P-value for the test of the positive dose response
(slope at origin) is 0.589

Note: Smaller P-value means more positive dose response
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The predicted values are based on Linear model.
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tiitdedddidrbsbadtdddtatdst  SALANAL: record 3 iistddtittriitiisbttitiisdest
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 30/06/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min } Temp [37C ]
Strain: TA98

Metabolic activation: None

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077

Code Dose -= counts - Mean S.D. Predicted
Linear

0.00 28 22 22 24.00 3.4¢6 24.64
800.00 25 27 30 27.33 2.52 24.95
1250.00 21 28 21 23.33 4.04 25.12
2000.00 25 24 26 25.00 1.00 25.40
3200.00 28 32 24 28.00 4.00 25.86
5000.00 25 22 30 25.67 4.04 26.54

P 0.50 870p 540p

P-value for ANOVA test of dose response is 0.531

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.480

Estimate of the slope is = 0.000379
Standard error of the slope is = 0.000481
90% confidence limits for the slope are <-0.000478, 0.001236>.

P-value for the test of the positive dose response
(slope at origin) is 0.223
Note: Smaller P-value means more positive dose response
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U = Observed; ° = Predicted.
The predicted values are based on Linear model.
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trittttddddrddbdtttt b4+ SALANAL: record 3 55 b e e b s e e e s e i e e o o e e =
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 08/07/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C
Strain: TA98
Metabolic activation: None
Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C
Code Dose - counts -= Mean S.D. Predicted
Linear
0.00 20 25 18 21.00 3.61 21.54
800.00 19 21 21 20.33 1.15 21.02
1250.00 22 28 26 25.33 3.06 20.73
2000.00 16 19 18 17.67 1.53 20.25
3200.00 19 23 21 21.00 2.00 19.47
5000.00 13 21 20 18.00 4.36 18.31
p 0.50 538p 630p
P-value for ANOVA test of dose response is 0.095
ANOVA test is not significant. Other significant results
should be viewed with caution.
An acceptable model is Linear with pval = 0.109
Estimate of the slope is = -0.000646
Standard error of the slope is = 0.000397
90% confidence limits for the slope are <-0.001353, 0.000061>.
P~value for the test of the positive dose response
(slope at origin) is 0.935

Note: Smaller P-value means more positive dose response
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The predicted values are based on Linear model.
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Tttt ddbbbdtbbbbdsdr+s  SALANAL: record 4  titttdttddittttddbdbtbtibettt
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 16/06/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C
Strain: TA98
Metabolic activation species......... ... rat
OXJan . ..o viennsans liver
inducer ............ Aroclor 1254
59 concentration 0.50
Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C
Code Dose -= counts -= Mean S.D. Predicted
Linear
0.00 31 32 28 30.33 2.08 27.49
800.00 29 27 23 26.33 3.06 27.56
1250.00 22 28 31 27.00 4.58 27.60
2000.00 19 34 26 26.33 7.51 27.66
3200.00 28 33 22 27.67 5.51 27.77
5000.00 25 31 31 29.00 3.46 27.92
P 10.00 870p 982p
P~value for ANOVA test of dose response is 0.893
ANOVA test is not significant. Other significant results
should be viewed with caution.
An acceptable meodel is Linear with pval = 0.810
Estimate of the slope is = 0.000086
Standard error of the slope is = 0.000704
90% confidence limits for the slope are <-0.001169, 0.001341>.
P-value for the test of the positive dose response
(slope at origin) is 0.453
Note: Smaller P-value means more positive dose response
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values are based on Linear model.
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b 6 e o o e e R SALANAL: record 4 e 5 b b i e e e e e e e A T
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 09/07/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA98
Metabolic activation species............. rat
Organ ...,....uvuu... liver
inducer ............ Aroclor 1254
59 concentration 0.50

Data File Name:

C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077

Code Dose -- counts -— Mean S.D. Predicted
Linear
0.00 28 21 26 25.00 3.61 24.33
800.00 20 26 29 25.00 4.58 24.32
1250.00 20 24 21 21.67 2.08 24.32
2000.00 21 25 27 24,33 3.06 24.31
3200.00 24 30 31 28.33 3.79 24.29
5000.00 22 21 26 23.00 2.65 24.27
P 10.00 1120p 1288p
P-value for ANOVA test of dose response is 0.325

ANOVA test is not significant.

should be viewe
An acceptable model is

Estimate of the slope
Standard error of the

90% confidence limits

P-value for the

Other significant results
d with caution.
Linear with pval

0.230

is -0.000012
slope is 0.000467

for the slope are <-0.000845, 0.000822>,

test of the positive dose response

(slope at origin) is 0.510

Note: Smaller P-value means more positive dose response
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The predicted values are based on Linear model.
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Test Sample Name:
Source/Batch/Lot
Solvent:

Exp. Date:

Exp. No.:
Technician:
Assay Type:
Strain:

Metabolic activation:

Data File Name:

t++ SALANAL: record §
Sedaxane

GP080609

Agua bideionizada
16/06/2009

2077

Preincubation - Time [20min ]
TALl00

None

C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077

Code Dose -~ counts -- Mean 5.D. Predicted
Linear
0.00 158 140 162 153.33 11.72 148.88
800.00 141 136 176 151.00 21.79 149.27
1250.00 152 170 166 162.67 9.45 149.49
2000.00 149 108 139 132.00 21.38 149.85
3200.00 141 169 129 146.33 20.53 150.43
5000.00 153 171 157 160.33 9.45 151.30
o] 1.00 1680p 1456p

P-value for ANOVA test

ANOVA test is not significant.

should be viewe
An acceptable model is

Estimate of the slope
Standard error of the
90% confidence limits

P-value for the

Note:

.t oo 0
[

0.310

Other significant results
d with caution.
Linear with pval =

of dose response is

0.220

is = 0.000483
slope is = 0.002513
for the slope are <-0.003996, 0.004963>.

test of the positive dose response

(slope at origin) is 0.425

Smaller P-value means more positive dose response
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U = Observed; ° = Predicted.

The predicted values are based on Linear model .
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Test Sample Name:
Source/Batch/Lot:
Solvent:

Exp. Date:

Exp. No.:
Technician:
Assay Type:
Strain:

Metabolic activation:

Data File Name:

SALANAL: B

record 1 tdtdddttrttdtdtttttddtttits
Sedaxane

GP080609

Agua bideionizada

10/09/2009

2077

Preincubation - Time [20min
TA100

] Temp [37C

None

C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077B

Code Dose ~-= counts -- Mean S.D. Predicted
Linear
0.00 191 178 169 179.33 11.06 171.68
800.00 141 171 152 154.67 15.18 167.00
1250.00 135 187 167 163.00 26.23 164.36
2000.00 158 138 184 160.00 23.07 159.97
3200.00 161 159 188 169.33 16.20 152.93
5000.00 141 136 133 136.67 4.04 142.39
p 1.00 1456p 1232p
P-value for ANOVA test of dose response is 0.120

ANOVA test is not significant.

should be viewe
An acceptable model is

Estimate of the slope
Standard error of the
90% confidence limits

P-value for the

Other significant results
d with caution.
Linear with pval

0.344

is -0.005859
slope is 0.002368
for the slope are <-0.010081, -0.001638>.

test of the positive dose response

(slope at origin) is 0.985

Note: Smaller P-value means more positive dose response
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values are based on Linear model.
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B s T
Test Sample Name:
Source/Batch/Lot :

Solvent:
Exp. Date:
Exp. No.:
Technician:
Assay Type:
Strain:

Metabolic activation:

Data File Name:

ttt++  SALANAL: record 2 B R TR

Sedaxane

GP080609

Agua bideionizada
22/09/2009

2077

Preincubation - Time [20min
TAL00

] Temp {37C

None

C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077B

Code Dose - counts -- Mean 5.D. Predicted
Linear
0.00 165 186 208 186.33 21.50 187.19
1250 00 227 183 165 191.67 31.90 183.23
2000.00 170 201 203 191.33 18.50 181.00
3200.00 214 110 144 156.00 53.03 177.29
5000.00 211 164 165 180.00 26.85 171.34
8000.00 162 165 164 163.67 1.53 162.43
o) 1.00 1176p 896p

P-value for ANOVA test
ANOVA test is not sign

should be viewe
An acceptable model is

Estimate of the slope
Standard error of the
90% confidence limits

P-value for the

of dose response is 0.602
ificant. Other significant results
d with caution.

Linear with pval = 0.662

is = -0.004952
slope is = 0.004350
for the slope are <-0.012704, 0.002801>.

test of the positive dose response
(slope at origin) is 0.861

Note: Smaller P-value means more positive dose response
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The predicted values are based on Linear model.
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ti+tt+t  SALANAL: record 3 B e

Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 25/09/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]

Strain: TA100
Metabolic activation: None

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077B

Code Dose -= counts -- Mean S.D. Predicted
Linear

0.00 111 100 118 109.67 9.07 116.88
800.00 159 112 110 127.00 27.73 115.98
1250.00 131 120 134 128.33 7.37 115.47
2000.00 113 105 104 107.33 4.93 114.62
3200.00 110 96 108 104.67 7.57 113.26
5000.00 124 128 98 116.67 16.29 111.23

p 1.00 1344p 872p

P-value for ANOVA test of dose response is 0.247

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = (0.183

Estimate of the slope is = -0.001131
Standard error of the slope is = 0.001971
90% confidence limits for the slope are <-0.004644, 0.002383>.

P-value for the test of the positive dose response
(slope at origin) is 0.712
Note: Smaller P-value means more positive dose response
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0 = Observed: = Predicted.
The predicted values are based on Linear model.
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B R SALANAL: record 6 Bt o o o e o e S O o

Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 07/07/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA100

Metabolic activation species............. rat
Organ v...ivewuennnn. liver
inducer ............ Aroclor 1254
S9 concentration ... 0.50

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077

Code Dose - counts -- Mean S.D. Predicted
Linear

0.00 159 137 160 152.00 13.00 167.45
800.00 190 181 190 187.00 5.20* 166.45
1250.00 161 190 159 170.00 17.35 165.89
2000.00 177 158 148 161.00 14.73 164.96
3200.00 185 189 140 171.33 27.21 163.4¢6
5000.00 176 151 138 155.00 19.31 161.22

p  10.00 1456p 1512p

Note: ** = significant at 1%; *significant at 5%

P-value for ANOVA test of dose response is 0.252

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.185

Estimate of the slope is = -0.001246
Standard error of the slope is = 0.002416
90% confidence limits for the slope are <-0.005553, 0.003061>.

P-value for the test of the positive dose response
(slope at origin) is 0.692
Note: Smaller P-value means more positive dose response
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The predicted values are based on Linear model.

Bioensaios Andlises e Consultoria Ambiental Ltda. - Rua Palermo, 257 — 94480-775 — Viamao — RS
Fone: (51) 3493-6888 Fax: (51) 3493-6885 / e-mail: bioensaios@bioensaios.com.br

Instalag&o de Teste Reconhecida em Conformidade aos Principios das Boas Praticas de Laboratério — BPL

Report Number: 2077-AMES-080-09 Page 51 of 69

I ———




Final Report: 2077-AMES-

Page 49 of 66

IS e e e e T AN SALANAL: record 5 tittttttt++

Test Sample Name:
Source/Batch/Lot:
Solvent:

Exp. Date:

Exp. No.:
Technician:
Assay Type:
Strain:

Metabolic activation

Data File Name:

080-09

_____ thtttttttbttttet

Sedaxane

GP080609
Agua bideionizada

01/09/2009

2077

Preincubation - Time [20min ] Temp [37C
TA100

species............. rat

Organ .............. liver

inducer ............ Aroclor 1254

89 concentration ... 0.50

C: \DOCUME~l\TEMP\DESKTOP\SALANA~1\2077B

Code Dose -= counts -- Mean S.D. Predicted
Bernstein
0.00 122 124 171 139.00 27.73 125.29
800.00 80 93 110 94.33 15.04 115.62
1250.00 130 152 117 133.00 17.69 110.19
2000.00 148 163 140 150.33 11.68
3200.00 133 130 176 146.33 25.74
5000.00 105 125 86 105.33 19.50

P 1.00  896p 786p

P-value for ANOVA test of dose response is 0.016
An acceptable model is Bernstein with pval = 0.100
Berstein model used the first 3 doses

Estimate of the slope is = -0.012082
Standard error of the slope is = 0.013737
90% confidence limits for the slope are <-0.036567, 0.012403>.

P-value for the test of the positive dose response
(slope at origin) is 0.802
Note: Smaller P-value means more positive dose response
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0 1400 2800 4200
Dose (&g)
0 = Observed; ° = Predicted.

The predicted values are based on Bernstein model.
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iiiiiiiiiitiiiiiiiiiiiiiiii SALANAL: record 4 tiiiiiiiiiitiiiiiiiiiiiiiii
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 09/09/2009
Exp. No.: 2077

Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA100
Metabolic activation species............. rat
Organ .............. liver
inducer ............ Aroclor 1254
59 concentration ... 0.50

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077B

Code Dose -- counts -= Mean S$.D. Predicted
Linear

0.00 116 118 148 127.33 17.93 134.07
800.00 105 159 104 122.67 31.47 129,39
1250.00 139 119 124 127.33 10.41 126.76
2000.00 155 113 145 137.67 21.94 122.37
3200.00 125 133 122 126.67 5.69 115.35
5000.00 102 100 89 97.00 7.00 104.81

p  10.00 1288p 1568p

P-value for ANOVA test of dose response is 0.122

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.372

Estimate of the slope is = -0.005851
Standard error of the slope is = 0.002328
90% confidence limits for the slope are <-0.010000, -0.001702>.

P-value for the test of the positive dose response
(slope at origin) is 0.986
Note: Smaller P-value means more positive dose response
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0 = Observed; ° = Predicted.
The predicted values are based on Linear model.
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080-09

tiiiiiiiiiiiiiiiiiiiititiii SALANAL: record 6 iiiiiiiiiiiitiiiiiitiiiiiii
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 13/10/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA100
Metabolic activation species............. rat
organ .............. liver
inducer ............ Aroclor 1254
$9 concentration 0.50

Data File Name:

C:\DOCUME~l\TEMP\DESKTOP\SALANA~1\2077B

Code Dose - counts ~- Mean S.D. Predicted
Linear
0.00 153 195 131 159.67 32.52 146.47

1250.00 158 174 130 154.00 22.27 146.86
2000.00 120 160 125 135.00 21.79 147.07
3200.00 109 132 159 133.33 25.03 147.44
5000.00 166 179 125 156.67 28.18 148.02
8000.00 150 123 186 153.00 31.61 148.90

P 10.00 1680p 1288p

P-value for ANOVA test of dose response is 0.722

ANOVA test is not significant. Other significant results
should be viewed with caution.
An acceptable model is Linear with pval

0.601

is 0.000486
slope is 0.003963

for the slope are <-0.006578, 0.007549>.

Estimate of the slope
Standard error of the
90% confidence limits

P-value for the test of the positive dose response
(slope at origin) is

Smaller P-value means more positive dose response

0.452
Note:
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0 1400 2800 4200
Dose (xg)

U = Observed; ° = Predicted.
The predicted values are based on Linear model.
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itiiiiiiiiiiiiiiiiiiiiitiii SALANAL: record 7 tiiiiiiiiiiiiiiitiiiiitiiii

Test Sample Name: Sedaxane
Source/Batch/Lot: GP08060Y
Solvent: Agua bideionizada
Exp. Date: 20/07/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA102

Metabolic activation: None

Data File Name: C:\DOCUME~1\HELENA\DESKTOP\SALANA~1\2077B

Code Dose -- counts - Mean S.D. Predicted
Linear

0.00 202 205 230 212.33 15.37 198.02
800.00 201 180 180 187.00 12.12 195.25
1250.00 176 228 182 195.33 28.45 193.69
2000.00 187 184 180 183.67 3.51 1%1.10
3200.00 185 180 184 183.00 2.65 186.95
5000.00 190 184 188 187.33 3.06 180.72

p 0.50 1176p 1232p

Ejvalue for ANOVA test of dose response is 0.202

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.286

Estimate of the slope is = -0.003461
Standard error of the slope is = 0.002002
90% confidence limits for the slope are <-0.007029, 0.000107>.

P-value for the test of the positive dose response
(slope at origin) is 0.945
Note: Smaller P-value means more positive dose response
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U = Observed; ° = Predicted.
The predicted values are based on Linear model.
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Bt b o o o e S S N I T SALANAL: record 9 B S R

Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 09/07/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time {20min ] Temp [37C ]
Strain: TA102

Metabolic activation: None

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077B

Code Dose -= counts -- Mean S.D. Predicted
Linear

0.00 212 221 227 220.00 7.55 217.87
800.00 200 237 213 216.67 18.77 214.58
1250.00 214 235 210 219.67 13.43 212.72
2000.00 236 219 199 218.00 18.52 209.64
3200.00 135 198 1596 176.33 35.81 204.70
5000.00 218 231 201 216.67 15.04 197.29

ol 0.50 807p 803p

P-value for ANOVA test of dose response is 0.106

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.100

Estimate of the slope is = -0.004116
Standard error of the slope is = 0.003098
90% confidence limits for the slope are <-0.009638, 0.001405>.

P-value for the test of the positive dose response
(slope at origin) is 0.896
Note: Smaller P-value means more positive dose response
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0 = Observed; ° = Predicted.
The predicted values are based on Linear model.
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THEEEEIIF I IS b 444 SALANAL: record 8 B T e T

Test Sample Name:
Source/Batch/Lot:
Solvent:

Exp. Date:

Exp. No.:
Technician:
Assay Type:
Strain:

Metabolic activation

Data File Name:

Sedaxane
GP080609

Agua bideionizada
21/07/20609

2077

Preincubation - Time [20min 1 Temp [37C

TALO2
species............. rat
Orgamn .............. liver
inducer ............ Aroclor 1254
89 concentration ... 0.50

C: \DOCUME~1\TEMP\DESKTOP\SALANA~1\2077B

Code Dose -- counts - Mean 5.D. Predicted
Linear
0.00 236 247 251 244.67 7.77 253.84
800.00 233 230 265 242.67 19.40 246.81
1250.00 258 257 219 244,67 22.23 242.86
2000.00 239 243 238 240.00 2.65 236.28
3200.00 239 261 256 252.00 11.53 225.74
5000.00 243 118 231 197.33 68.97 209.93
o] 10.00 903p 1012p

P-value for ANOVA test of dose response is 0.374

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.678

Estimate of the slope is = -0.008781
Standard error of the slope is = 0.004659
90% confidence limits for the slope are <-0.017085, -0.000478>.

P-value for the test of the positive dose response
(slope at origin) is 0.958
Note: Smaller P-value means more positive dose response
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0 = Observed; = Predicted.
The predicted values are based on Linear model.
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FEERPALEILISLIHIILE4 4445 SALANAL: record 10 44tiitist

Test Sample Name:
Source/Batch/Lot:
Sclvent:

Exp. Date:

Exp. No.:
Technician:
Assay Type:
Strain:

Metabolic activation

Data File Name:

080-09

Sedaxane

GP080609

Agua bideionizada

30/07/2009

2077

Preincubation - Time {20min ] Temp {37C
Tal02

species............. rat

organ .............. liver
inducer ............ Aroclor 1254
SS9 concentration ... 0.50

C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077B

Code Dose -- counts - Mean S.D. Predicted
Bernstein
0.00 220 263 233 238.67 22.05 245,60
800.00 255 248 274 259.00 13.45 238.55
1250.00 235 220 220 225.00 B.66 234.58
2000.00 243 239 200 227.33 23.76 227.98
3200.00 282 299 273 284.67 13.20
5000.00 200 243 245 229.33 25.42

P 10.00 1904p 1806p

P-value for ANOVA test of dose response is 0.023
An acceptable model is Bernstein with pval = 0.408
Berstein model used the first 4 doses

Estimate of the slope is = -0.008809
Standard error of the slope is = 0.007425
90% confidence limits for the slope are <-0.022043, 0.004425>,

P-value for the test of the positive dose response
(slope at origin) is 0.871
Note: Smaller P-value means more positive dose response

3
3 )
3
3 U
OOOOOOOOODOO
3 i} °ofjoocoonooo il
R 6000000000000
c s coo
o 3
u 160
n 3
t 3
S 3
3

oW oW ow

0 "AAAAAAAAAARAAAAAAAAAAAAAAAAAAAAAAAAARAR
0 1400 2800 4200
Dose (&g)

0 = Observed; ° = Predicted.
The predicted values are based on Bernstein model.
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__________ tittdtttt++  SALANAL: record 9 tiiiiiiiiitiiiiiiiiiiiiiiii
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 21/07/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time ([20min ] Temp [37C ]
Strain: TA1535
Metabolic activation: None

Data File Name:

C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077

Code Dose

-= counts -= Mean S.D. Predicted
Linear
0.00 20 26 25 23.67 3.21 25.60
800.00 38 32 28 32.67 5.03 29.46
1250.00 47 28 27 34.00 11.27 31.63
2000.00 38 31 26 31.67 6.03 35.25
3200.00 48 44 45 45.67 2.08** 41.03
5000.00 50 49 43 47.33 3.79%* 49.72
P 1.00 1400p 1120p
Note: ** = gignificant at 1%; *significant at 5%
P-value for ANOVA test of dose response is 0.005
An acceptable model is Linear with pval = 0.402
Estimate of the slope is = 0.004824
Standard error of the slope is = 0.000941

90% confidence limits

P-value for the

Note: Smaller P-valu
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for the slope are <0.003147, 0.006500>.

test of the positive dose response
(slope at origin) is <
€ means more positive dose response
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0 1400 2800 4200
Dose (ag)
0 = Observed; = Predicted.

The predicted values are based on Linear model.
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iiiiittiiiiiiiiiititiiiiiii SALANAL: record 5 iiiiiiiititiiititiiiiiiiiii
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 09/09/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp (37C ]
Strain: TA1535
Metabolic activation: None
Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C
Code Dose - counts - Mean S.D. Predicted
Linear
0.00 17 18 12 15.67 3.21 18.49
800.00 17 23 30 23.33 6.51 20.33
1250.00 18 19 30 22.33 6.66 21.37
2000.00 18 28 26 24.00 5.29 23.10
3200.00 36 28 31 31.67 4.04% 25.87
5000.00 28 18 32 26.00 7.21 30.03
o) 1.00 780p 940p
Note: ** = gsignificant at 1%; *significant at 5%

P-value for ANOVA test

ANOVA test is not significant.

of dose response is 0.063
Other significant results

should be viewed with caution.

An acceptable model is
Estimate of the slope
Standard error of the
90% confidence limits

P-value for the

Note:

1

et con

The predicted

Bioensaios Analises e Consultoria Ambiental Ltda. -
Fone: (51) 3493-6888 Fax: (51) 3493-6885 /

Smaller P-value means

Linear with pval 0.284

is 0.002309
slope is 0.000787
for the slope are <0.000905, 0.003712>.

test of the positive dose response
(slope at origin) is
more positive dose response

0.006
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0 1400 2800 4200
Dose (a&g)
U = Observed; = Predicted.

values are based on Linear model.
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iiiiiiiiiiiiiiiiiiiiiiiiiii SALANAL: record 7 iititiiiitiiiiiiiiiiiitiiii
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 10/09/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min 1 Temp [37C ]
Strain: TA1535
Metabolic activation: None

Data File Name:

C: \DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C

Code Dose -= counts - Mean S.D. Predicted
Linear
0.00 30 28 26 28.00 2.00 29.93

800.00 37 28 23 29.33 7.09 30.75
1250.00 30 43 30 34.33 7.51 31.21
2000.00 34 36 29 33.00 3.61 31.97
3200.00 37 43 30 36,67 6.51 33.19
5000.00 36 33 28 32.33 4.04 35.03

o] 1.00 728p 915p

P-value for ANOVA test of dose response is (.434

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.515

Estimate of the slope is = 0.001018

Standard error of the slope is = 0.000758

90% confidence limits

P-value for the

for the slope are <-0.000333, 0.002369>.

test of the positive dose response

(slope at origin) is 0.102
Note: Smaller P-value means more positive dose response
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0 1400 2800 4200
Dose (&g)
0 = Observed; ° = Predicted.

The predicted values are based on Linear model.
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B S e Ty SALANAL: record 9 B e e S Wy

Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 13/10/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min 1 Temp [37C ]
Strain: TA1535

Metabolic activation: None

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C

Code Dose - counts - Mean S.D. Predicted
Linear

0.00 20 20 19 19.67 0.58 22.34
1250.00 29 27 25 27.00 2.00%* 25.19
2000.00 25 30 38 31.00 6.56 26.79
3200.00 32 25 27 28.00 3.61* 29.4¢6
5000.00 44 28 44 38.67 9.24 33.73
8000.00 24 37 48 36.33 12.01 40.14

o] 1.00 1344p 1008p

Note: ** = significant at 1%; *significant at 5%

P-value for ANOVA test of dose response is 0.018
An acceptable model is Linear with pval = 0.335

Estimate of the slope is = 0.003560
Standard error of the slope is = 0.000881
90% confidence limits for the slope are <0.001990, 0.005129>.

P-value for the test of the positive dose response
! (slope at origin) is < .001
Note: Smaller P-value means more positive dose response
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0 = Observed; ° = Predicted.
The predicted values are based on Linear model.
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iiiiiiiiiiiiiiiiiiiiiiiiiii SALANAL: record 10 iiiiiiiiiiiiiittiitiiiiiiii
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 21/07/2009
Exp. No.: 2077

Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA1535
Metabolic activation species......,....... rat
Organ .............. liver
inducer ..........., Aroclor 1254
89 concentration ... 0.50

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077

Code Dose -- counts -- Mean $.D. Predicted
Linear

0.00 26 24 21 23.67 2.52 25.76
800.00 24 28 28 26.67 2.31 25.88
1250.00 29 26 26 27.00 1.73 25.95
2000.00 29 30 24 27.67 3.21 26.06
3200.00 34 24 22 26.67 6.43 26.24
5000.00 21 27 28 25.33 3.79 26.51

ol 10.00 870p 930p

P-value for ANOVA test of dose response is 0.770

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.667

Estimate of the slope is = 0.000149
Standard error of the slope is = 0.000505
90% confidence limits for the slope are <-0.000751, 0.001050>.

P-value for the test of the positive dose response
(slope at origin) is 0.386
Note: Smaller P-value means more positive dose response
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U0 = Observed; ° = Predicted.
The predicted values are based on Linear model.
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iiiiiiiiiiiiiiiiiiitiiiiiti SALANAL: record 6 iiiiiiiiiiiiiiiiiiiiiiiiiii
Test Sample Name: Sedaxane
Source/Batch/Lot: GP0OB0O60Y
Solvent: Agua bideionizada
Exp. Date: 09/09/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA1535

Metabolic activation species............. rat
organ .............. liver
inducer ............ Aroclor 1254
89 concentration ... 0.50

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C

Code Dose - counts - Mean S.D. Predicted
Bernstein
0.00 21 28 26 25.00 3.61 25.67
800.00 29 32 35 32.00 3.00 24.87
1250.00 11 34 45 30.00 17.35 24.42
2000.00 19 11 18 16.00 4.36 23.66
3200.00 27 33 35 31.67 4.16 22.46
5000.00 18 27 21 22.00 4.58

o) -1.00 1456p 1120p

P-value for ANOVA test of dose response is 0.073

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Bernstein with pval = 0.050

Berstein model used the first 5 doses

Estimate of the slope is = -0.001005
Standard error of the slope is = 0.001866
90% confidence limits for the slope are <-0.004331, 0.002321>.

P-value for the test of the positive dose response
(slope at origin) is 0.700
Note: Smaller P-value means more positive dose response
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U = Observed; ° = Predicted.
The predicted values are based on Bernstein model.
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iitiiiiiiiiiiiiiiiiiiiiiiii SALANAL: record 8 B T e T

Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 10/09/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp (37C ]
Strain: TA1535

Metabolic activation species............. rat
organ .............. liver
inducer ............ Aroclor 1254
S9 concentration ... 0.50

Data File Name: C:\DOCUME~1\TEMP\DESKTOP\SALANA~1\2077C

Code Dose -= counts -- Mean S.D. Predicted
Linear

0.00 16 15 18 16.33 1.53 16.89
800.00 20 18 20 19.33 1.15 16.78
1250.00 16 17 19 17.33 1.53 16.71
2000.00 18 17 10 15.00 4.36 16.61
3200.00 13 14 19 15.33 3.21 16.44
5000.00 16 16 20 17.33 2.31 16.19

p  10.00 630p 750p

P-value for ANOVA test of dose response is 0.480

ANOVA test is not significant. Other significant results
should be viewed with caution.

An acceptable model is Linear with pval = 0.374

Estimate of the slope is = -0.000141
Standard error of the slope is = 0.000395
90% confidence limits for the slope are <-0.000845, 0.000563>.

P-value for the test of the positive dose response
(slope at origin) is 0.636
Note: Smaller P-value means more positive dose response
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0 = Observed; ° = Predicted.

The predicted values are based on Linear model.
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tiiiiiiiiitiiiiiiiiiiiiiiii SALANAL: record 10 iiiiiiiiiiiiiiiiiiiiiiiiiii
Test Sample Name: Sedaxane
Source/Batch/Lot: GP080609
Solvent: Agua bideionizada
Exp. Date: 13/10/2009
Exp. No.: 2077
Technician:
Assay Type: Preincubation - Time [20min ] Temp [37C ]
Strain: TA1535
Metabolic activation species............. rat
Organ ......,....... liver
inducer ............ Aroclor 1254
S9 concentration 0.50

Data File Name:

C:\DOCUME~l\TEMP\DESKTOP\SALANA~1\2077C

Code Dose -- counts -- Mean 5.D. Predicted
Linear
0.00 14 15 16 15.00 1.00 15.96

1250.00 13 13 20 15.33 4.04 15.78
2000.00 24 14 16 18.00 5.29 15.68
3200.00 15 15 14 14.67 0.58 15.52
5000.00 20 13 18 17.00 3.61 15.25
8000.00 10 17 15 14.00 3.61 14.86

P 10.00 1560p 1008p

P-value for ANOVA test of dose response is 0.721

ANOVA test is not significant. Other significant results
should be viewed with caution.
An acceptable model is Linear with pval

0.633

is -0.000220
slope is 0.000457
for the slope are <-0.001034, 0.000594>.

Estimate of the slope
Standard error of the
90% confidence limits

test of the positive dose response
(slope at origin) is
Note: Smaller P-value means more positive dose response
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0.681
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0 = Observed; = Predicted.

The predicted values are based on Linear model.
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APPENDIX 4 Supplemental Experiments: Reverse Mutation His+ Frequency in
Salmonella typhimurium TA1535 after Treatment with the Test
Substance, Pre-incubation Method in the Absence of Metabolic

Activation
Dose Revertants His'/plate -89 Mean + Deviation Index
Substance (ug/plate) Repli . . standard Mutageni
plicate I Replicate2  Replicate 3 genic
| 24/02/2010
CN 0 17 21 26 21.33 4.51 -
ST 800 42 36 40 39.33 3.06 1.84
ST 1250 55 43 35 44.33 10.07 2.08
ST 2000 31 58 51 46.67 14.01 2.19
ST 3200 49 48 46 47.67 1.53 223
ST 5000 56 43 64 54.33 10.60 255
CP (Naz) 1 896 1008 . 952.00 79.20 44.63
02/03/2010
CN 0 45 45 38 42.67 4.04 -
ST 800 66 68 50 61.33 9.87 1.44
ST 1250 42 64 52 52.67 11.02 1.23
ST 2000 75 64 58 65.67 8.62 1.54
ST 3200 63 65 60 62.67 2.52 1.47
ST 5000 40 46 68 51.33 14.74 1.20
CP (Naz) 1 1120 1288 - 1204.00 118.79 28.22
05/03/2010
CN 0 47 43 50 46.67 3.51 -
ST 800 47 38 46 43.67 4.93 0.94
ST 1250 41 43 49 4433 4.16 0.95
ST 2000 56 44 44 48.00 6.93 1.03
ST 3200 42 48 39 43.00 4.58 0.92
ST 5000 39 50 41 4333 586 0.93
B ST 8000 45 47 49 47.00 2,00 1.01
CP (NaZ) 1 1213 1319 - 1266.00 74.95 27.13
10/03/2010
CN 0 24 28 23 25.00 2.65 -
ST 800 48 36 32 38.67 8.33 1.55
ST 1250 36 49 46 43.67 6.81 1.75
ST 2000 42 32 32 35.33 5.77 1.41
ST 3200 30 28 29 29.00 1.00 1.16
ST 5000 46 47 43 45.33 2.08 1.81
ST 8000 41 44 54 46.33 6.81 1.85
CP (NaZ) 1 1344 728 - 1036.00 435.58 41.44

CN: negative control, CP: positive control; ST: test substance.
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Continued APPENDIX 4:

Sub Dose Revertants fis"/plate -89 Mean + Deviation Index
ubstance -, g/plate) Replicate | Replicate 2 Replicate 3 standard Mutagenic
10/03/2010 |

CN 0 16 13 18 15.67 2.52 -

ST 500 36 43 34 37.67 473 2.40
ST 800 35 38 41 38.00 3.00 243
ST 1250 42 47 33 40.67 7.09 2.60
ST 2000 37 59 34 4333 13.65 277
ST 3200 52 35 47 44.67 8.74 2.85
ST 5000 32 38 32 34.00 3.46 2.17
CP (Naz) 1 728 784 - 756.00 39.60 48.26
10/03/2010 ]
CN 0 15 21 27 21.00 6.00 -
ST 800 43 46 36 41.67 5.13 1.98
ST 1250 37 38 57 44.00 1127 2.10
ST 2000 53 54 66 57.67 7.23 275
ST 3200 47 36 72 51.67 18.45 2.46
ST 5000 51 39 49 4633 6.43 221
ST 8000 30 37 48 38.33 9.07 1.83
CP (NaZ) 1 840 840 - 840.00 0.00 40.00
10/03/2010 ]
CN 0 38 41 49 42.67 5.69 -
ST 800 57 38 41 4533 1021 1.06
ST 1250 57 46 51 51.33 551 1.20
ST 2000 38 63 52 51.00 12.53 120
ST 3200 46 53 47 48.67 3.79 1.14
ST 5000 55 55 cont 55.00 0.00 129
ST 8000 56 68 56 60.00 6.93 141
CP (NaZ) 1 784 808 - 796.00 16.97 18.66

CN: negative control; CP: positive control; ST: test substance; Cont; contamination.

Supplementary experimental results were not evaluated statistically, since the main
purpose was to examine reproducibility and whether a mutagenic index of >3 was
achieved.

Bioensaios Andlises e Consultoria Ambiental Ltda. - Rua Palermo, 257 — 94480-775 — Viamao — RS
Fone: (51) 3493-6888 Fax: (51) 3493-6885 / e-mail: bioensaios@bioensaios.com.br

Instatagao de Teste Reconhecida em Conformidade aos Principios das Boas Praticas de Laboratério — BPL

Report Number: 2077-AMES-080-09 Page 68 of 69

.




Final Report: 2077-AMES-080-09

Page 66 of 66
APPENDIX 5 Laboratory’s historical control values (Test period: August/2003 to
March/2010)
Without S9 With S9
TA97a Solvent Controls 0.5 pg 4-NQO Solvent Controls 10 pg 2-AF
Mean + SD 140.72+ 29.55 1086.40+ 274.16 142.65+25.88  1108.74 + 226.92
N 81 81 81 81
Minimum 58 399 13 441
Maximum 200 3808 200 1988
Without S9 With S9
TA98 Solvent Controls 0.5 ug 4-NQO Solvent Controls 10 pg 2-AF
Mean + SD 27.40 + 6.06 785.67 £ 170.30 28.52+4.86 1138.56 +287.49
N 278 278 278 278
Minimum 17 119 17 139
Maximum 54 1764 46 2390
Without S9 With S9
TA100 Solvent Controls s 1 ng AZS Solvent Controls 10 pg 2-AF
Mean + SD 159.67 +21.97 1985.09 +£ 612.62 163.48+ 18.66  1344.19 + 268.27
N 343 343 185 185
Minimum 97 501 101 608
Maximum 235 6636 211 4148
Without S9 With S9
TA102 Solvent Controls 0.5 pg 4-NQO Solvent Controls 10 ug 2-AF
Mean + SD 223.55+44.04  1351.17+281.32  283.57+53.52 1430.06 + 350.26
N 87 87 82 82
Minimum 114 511 117 504
Maximum 371 2660 463 2436
Without S9 With S9
TA1535 Solvent Controls 1 pg AZS Solvent Controls 10 pg 2-AF
Mean + SD 20.16 £ 4.48 1188.79 + 243.61 18.78 + 3.61 728.07 + 325.86
N 81 81 76 76
Minimum 7 326 8 121
Maximum 35 2716 30 130

Key to Positive Controls
NaZ: Sodium Azide; 2-AF: 2 Aminofluorene; 4NQO: 4 nitroquinoline 1-oxide
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