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Quality Assurance Statement

- UTATION ~
I DENT REPEAT ASSAY

Study Number: AA34BK.502001.8TL

Study Director: Valentine O. Wagner, 1il, M.S.

This study has been divided into a series of in-: rocess phases. Using a random sampling
approach, Quality Assurance monitors each o these phases over aiseries of studies.
Procedures, documentation, equipment records, stc., are examined:in order to assure that
the study is performed in accordance with the US. FDA Good Laboratory Practive
Regulations (21 CFR 58), the U.S. EPA GLPs (40 CFR 792 and 40 CFR 160), the UK GLP
Regulations, the Japanese GLP Stsndard, and the - OECD Principles of

Practice and to assure that the study is conducted according to the protocol and relevant
Standard Operating Procedures. '

The following are the inspection dates, phases inspected, and report dates of QA
inspections of this study.

Inspect On  25-Aug-00 - 25-Aug-00 To Study Dir 25-Aug-00 To Mgmt 25-Aug-00

Phase Protocol Review
InspectOn  12-Sep-00 - 12-Sep-00 To Study Dir 12-Sep-00 To Mgmt 14-Sep-00
Phasge Praparation of S9 mixture

Inspect On  30-Oct-00 - 30-0ct-00 To Study Dir 30-Oct-00 Te Mgmt 01-Nov-00
Phase Draft Report :

InspectOn  14-Nov-00 - 14-Nov-00 To Study Dir 14-Nov-00 To Mgmt 14-Nov-00
Phase Draft to Final Report

results accurately reflect the raw data of the

/f%m ﬁ WUtho_ ~_loNov g0
Diane Brecha, B.S. DATE
QUALITY ASSURANCE ‘

This report describes the methods and procedures used in the study and the reported
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We, the undersigned, deciare that this report provides an accurate evaluation of data obtained .

from this study.
Issued by Study Director: W O. Ugmﬂ— 16 by 2000
Valentine O. Wagner, I, M.S. Date
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Approved by
Sponsor Study Momtor RCL,\*; — %‘m I 1S Nov 2000
Maria Donner, Ph.D. Date
Senior Research Scientist ’
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" STUDY INFORMATION
. ]
Subsace T
_ | oI
Synonyms/Codes: «
N s

. -24547

Haskell Number: 24547

Commsition:C
Known Impurities: Not supplied by the sponsor
Physical Characteristics: Amber sticky gum

Stability: The test substance appeared to be stable under the

conditions of the study; no evidence of instability was
observed.

Sponsor: E. I. du Pont de Nemours and Company

Wilmington, Delaware 19898
US.A.

Study Initiated/Completed: August 24, 2000 / (see report cover page)

In-Life Initiated/Completed: August 29, 2000 / October 04, 2000
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- SUMMARY !

The test substance, H-24547, was tested in the bacterial reverse mutation test using S,
typhimurium tester strains TA98, TA100, TA1535, and TA1537, and E. coli tester strain
WP2 uvrA in the presence and abserice of Aroclor-induced rat liver S9. The test was performed
in two phases, using the plate incorporation method. The first phase, the preliminary toxicity
test, was used to establish the dose range for the mutagenicity assay. The second phase, the
mutagenicity test (initial and independent repeat assays), was used to, evaluate the mutagenic
potential of the test substance. _ b

Acetone was selected as the solvent of choice based on solubility of the test substance and
compatibility with the target cells. The test substance was a clear solution in acetone at

In the preliminary toxicity test, the maximum dose tested was 5000 kg per plate; this dose
was achieved using a concentration of 100 mg/mL and a 50 pL plating aliquot, Neither
precipitate nor toxicity was observed. Based on the findings of the toxicity test, the maximum
dose plated in the mutagenicity test was 5000 pg per plate.

In the mutagenicity test, no positive response was observed. In the initial mutagenicity
assay, the dose levels tested were 5000, 3333, 1000,.333 and 100 pg per plate. Neither
precipitate nor toxicity was observed. In the independent repeat assay, the dose levels tested
were 5000, 1800, 600, 200 and 75 pg per plate. Neither precipitate nor toxicity was observed.

Aﬂcﬁteﬁaforavalidsmdyweremetasdescﬁbed'. the protocol. The results of the
O ——— . o
with an Independent Repeat Assay indicate that, under the conditions of this study, the test
substance didnotcanseapositivemmagenicresponsewithanyoftheteﬁersﬁ*ainsinthe
presence and absence of Aroclor-induced rat liver S9.

BioReliance
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The vehicle used to deliver H-24547 to the test system was acetone, (CAS# 67-64-1),
obtained from Fisher Scientific.

Positive controls plated concurrently with the mutagenicity test are listed below:

. S9 ., Concentration
Strain Activation - Positive Control (ngfplate)
Aﬂ Salmonella Sn'ains z.aminoanthmene 1.0
+ . N
WP2 uwrA (Sigma Chemical Co.) 10
2-nitrofluorene
Ta98 (Aldrich Chemical Co., Inc.) 10
sodium azide
TA100, TA1535 (Sigma Chemical Co) 1.0
B 9-aminoacridine
TALS37 (Sigma Chemical Co.) 73
| methyl methanesulfonate
WP2urA (Aldrich Chemical Co., Inc.) 1,000

To determine the sterility of the test substance, the highest test substance dose level used in
the mutagenicity test was plated on selective agar with an aliquot volume equal to that used in
the assay.

BioReliance
Study No. AA34BK.502001.BTL 9
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MATERIALS AND METHODS

Test System

The tester strains used were the Salmonella typhimurium histidine auxotrophs TA98,
TA100, TA1535 and TA1537 as described by Ames et al. (1975), and Escherichia coli tester
strain WP2 uvrA. Salmonella tester strains were received on 11 August 1998 and 10 November
1998 directly from Dr. Bruce Ames, University of California, Berkeley. E. coli was received
on 01 July 1987 from the National Collection of Industrial and Marine Bacteria, Aberdeen,
Scotland.

Overnight cultures were prepared by inoculating from the appropriate master plate or from
the appropriate frozen permanent stock into a vessel contain; ~50 mL of culture medium. To
asm'ethatclﬂm:wexeharvestedinlatelogphase, the length of incubation was controlled and
monitored. Following inoculation, each flask was placed in a resting shaker/incubator at room
temperature. The shaker/incubator- was ‘programmed to begin shaking at approximately
125 rpm at 3742°C approximately 12 hours before the anticipated time of harvest. Each culture
was monitored spectrophotometrically for turbidity and was harvested at a percent
transmittance yielding a titer of greater than or equal to 0.3x10° cells per milliliter. The actual
titers were determined by viable count assays on nutrient agar plates, and the data is on file but
not presented in this report. The study was conducted to comply with OECD Guideline 471
(Genetic Toxicology: Bacterial Reverse Mutation Test), adopted July 1997 and with the
International Conference on Harmonisation of Technical Requirements for Registration of
Pharmaceuticals for Human Use (1996 and 1997).

Metabolic Activation System

Aroclor 1254-induced rat liver S9 was used as the metabolic activation system. The S9 was
prepared from male Sprague-Dawley rats induced with a single intraperitoneal injection of
Aroclor 1254, 500 mg/kg, five days prior to sacrifice. The S9 prepared by BioReliance was
batch prepared on 22 June 2000. The S9 purchased from MolTox was batch prepared 17
December 1999. - All S9 batches were stored at <-70°C until used. Each bulk preparation of 89
was assayed for its ability to metabolize 2-aminoanthracene and 7,12-
dimethylbenz(a)anthracene to forms mutagenic to Salmonella typhimurium TA100.

BioReliance
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The §9 mix was prepared immediately before its use and containdd 10% $9, 5mM
glucose-6-phosphate, 4 mM B-nicotinamide-adenine dinucleotide phosphate, 8 mM MgCl, and
33 mM KCl in a 100 mM phosphate buffer at pH 74. The Sham S9 mixture (Sham mix),
containing 100 mM phosphate buffer at PH 7.4, was prepared immediately. before its use. To
confirm the sterility of the S9andShammixm,a0.5mLa1iquotofeachwasfpla1edonselective

single plate, with overnight cultires of TA8, TA100, TA1535, TA1537 and WP2 wwrA on
selective minimal agar in both the presence and absence of rat liver S9 activation.

Mutagenicity Test

The mutagenicity test initial assay (Experiment B1) and independent repeat assay
(Experiment B2) was used to evaluate the mutagenic potential of the test substance. A
minimum of five dose levels of test substance along with appropriate vehicle and positive
controls were plated with tester strains TA98, TA100, TA1535, TA1537 and WP2 wwrA in the
presence and absence of rat liver S9 activation. All dose levels of test substance, vehicle
controls and positive controls were plated in triplicate.

Plating and Scoring Procedures

In both the preliminary toxicity test and the mutagenicity test, the test syfstem was exposed
to the test substance via the plate incorporation methodology as described by Ames et al. (1975)
and updated by Maron and Ames (1983). . :

On the day of its use, minimal top agar, containing 0.8 % agar (W/V) and 0.5 % NaCl -
(W/V), was melted and supplemented with L-hi idine, D-biotin and L-tryptaphan solution to a
final concentration of 50 uM each. Top agar not used with S9 or Sham mix Wwas supplemented
with 25 mL of water for each 100 mL of minimal top agar. For the preparation of media and
reagents, all references to water imply sterile, dejonized water produced by the Milli-Q Reagent

BioReliance
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Water System. Bottom agar was Vogel-Bonner minimal medium E (Vogel and Bonner, 1956)
containing 1.5 % (W/V) agar. Nutrient bottom agar was Vogel-Bonner minimal medium E
containing 1.5 % (W/V) agar and supplemented with 2.5 % (W) Oxoid Nutrient Broth No. 2
(dry powder). Nutrient Broth was Vogel-Bonner salt solution supplemented with 2.5% (W/V)
Oxoid Nutrient Broth No. 2 (dry powder).

Eachplatewashbeled“dmamdesystemmmidenﬁﬁedthemstsubsm,testphme, dose
level, tester strain, and activation, as described in detail jn BioReliance's Standard Operating
Procedures.

Test substance dilutions were prepared immediately before use, One-half (0.5) milliiter of

89 or Shammix; 100 L of tester strain and 50 KL of vehicle or test substance were added to

onto the surface of 25 mL of minimal bottom agar. Whenplaﬁngtheposiﬁvcconuols,thetest
substance aliquot was replaced by a 50 KL aliquot of appropriate positive control, After the
ovetlay had solidified, the plates were inverted and incubated for approximately 48 to 72 hours
at 37+2°C, Plates that were not counted immediately following the incubation period were
stored at 2-8°C until colony counting could be conducted. '

The condition of the bacterial background lawn was evaluated for evidence of test substance
toxicity by using a dissecting microscope. Precipitate was evaluated by visual examination
without magnification. Toxicity and degree of precipitation were scored relative to the vehicle
control plate using the codes shown below.

BioReliance
Study No. AA34BK.502001.BTL 12
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Code | Description Characteristics
1 Normal  |Distinguished by a healthy microcolony lawn.
Slightl Distinguished by a noticeable thinning of the microcolony lawn and
2 Red yi possibly a slight increase in the size of the. microcolonies compared to
the vehicle control plate.
Moderatel Distingnished by a marked thinning of the microcolony lawn
3 Redu cedy resulting in a pronounced increase in the si of the microcolonies
compared to the vehicle control plate.
Distinguished by an extreme thinning of the microcolony lawn
4 Severely  resulting-in anincrease inthe size of the microcolonies compared to
Reduced |the vehicle control plate such that the microcolony lawn is visible to
: the unaided eye as isolated colonies.
5 Absent Distinguished by a complete lack of any microcolony lawn over
290% of the plate. _
Obscured by |The background bacterial lawn canniot be accurately evaluated due to
Precipitate | microscopic test substance precipitate.
Non- Distinguished by precipitate on the plate that is visible to the naked
NP Interfering | SY® but any precipitate particles detected by the automated colony
Preci tati counter total less than 10% of the revertant colony count (e.g., <3
Pt particles on a plate with 30 revertants.)
Distinguished by precipitate on the plate that is visible to the naked
Interfering |eye and any precipitate particles detected by the antomated colony

Precipitate |counter exceed 10% of the revertant colony count (e.g., >3 particles
on a plate with 30 revertants.)

Revertant colonies for a given tester strain and activation condition, except for positive

, controls, were counted either entirely by automated colony counter or entirely by hand unless

the test was the preliminary toxicity test or the plate exhibited toxicity. Plates with sufficient
test substance precipitate to interfere with automated colony counting were counted manually,

Evaluation of Results

For each replicate plating, the mean and standard deviation of the number of revertants per
plate were calculated and are reported. '

For the test substance to be evaluated positive, it must cause a dose-related increase in the
Inean revertants per plate of at least one tester strain with a minimum of two increasing
concentrations of test substance. Data sets for strains TA1535 and TA1537 were judged
positive if the increase in mean revertants at the peak of the dose response is equal to or greater
than three times the mean vehicle control value. Data sets for strains TA98, TA100 and

BioReliance )
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~

WP2uvrA were judged positive if the increase in mean revertants at the peak of the dose
responseisequaltoorgleaterthantwotimesthemeanvehicleoontrolvalue.

Criteria for a Valid Test

The following criteria must be met for the mutagenicity test to be considered valid. All
Salmonella tester strain cultures must demonstrate the presence of the deep rough mmtation
(fa) and the deletion in the B gene. Cultures of tester strains TA98 and TA100 must
demonstrate the presence of the PKM101 plasmid R-factor. All WP2 mrA cultures must
demonstratethedeletionintheuvrAgene.AAllclﬂunesmustdemonsn'atethecharacteﬁsﬁc
mean number of spontaneous revertants in the vehicle-controls-as follows (inclusive): TAO8
(10-50); TA100 (80— 240); TA1535 (5—-45); TA1537 (3 - 21); and WP2 uvrA (10-60). To
ensure that appropriate numbers of bacteria are plated, tester strain culture titers must be greater
than or equal to 0.3x10’ cells/mL., The mean of each positive control must exhibit at least a

Archives

The stdy raw data, protocol and all reports will be maintained according to Standard
Operating  Procedure OPQP3040 by the BijoReliance RAQA unit headquartered  at:
BioReliance, 14920 Broschart Road, Rockville, MD 20850,

Unused dosing solutions were disposed of following administration to the test system and
all residual test substance will be disposed of following finalization of the report.

Deviations
No known deviations from the protocol or assay-method SOPs occurred during the conduct
of this study.
BioReliance
Study No. AA34BK.502001.BTL 14
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RESULTS AND DISCUSSION

Solubility Test

acetone at <300 mg/ml..
Preliminary Toxicity Test

e results of the preliminary toxicity test are presented in Tables 1 through 5. In the
preliminary toxicity test, the maximum dose tested was 5000 pg per plate; this dose was
achieved using a concentration of 100 mg/mL and a 50 pL plating aliquot. Neither precipitate
nor toxicity was observed. Based on the find; of the toxicity test, the maximum dose plated
in the mutagenicity test was 5000 ug per plate.

Mutagenicity Test

test, no positive response was observed. In the initial mutagenicity assay, the dose levels tested
were 5000, 3333, 1000, 333 and 100 Mg per plate. Neither precipitate nor toxicity was
observed. In the independent repeat assay, the dose levels tested were 5000, 1800, 600, 200 and
75 pg per plate. Neither precipitate nor toxicity was observed.

Noposiﬁveresponsswereobservedwithanyofmet&ters&ainsinthepresenceand

absence of $9 activation in either the initial mutageriicity assay or in the. independent repeat
assay.

CONCLUSION

All criteria for a valid study were met as described jg the protocol. The results of the
E Bacterial Reverse Mutation Test
with an Independent Repeat Assay indicate that, under the conditions of this study, the test

substance did not cause a positive mutagenic response with any of the tester strains in the
presence and absence of Aroclor-induced rat liver S9.

BioReliance
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Bacterial Mutation Test
Preliminary Toxicity Assay

Table 1

Test Substance Id:

Study RNumber :  AA34BX,502001.BTL
Strain : TA98B
Experiment No. : a1l
Date Plated : 29 Rug 2000
Vehicle : acetone
Plating Aliguot : 50 BL .
Test Substance With 89 Activation Without S9 Activation
Concentration Revertants Background Revertants Background
_bg per plate per plate Lawn per plate " Lawn
Vehicle ' 21 1 22 1
6.7 25 1 26 1
10 29 1 19 1
33 24 1 17 1
67 24 1 19 1
100 19 1 25 1
333 17 1 10 1
667 15 1 17 1
1000 20 1 18 1
3333 20 1 22 1
5000 27 1 21 1

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; Ip= Interfering precipitate
C=Contaminated

BioReliance
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Bacterial Mutation Test
Preliminary Toxicity Assay

Table 2

Test Substance Id:

Study Number : +502001.BTL
Strain :  TA100
Experiment No. : Al
Date Plated ¢ 29 Aug 2000
Vehicle : acetone
Plating Aliquot : 50 pL
Test Substance With S9 Activation Without 89 Activation
Concentration Revertantsg Background Revertants Background
Bg per plate per plate Lawn ber plate Lawn
Vehicle 91 1 129 1
6.7 : 108 1 124 1
10 97 1 96 1
33 125 1 87 1
67 117 1 115 1
100 110 1 89 1
333 118 1 89 1
€67 132 1 134 1
1000 131 1 128 1
3333 114 1 118 1
5000 121 1 161 1

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced .
4=Extremely reduced; S5=RAbsent; 6=Obscured by precipitate
NP=Non-Interfering Precipitate; IP= Interfering precipitate

BioReliance
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Bacterial Mutation Test
Preliminary Toxicity Assay

Table 3

Test Substance Id:

Study Number : *502001.BTL
Strain : TAlS535
Experiment No. : a1
Date Plated : 29 Aug 2000
Vehicle : acetone
Plating Aliquot : 50 uL }
Test Substance With S8 Activation Without S9 Activation
Concentration Revertants Background Revertants Background
ug per plate per plate Lawn per plate Lawn
Vehicle 9 1 13 1
6.7 10 1 i6 1
10 13 1 15 1
33 11 1 14 1
67 10 1 8 1
100 15 1 i3 1
333 12 1 11 1
667 10 1 13 1
1000 16 1 16 1
3333 18 1 9 1
5000 16 1 12 1

Background Lawn Code
1=Normal; 2=81ightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate

BioReliance
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Company Sanitized. Does not contain TSCA CBI




z Bacterial Reverse Mutation
with an Independent Repeat Assay . DuPont-4670

Bacterial Mutation Test
Preliminary Toxicity Assay

Table 4

Test Substance Id:

Study Number : ~502001.BTL
Strain :  TAl537
Experiment No., : A1
Date Plated : 29 aug 2000
Vehicle :  acetone
Plating Aliquot : 50 nlL
Test Substance With S9 Activation Without S9 Activation
Concentration Revertants  Background Revertants  Background
Bg per plate per plate Lawn per plate Lawn
Vehicle 7 1 6 1
6.7 8 1 7 1
10 5 1 7 1
33 7 1 9 1
67 4 1 4 1
100 6 1 10 1
333 5 1 8 1
667 7 1 2 1
1000 11 1 5 1
3333 8 1 2 1
5000 4 1 6 1

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
d4=Extremely reduced; 5=Bbsent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL 20

Company Sankized, Does not contaln TSCA iy




Bacterial Reverse Mutation
est with an Indepen peat Assay DuPont-4670

Bacterial Mutation Test
Preliminary Toxicity Assay

Table 5
Test Substance Id:

Study Number :  AA34B¥.502001.BTL
Strain ¢ WP2 uvrh
Experiment No. : a1
Date Plated : 29 Aug 2000
Vehicle :  acetone
Plating Aliguot : 50 ul
Test Substance With S9 Activation Without S9 Activation
Concentration Revertants Background Revertants Background
_Bg per plate per plate Lawn per plate Lawn
‘ Vehicle 14 1 12 1
6.7 ‘ 16 1 9 1
io0 12 1 15 -1
33 11 1 11 1
67 14 1 17 1
100 15 1 12 1
333 i1 1 10 1
667 : 10 1 14 1
- 1000 13 1 10 1
3333 S 13 1 13 1
5000 15 1 9 1

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=RAbsent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL 21

Company Sanitized. Does not contain TSCA cBI




Reverse Mutation
DuPont-4670

Bact'erial Mutation Test

Table &

Test Substance Id

Study Number : BR.502001.BTL Experiment No : B1

Strain : TA98 . Cells Seeded : 1.1 X 10°

Liver Microsomes : None Date Plated : 12 Sep 2000

Vehicle : acetone ’

Plating Aliquot : 50 pL , .
Concentration Plate Revertants Background Average . Standard
Bg per plate Number per plate Code Revertants Deviation

Vehicle 01 28 1 '
02 21 1
03 44 1 31 - 12
100 : 01 37 1
- 02 19 1
03 25 1 27 9
333 01 37 1
02 34 1 :
03 41 1 37 4
1000 01 27 1
02 31 1
03 28 1 29 2
3333 01 28 1
02 31 1
03 25 1 28 : 3
5000 01 40 1
02 21 1
03 30 1 30 10
Positive Control 2-nitrofluorene 1.0 pg per plate
01 391 1
02 283 1

03 337 1 337 54

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate

BioReliance
- Study No. AA34BK.502001.BTL 22

Company Sanitized. Does not contain TSCA CBI
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Bacterial Mutation Test

Table 7

Test Substance 1g:

Study Number : -902001.BTL Experiment No : Bl
Strain : TA98 Cells Seeded : 1.1 X 10°
Liver Microsomes : Rat liver 89 Date Plated t 12 Sep 2000
Vehicle : acetone
Plating Aliquot : 50 ul
Concentration Plate Revertants Background Average Standard
_Pg9 per plate Number per plate Code Revertants Deviation
Vehicle 01 27 1
02 34 1
03 27 1 29 4
100 01 27 1
- 02 29 1
03 26 1 27 2
333 01 42 1
02 34 1
03 37 1 38 4
1000 01 38 1
02 23 1
03 30 1 30 8
3333 01 31 1
02 34 1
03 21 1 29 7
5000 01 30 1
02 36 1
03 25 1 30 6
Positive Control 2-aminoanthracene 1.0 Hg per plate
01 385 1
02 457 1
03 313 1 385 72

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced.
4=Extremely reduced; S=Absent; 6=0bscured by precipitate
NP=Non-Interfering Precipitate; IP= Interfering precipitate

BioReliance
Study No. AA34BK.502001. BTL 23

Company Sanltized, noes not contaln TSCA By
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Bacterial Mutation Test

Table 8

Test Substance Id:

Study Number : 4BX.502001.BTL Experiment No : Bl
Strain : TA100 Cells Seeded : 1.3 X 10°
Liver Microsomes : None Date Plated : 12 Sep 2000
Vehicle ¢ acetone
Plating Aliquot : 50 pL
Concentration Plate Revertants Background Average Standard
g per plate Number per plate Code Revertants Deviation
Vehicle 01 95 1
02 81 1
03 111 1l %6 15
100 : 01 97 1
. 02 120 1
03 79 1 99 21
333 01 115 1
02 75 1
03 82 1 91 21
1000 01 103 1
02 82 1
03 97 1 94 11
3333 01 83 1
02 91 1
03 93 1 89 5
5000 01 88 1
02 110 1
03 116 1 105 15
Positive Control sodium azide 1.0 ng per plate
01 341 1
02 320 1
03 426 1 362 56

* Background Lawn Code :
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non~Interfering precipitate; IP= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL 24

Compeany Sanitized, Does not contatn TSCA CBY



DuPont-4670

Bacterial Mutation Test

Table 9

Test Substance Id:]

[

Study Number H *>02001. BT, Experiment No : Bi
Strain : TA100 Cells Seeded : 1.3 X 10%
Liver Microsomes : Rat liver S9 Date Plated t 12 Sep 2000
Vehicle : acetone
Plating Aligquot : 50 pl
Concentration Plate Revertants Background Average - Standard
ug per plate Number per plate Code Revertants Deviation
Vehicle 01 88 1
02 96 1
03 107 1 97 10
100 : 01 78 1
- 02 113 1
03 96 1 96 18
333 01 96 1
02 91 1
03 81 1 89 8
1000 01 89 1
02 102 1
03 105 1 89 9
3333 01 79 1
02 81 1
03 61 1 74 11
5000 01 86 1
02 87 1
03 82 1 85 3
Positive Control 2-amincanthracene 1.0 ng per plate
01 321 1
02 971 1
03 445 1 579 345

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced .
4=Extremely reduced; 5=Absent; 6=Obscured by pPrecipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL 25

Company Sanitized. Does not contain TSCA CBI




DuPont-4670

‘ Bacterial Mutation Test

Table 10

Study Number : £502001.BTL Experiment No : Bl
Strain : TA1535 Cells Seeded : 1.7 ¥x 10°
Liver Microsomes : None Date Plated 12 Sep 2000
Vehicle : acetone
Plating Aliquot : 50 pL
Concentration Plate Revertants Background Average Standard
_Bg per plate Number per plate Code Revertants Deviation
Vehicle 01 14 1
02 18 1
03 13 1 15 3
lc0 01 17 1
- 02 23 1
03 25 1 22 4
333 01 15 1
02 20 1
03 15 1 17 3
1000 01 17 1
02 21 1
03 10 1 16 6
3333 01 13 1
02 16 1
03 14 1 14 2
5000 01 19 1
02 15 1
03 16 1 17 .2
Positive Control sodium azide 1.0 ug per plate
01 401 1
02 262 1
03 281 1 315 75

Background Lawn Code
"1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; S=Absent; 6=Obscured by precipitate
NP=Non-~Interfering precipitate; Ip= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL 26

Company Sanfiized. Does not contalin TSCA CRt
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Bacterial Mutation Test

Table 11

Test Substance Id:

Study Number : AA =502001.BTL Experiment No : B3
Strain : TA1535 Cells Seeded : 1.7 x 10°
Liver Microsomes : Rat liver S9 Date Plated : 12 Sep 2000
Vehicle : acetone
Plating Aliquot : 50 nl
Concentration Plate Revertants Background Average Standard
_Bg per plate Number per plate Code Revertants Deviation
Vehicle 01 19 1
02 8 1
03 17 1 15 6
ice : 01 11 1
- 02 9 1
03 14 1 11 3
333 01 13 1
02 12 1
03 9 1 11 2
1000 01 17 1
02 11 1
03 14 1 14 3
3333 01 15 1
02 13 1
03 11 1 13 2
5000 01 12 1
02 i3 1
03 21 1 15 5
Positive Control 2-aminoanthracene 1.0 Hg per plate
01 79 1
02 69 1
03 71 1 73 5

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non-Interfering Precipitate; IP= Interfering precipitate

BioReliance
~ Study No. AA34BK.502001.BTL 27

Company Sanitized, Does not contain TSCA cBj
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Bacterial Mutation Test

Table 12
Study Number : AA3 502001 .BTL Experiment No : Bl
Strain : TA1537 Cells Seeded : 1.1 X 10°
Liver Microsomes : None Date Plated : 12 Sep 2000
Vehicle : acetone
Plating Aliguot : 50 pL .
Concentration Plate Revertants Background Average _Standard
ug per plate Number per plate Code Revertants Deviation
Vehicle 01 5 1
02 T 1
03 9 1 ki 2
100 01 7 1
: 02 5 1
- 03 c ) 6 1
333 01 7 1
02 4 1
03 ] 1 6 2
1000 01 9 1
02 9 1
03 3 1 7 3
3333 01 9 1
02 10 1
03 5 1 8 3
5000 01 9 i
02 6 1
03 2 1 6 4
Positive Control 9-aminoacridine 75 Hg per plate
01 1070 1
02 978 1
03 691 1 913 198

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate
C=Contaminated

BioReliance
Study No. AA34BK . 502001.BTL 28

Company Sanitized. Does not contain TSCA cel
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Bacterial Mutation Test

Table 13

Test Substance Id:

K. 502001.BTL Experiment No

Study Number : : Bl
Strain : TA1537 Cells Seeded : 1.1 X 10°
Liver Microsomes : Rat liver S9 Date Plated : 12 Sep 2000
Vehicle : acetone
Plating Aliquot : 50 pL )
Concentration Plate Revertants Background Average Standard
Hg per plate Number per plate Code Revertants Deviation
Vehicle 01 6 1
02 4 1
03 5 1 5 1
100 _ 01 4 1
.02 3 1
03 7 1 5 2
333 01 5 1
02 5 1
03 8 1 6 2
1000 01 6 1
02 3 1
03 8 1 ) 3
3333 01 2 1
02 6 1
03 5 1 4 2
5000 - 01 4 1
02 5 1
03 6 1 5 1
Positive Control 2-aminoanthracene 1.0 Rg per plate
01 80 1
02 84 1
03 . 113 1 22 18

Background Lawn Code
1=Normal; 2=Slightly reduced; =Severely reduced
4=Extremely reduced; S=Bbsent; é=Obscured by precipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate

BioReliance :
Study No. AA34BK.502001.BTL 29

Company Sanitized. Does not contain TSCA CBF




! acterial Reverse Mutation
Test with an Independent Repeat Assay DuPont-4670

Bacterial Mutation Test

Table 14

Study Number : ' 02001.BTL Experiment No : B1
Strain : WP2 uvrd Cells Seeded : 3.0 X 10°
Liver Microsomes : None Date Plated ¢ 12 Sep 2000
Vehicle : acetone
Plating Aliquot : 50 pL
Concentration Plate Revertants Background Average Standard
Bg per plate Number "per plate Code Revertants Deviation
Vehicle 01 12 1
02 16 1
03 18 1 16 4
160 01 11 1
. 02 15 1
03 10 1 12 3
333 01 12 1
02 16 1
03 22 1 17 5
1000 01 13 1
02 14 1
03 14 1 14 1
3333 01 12 1
02 10 1
03 19 1 14 5
5000 01 13 1
02 14 1
03 8 1 12 3
Positive Control methyl methanesulfonate 1000 pg per plate
01 73 1
02 69 1
03 72 1 71 2

Background Lawn Code
=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL , 30

Company Sanitized. Does not contaln TSEA oBl
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" Bacterial Mutation Test

Table 15

Test Substance Id:

*502001.BTL Experiment No : B

Study Number 3 )
Strain : WP2 uvrA Cells Seeded : 3.0 X 10°
Liver Microsomes : Rat liver S9 Date Plated : 12 Sep 2000
Vehicle ! acetone
Plating Aliquot : 50 pL .
Concentration Plate Revertants Background Average Standard
Bg per plate Number per plate Code Revertants . Deviation
Vehicle 01 11 1
02 16 1
03 17 1 14 3
100 . 01 16 1
.02 12 1
03 11 1 13 3
333 01 10 1
02 15 1
03 12 1 12 3
1000 01 12 1
02 9 1
03 10 1 10 2
3333 . 01 11 1
02 13 1
03 10 1 11 2
5000 01 11 1
02 13 1
03 12 1 12 1
Positive Control 2~aminoanthracene 10 Hg per plate
01 94 1
02 70 1
03 171 1 112 : 53

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; IP= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL 31

Company Sanitized. Does not contain Tsca cal
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ial Reverse Mutation
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Bacterial Mutation Test

Table 16

i 02001.BTL Experiment No

Study Number s A : B2
Strain : TA98 Cells Seeded : 2.4 x 10°
Liver Microsomes : None Date Plated : 29 Sep 2000
Vehicle : acetone
Plating Aliquot : 50 pL
Concentration Plate Revertants Background Average .’ Standard
_hg per plate Number per plate Code Revertants Deviation
Vehicle 01 16 1
02 17 1
03 23 1 19 4
75 . 01 17 1
.02 12 1
03 15 1 15 3
200 01 12 1
02 14 1
03 20 1 15 ' 4
' 600 01 14 1
02 16 1
03 16 1 15 1
1800 01 18 1
02 14 1
03 16 1 16 2
5060 01 17 1
02 16 1 :
03 18 1 17 1
Positive Control 2-nitrofluorene 1.0 Bg per plate
01 191 1
02 130 1
03 170 1 184 12

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=hbsent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; Ip= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL 32

Company Sanitized. Does not contain TSCA CBi
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Bacterial Mutation Test

Table 17

Tést Substance Id

Study Number : »202001.BTL Experiment No : Bp
Strain : TA98 Cells Seeded : 2.4 x 10%
Liver Microsomes : Rat liver s9 Date Plated : 25 Sep 2000
Vehicle : acetone
Plating Aliguot : 50 nL
Concentration Plate Revertants Background Average :Standard
Bg per plate Number per plate Code Revertants Deviation
Vehicle 01 19 1
02 16 1
03 20 1 18 2
75 ’ 01 18 1
T 02 11 1
03 is5 1 15 4
200 01 14 1
02 13 1
03 21 1 16 4
600 01 14 1
02 9 1
03 6 1 10 4
1800 01 13 1
02 11 1
03 12 1 12 1
5000 01 13 2
02 14 1
03 17 1 15 2
Positive Control'2-aminoanthracene 1.0 pg per plate
01 118 1
02 191 1
03 293 1 201 88

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by Precipitate
NP=Non-Interfering precipitate; 1pP= Interfering pPrecipitate

BioReliance
Study No. AA34BK.502001.BTL 33

Company Sanitized, Dogs hot contaln TSCA cal
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Reverse Mutation

Assay DuPont-4670

Test Substance Id;

Bacterial Mutation Test

Table 18

Study Number : 2001.BTL Experiment No : B2
Strain : TA100 Cells Seeded : 1.8 x 10¢
Liver Microsomes : None Date Plated : 29 Sep 2000
Vehicle : acetone
Plating Aliquot : 590 nL .
Concentration Plate Revertants Background Average Standard
Hg per plate . Number per plate Code Revertants -Deviation
Vehicle 01 124 1 ’
02 131 1
03 142 1 132 9
75 01 125 1
02 120 1
03 110 1 118 8
200 01 134 1
02 123 1
03 88 1 115 24
600 01 123 1
02 127 1
03 120 1 123 4
1800 01 146 1
02 122 1
03 132 1 133 12
5000 01 138 1
02 133 1
03 140 1 137 4
Positive Control sodium azide 1.0 Rg per plate
01 573 1
02 613 1
03 587 1 591 20

Background Lawn Code

1=Normal; 2=Slightly reduced; 3=Severely reduced

4=Extremely

reduced; S=Abgent;
NP=Non-Interfering pPrecipitate;

6=0Obscured by precipitate
IP= Interfering Precipitate

BioReliance

Study No. AA34BK.502001.BTL

34

Company Sanitized. Does not contain TSCA CBY
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Bacterial Mutation Test

Table 19

Test Substance 1d

Study Number : *502001.BTL Experiment No : B2
Strain : TA100 Cells Seeded : 1.8 X 10%
Liver Microsomes : Rat liver 89 Date Plated : 29 Sep 2000
Vehicle : acetone
Plating Aliguot : 50 gL :
Concentration Plate Revertants Background Average Standard
Bg per plate Number per plate Code Revertants - Deviation
Vehicle 01 98 1
02 82 1
03 110 1 ioo 9
75 : 01 85 1
- 02 97 1
03 92 1 91 6
200 01 121 1
02 88 1
03 117 1 109 18
600 01 102 1
02 98 1
03 120 1 107 : 12
1800 01 118 1
02 86 1
03 110 1 105 17
5000 01 124 1
02 108 1
03 114 1 114 10
Positive Control 2-aminoanthracene 1.0 Bg per plate
01 604 1
02 571 1
03 520 1 565 42

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non~Interfering preclipitate; IpP= Interfering precipitate

BioReliance
Study No. AA34BK.502001.BTL 35

Company Sanitized. Does not contain TSCA CBI
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Bacterial Mutation Test

Table 20

+202001.BTL

Study Number : Experiment No : B2
Strain ¢ TA1535 Cells Seeded : 2.5 x 19°
Liver Microsomes : None Date Plated : 2D sep 2000
Vehicle ¢ acetone ;
Plating Aligquot : 50 [
Concentration Plate Revertants Background Average i Standard
B9 per plate Number per plate Code Revertants iDeviation
Vehicle 01 12 1 '
02 7 1
03 10 1 10 3
75 01 11 1
02 12 1
03 17 1 13 3
200 01 14 1
02 12 1
03 13 1 13 1
600 01 11 1
02 12 1
03 12 1 12 1
1800 01 14 1
02 13 1
03 13 1 13 1
5000 01 15 1
02 12 1
03 12 1 13 2
Positive Control sodium azide 1.0 hg per plate
01 364 1
02 245 1
03 268 1 292 63
Background Lawn Code '

1=Normal; 2=31lightly reduced;
d=Extremely reduced; S=RAbsent;
NP=Non-Interfering pPrecipitate;

3=Severely reduced

6=Obscured by precipitate
Ip= Interfering precipitate

BioReliance

Study No. AA34BK.502001 BTL 36

Company Sanitized, Does not contaln TSCA B
i
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R e

Bacterial Mutation Test

Table 21

Test Substance Id:

Study Number ; : ¥502001.BTL Experiment No : B2 ,
Strain % @ TA1535 Cells Seeded : 2.5 X 10°
Liver Microsomes : Rat liver 59 Date Plated : 29 Sep 2000
Vehicle : acetone :

Plating Aliquot : 50 nL ,
Concentration Plate Revertants Background Average . Standard
Hg per plate Number per plate Code Revertants . Deviation

Vehicle 01 10 1 ‘

02 8 1

03 11 1 10 ) 2
75 _ 01 12 1

.02 13 1

03 16 1 14 ’ 2
200 01 8 1

02 9 1

03 8 1 8 1
600 01 6 1

02 8 1

03 11 1 8 3
1800 01 9 1

02 7 1

03 i3 1 10 3
5000 01 13 1

02 9 1

03 . 15 1 12 3

Positive Control 2-aminoanthracene 1.0 pg per plate

01 93 1

02 133 1

03 100 1 109 . 21

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced

| : 4=Extremely reduced:; 5=RAbsent; 6=Obscured by Precipitate

NP=Non—Interfering precipitate; IP= Interfering Precipitate

BioReliance
Study No. AA34BK.502001.BTL 37

Gompany Sanitized, Does not comtain TSCA CBl
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Bacterial Mutatiqn Test

Table 22

B2

Study Number : ->02001.B7L Experiment No :
Strain : TA1537 Cells Seeded : 0.8 x 108
Liver Microsomes : None Date Plated : 2B Sep 2000
Vehicle : acetone
Plating Aliquot : 5¢ 211 _
Concentration Plate Revertants Background Average fStandard
_Bg per plate Number per plate Code Revertants .Deviation
Vehicle 01 5 1 '
02 6 1
03 5 1 5 1
75 : 01 7 1
<02 5 1
03 6 1 6 1
200 01 6 1
02 4 1
03 8 1 6 2
600 01 4 1
02 4 1
03 5 1 4 1
1800 01 4 1
02 3 1
03 4 1 4 1
5000 01 7 1
02 6 1
03 7 1 7 1
Positive Control 9-aminoacridine 75 Hg per plate
01 215 1
02 196 1 )
03 167 1 193 . 24

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; S=Absent; 6=Obscured by precipitate
NP=Non-—Interfering precipitate; Ip= Interfering pPrecipitate

BioReliance
Study No. AA34BK.502001.BTL 38

Company Sanitized. Does not contain TSCA Bl
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Bacterial Mutation Test

Table 23

Test Substance Id:

Study Number : #502001.8BTL Experiment No : B2
Strain : TA1537 Cells Seeded : 0.8 X 10°
Liver Microsomes : Rat liver s9 Date Plated t 29 Sep 2000
Vehicle ¢ acetone
Plating Aliquot : 50 nL
Concentration Plate Revertants Background Average Standard
Bg per plate Number per plate Code Revertants Deviation
Vehicle 01 . 5 1
02 11 1
03 7 1 8 3
75 » 151 6 1
- 02 4 1
03 6 1 5 1
200 01 4 1
02 7 1
03 7 1 6 2
600 01 5 1
02 3 1
03 6 1 5 2
1800 ’ 01 7 1
02 6 1
03 6 1 6 1
5000 01 6 1
02 5 1
03 2 1 4 2
Positive Control 2-aminoanthracene 1.0 ug per plate
01 89 1
02 82 1
03 68 1 80 11

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
4=Extremely reduced; S5=Absent; 6=Cbscured by precipitate
NP=Non—Interfering precipitate; Ip= Interfering precipitate

BioReliance

Study No. AA34BK.502001.BTL 39 AcBl

t contain TSC
itized. Does no
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- Bacterial Mutation Test

Table 24

Study Number : 2001.BTL Experiment No : B2
Strain : WP2 uvrA Cells Seeded : 3.5 X 108
Liver Microsomes : None Date Plated : 29 Sep 2000
Vehicle : acetone
Plating Aliquot : 50 uL
Concentration Plate Revertants Background Average Standard
Bg per plate Number per plate Code Revertants Deviation
Vehicle 01 12 1
02 14 1
03 15 1 14 2
75 _ 01 15 1
. 02 13 1
03 11 1 13 2
200 01 12 1
02 11 1
03 11 1 11 1
600 01 10 1
02 11 1
03 13 1 11 2
1800 01 12 1
02 15 1
03 18 1 15 3
5000 01 12 1 ;
02 16 1 ’
03 le 1 15 2
Positive Control methyl methanesulfonate 1000 ng per plate
01 128 1
02 94 1
03 96 1 106 19

Background Lawn Code
I=Normal; 2=8lightly reduced; 3=Severely reduced
4=Extremely reduced; 5=Absent; 6=Obscured by precipitate
NP=Non-Interfering precipitate; Ip= Interfering precipitate

!
|
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Bacterial Mutation Test

Table 25

Test Substance Id

Study Number : .202001.B7L Experiment No : B2
Strain : WP2 uvra Cells Seeded : 3.5 x 10°
Liver Microsomes : Rat liver s9 Date Plated 2 29 Sep 2000
Vehicle : acetone
Plating Aliquot : 50 L
Concentration Plate Revertants Background Average Standard
ug per plate Number per plate Code Revertants Deviation
Vehicle 01 16 1
02 12 1
03 13 1 14 2
75 : 01 19 1
02 10 1
03 12 1 14 5
200 01 11 i
02 13 1
03 11 1 12 1
600 01 11 1
02 13 1
03 11 1 12 1
1800 01 14 1
02 14 1
03 10 1 13 2
5000 01 15 1
02 12 1
03 ] 1 12 3
Positive Control 2-aminoanthracene 10 ng per plate
01 145 i
02 153 1
03 186 1 161 22

Background Lawn Code
1=Normal; 2=Slightly reduced; 3=Severely reduced
d=Extremely reduced; S5=Absent; 6=Obscured by precipitate
NP=Non~Interfering precipitate; Ip= Interfering Precipitate

BioReliance
Study No. AA34BK.502001.BTL 41




Bacterial Mutation Test
Summary of Results

Tesf Substance Id

Study Number 2 502001 .BTL

Table 26

Experiment No : B1

Average Revertants Per Plate # Standard Deviation

Liver Microsomes: HNone

Dose (ug/plate} Ta98 TA100

TAL1535 TA1537 WP2 uvra

Vehicle 31 + 12 9% t 15 15 £ 3 7t 2 16 + 4
100 27 + g 99 + 21 22 * 4 6 1 12+ 3
333 37 ¢ 4 81 £+ 21 17 3 6 t 2 17+ 5§
1000 29 % 2 84 + 11 16 + 6 7 % 3 14 % 1
3333 28+ 3 89 + 5 14t 2 8 + 3 14 # 5
5000 ) 30+ 10 105 + 15 17 + 2 6 4 12 3
Pogitive 337 + 54 362 + 56 315 + 75 913 # 198 71+ 2
Liver Microsomes: Rat liver §9

Dose (pg/plate) TA98 TA100 TA1535 TAL537 WP2 uvra
Vehicle 2% % 4 87T + 10 i5 ¢ 6 5% 1 14 + 3
100 27 * 2 96.%+ 18 11 3 5 ¢ 2 13 * 3
333 38 + 4 89 + 8 11 + 2 6 + 2 12 + 3
1000 30 ¢ 8 99 + 9 14 + 3 6 & 3 10 + 2
3333 29 ¢ 7 74 = 11 13 + 2 4 t 2 11+ 2
5000 30 % 6 85 + 3 15 + 5 5 % 1 12 ¢ 1
Positive 385 & 72 579 + 345 73 + 5 92 + 18 112 + 53
Vehicle = Vehicle Control
Positive = Positive Control
Plating aliquot: 50 pL
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Bacterial Mutation Test
Summary of Results

Table 27

Teét Substance Id

Study Number -502001.BTL Experiment No : B2

Average Revertants Per Plate * Standard Deviation
Liver Microsomes: None

Dose (pg/plate) TASS TA100 TA1535 TA1537 WP2 uvra
Vehicle 19 + 4 132 + 9 10 + 3 5+ 1 14 + 2
75 15 & 3 118+ 8 13+ 3 6 % 1 13+ 2
200 15+ 4 115+ 24 13 % i 6+ 2 1T+ 1
600 Is # 1 123 + 4 12 + 1 4 1 11+ 2
1800 16 + 2 133 12 13 ¢ 1 4 * 1 15+ 3
5000 _ 17 + 1 137 % 4 13+ 2 7 % 1 15+ 2
Posgitive 184 + 12 591 &+ 3p 292 £+ 63 193 + 24 106 + 19
Liver Microsomes: Rat liver s9

Dose {ug/plate) TA98 TAL00 TA1535 TA1537 WP2 uvra
Vehicle i8 + 2 100 % 9 10 % 2 8 £ 3 14 2
75 15 % 4 91 *+ 6 14 2 5z 1 14 = 5
200 16 ¢ 4 109 + 18 8 = 1 6 * 2 12 1
600 10 4 107 + 12 8 + 3 5 % 2 12 + 1
1800 12 1 105 + 17 10 + 3 6 & 1 13 + 2
5000 15 # 2 114 %+ 10 12 * 3 4 % 2 12 + 3
Positive 201 + 88 565 + 42 109 + 21 80 + 11 161 + 22

Vehicle = Vehicle Control
Pogitive = Positive Control
Plating aliquot: 50 pL

BioReliance
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APPENDIX A
Historical Control Data
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Historical Negative and Positive Control Values

1997 -1999
revertants per plate
Activation
Strain Control None Rat Liver
Mean | SD | Min | Max | Mean | SD Min | Max
Neg 16 6 4 59 21 7 6| 65
R e a7l at6] 21| we] st wol sl 55
_ Neg 1284 29 53| 288 1441 30 621 258
O e T s i iz | ieae | e o 106 | 2871
Neg 11 5 1 45 12 5 1 42
S e T e s s e | 8| | 3| 1610
Neg 6 3 0 30 7 3 1 29
T e e e B e i S e
Neg 16 5 3 43 17 6 2| 115
VA e T o0 | | s e 38| 22| 16] 2632

SD=standard deviation; Min=minimum value; Max=maximum value; Neg=negative control
(including but not limited to deionized water, dimethyl sulfoxide, ethanol and acetone);
Pos=positive control
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Q- ‘araivad by RAJOA_25-423- >
APPHDW]ED Reben sty . T

20 SPONSOR : _ .
2.1 ° Name: B.I.anontdeNemoursandCompany
22  Address: Stine Haskell Ressarch Center

DuPont Haskell Laboratory
P.O. Box 50
1090 Blkton Road
Newark, DE 19714-0050
23 Representative: Maria Donner, Ph.D.
24 Sponsor Project No.:
25  WR#¥
26  Haskell#:

2.7 Service Code:
3.0 lDENTlPICATION QOF TEST AND CONTROL SUBSTANCES
31 Test Substance Name:

32 Test Substance LD.: H-24547 (to be used in the eport text)
33 Controls:

Protocol SPGTS02001 16-Aug2000 Page 1 of 10
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Uuhudmmmmmmmmnnwmﬁnm
pufommﬂyﬁsoftbedodngmluﬁons.mmwinbedﬁecnymmsib!e
fordewnﬁnaﬁonanddommntqﬁonofmemﬂy&calpﬁtymdcomosiﬁon of
memmbmmdmemmtymdsmmdﬂnmmmm&emmm
(or vehicle).

3s TmSubmeRemﬁonSmple
mmofawmemnple-pfﬂnmmmvdﬂbethempmsibiﬁtyof

. the Sponsor.
40  TESTING FACILITY AND KEY PERSONNEL

41  Name: Toxicology Testing Facility
BioReliance

42  Address: 9630 Medical Center Drive
Rockville, MD 20850

43  StudyDirector:  Valentine O, Wagner I, M.S.

, Phone: 301-610-2152

Fax:301-738-2362 -

Email: swagner@bioreliance.com
5.0  PROPOSED STUDY DATES .
5.1  Experimental Start Date: 4 30-Ang-2000

52 Experimental Termination Date: - * 17-0ct-2000 ,
53 Draft Report Date: | (31-0t:2000 . !
54  Finsl Report Dae: 8-Nov-2000"

60 TESTSYSTEM '. | |
The tester strains will includlthe §. typhimorium histidine auxotrophs TA98, TA100,

TA1535 and TA1537 as by Ames et al. (1975) andéhe E. coli tester strain

WP2 uvrA as described by Gi€en and Murie! (1976). ’
i . » "
Protocol SPGTS02001 16-Aug-2000 Page20f 10 RiAaDe
, @ BioReLANCE
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Genotype of the Strairs Used for Mutagen Terding
Histidine Mutstion Tm Additional Mutations
hsG4S | heC3076 | HDB0SZ | TepE LIPS | Repair | Riscnr
TAI53S | Ta1s: ; ) Re | v .
TAID 3 TAS 2 Rt | amB | R
N . . WR2ewA | . AuviA ;

plasmid {carrying the Refactor). It has been suggesied that the plasmid increases

sensitivity 1o mutagens by

complex involved with the mismatch-repgi process,

TA98 and TA1537 are reverted from histidine dependence (auxotrophy) to histidine
independence (prototrophy) byfmneshiﬁmmngens. TAI00 is reverted by both
frameshift and bgse.substimﬁon mutagens and TA1535 is reverted only by mutagens that

70  EXPERIMENTAL DESIGN AND METHODOLOGY

Protocol SPGT502001 16-Aug-2000
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Spoasor Project Number: ___Dupont-ag70
BioReliance Study Number: __AA4BK 02001 iy
7.1 Solubility Determination

-wlmgselecmdinaﬂuofpmfmnce;whichpumitspmpuaﬁonofthebighest
woﬂ:ablelsohzbleshockmcmmﬁon,uptommyml,

72 Pmummféﬁﬁwwmmmmm

assay. This preliminary assay will be conducted by exposing TA98, TA100,
TA1535, TA1537 and WP2 uvrA 1o negative controls and to at least eight

ing 5 mg/plate. )
doulwelwmbesmyplmhwdpimg,nmwﬁcmtm,me
higbendouhwlwinbemhmm:pt'wymmaodydnmp
mam@elmmSmqung@meif

73 Frequency and Route of Administration

Theteasysmnwm"beexpowdmtbemsubsmﬁamephtemempmﬁon
originally described by Ames ef al. (1975) and updated by Maron

and Ames (1983). This test has been shown to detect & wide range of

claaw'ofchemicﬂnmtagens(MchnemL. IWS;MdeAml!ﬂG).

Aﬂerthedmmmmdinﬁieﬁmmyhmbeenevﬂmmd,mcmmgénicity
assaywinbempeaﬁed.lhedoulevdsnsedinthgmondmsaywinbethem

MM&MMM&N@WWWWW«
excessive precipitate. K&Spmkawmﬂfspaﬁﬁcmmboﬁcmqmm
(e.g., azo compounds), this information will be uﬁlizedindesigningﬂnmay.

(e.g.,acﬁvaﬁonsysnemorneaunentmcthod).msguidanceisbuedonﬂu

Protoco] SPGTS02001 16-Aug-2000 Page 4 of 10
" @BoReuance
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OECD Guideline 471 (ﬁoptédlnlyl%mdlﬂiﬁuidmanSpedﬁcAspm
of Regulatory Genotoricity Tests for Pharmaceuticals (1997),

74 Controls
7.4.1 Positive Controls .
Anmmbmwomofmﬁnmmmmmmmmay
with the are listed below: _ ’

' Rat 2-seninognthracens

L0

WP2 uvrA i 10
TA98 2-nitrofluorens 1.0
TA100, TA1535 Nose sodium azide 10
TAIS37 S-amninoscridine 75
WP2uveA methyl methanesulfonste 1,000

742 Negative Controls

App«opﬁmmgiﬁwmnmkwiﬂbephudfaewhmsuﬁnwithand
whhmns9acﬁvmmmnmmlwﬂlbethevehicleﬂone,
unbsathaeimohiamdwbuisformof.dusdemdvehicle.hme

743  Sterility Controls

mmeommmdwstsubmdihﬁmmdthcsmmdwmixes
will be checked for sterility.

75  Exogenous Metabolic Activation

mmxmmm-mmswmumwummmﬁmm
mwmmumﬁmm&wmmymw
whhasingleWﬁﬁéﬁéﬁbfAmdalm,mm&ﬁwdayspdor
wsaaiﬁce.mwwmbebmhmmdmmmdﬁmatmximuly
-70’Cunﬂlused.BachbMofs9homomwﬂlbemmdforitsabﬂityto
metsbolize 2-aminoanthracene and 7,12-dimethylbenzanthracene to forms
mutagenic to S. syphimuriam TA100, :

Imnwdiuexypﬁormuse.meswm'bemmmmmacofacmpoouo

contain 10% §9 homogensts, ' SmM 4mM
icoti ine dinucleotide 8 mM MgCl; and 33 mM KCl in
alOOmMphosphmbuﬂ'eratpH?A;Thismixmxeismﬁmdmaswmix. Sham

Protacol SPGT$02001 16-Aug-2000 Page S of 10 é BiORELIANCE'
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76  Preparation of Tester Strain

13 Test System Identification

Bachphtewmbehbeledwitp_acodesymﬂmidenﬁﬁesmemmwme,m
phase, dose level, tester strai mdacﬁvaﬁontypeasdeacribedinBioRcliance’s
Standard Operating Procedures.

7.8  Test Substance Preparation

Unhssspeciﬁedoﬂ:erwin,mmbsmdﬂmionswm-bemmdimmedMy
pﬁortouse.Anwstsubsmdosingwinbeatmommpmmunduyeﬂow
light. ‘

79  Treatment of Test System

One half milliliter (0. mL) of S$ mix or Sham mix, 100 pL. of tester strain and
SOpLofvebicle,mmbsmdﬂuﬁonorposiﬁvemolwmbeaddedto
ZOmefmolnenselecﬁvewpaguu45=2°c.Whenneoessarytoachieveme
mommﬁmmdmmmkvﬁcbcﬁemdiqmofmm%@
ufumbumdvehicwposiﬁvecmwmbephwd..mmmwﬂlbe
vonexmadmdoveﬂudmthemfweofzsmofmrmg!bouomagat
After the overlay has solidified, the plates’ will be inverted and incubated for
approximately 48 to 72 hours at 37:42°C. Plates that are not counted immediately
fc!lowingﬂ:e‘nlcubaﬁonpmiodwinbestmedatz-s .

710 Scoring

Protacol SPGTS02001 16-Aug-2000 Page 60f 10
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Sponsor Project Number: ——DuPont-4670
. BioReliance Study Number: —-Mmm

mmmuewmummmmwmmﬁm

7.11 Tester Strain Verification

Onthedayofuseinthemutagenicitymay.aummainculmwmbe
chckedﬁormelppmpdmgeneﬁcmmkqsciwdin%.o.

80  CRITERIA FOR DETERMINATION OF A VALID TEST
Thefoﬂowingcﬁmﬁamustbemctforﬂumnugénichymymbecmidﬂadvaﬁd: .
8.1 . Tester Strain Integrity

Todemnmmﬂnpmmbfmemwmdl&typhhmmm
mlnmmustexhibitsemiﬁﬁtywc:ymlviokLTodmmmthemof
ﬂnermnuﬁm.dl&ophmﬁwnmmainmdmmnuexhibitmsiﬁvicy
mulnavio!etﬁght.Todemmmthemnceoftheermumﬁm.anE.coIi
wswrsminaﬂnmmm.mbibitsmi&vitymnlmﬁbbtﬁgbtmdmmm
tbepmmeofmepmmlphsmidk-factor.msmincu!MesofTMand
TA100 must exhibit resistance to ampicilli :

82  Spontaneous Revertant Background Frequency

(mh).MmmmuwmmummmnWmm

(inclusive): TA98, 10- 50; TA100, 80-240; TA1535, 5-.45; TA1537, 3-21;
WP2 uvrA, 10 - 60,

83  Tester Strain Titers

Toenmnethatappmpﬁmnumbasofbac;eﬁamplmd,anmmqam
ﬁmmnmbaequﬂmormthuﬂﬁxlfca&pprmﬂﬁﬁm.

84 Positive Control Values

Eaehmeenposiﬁveoonuplvaluemnstexhibitatlemathmefoldinmauover
the respective mean pegative control value (vehicle) for each tester strain.

- 85 Toxicity
Amwmmgfmm;kmﬁm'wmummwammym

. aredwuonmthebackgromdlamlnzh:eventmu!asﬂzmthreenm-tonc

| Powcol SPOTS2001 164082000 Page7of 10 , '
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90 EVALUATION OF TEST RESULTS

Foratestéubsnneetobeevﬂuuedposiﬁve. itmuztcauséadose-mluediucxmeinthe :
mean revertants per plate of at least one tester strain omamininmmoftwoinctusing
concentraﬁonsoftestsubmens'speciﬁedbelow: :

9.1  Strains TA1535 and TA1537

Dammwmummu&um&uummmahmof
&nedosemspmisequnlwormdmtheeﬁmmememneguﬁvemuvl
value (vehicle). ’

92 Strains TA98, TA100 and WP2 urA

Datasets'a&ﬂbejudgedposlﬁveiﬂheinmeinmnmmmmtheﬁukof
tbedosempomeisequa!todrmmmtwothmthemnmgaﬁveeomol
value (vehicle). ’

100 REPORT

AmponofthemsuluofdzisMywinbepupamdbyunTesﬁnghbomwryandwm

mcumlydesuibeaumm&mdforgemaﬁonandnuysisofthedmmmpon

will include; ,

® rmwwmmmmnwmmmmmmmf
knomehyaieochenﬁcapmpuﬁesmlevmtmthecondnctoftheMy.ifknm;
stabilityoftestsubmifkmwn. »

o Solvent/Vehicie: Justification for choice of vehicle; solubility and stability of test
substance in solvent/vehicle, if known.

. sm:-mwmammm;mmmm&

. Teaoondiﬁm:mmofmmbsmpuplmwkhmﬁmﬂsfmmmmd
mlmherofplawspummenmﬁon;mdiamed:typemdmposiﬁmofmboﬁc

¢ Results: ﬁmofwﬁdq;ﬁmof_mipimﬁomhdeudem;ﬂww
numbetofmvemntcolmiespuplaeandsmdmddeviaﬁon;dmmm
rdaﬁonship,whmepouible;mﬁsﬁcdmmi&ifmy;eementneguﬁveand
posiﬁveconnoldatammsmdmdnddevinﬁm:himﬁmlnegaﬁvemdposiﬁve

’ cmmlmwimmmmmdsmauddwiaﬁm - :

o Discussion of results.

s Conclusion.
Protocol SPGTS02001 16-Aug-2000 PageBof10 . \
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. Aggmdmi:odyweimofmmd:opmpmm
110 RECORDS AND ARCHIVES |

120 REGULATORY REQUIREMENTS/GOOD LABORATORY PRACTICE

mspmmlhubeenwdtmwpomplywimommﬁdeﬁnzﬂl for Testing of
Chemicals (Genetic Toxi : Bacterial Reverse Mutation Assay), Adopted 1997 and
wid:dwhtemnﬂonﬂConmgmonHmiuﬁonéfTechnicﬂReqnimntsfor
Registration of Pharmaceuticals for Human Use (1996 and 1997).

Unhssamgmmmmadcmtﬁeconnwy.museddoﬁngmlnﬁomwm‘bedisposed
offonowing&dminismﬁontothemst'syswmmdaumsidwmtmbstmvdube
disposed of following finalization of the report. .
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21, 1997,
f
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APPENDIX C

Information for Japanese Regulatory Agencies
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Report of Resulis of Reverse-Mutation Assay in Bacteria

1. General Items
Name of the new
chemical substance
(IUPAC
nomenclature)
2 Molecular weight
Fluoroalkyl
Other name Umthzikg é Appearance at ordinary
-g temperature
! - 8 |Stability
Structural formula or E:| Melting potat
rational formula (or -,"-3" ¢ ung poin
outline of g | Boiling point
manufacturing s
method, in case both § Vapor pressure
are unknown) S | Partition
-g coefficient
& [ Solubii
Purity of the new g O ubility
chemical substance £ Water
! _§ DMSO
2 | Degree of
Name and .g solubility | Acetone | 300 mg/mL,
concentration of 100.0 wt % _E Other
impurities | ( )

[Remarks] Because physicochemical properties are reference materials, fill in spaces to
extent possible,

1."Stability"-Fill in the stability for water, other solvents, heat, light, etc.

2."Vapor pressure"-Fill in the vapor pressure of the test substance at 25°C.,
3."Partition coefficient"-Fill in the value, the temperature used and the name of the solvent
used for the measurement. ,

4."Solubility"-Fill in such information as water-soluble, soluble in oil.

5."Degree of solubility"-Fill in the solubility at 25°C for each solvent.

BioReliance
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2. Tester Strains
(1) Procurement
Date inspected
Strain Obtained from Date obtained the strain lot in
storage
TA98 10 November 1998
TA100
TA1535
Dr. Bruce Ames 11 August 1998
TA1537 University of
: - California, Berkeley The genetic
TA1538 markers for each
TA97 13 December 1990 culture are
confirmed on the
TA102 14 November 1990 day of use
WP2 wvrA
o National Collection 1 July 1987
WP2 uvrA of Industrial and uly
(PkM101) Marine Bacteria
WP2 (pkM101) | Aberdeen, Scotland [~ February 1993
(2) Storage
‘Freezing method Large quantity
Storage temperature -70°C
Bacterial suspension 1.0mL
C siti
orposition DMSO 0.09 mL
3. 89 Mix
(1) Source of S9
Made in-house Prepared on 22 June 2000
Purchased from: MolTox Batch 1030 prepared on -17 December 1999
(2) Storage Temperature, etc. of S9
Storage temperature -70°C Name and model of So-Low, Model
BioReliance

Study No. AA34BK.502001.BTL
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storage apparatus PR27-120
(3) Preparation of S9
Animal used Inducing substance
Species, Strain R"‘ts s “""]‘)’:f;fe“ys’ Neme Aroclor 1254
Sex Male Il ol d on intraperitoneal
e (in weeks 9 Administration _
Age( ) periodand amount | 3 9255, 0.5 gm/kg
Weight L 240228 | veiony * body weight
4. Positive Control Substance
(1) Positive control
Purity | Solvent
Name Manufacture Lot No. Grade %) used
9-Aminoacridine Sigma Chemical
(9AAD) Company 106F06681 >98 % | DMSO
2-Aminoanthracene | Sigma Chemical 085H2508 | Practical '>9 5% | DMsO
(2AA) . Company Seaal B
Methyl . . -
methenesulfonate | Aldrich Chemical | ooatoLR >99% | DMsO
(MMS) A
2-Nitrofluorene Aldrich Chemical ‘
(2NF) Co., Inc. 11202TF >98% | DMSO
. . Sigma Chemical .
Sodium azide (8A) Company 098H0169 | Practical >99 % | ”water
Sterigmatocystin | Sigitia Chemical | o
(STM) Compeny 118H4061 >99% | DMSO
(2) Preparation and Storage of positive control solution
Prepare or Store Store subdivided solutions (Storage temp. -5 to -30°C)
BioReliance
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5. Preparation of Test Substance Solution

‘Name ‘Manufacture LotNo. | “Grade (fl;my
(]
Solvent
ool 970721;
Acetone Fisher Scientific | 943596, Certified ACS
971014

" Stability of test substance :

in the solvent Unknown
* Reason to choose the e .

solvent Solubility determination

Method of suspénsion

when test substance is Not applicable

difficult to dissolve
* Storage time and temp.

from preparation touse | <3¢ minutes at ambient temperature

for test
" Conversion by purity No

BioReliance
Study No. AA34BK.502001.BTL 61

Company Sanitized. Does not contain TSCA CBI




L ial Reverse Mutation
Test with an y DuPont-4670

6. Conditions of Pre-culture

(1) Conditions :
Nutrient broth Name ‘Manufacturer “Lot No.
Oxoid Nutrient . _—
Broth No. 2 Oxoid Ltd. CH,-B=21991¢
Period of pre-culture 1241 hours
* Storage time and temp. from
inoculation to beginning of 2 to 5 hours at ambijent temperature
shaking culture
* Storage time and temp. from | g0
end of culture to use for test <8 hours at 2-§°C
podel and mamufacturer of [ Brunswick Scientific, model G.24
shaker
" Method of shaking Rotary (125 rev/min.)
(shaking type, speed, efc,) =
" Culture vessel (shape, capacity) shape: cylinder, 200 mI
" Culture volume 50 mL
* Volume of inoculum 1 colony
7. Agar Plate Medium
(1) Top agar
Name BBL Select
Agar Manufacturer Becton Dickinson
Lot No. 1000J3DKSQ
(2) Minimum Glucose Agar
Name BBL Select
Agar Manufacturer . Becton Dickinson
Made in-hi :
¢ in-touse Lot No. 100013DKSQ
Volume of agar plate medium 25 mL
BioReliance
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8. Test Results - Judgement of the results

DuPont-4670

Judgement Negative
Reason for judgement and referential matters:

No positive response was observed with

any of the tester strains in the presence and
absence of Aroclor-induced rat liver S9

up to 5000 pg/plate.

Referential matters

comrectly and were capable of detecting 4 mitagen. The veh
characteristic numbers of Spontaneous revertants and the test results are valid.
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