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STATEMENTOFCOMPLIANCE

Study No. AA52XL.502001BTL was conducted in compliance with the US. FDA GLP

Regulations as publishedin 21CFR 58,theU.S.EPAGLPStandards40CFR160,and40CFR

792,the UKGLP ComplianceProgramme,the Japanese GLPStandard,andthe OECD

PrinciplesofGoodLaboratoryPracticeinallmaterialaspectswiththefollowingexceptions:

The identity, strength,purity and composition orother
characteristicstodefinethe test andcontrolarticleshavenotbeen:
determinedbythetestingfacility.Thecontrol articleshavebeen

characterizedas pertheCertificatesofAnalysisonfile with the

The stability of the test and control articles has not been

determinedbythetestingfacility.

Analyses to determinethe uniformity (as applicable),or
concentrationofthetestandcontrol mixtures were notperformed

— by thetesting facility.TheSponsorhasindicatedthatthey have
‘notperformedtheseanalysesonthetestsubstancemixtures.

“Thestability ofthetestandcontrolarticlesin thetestandcontrol

‘mixtures,respectively,hasnotbeen determinedbythetesting

facility.The Sponsorhasindicatedthattheyhavenotperformed
stabilityanalysison thetest substancemixtures.

Noted O-Wogan,TC IL Feb 2003
Valentine O. Wagner, Ill, M.S. Date

StudyDirector

eretX Y 11 Feb 2002
BioRelianceSnadyManagement bw
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Quality Assurance Statement

StudyTitle: 125171: BACTERIALREVERSEMUTATIONASSAYWITHANINDEPENDENTREPEATASSAY

‘Study Number:AAS2XL.502001 BTL

StadyDirector: Valentine O. Wager,I, MS.

“Thisstudyhas been dividedinto aseriesofin-processphases.Using arandomsampling approach, Quality
Ane monkscoho csPass ovr sOhic loses, docupension, Supment
erieGained nner ss i besly spond scarewil heUS EDA
GoodLsboriory Pracice Regulations (21 CFR.58, he US.EPAGLPs(40 CFR792and40CFR160),the
UK GLPRegalasons the Japanese GLIStandard,andthe OECD Principles ofGoodLaborstoryPractice
ndty sou ht the ody1s conduc according the protocoland relevant StandardOpera.

“Thefollowingare the inspectiondates, phasesinspected,and report datesofQA inspections ofthissy.

InspectOn 06-Dec-01 -06-Dec-01 To StudyDir06-Dec-01 ToMgmt06-Dec-01
Phase Protocol Review

laspectOn 24-De01 - 24-Dec-01 To SedyDis24-Dec-01 To Mgmt 26-Des-01
Phase Scoringthe plates

InspectOn 03-Feb-02.- 03-Fe-02 To SyDir 04-Feb-02 ToMgmt07-Feb-02
Phase Dra Report

laspectOn  1-Feb02- 11-Feb-02To StadyDir 11-Feb-02 To Mgmt 11-Feb-02
Phase DrafttoFinalReport

This reportdescribes themethodsandprocedures usedinth studyand thereported resultsaccurately reflect
therawdata ofthestudy. iy

Leck D. Schweckeugat II_Feb 2002
BeckyD./Schreckengost, B.S. DATE
QUALITYASSURANCE

BioRelance
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CERTIFICATION

‘We,theundersigned,declare thatthisreportprovidesanaccurateevaluationof dataobtained.
from this study.

IssuedbyStudyDirector: NateitineO.Wag en, I 11 Feb 2002
Valentine O. WagnerIILMS. Date

Approved
a— ee se. 08-Geh ~2002

‘Maria Donner, Ph.D. Dats
Senior Research Scientist
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STUDY INFORMATION

‘SubstanceTesi:[INDY3
‘Synonyms/Codes: |I

« H-25171 )

HaskellNumber 25171

Como[EE

PhysicalCharaisisics[NSN]

Stability: Thetest substanceappearedtobe stableunderthe
conditions of the sty: wo evidenceofasabily was
chserved.

Sponsor: E.L du Pont de NemoursandCompanyWilmington, Delaware 19898
USA.

‘StudyInitated/Completed: December05,2001 / (see reportcoverpage)

In-LifeInitiated/Completed: December20, 2001 / January 22, 2002

BioReliance
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SUMMARY

Thetestsubstance, H-25171,was testedintheBacterial Reverse Mutation Testwithan
IndependentRepeatAssayusingSalmonellatyphimuriumtester tcains TASS, TA100, TALS3S
and TAIS37andEscherichiacolitester strainWP2wwrAinthepresence andabsenceof
Aroclorinduced rat liverS9. Thetest was performedin twophases, usingthe plate
incorporationmethod.The firstphase,thepreliminary toxicitytest,wasusedtoestablish the
dose-rangeforthemutagenicity test.Thesecondphase,the mutagenicitytest (initial and
independentrepeattests), wasusedtoevaluatethe mutagenicpotential of thetestsubstance.

‘Tetrahydrofuran (THF) wasselectedas thesolventof choicebasedoncompatibilitywith the
targetcells andsolubilityofthetestsubstance.The testsubstancewassolublebutcloudyin
tetrahydrofuran(THF)at a maximumconceatration ofapproximately200mg/mL.

Inthepreliminarytoxicity test,themaximumdosetested was 5000 ugperplate;this dose.
was achievedusing aconcentrationof 200mg/mLand a25 uL.plating aliquot.Thetest

substancewas aworkablesolutionfrom40to200mg/mLand asolubleandclearsolutionfrom
0.27 10 27 mg/mL. Dose levels tested were 6.7, 10, 33, 67, 100, 333, 667, 1000, 3333 and

- 5000 ugperplate.Precipitate wasobservedbeginningat 100 ug per plate. Noappreciable
toxicity wasobserved.Basedonthe findingsofthetoxicitytest, themaximumdoseplatedin

themutagenicitytest wasS000ug per plate.

Inthemutagenicity test, no positive mutagenic response was observed.Thedoselevels
testedwere15,50, 150,500,1500 and 5000pgperplat.Precipitaewasobservedbeginningat
500 ugperplate. Noappreciabletoxicitywasobserved.

‘The resultsoftheBacterial Reverse Mutation Test withanIndependeatRepeat Assay
indicatethat,under theconditionsofthisstudy, H-25171didnotcause apositivemutagenic
responsein therthepresenceorabsenceofAroclor-inducedratliver $9.

BioReliance
a Study No. AAS2XL.502001BTL 8
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PURPOSE

‘Thepurposeofthisstudywastoevaluatethe mutagenicpotential ofthe testsubstanceby
measuringisability toinducereversemutationsa selectedlociofseveralstrainsofSalmonella
typhimuriamandatthe tryptophan locusofEscherichiacol stainWP2uvrAinthepresence.
‘andabsenceof Aroclor-inducedratliver $9. A copyoftheprotocolisincludedinAppendix B.

Thisstudywasconductedincompliance withthetestingguidelinesofthe ICH (1996 and
1997)andOECD (1998).

CHARACTERIZATIONOFTESTANDCONTROLSUBSTANCES

“Thetestsubstance,H-25171,wasreceivedbyBioRelianceon03December2001andwas
i ‘numberAASZXL.The testsubstancewascharacterizedbytheSponsor as a

i should be stored at ambient temperature. An expiration of
N wasprovided.Upon receipt, thetestsubstancewasdescribedas

‘was stored atroom temperature, protectedfromlightandmoisture. The dBACIy,
ity, compositionorothercharacteristicstodefinethe tes substanceand thestability

— ofthetestsubstancehavebeendeterminedbytheSponsor. TheSponsorindicated.that
‘BioReliancewouldnotreceivecopiesofthesereports.

‘The vehicleusedtodeliver H-25171tothetestsystem wastetrahydrofuran(THF,CASH
109-99.9), Gold Label,99.9%,purchased from AldrichChemical Company. Test substance

dilutionswereprepared immediatelybefore use anddelivered tothetestsystem underyellow
light. To enhancetheworkabilityofthetestsubstance,thetopconcentrationwassonicatedin a
screw-cap tubeforapproximately 15minutesatS0°C. Subsequentdilutionsweremaintained at
50°Cinscrew-captubesduringdosing.

Positive controlsplated concurrentlywiththemutagenicity testsarc listed below.All
positive controls were diluted with dimethyl sulfoxide (DMSO) except sodium azide, which was
diluted with water. All subivided solutionsof positivecontrolwere storedat -5to -30°C.

59 ConcentrationCoe lt]ee]
prer—— TR(Aldrich ChemicalCo, Inc.)
Lot No.09106PS

WP2 uA Exp.Date 14-Sep-2005
CAS No.613-13-8

Purity >95%
BioReliance —
Study No. AAS2XL.502001.BTL 9
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s9 " Concentration|oeJB]meee] Sop
2itofluorene

(Aich Chemical Co. Inc)
Tash LotNo. 08707HS

Exp. Date 08-Mar-2006
CAS No. 607-57-8

Purity 598%
Sodium azide

(Sigma Chemical Co)
Lot No. 098HOI65TAL00, TALS3S lo.ool?

‘CAS No. 26628.22:8
Puity 599%

(Sigma Chemical Co)
Lot No. 10606681

_ TASS Exp. Date 18-Nov-2004 »
CAS No. 90459

Purity 508%
Methyl methancsulfonatc

(Aldrich Chemical Co. Inc)
Lot No. 15526A0

WE ur Exp. Date 26-Nov-2003
CAS No. 6627-3

Putity 599%
“Toconfirm the sterilityofthetestsubstance,the highest estsubstancedos level used nthe

mutagenicity tests wasplated on selectiveagar with an aliquot volumeequaltothausedinthe
tes.These plates wereincubatedunderthesameconditionsssthe test.

BioReliance
= Study No. AAS2XL.502001BTL 10
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MATERIALSANDMETHODS

Forsubmissionto Japaneseregulatory agencies,additionalinformationisincluded in
AppendixC.

TestSystem

Thetesterstrainsusedwerethe Salmonella fphimuriumhistidine auxotrophs TA98,
TAI00, TAIS3S and TAIS37 as described by Ames ef al. (1975) and Escherichia coli

WP2uvrA asdescribedbyGreenandMuriel (1976).Salmonellatester strains werereceived
directlyfromDr. BruceAmes,UniversityofCalifornia,BerkeleyandE. colitesterstrainswere:
receivedfrom the NationalCollection ofIndustrialandMarineBacteria, Aberdeen, Scotland.

TesterstrainsTA98and TA1537are revertedfrom histidinedependence (auxotrophy)to
histidineindependence (prototrophy)byframeshift mutagens.Testerstrain TALS3S isreverted
bymutagensthatcausebasepairsubstitutions. Testerstrain TAI00i revertedbymutageasthat
cause both frameshift and basepair substitution mutations. Specificity of the reversion

mechanism in E.coliis sensitive tobase-pairsubstitutionmutations,ratherthanframeshift
‘mutations(Greenand Muriel, 1976).

- ‘Ovemightcultureswerepreparedbyinoculatingfromthe appropriatemasterplateor from
theappropriatefrozenpermanentstockinto avesselcontaining ~S0mLofculture medium.To
assurethatcultureswereharvestedinlat logphase,thelengthof incubation wascontrolledand
‘monitored.Following inoculation,eachflask wasplacedin aresting shake/incubator at room
temperature,Theshaker/incubatorwasprogrammedtobeginshakingat approximately 125rpm
at 3742°C approximately 12hoursbefore theanticipatedtimeofharvest. Each culturewas
‘monitored spectrophotometrically for turbidity and was harvestedat a percent transmittance

yielding atiterofapproximately 10°cells permilliliter. The actual titersweredeterminedby
viablecount tests onnutrientagarplates,andth.dataison filebutnotpresentedinthisreport.
‘The study was conductedtocomply with OECDGuideline 471 (Genetic Toxicology: Bacterial
Reverse Mutation Test), adopted July 1997 (published February 1998) and with the
Intemational Conference on Harmonisation of Technical Requirements of Registration of
PharmaceuticalsforHumanUse(1996and1997).

Metabolic ActivationSystem

‘Aroclor 1254-inducedratliverS9wasusedasthe metabolicactivationsystem.The S9 was
preparedfrommale Sprague-Dawley rats inducedwith a single intraperitoneal injectionof
‘Aroclor 1254, 500mg/kg, ivedaysprior tosacrifice. The S9 wasbatchpreparedand storedat
“70°Corcolderuntilused.EachbulkpreparationofS9 wastested for its abilityto metabolize2-
aminoanthracene and  7,12-dimethylbenz(a)anthracene. to forms mutagenic to Salmonella
iyphimurium TA100.
BioReliance -
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The S9mix was prepared immediately before itsuseandcontained 10% S9, 5mM
‘glucose-6-phosphate, 4mMB-nicotinamide-adeninedinucleotidephosphate, 8mMMgCl and
33mMKClin a 100mMphosphatebuffer at pH 7.4. The Sham S9mixture (Shammix),
containing 100mMphosphatebufferat pH 7.4, waspreparedimmediatelybeforeisuse.To
‘confirm th steiltyofthe S9andShammixes,a0.5mLaliquotofeachwasplatedon selective
agar.
Solubility Test

Asolubility testwasconductedtoselectthe vehicle. Thetestwasconductedusing water,
dimethyl sulfoxide (DMSO), ethanol (EOH), acetone, tetrahydrofuran (THE), acelonitrile,
propylene glycolandpolyethylene glycol.Thetestsubstancewastestedtodeterminethe
vehicle, selected in orderofpreference,thatpermittedpreparationofthehighestsolubleor
‘workablestock concentration,up to 50mg/mLforaqueoussolventsand 500mg/mLfororganic:
solvents.

PreliminaryToxicityTest

‘Thepreliminarytoxicity testwas usedtoestablish thedose-rangeoverwhichthe test
substancewouldbetested. Vehicleandten dose levelsofthetestsubstancewereplated,one:

- plateperdose,withovernightculturesof TA9E, TA100, TA1S35,TALS37and WP2uvrAon
selectiveminimalagarin thepresence andabsenceof Aroclor-induced ratliver S9. Doselevels
tested were 6.7, 10,33, 67, 100,333, 667, 1000,3333and5000pgperplate.

Mutagenicity Test

‘The mutagenicity test (initial and independentrepeat tests) wasusedtoevaluate the
mutagenic potential ofthetestsubstance. Sixdose levelsof testsubstance (15,50, 150, 500,
1500and5000ug perplate) alongwith appropriatevehicle and positive controlswereplated
with TAS, TAI00, TAIS3S, TAIS37 and WP2uvrA in the presence and absence of
Aroclor-induced rat liver 9. All dose levelsoftest substance, vehicle controls and positive
controlswereplatedin triplicate.

PlatingandScoringProcedures

“Thetest system wasexposedtothetestsubstanceviatheplateincorporationmethodology
originallydescribed by Ames etal. (1975)and updatedbyMaronandAmes (1983).

Onthedayofitsuse,minimal topagar,containing0.8 %agar(W/V) and 0.5 % NaCl
(W/V),wasmeltedandsupplementedwithL-histidine,D-biotinand Ltryptophansolution to a
finalconcentrationof50 uMcach.Topagarnotusedwith S9or Shammix wassupplemented
with25mLofwaterfor each 100mLofminimal topagar. Forthepreparationofmediaand

BioReliance -
~ Study No. AAS2XL.502001.BTL 2
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reagents,allreferencesto waterimplysterile, deionized water producedbytheMilli-QReagent
‘WaterSystem.Bottomagar was Vogel-Bounerminimalmedium E(Vogel andBonner, 1956)
containing 1.5%(W/V)agar. Nutrientbottomagarwas Vogel-Bonnerminimalmedium E
containing 1.5 % (W/V)agarandsupplemeatedwith2.5 %(W/V)Oxoid NutrientBrothNo. 2
(dry powder). Nutrient Broth was Vogel-Bonner sat solution supplemented with 2.5 % (W/V)
‘Oxoid Nutrient BrothNo. 2(drypowder).

Eachplate waslabeled with acodesystemthatidentified thetestsubstance,testphase,dose.
love, testerstain, and activation, as describedindetailin BioReliance’s Standard Operating
Procedures.

One-half 0.5)milterofS9or Shammix, 100 kLoftester trainand25uLofvehicleor
testsubstance dilution wereaddedto2.0mL ofmoltenselective top agarat45:2°C. After
vortexing,the mixturewasoverlaidontothesurfaceof25mLofminimal bottomagar.When
platingthepostivecontrols, thetestsubstancealiquotwasreplacedby aSOLaliquotof
appropriatepositive control. Aftertheoverlayhad solidified,theplateswereinvertedand
incubated.for approximately48 to 72hoursat 3742°C. Plates that werenot counted
immediatelyfollowingtheincubation period werestoredat2-8°Cuntilcolonycountingcould
beconductedlessthan10days).

= ‘Thecondition ofthebacterialbackgroundlawnwasevaluatedforevidenceof testsubstance:
toxicitybyusingadissectingmicroscope. Precipitatewasevaluated by visualexamination
without magnification. Toxicityand degreeofprecipitationwerescoredrelativetothevehicle
control plateusingthecodesshown below.

[1] Normal [Distinguishedbyahealthymicrocolonylawn._______|
Siighuy |Disinguishedby anoticeable thinningof the microcolony awn

2 Y [andpossibly aslightincreaseinthesizeofthemicrocolonies|
Reduced |compared tothevehiclecontrol plate.

[Distinguishedby amarkedthinningofthemicrocolony Tawn|
3 | Moderted resultingin apronouncedincreasein the sizeofthe microcolonis

compared tothe vehiclecontrol plat
Distinguished byan extremethinningofthemicrocolonylawn

4 | Extremely resulting in an increaseinthesizeofthe microcoloniescompared!
Reduced [to thevehiclecontrolplatesuchthat themicrocolony lawnis

visibletotheunaidedeyeasisolatedcolonies.

[7 RE regreaterthanorequal to 90%oftheplate.

epPrecipitale_|tomicroscopic testsubstance precipitate.

BioReliance —
— StudyNo. AAS2XL.502001BTL 13
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[Distinguishedbyprecipitateonthe pla hatIs visible (© the
Non-Interferng| nakedeyebutanyprecipitateparticles detecidbytheautomated

Precipitate colonycounter totallessthan 10%oftherevertantcolonycount
(e., lessthan3particles ona latewith30 evertanis).
Distinguishedbyprecipitateontheplate thatis visibleto the]

ne |nakedeyeandanyprecipitate particlesdetectedbytheautomated
Tere |colony counter exceed 10%ofthe revertant colony count (5.
Precipitst® |morethan 3particleson aplate with30revertant).Theseplates

arecountedmanually.
Revertnt colonics for agiven tester strain andactivation condition,exceptfor positive

controls, were counted either entirely by automated colony counter or eairely by hand unless
the plate exhibitedtoxicity.
EvaluationofResults
For achreplicateplating,themeanandstandarddeviationofthenumber of evertantper

plewerecalculatedandarereported.
- Forthetestsubstance tobeevaluated positive,itmust cause adose-related increase inthe.

mean rovertantsperplateofatleastone testerstrainover aminimum oftwoincreasing
concentrations oftestsubstance.Dataset for testerstrains TAIS3Sand TALS37werejudged
positiveifthe increaseinmeanrevertans a thepeak ofthedose responseisequal ofgreater
than 3,0-times themeanvehiclecontolvalue.Dataset fortester sisins TA9E, TA100and
WZuvrAwere judged positiveiftheincreasein meanrevertansatthepeakofthedose

response is equal o o grater than 2.0-imesthemeanvehiclecontrolvalve.
Criteriafor aValidTest

“Thefollowing criteriamustbemetforthemutagenicitytesttobeconsideredvalid.All
Salmonella testesrincultures mustdemonstratethe presence ofthe deeprough mutation (7a)
andthedeltionintheuvrBgene.Cultures oftester strains TASBand TAI00mustdemonstrate
thepresenceofthe pKMI0]plasmidR-factor.AllWP2uvrA culturesmustdemonstrate the
deletioninthe Agene. Al culturesmustdemonstratethe characteristicmean number of
spontaneous revertantsinthevehicle controlsas follows (inclusive): TA98,10-50;TAI00,
80-240; TAIS3S, 5-45; TAISY7, 3-21; WP2urA, 10-60. To ensure that appropriate
numbersofbacteria arepled,tester strainculture titersmustbegreaterthanorequal fo
03x10"cells/mL.Themeanofcach posiive controlmustexhibitatleast a3.0-foldincrease in
the numberof evertanisoverthe mean valueofthe respective vehiclecontrol. Aminimum of
threenon-toxicdoselevelsisrequired to evaluae estdata.Adoselevelisconsidered toxic if
oneorbothofth following criteria are met (1) A >50 %reductioni themean number of
BioReliance
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revertants perplateascompared 1themeanvehicle controlvalue. Thisreductionmustbe
accompaniedbyan abruptdose-dependentdropin therevertantcount.(2) Amoderatereduction
inthebackground lawn (backgroundcodeof3,4 or5). A copyoftheHistorical Negativeand
PositiveControl Values isincluded inAppendixA.

Archives

Allrawdata, andall reports willbemaintained accordingtoStandard
Operating theBioRelianceRAQAunitheadquarteredat:BioReliance,
14920Broschart MD20850.Prthis SOP.paperrecordswillberetainedforat
leastthreeyears after whichtimethe Sponsor willbecontactedfor a decision astothefinal
dispositionofthe materials. All studymaterialsretumedtotheSponsor ordestroyed will firstbe:
copied andthecopywillberetainedinthe BioReliance archivesfor aminimumof10years.
‘Unused dosingsolutions were disposedof followingadministration to thetestsystem andall
residualtestsubstance willbedisposedoffollowing finalizationofthe report.

Deviations

Noknowndeviations fromthe protocolorassay-methodSOPsoccurredduringtheconduct
ofthisstudy.

BioReliance
— Study No. AAS2XL.502001.BTL 15
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RESULTSANDDISCUSSION

Solubility Test

Tetrahydrofuran (THF)wasselected as thesolveatofchoicebasedoncompatibilitywiththe
targetcells andsolubilityofthetestsubstance,The testsubstance wassoluble but cloudyin
tetrahydrofuran (THE) at amaximum concentrationofapproximately200mg/mL.
Preliminary Toxicity Test

‘The resultsofthepreliminarytoxiciytestarepresentedinTables 1through4.Thesedata
were generatedinExperimentALInthepreliminarytoxicitytest, themaximumdosetested was
5000 perplat;thisdosewasachieved using a concentration of200mg/mLand a25 uL
platingaliquot.Thetestsubstancewas aworkablesolution from 40 to 200mg/mLand asoluble.
andclearsolutionfrom0.27to27mg/mL.Dose levelstestedwere 6.7, 10, 33,67, 100, 333,
667, 1000, 3333 and5000ugperplate,Precipitatewasobservedbeginning at 100 ugperplate.
No appreciabletoxicitywasobserved.Duetoteste strainculture contamination,testerstrain

‘TAL00inthepresenceandabsenceof §9 activation wasonlyevaluatedforprecipitateand
— toxicity. Basedonthe findingsofthetoxicitytest,themaximumdoseplatedinthemutagenicity

testwas5000 ugper plat.

MutagenicityTest

‘Theresults ofthemutagenicitytestare presentedin Tables $through24andsummarizedin
‘Tables25and26.ThesedataweregeneratedinExperimentsBIand B2.Doselevelstested
were 15,50,150, 500, 1500andS000 ug per plate. Precipitatewasobserved beginningat
500 ugper plate. Noappreciabletoxicity wasobserved.Forsubmissionto Japaneseregulatory
agencies,pertinentadditionalinformationisincludedinAppendixC.

In Experiment BI (Initial Mutagenicity Test), no positive mutagenic responses were
observedwith anyofthetesterstrainsineitherthe presence orabsenceof S9activation.

InExperiment B2(IndependentRepeat Test), nopositive mutagenicresponses were
observedwithanyoftheteste stainsineitherthepresenceorabsenceof S9activation.

CONCLUSION
Allcriteriafor avalidstudyweremetasdescribedintheprotocol. The resultsofthe

Bacterial Reverse MutationTestwithanIndependentRepeatAssay indicatethat,underthe
conditions ofthis study, H-25171didnotcause apositivematagenicresponsein citherthe
presenceorabsenceofAroclor-inducedrat liver$9.
‘BioReliance -—
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Bacterial Mutation Test
Prelininary Toxicity Test

Table 1
Test. substance Id: H-25171
Study Number  : AASXL.502001.B7L
Experiment No. : AL

strain : Tass
Date Plated : 20 Dec 2001
Vehicle : tetrahyaroturan
Plating Aliquot : 25 yi

Test Substance With 59 Activation Without 59 Activation
Concentration  Revertants Background  Revertants Background
ug per plate per plate Lawn per plate Lawn.

Venicle 2 1 2 1
6.7 3 1 1 1
10 2 1 19 1
33 2 1 16 1
© 34 i 1 1

100 29 we 13 we
333 2 me 3 we

- 67 2 we id ne
1000 26 me 1 we
3333 2 we 12 we
5000 30 ne 1 we

Background Lawn Code
I-Normal; 2:51ightly reduced; 3=Moderately reduced
4-Extremely reduced; SeAbsent; 6=Obscured by precipitate
NP-Non-Interfering precipitate; IpsInterfering precipitate

BioReliance
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Bacterial Mutation Test
Preliminary Toxicity Test

able 2
Test Substance 14: H-25171
Study mumber |: ARSIXL.502001.BTLBiperient No. : AL

Strain i musa
Date Plated : 20 Dec 2001

Vehicle i cetrahyaroturan
Plating iquoe i 25

Test substance With 59 Activation Without 59 Activation
Concentration  Revertants Beckgrousd  Revertants Background
0 por plate per plate Lawn per plate Lown
Venice 15 x 2 T
6.7 1 3 1 1
1 10 1 1 1

a3 n 1 is 1
a 1 1 is 1

100 5 me 1 we
33 12 me 1 we

- se 1 me br} we
To00 1s me c
3333 a me 12 we

5000 10 me 20 me
Background Leva CodeS-Nornal, 3-Slightly reduced; 3=koderately reduced

AoExtremely reduced; S-Absant; 6=Obacured by precipitate
Np-Non- Interfering precipitate; I7-Interfering precipitate
Clcontaninated
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Bacterial Mutation Test
Preliminary Toxicity Test

Table 3
Test substance 1a: H-25171
StudyNumber + AASIXL.502001.BTL
Experiment No. : AL

Strain © masa
Date Plated: 20 Dec 2001
Venicle i tetrahydrofuran

Test substance With 59 Activation Without 59 Activation
Concentration Revertants Background  Revertants Background

_bgperplate  perplate Lawn  perplate Lew
Venice © T 7 1
5.7 10 1 s 1
pH 7 1 1 3
3 2 1 7 1
@ 5 1 5 1

100 1 we 5 we
3 10 me 5 we

- so 0 me 12 we
To00 4 we o me
3933 5 me 7 me

5000 10 we : wp
Background Lava Code

IeNormal; 2-S1ightly reduced; IsModerately reduced
Extremely reduced; SeAbaent; 6-obscured by precipitate
NeeNon- Interfering precipitate; IPeIntorfering precipitate

BioReliance
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Bacterial Mutation Test
Preliminary Toxicity Test

Table ¢
Toot Substance Ia: H-25171
Study Number i ANS2XL.502001.BTL
Experiment No. : AL

Strain © We2 uve
Date Plated: 20 Dec 2001
Vehicle + tetranyarofuran
Plating Aliquot : 25 ui

Test Substance With §9 Activation Without 59 Activation
Concentration  Revertants Background  Revertants Background
ug per plate per plate Lawn per plate Lawn
Vehicle 2 1 18 1
6.7 22 1 22 1
10 25 1 14 1
33 15 1 17 1
& 20 1 15 1
100 15 we 21 we
333 19 we 3 we

- 561 2 we n we
1000 25 me 31 we
3333 18 me u we

5000 26 me 18 ne
Background Lawn Code

TeNormal; 24Slightly reduced; 3=Moderately reduced
4cExtremely reduced; SeAbsent; 6-Cbscured by precipitate
NPeon-Interfering precipitate; IPsInterfering precipitate

‘BioReliance
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Bacterial Mutation Test
Table 5

Toot Substance Id: H-25171
Study Number : AASZXL.S02001.BTL Experiment No : BL
strain + mos Cells Seeded : 2.7 X 10%
Liver Microsomes : None Date Plated : 4 Jan 2002
Vehicle © tetrahydrofuran
Plating Aliquot : 25 ui

Concentration Plate Revertants Background Average Standard
ug per plate Number per plate Code Revertants Deviation

Vehicle 01 15 1
02 1 1
5 20 1 16 3

15 oa 2 1
02 10 1
0 1 1 15 5

s0 0 1 1
02 18 1
03 12 1 1 3

150 0 16 1
02 1 1
03 10 1 1B 3

500 0 13 me
02 15 we
03 10 we 5 3

1500 a 1 me
02 1 mp
0 1 we 15 2

5000 a 10 we
02 12 1p
03 12 ie un 1

Positive Control 2-nitrofluorene 1.0 ug per plate
01 217 1
02 180 1
oa 232 1 am 2s

Background Lawn Code
1eNornal; 2e51ightly reduced; JsNoderately reduced
4-Extremely reduced; SeAbsent; 6=Obscured by precipitate
NpaNon-Interfering precipitate; IPsInterfering precipitate
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Bacterial Mutation Test
Table

Test Substance Td: H-25171
Study Number  : AASZKL.502001.BTL Experiment No : Bl

Strain © Tass Colla Seeded : 2.7 x 10°
Liver Microsomes : Rat liver 59 Date Plated : 4 Jan 2002
Vehicle + tetrahydrofuran
Plating Aliquot : 25 ui

Concentration Plate Revertants Background Average Standard
r plate Number per plate Code  Revertants Deviation

Vehicle 01 33 1
02 20 1
03 2 1 2 7

15 01 26 1
02 26 1
0 2 1 25 2

50 01 17 1
02 2s 1
03 nw 1 20 s

150 0 28 1
02 32 1
0 =n 1 2 6

00 o1 2 we
02 25 we
0 20 we 2 3

1500 o1 35 me
02 38 me
0 25 we 3 7

5000 01 1 1p
02 25 1p
0 20 1p 2 4

Positive Control 2-aminosnthracens 1.0 ug per plate
o1 480 1
02 83 1
0 338 a a3 oa

Background Lawn Code
IeNornal; 2eSlightly reduced; JaModerately reduced
3-Extremely reduced; SeAbsent; GeObscured by precipitate
NewNon-Interfering precipitate; IPsInterfering precipitate

BioReliance
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Bacterial Mutation Test
Table 7

Test Substance 1a: H-25171
Study Number  : AASIXL.502001.BTL Experiment No : BL

Strain © 100 Cells Seeded : 1.1 X 10°
Liver Microsomes : None Date Plated : 4 Jan 2002
Vehicle + tetrahydcoturan
Plating Aliquot: 25 pl,

Concentration Plate Revertants Background Average Standard
4g por plate Number per plate Code  Revertants Deviation

Vehicle 01 223 1
02 190 1
03 182 1 198 2

15 on 168 1
02 163 1
03 179 1 170 5

s0 01 166 1
02 181 1
0 168 1 182 fg

150 0 159 1
02 179 1
03 150 1 176 2

500 01 10 we
02 16s we
03 c 103 ‘

1500 01 179 we
02 202 we
03 103 we 175 30

5000 0 163 we
02 206 we
03 152 we 187 2

Positive Control sodium azide 1.0 ug per plate
01 72 1
02 618 1
03 asi 3 714 a2

Background Lawn Code
1-Normal; 2-Slightly reduced; 3=Moderately reduced
4-Bxtremely reduced; S-Absent; G=Obscured by precipitate
Npetion-Tnterfering precipitate; IP=Interfering precipitate
CContaminated
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Bacterial Mutation Test
Table §

Test substance Id: H-25171
Study Number © AAS2KL.S02001.BTL Experiment No : BL

strain + 100 Colle Seeded : 1.1 X 10°
Liver Microsomes : Rat liver §9 Date Plated : 4 Jan 2002
Vehicle : tetrahydrofuran
Plating Aliquot: 25

Concentration Plate Revertants Background Average Standard
1g per plate Number per plate Coda __Revertants Deviation

Vehicle 01 151 1
02 163 1
03 208 1 3 2

15 01 20 1
02 12 1
0 159 1 180 2

s0 01 190 1
02 170 1

- 03 78 1 175 10
150 01 198 1

02 m 1
0 105 1 185 1

500 o1 m we
02 195 me
03 165 me 1m 16

1500 a 21 we
02 167 we
03 Fd we 193 19

5000 a 195 me
02 183 me
0 226 we 200 22

Positive Control 2-aminoanthracene 1.0 ug per plate
01 877 1
02 850 1
03 722 1 816 8

Background Lawn Code
1-Normal; 2=Slightly reduced; JsModerately reduced
i-Bxtremely reduced; S=Absent; G=Obscured by precipitate
NesNon-Interfering precipitate; IP-Interfering precipitate

BioReliance
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Bacterial Mutation Test
Table 9

Test. Substance Id: H-25171
Study Number : AASZXL.502001.BTL Experiment No : BL

strain © TALS3s Colle Seeded : 2.6 X 10'
Liver Microsomes : None Date Plated : 4 Jan 2002
Vehicle + tetrahydrofuran

Concentration Plate Revertants Background Average Standard
ug per plate Number late Code  Revertants Deviation

vehicle 01 1 1
02 15 1
03 1 1 15 ‘

15 01 15 1
02 16 1
03 15 1 1 1

s0 oa 12 1
02 I 1

-~ 03 1 1 1 3
150 o1 2 1

02 15 1
03 15 1 1 s

500 01 13 me
02 22 we
0 15 we w s

1500 0 12 we
02 1s we
03 5 we 2 ‘

5000 oa 18 1p
02 12 1p
0 1 we 16

Positive Control sodium azide 1.0 ug per plate
01 02 1
02 476 1
03 pits 1 a1 ©

Background Lawn Code
-Nornal; 2-S1ightly reduced: 3eModerately reduced
4nBxtremely reduced; S=Absent; G=Obscured by precipitate
NPeNon- Interfering precipitate; IpsInterfering precipitate

BioReliance
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Bacterial Mutation Test
Table 10

Test Substance Td: H-25171
Study Number |: AAS2XL.502001.BTL Experiment No : Bl

strain © TAIS3S Colla Seeded : 2.6 X 10°
Liver Microsomes : Rat liver $3 Date Plated : 4 Jan 2002
Vehicle : tetrahydrofuran

_PlatingAliquot:2SpL
Concentration Plate Revertants Background Average Standard
ug per plate Number per plate Code _Revertants Deviation

Vehicle 01 15 1
02 21 1
0 25 1 20 5

15 o1 26 1
02 2¢ 1
0 2 1 2 3

s0 o1 12 1
02 16 1

-~ 03 16 1 15 2

150 a 20 1
02 10 1
03 1 1 15 s

500 01 1 me
02 20 we
0 15 we 16 3

1500 01 1 we
02 1 me
03 5 we 12 3

5000 o1 2 we
02 13 we
03 2 we 1 s

Positive Control 2-aminoanthracene 1.0 ug per plate
01 173 1
02 128 1
03 166 1 09 2

Background Lawn Code
eNormal; 2-Slightly reduced; 3=Moderately reduced
4eExtremely reduced; S=Absent; 6=Obacured by precipitate
NP=Non-Interfering precipitate; IPsInterfering precipitate
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Bacterial Mutation Test
able 11

mest Substance Id: B-25171
Study Number | i AASIXL.S02001.BFL  Bperiment No : BL

Sexain $ masy Cols Seeded : 1.3 X 10°
Liver Microsomes : None Date Placed : 4 Jen 2002
Venicle tetrahydrofuran
Plating liquor : 25 ui

Concentration Plate Revertants Background Average Standard
Soper plate Number per plate Code _Revertants Deviation

Venscle 0 3 1
0 7 I
o a 1 s 2

1s o s 1
0 8 i
© 1 I s .

s0 0 3 1
0 a 3

- 0 3 1 s 5

150 o n 1
0 5 1
o c 1 7 3

s00 0 . we
a 5 me
03 s we s 1

1500 on s me
02 3 ine
0 s we . 1

s000 oo 5 me
o 5 Ie
[H 3 me El 3

Positive Control 9-aminoacridine 75 pg per plate
0 50 2
0 352 1
o sis 1 s0¢ 16

TrGo eTmeme
eRormal; 2.81ightly reduced; IsModerately reduced
TExtremeiy reduced; SeAbsent; SeObscured by precipitate
NpoNon-Tntérfering precipitate; TPInterfering precipitate

yy
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Bacterial Mutation Test
able 12

Test substance 1d: H-25171
Study Number + MSIXL.502001.BTL Experiment No : Bl

Strain {mas Cells Seeded : 1.3 X 10°
Liver Microsomes : Rat liver $9 Date Placed: ¢ Jan 2003

Vehicle  Cetrahyarofuran
Placing Aliquot : 25 ul.

Concentration Flate Revertants Packgrousd Average Standard
Soper plate. Number per plate Code _Revertamts Deviation

Venicle on s 1
0 13 i
0 8 1 10 3

1s oo 3 1
a 15 3
o 5 1 . s

so 0 7 1
0 ‘ i

- 0 10 1 . 2

130 o 5 1
a 2 1
0 10 1 5 2

s00 o . we
0 8 ne
os 5 me 7 3

1500 0 s we
0 a we
o : ne ‘ 2

s000 or 5 1p
0 5 ime
0 5 we 7 2

Positive Control 2-aminoanthracene 1.0 ug per place
0 56 2
0 103 1
0 se 1 5 10

Background Lava Code
ToNornal; 3081ightly reduced; JsModerately reduced
iiExirenciy reduced) S-Abaent; 6=Obscured by precipitate
NpeNon- Interfering precipitate; IPsInterfering precipitate

emt armrest
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Bacterial Mutation Test
Table 13

Test Substance Id: H-25171
Study Number  : AASZKL.502001.BTL Experiment No : BL
Strain © ez uvin Colls Seeded : 2.5 X 10°
Liver Microsomes : None Date Plated : 4 Jan 2002

Vehicle : tetrahydrofuran
Plating Aliquot : 25 ut

Concentration Plate Revertants Background Average Standard
0 per plate Number per plate Code _Revertants Deviation

Vehicle o1 1 1
02 12 1
0 15 1 u 2

1s a 1 1
02 1 1
0 13 1 1 2

50 01 16 1
02 12 1

—- 03 1 1 1B 3

150 01 16 1
02 1 1
0 10 1 3 3

s00 o1 un we
02 10 we
0 Fd we 3 4

1500 0 1 we
02 18 we
0 12 we 1 3

5000 oa 1 1p
02 10 ire
03 8 1p 10 2

Positive Control methyl methanesulfonate 1000 ug per plate
o1 85 1
02 92 1
03 9 1 0 a

Background Lawn Code
LeNornal; 2eSlightly reduced; JsModerately reduced
4eBxtrmely reduced; SeAbsent; 6=Obacured by precipitate

NeeNon-Interfering precipitate; IP=Interfering precipitate
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Bacterial Mutation Test
Table 1¢

Test Substance Id: H-25171
Study Number ~  : AASZXL.502001.BTL Experiment No : BL

strain + we2 uvia Cells Seeded : 2.5 X 10°
Liver Microsomes : Rat liver S9 Date Plated : 4 Jan 2002
Vehicle : tetrahydrofuran
Plating Aliquot : 25 ub

Concentration Plate Revertants Background Average Standard
: plate Number per plate Code  Revertamts Deviation

Vehicle 01 16 1
02 19 1
03 12 1 16 s

1s 0 18 1
02 16 1
0 u 1 15

50 o1 2 1
02 16 1

- 03 1 1 v ‘

150 01 10 1
02 16 1
0 13 1 13 3

500 oa 1 we
02 10 me
03 u we 12 2

1500 01 15 we
02 16 we
03 1 we 15 2

5000 01 1 ae
02 I me
03 5 we 3 s

Positive Control 2-aminoanthracens 10 ug per plate
o1 565 1
02 88 1
03 749 1 766 191

Background Lawn Code
Normal; 2-5lightly reduced; d=Moderately reduced
4eExcremely reduced; SeAbsent; GeObscured by precipitate
NPson-Interfering precipitate; Ip=Interfering precipitate
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Bacterial Mutation Test
Table 15

Test Substance Id: H-25171
Study Number  : AASZXL.502001.BTL Experiment No : B2

Strain + mos Cells Seeded : 1.0 X 10'
Liver Microsomes : None Date Plated : 15 Jan 2002
Vehicle + tetrahydrofuran
Plating Aliquot : 25 wb

Concentration Plate Revertants Background Average Standard
us late Number per plate Code  Revertants Deviation

Vehicle o1 37 1
02 2 1
0 2 1 2 s

15 01 2 1
02 16 1
03 29 1 zn 7

s0 01 2 1
02 16 1

- 03 2 1 2 7

150 o1 29 1
02 2 1
0 2 1 2 1

500 01 13 we
02 1s we
03 1 we 16 2

1500 o 2 112
02 32 re
0 13 re 2 10

5000 01 3 re
02 31 1p
03 1 re 2 12

Positive Contxol 2-nitrofluorens 1.0 pg per plate
o1 158 1
02 58 1
0 m 1 12 38

Background Lavn Code
IeNormal; 251ightly reduced; 3=Moderately reduced
4eExtremely reduced; S=Absent; §=Obscured by precipitate
Np-on-Interfering precipitate; IpsInterfering precipitate
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Bacterial Mutation Test
Table 16

Test Substance Id: H-25171
Study Number © AASZXL.502001.BTL Experiment No : B2

strain © mss Cells Seeded : 1.0 X 10°
Liver Microsomes : Rat liver S9 Date Plated : 15 Jan 2002
Vehicle + tetrahydrofuran
Plating Aliquot : 25 ub

Concentration Plate Revertants Background Average Standard
4g per plate Number per plate Code __Revertants Deviation

Vehicle 01 32 1
02 16 1
o 26 1 25 ®

15 o1 28 1
02 26 1
0 31 1 28 3

50 01 @ 1
02 3s 1

- 0 18 1 3 15

150 01 a 1
02 35 1
03 a 1 «a 7

500 o1 38 we
02 35 we
0 20 we n 10

1500 0 3 we
02 a mp
03 2 we 3s 5

5000 01 20 1p
02 37 ie
03 32 re a 7

Positive Control 2-aminanthracens 1.0 ug per plate
o1 631 1
02 718 1
03 852 1 734 mn

Background Lawn Code
I-Normal; 2-Slightly reduced; d=Moderately reduced
4cExtremely reduced; S=Absent; §eObscured by precipitate

NpNon- Interfering precipitate; IPInterfering precipitate
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Bacterial Mutation Test
Table 17

Test substance 1d: H-25171
Study Number  : AASIXL.502001.3TL Experiment No : B2

strain + TAL00 Cells Seeded : 0.9 X 10°
Liver Microsomes : None Date Plated : 15 Jan 2002
Vehicle © tetrahydrofuran
Plating Aliquot : 25 uL

Concentration Plate Revertants Background Average Standard
¢ plate Number per plate Code Revertants Deviation

Vehicle 0 140 1
02 125 1
03 100 1 122 20

15 o1 150 1
02 150 1
0 78 1 161 1s

50 01 156 1
02 ©

_ 0 178 1 167 16

150 0 8 1
02 126 1
0 167 1 107 2

500 or 178 we
02 127 we
0 156 we 15¢ 26

1500 0 152 me
02 m1 we
0 52 we 138 2

5000 01 100 ap
02 136 ae
0 c 120 2

Positive Control sodium azide 1.0 bg per plate
01 3a 1
02 364 1
wd»a 66 20
Background Lawn Code

eNornal, 2-s1ightly reduced; 3=Moderately reduced
oixtremely reduced; SeAbsent; G=Obscured by precipitate

Npeton- Interfering precipitate; Ip=Interfering precipitate
cacontaninated
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Bacterial Mutation Test

Table 18
Tost Substance Id: H-25171
Study Number © AASZXL.502001.BTL Experiment No : B2

strain + 100 Colle Seeded : 0.9 X 10'
Liver Microsomes : Rat liver $9 Date Plated : 15 Jan 2002
vehicle : tetrahydrofuran

MatingAliquot :2spn
Concentration Plate Revertants Background Average Standard
bg per plate umber per plate Code  Revertants Deviation

Vehicle 01 171 1
02 152 1
0 193 1 m2 2

15 01 200 1
02 150 1
0 156 1 18¢ 26

s0 0 102 1
02 169 1

—- 03 181 1 m 7

150 oa 165 1
02 150 1
03 161 1 159 5

500 01 12 me
02 168 we
03 de we 151 1

1500 01 151 1p
02 m1 re
3 116 ire 46 28

5000 0 187 1p
02 169 re
03 156 112 m 16

Positive Control 2-aminoanthracens 1.0 ug per plate
01 837 2
02 710 1
03 sea 1 738 8

Background Lawn Code
1eNormal; 2=Slightly reduced; 3=Moderately reduced
4=Extremely reduced; S=Absent; 6=Obscured by precipitate
Npation-Interfering precipitate; IP=Interfering precipitate
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Bacterial Mutation Test
Table 13

Test substance 1d: H-25171
Study Number: AASIXL.502001.BTL Experiment No : B2
strain © ma1s3s Cella Seeded : 0.9 X 10°
Liver Microsomes : None Date Plated : 15 Jan 2002Vehicle © tetrahydrofuran
Placing Aliquot: 25

Concentration Plate Revertants Background Average Standard
ug per plate Number per plate Code _Revertants Deviation

Venicle 01 3 1
oz 8 1
03 12 1 un 3

15 on 16 1
02 10 1
03 1 1 2 3

s0 0 13 1
02 un 1

~ 0 5 1 n 2
150 0 un 1

02 16 1
0 1 1 3 3

500 o 5 re
02 5 ze
0 1 ne 5 2

1500 o 12 1p
02 18 ae
03 un ae fn 4

5000 01 13 ue
0 Fe] are
03 16 re 1 2

Positive Control sodiun azide 1.0 ug per plate
01 179 1
02 216 1
03 185 i 193 20

Background Lawn Code
i-Normal; 2=Slightly reduced; J=Moderately reduced4-Bxtrenely reduced; S-Absent; G=Obscured by precipitateNP-ton-Interfering precipitate; IP-Interfering precipitate

BioReliance
—~ Study No. AAS2XL.502001.BTL 36

Company Sanitized. Doesnotcontain TSCA CBI



H-25171: Bacterial Reverse Mutation Test with
an Independent Repeat Assay DuPont-8868

Bacterial Mutation Test
Table 20

Test Substance 14: H-25171Study Number  : MASIXL.SO0001.TL  Beperiment No : 52
strain © Taisis celia Secded : 0.5 x 10°Liver Microsomes : Rat liver $9 Dace Plated : 13 Jan 2002Venicie © tetrahydrofuzanPlating Aliquot : 35 ub
Concentration Plate Revertants Background Average Standardr plate Number per plate Code Revertants Deviation

Vehicle 01 3 1
2 s i03 1 i un 3

is 01 x0 10 10 s i 2 ‘
s0 or 12 302 10 i03 i i 0 s
150 o1 13 102 13 i- o 3 i 13 °
s00 01 1 me0 is me0 io ve 1 ‘
1500 or 10 1102 n ime03 0 ire 2 ‘
s000 01 1 are0 o ire

0 1 ire 13 .
Positive Control 2-aminoanthracene 1.0 ug per plateor i v02 106 i

0 8 3 112 2
Background Lawn Code.I-Nornal; 3-5lightly reduced; 3sModerately reducediExtrenoly reduced S-Absent; -Obacured Ly precipitateNpelon- Interfering precipitate; IPsInterfering precipitateNeo count due to procedural error in which tho plate did notTeceive an aliquot of tester strain
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Bacterial Mutation Test
Table 21

Test Substance Id: H-25171
Study Number © AASZKL.502001.BTL Experiment No : BZ

strain © T1537 Cells Seeded : 0.5 X 10°
Liver Microsomes : None Date Plated : 15 Jan 2002
Vehicle : tetrahydrofuran
Plating Aliquot : 25

Concentration Plate Revertants Background Average Standard
bg per plate Number per plate Code  Revertants Deviation

Vehicle 01 5 1
02 2 1
03 4 1 ‘ 2

1s 0 5 1
02 6 1
0 ‘ 1 s 1

50 0 7 1
02 7 1
0 s 1 5 2

150 a 5 1
02 2 1
0 5 1 2

s00 a 7 we
02 4 we
0 we 5 2

1500 oa 5 ae
02 4 re
03 3 me 5 3

5000 o 7 ue
02 7 ze
0 s re 5 2

Positive Control S-aminoacridine 75 ug per plate
01 663 1
02 362 1
0 ry 1 545 175

Background Lawn Code
TeNornal; 24Slightly reduced; 3sModerately reduced
4=Extremely reduced; SeAbsent; 6=Obscured by precipitate
Nation.Interfering precipitate; IpsInterfering precipitate
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Bacterial Mutation Test
Table 22

Test Substance Id: H-25171
Study Number © AASZXL.502001.BTL Experiment No : B2

strain + masa? Coils Seeded : 0.5 X 10°
Liver Microsomes : Rat liver $9 Date Plated : 15 Jan 2002
Vehicle + tetrahydrofuran
Plating Aliquot : 25 ub _

Concentration Plate Revertants Background Average Standard
Ng per plate Number por plate Code Revertants Deviation

Vehicle o1 5 1
02 6 1
0 8 1 © 2

15 o1 s 1
02 3 1
0 5 1 2

50 0 ‘ 1
02 5 1
0 12 1 7 .

150 0 8 1
02 3 1
03 6 1 5 2

500 o1 5 we
02 3 we
o 2 we 5 2

1500 01 3 1p
02 s ire
03 6 re 5 2

5000 01 3 xp
02 5 1p
03 7 ze s 2

Positive Control 2-aminoanthracene 1.0 ug per plate
or 56 1
02 Ek 1
03 74 1 0 1

Background Lawn Code.
SeNormal; 2eslightly reduced; 3eModerately reduced
inEwtremoly reduced; S=Absent; §=Obscured by precipitate
Neation- Interfering precipitate; IPsInterfering precipitate

-
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Bacterial Mutation Test
Table 23

Test Substance Id: H-25171
Study Number  : AASZXL.502001.BTL Experiment No : B2

strain :wez uvia Cells Seeded : 2.1 X 10°
Liver Microsomes : None Date Plated : 15 Jan 2002
Vehicle : tetrahydrofuran
Plating Aliquot : 25 ub —

Concentration Plate Revertants Background Average Standard
ug per plate Number per plate Code  Revertants Deviation

Vehicle or 1 1
02 1 1
03 10 1 un 1

15 0 10 1
02 7 1
03 5 1 5 2

s0 01 1s 1
02 12 1
0 7 1 u .

150 01 . 1
02 5 1
0 1u 1 8 .

500 01 7 me
02 Fi me
03 7 we 10 6

1500 o1 c
02 12 1p
03 3 1p 13 1

5000 o1 5 ze
02 1 1p
03 1 re 1 1

Positive Control methyl methanesulfonate 1000 ug per plate
o1 140 1
02 51 1
03 138 a 120 36

Background Lawn Code
Normal; 2-5lightly reduced; 3=Moderately reduced
4eExtremely reduced; SwAbsent; G=Obscured by precipitate
NPeNon-Interfering precipitate; IP=Interfering precipitate
c=Contaninated
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Bacterial Mutation Test
. Table 2¢

Test Substance 1d: H-25171
Study Number  : AAS2XL.502001.BTL Experiment No : 52

strain © We2 uv Cells Seeded : 2.1 X 10°
Liver Microsomes : Rat liver 59 Date Plated : 15 Jan 2002
Vehicle : tecxahydrofuran
Plating Aliquot : 25 ui

Concentration Plate Revertants Background Average Standard
4g per plate Number per plate Code Revertants Deviation

Vehicle or 16 1
02 22 1
£5) 10 1 16 5

15 o1 20 1
02 1 1
03 15 1 16 .

0 01 1B 1
02 12 1

- 03 15 1 1 2
150 01 n 1

02 16 1
0 10 1 1 ‘

500 0 1 we
02 8 we
03 16 we 12 «

1500 0 1 1p
02 12 ie
0 13 ie n 1

5000 0 1 1p
02 7 1p
0 12 ae 1u 3

Positive Control 2-aminoanthracens 10 ug per plate
01 816 1
02 128 1
03 538 1 961 157

Background Lawn Code
1-Normal; 2-Slightly reduced; d=Moderately reduced
4=Bxtremely reduced; S=Absent; §=Obscured by precipitate
NPsNon-Interfering precipitate; IPsInterfering precipitate
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Bacterial Mutation Test
‘Summary of Results

Table 25
Test substance Td : H-25171
Study Number i AMSINL.502001.BTL Experiment No : Bl

Average Revertants Per Plate : Standard Deviation
Liver Microsomes: None
Dose (ug/plate) 8  ma100  TasYS AISI we2 wr

Venicie Tes 3 im: 22 1s: & 5: 2 14: 2
15 15+ 6 a0: 8 15s 1 5: 4 15: 2
50 1s 3 12:26 13: 3 5: 3 13: 3
150 e316:25 19: 4 7: 3 13: 3
S00 Brod I: 4 1s 5 5s 1 13: 4

1500 13a 2 152030 12: 4 4: 1 1: 3
5000 1s 10: 2 16: 4 7: 3 10: 2
Positive 214 25 745122 1: 40 504233 3: 4
Liver Microsomes: Rat liver §9
Dose (ug/plate) TASS Ta100 mass TIS)  we2 vr

~ Venicle 27+ 7 ams 28 20: 5 10: 3 16: 4
5 23: 2 180: 27 20: 3 8: 5 15: 4
50 206 5 19s10 15: 2 8: 2 17: 4
150 27: 6 ss14 15: 5 9: 2 1: 3
500 23: 3 ams16 16: 3 7: 3 1: 2

1500 33: 7 1932 19 12: 3 6: 2 15: 2
5000 2: 4200:22 19: 5 7: 2 13: 4
Positive 430: 83 Bis 83 169+ 23 se: 10 766 :1s
Vehicle = Vehicle Control
Positive = Positive Control
Plating aliquot: 25 ui
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Bacterial Mutation Test
‘Summary of Results

Table 26
Test Substance Id : H-25171
Study Number © AASZXL.502001.BTL iment No : 82

Average Revertants Per Plate + Standard Deviation
Liver Microsomes: None
Dose (ng/plate) TAS TAI00  TAISIS  TAISI7 Wea uvrh

Vehicle 27: 5 12: 20 11+ 3 4% 2 11: 1
1s 23: 7 162 15 12: 3 5: 1 9: 2
50 208 7 1672 16 11+ 2 6% 2 11: 4
150 28: 1 17:21 13+ 3 4: 2 8: 4
500 16+ 2 154+ 26 5+ 2 5: 2 10: §
1500 23: 20 138+ 12 1: & 5: 3 1: 1
5000 27: 12 120% 23 14: 2 6% 2 14: 1
Positive 142: 35 366: 20 193: 20 5492175 120% 34
Liver Microsomes: Rat liver 89

Dose (ug/plate) TA%8 100 Ta153S  TAISIT  wWe2 ven
- Venicle 25: 8 1a: 21 11: 3 6% 2 16% 6

15 28: 3 14: 26 12+ 4 4: 2 16: 4
50 33:35 177+ 7 16: 5 7: & 13: 2
150 ©: 7 19+ 8 13: 0 8: 2 16: 4
500 31: 20 151+ 1¢ 16s 4 5: 2 12: 4
1500 35: 8 16s 28 12+ 4 5: 2 1: 1
5000 31: 7 1s 16 13+ 6 5: 2 11: 3
Positive 2302111 Ties 89 112: 27 80s 14 96131351
Vehicle = Vehicle Control
Positive = Positive Control
Plating aliquot: 25 uL
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APPENDIX A

Historical Control Data
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HistoricalNegative and Positive Control Values

1998—2000Zo
[Noe|Ralvew |

[MewTDTin|Max|Mean|SD|Min[Max |
7 4 3 J 8Ce Ela aa

TAD |--DE ». nile So, 02)
Pos. 159 1371 736| 301| 198 2871

TAls3S 2 2 2
6 30 7 2- Ete

16 4 1see pebaba
SD=standard deviation; Min=minimum value; Max=maximum value; Neg=negative control
(including but not limited to deionized water, dimethyl sulfoxide, ethanol and acetone);
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APPENDIXB

Study Protocol
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APPENDIX C

Information for Japanese Regulatory Agencies.
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ReportofResults of Reverse-Mutation Testin Bacteria

1 Tester Strains
1) Procurement

Dat inspected
Obtained from | Date obiained the strain lot in

storage
10 November 1998

TALS3S Dr. Bruce Ames | 11 August 1998
TALS University of

[arn|Colom Berkley The geneticTAIS38 genet|
—confirmed on the
dayotwe

—
WP2rh of Industral and 1luly 1987
RMON Marine Bacteria

We gimton) | Aberdeen: Scotland 1g peyrary 1993

Storage
Froczing method

N Bacteria suspension 10mL
Composition DMSO 009 mL

2.59 Mix
1) Source, StorageTemperature, te. of $9

26 November 2001 (Bich R656)
. Name and model of| So-Low, Modelome]ee Je[i]
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(2) Preparation of $9

Inducing substance
| Rattus norvegicus, Sprague—

Administration i[we[Em Le]
Sm |Ame sooso

[weight| 18710271sBatchR656)| (ggweighy bodyweight
3. Preparationof Test Substance Solution

‘Grade and/orer Te[on [me
Tetrahydrofuran ‘Aldrich Chemical Gold Label,

- CR
‘Stability of test substance in

Method of suspension when

test substanceisdifficult to Sonication and warmingto 50°C in screw-cap tubes.

dissolve

Ee
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4. Conditions of Pre-culture

ren | vow vm |_|Sr ;
I
EeSons0 m0008 «eanpe
shaking culture

Frs—— —
endofculturetousefortest << a8

Model and manufacturer of New Brunswick Scientific, model G-24de
Methodofshaking Rotary (125 rev/min.)
(shaking type, speed, etc.)

Culture vessel (shape, ! 200mL—_ capacity) shape: cylinder,

Tr—

5. Agar Plate Medium

Mowwo]
ro TEET

[ove | woonorso |
(2) Minimum Glucose Agar

row [Mantemp]
tee
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6. Test Results- Judgementofthe results

[otgmen vege
Reason for judgement and referential matters:

Nopositive response wasobservedwithanyofthetesterstrainsinthe presenceand.
absence of Aroclor-induced rat liver S9.

Referential matters

“The vehicle and positive control values indicate that all tester strains were functioning
correctlyandwerecapableofdetecting amutagen.
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