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STUDY COMPLIANCE AND CERTIFICATION

‘The study was conductedin compliance with the Good Laboratory Practice regulations as set
forth by the Food and Drug Administration (FDA) in Title 21 ofthe US. CodeofFederal
Regulations Part 55, issued December 22, 1978, (effective June 20, 1975) with any applicable
‘amendments. There were no deviations from the aforementioned regulations or the signed
protocol that would affect the integrityofthe study or the interpretationofthe test results. The
raw data have been reviewed by the Study Director, who certifies that the evaluationofthe test
article as presented herein represents an appropriate conclusion within the contextofthe study
design and evaluation criteria.

: Study Director:
;
! 2 ee -13-7¢

Timothy E. Ljwlor, M.A. Study Completion Date
Bacterial Mobgenesis
Genetic and Cellular Toricology

: CHV Study No.: 17750-0-409R. 3
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SUMMARY
A. Introduction

Ath requestof SM Corporation, Coming Hazleton nc. investigated T-6564 formutagenic sctiviy in the Salmonella - Excherichiacoll Mammalian Microsome ReverseMutation Assy with Confiemtory Assy. This assay evaluated te (ct ale andor fsmetabolites for their aily to induce reverse mutations atth histidine locus inthe genome of
‘specific Salmonella typhimurium tester strains and at the tryptophan locus in an Escherichia coli
tester strain both in the presence and absenceofan exogenous metabolic activation system of
‘mammalian microsomal enzymes derived from Aroclor™.induced rat liver (9).

The doses tested inthe mutagenicity assay were selected basedon the resus of a dose
rangefinding study using tester strains TA100 and WP2uvrA and ten dosesoftest article ranging
from 5,000 to 6.67 ug per plate, one plate per dose, both in the presence and absence of S9 mix.

i The teste sais used in the mtageicy assy wee Slmonele tphimurm ste sins
i TA98, TA100, TA1535, TA1537, and Escherichia coli tester strain WP2uvrA. The assay wasi conducted with ive doses of est anil in both the presence and absence of S9 mix along withconcurrent vehicle and posiive controls singhe latesperdose. The doses ested were

5,000, 3,330, 1,000; 333, and 100 ug per plate inboththe presence and absence of9 mix. Theresultsof te iil mutagenicity ssa ere confimed in an independent experiment.
B. Conclusions

: The resultsofthe Salmonella - Escherichia coli/Mammalian-Microsome ReverseMutation Assy with a Confimaory Assy indict that, under the condionsofthis sucy, 1Corporation’ test ariel, T6564, dd notcausea postive increase in he number of reverts
per plateofanyofthe tester strains either in the presence or absenceof microsomal enzymes
‘prepared from Aroclor™-induced rat liver (S9).

. CHV Study Nos 177500409 6
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STUDY INFORMATION
A Sponsor: 3M Corporation
B. TestAicle: T6564

L167 Fet0isx
1 Physical Description: clear colorless liquid

2 Date Received: 05/30/96

3 c TypeofAssay: Salmonella-Escherichia coliMammalian-Microsome Reverse: MitatonAssaywith Confirmarory Asse
: 1. Protocol Number: CHV Protocol 409R, Edition4

2 CHV Suudy Number: 177500-409R
D. SudyDues

1 Study Iniation Date: o0ams
. 2 Experimental SanDae: ozs

5. Experimental Teminaton Date: 08279
: E. Study Supervisory Personnel

Study Director: Timothy E. Lawlor, MA
: Laboratory Supervisor: Michael S. Mecchi, B.S.
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i MATERIALS AND METHODS

The experimental materials, methods and procedures are based on those described by
Ames ef al (1975)and Greenand Muriel 1976)

MATERIALS

A. TesterStraing

1 Solmonella nphimurium

“The tester stains used were the Salmonella typhimurium histidine
auxotrophs TA98, TAI00, TAIS3S, and TAIS37 as described by Ames eral 1975). The
specific genotypesofthese stains are show in Teble

TABLEL TESTERSTRAINGENOTYPES

hisG46  isCI076 hisD30S2 LPS Repair  R Factor
TAISIS TALS da wed .
TAI00 TASS da wr WR| _—

In addition to a mutation i th histidine operon, the tester trans contain two additonal
mutations which enhance their sensitivity o some mutagenic compounds. The rfa wall mutation
results in the lossofoneofthe enzymes responsible for the synthesis of parof the
lipopolysaccharide barrier tha forms the surface ofthebacterial cell wll, The resulting cell walldeficiency increases permeability to certain classesofchemicals such as those containing large! ing systems (ic. benzo(a)pyrene) that would otherwisebeexcluded by a normal intact cel wall

¢ The second mutation,adeletionofthe wvrB gene, results in adeficient DNA excision repair
system which greatly enhances the sensitivityofthese strains some mutagens. Since the 1B.
deletion extends through th bio gene,al ofth tester stains containing this deletion require the. vitamin biotin for growth

; Strains TA98 and TA100 also contain the R-factor plasmid, pKM101, which further increases: the sensitivityofthese stains 0 some mutagens. The mechanism by which this plasmidincreases sensitivity to mutagens has been suggested to be by modifying an existing bacterialDNA repair polymerase complex involved with the mismatche-repai process.

} CHV Study No.: 17750-0409R 10
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: Tester strains TA98 and TA1S37 are reverted from histidine dependence (auxotrophy) to
histidine independence (prototrophy) by frameshift mutagens. TA1S3S is reverted by base
substitution mutagens and TAI00 i reverted by mutagens which cause both frameshifis and base
substitution mutations

2. Escherichiacoli

The tester strain used was the tryptophan auxotroph WP2uvrA as
described by Green and Muriel (1976).

In addition to a mutation in the tryptophan operon, the tester strain contains a uvrA DNA repair
deficiency which enhances its sensitivity to some mutagenic compounds. This deficiency allows
the strain to show enhanced mutability since the wvrA repair system would normally act 10
remove the damaged partofthe DNA molecule and accurately repair it afterwards.

: Tester strain WP2uvrA is reverted from tryptophan dependence (auxotrophy) to tryptophan
independence (prototrophy) by base substitution mutagens.

. 3. SourceofTester Strains

a Salmonella typhimurium

‘The tester strains in use at CHV were received directly from
Dr. Bruce Ames, Deparmentof Biochemistry, UniversityofCalifornia, Berkeley.

b. Escherichia coli

The tester strain, WP2uvrA, in use at CHV was received from the
National Collection ofIndustrial Bacteria, Torrey Research Station, Scotland (United Kingdom)

4. Storageofthe Tester Strains

: a Frozen Permanent Stocks

Frozen permanent stocks were prepared by growing fresh
ovemight cultures, adding DMSO (0.09 mU/mlof culture) and freezing small aliquots
(©5-1.5 mb at 5-70°C.

- CHV Study No.: 17750-0409R 1
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: b. Master Plates

Master plates were prepared by sreaking exch ester sain from a
frozen permanent stock onto minimal agar appropriately supplemented with 1) for Salmonella
Iyphimurium, an excess ofhistidine, and biotin, and for tester strains TA98 and TA100,
ampicillin (25 g/ml), to ensure the stable maintenanceofthe pKM101 plasmid; and 2) for
Escherichia coli, an excessoftryptophan. Tester strain master plates were stored at
523°C.

5. PreparationofOvernightCultures
+ Inoculation

Overnight cultures for use in all testing procedures were inoculated
by transferring a colony from the appropriate master plate to a flask containing culture medium.
Inoculated flasks were placed in a shakerfincubator which was programmed to begin operation

: (shaking, 125 25 rpm; incubation, 37 + 2°C) so that the overnight cultures were in log phase or
i late log phase when turbidity monitoring began.

} b. Harvest

To ensure that cultures were harvested in late log phase, the length
of incubation was determined by spectrophotometric monitoringofculture turbidity. Cultures
‘were harvested once a predetermined turbidity was reached as determined by a percent
transmitance (%T) reading on  spectrophotometer. This target turbidity ensures that cultures

} ‘have reached a densityofat least 0.5 X 10° cells per ml and that the cultures have not overgrown.
Overgrown (stationary) cultures may exhibit decreased sensitivityt some muagens. Cultures

: were removed from incubation when the target %T was reached and were placed at 5 & 3°C.
6. ConfimmationofTesterSiminGenotypes

Tester sran cultures were checked for the following genetic markers on
* ‘the dayoftheir use in the mutagenicity assay:

! a Salmonella typhimurium

1) ofa Wall Mutation

The presenceofthe 1/2 wall mutation was confirmed bs
demonstrationofthe sensitivity ofthe culture to crystal violet. An aliquotofan overnight

1 CHV Study No.: 17750-0-409R 12

©0243



CORNING Hazleton

cultureof each strain was overlsid onto plats containing selective media and an antibiotic; sensitivity disk containing 10 ig ofcrystal violetwas added. Sensitivity was demonsuated byinbibitionof bacterial growth in a zone immediately surrounding th disk
2) PKMIO! Plasmid Refactor

“The presenceofthe pKMI101 plasmid ws confirmed fortester stains TA98 and TAI100 by demonstrationofresistance to ampicillin. An aliquot ofanovernight cultureofcach strain was overlaid onto plates containing slective media and anantibiotic sensitivity disk containing 10 i ofampicillinwasadded. Resistance wasdemonstrated by bacterial growth in the zone immediately sumounding the disk.
3) Characteristic Number of Spontancous Reverants

! “The mean numberofspontaneous revertants per plate in thei vehicle controls thatare characterisofthe respective strain were demonstated by platingi 100 ul aliquots ofthe culture along with th appropriste vehicle on selective media.
i b Escherichia coli

1) Characteristic Number of Spontaneous Revertans
“The mean numberofspontaneous revertants per plate in thevehiclecontrolsthat are characteristicoftherespective strains were demonstated by plating; 100 ul aliquots ofthe WP2uvrA culture along with the appropriate vehicle on selective media

: 7. TesterStainMedia
a Curing Broth

“The both used 0 grow ovemight culturesofthe tester susins was: ‘Vogel-Bonner salt solution(Vogeland Bonner, 1956) supplemented with 2.5% (wiv) Oxoid: Nutrient Broth No. 2 (dry power).
: bo AgarPlaes

Bottom agar (25 mi per 15 x 100 mem peti dish) was Vogel-Bonner minimal mediumE (Vogel and Borner, 1956), supplemented with 1.5% (w/v) agar and0.2% (wh) glucose

CHV Study No.: 177500409 I
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: ©. Overlay Agar for Selection of Revertants

‘Overlay (op) agar was prepared with 0.7% agar (w/v) and
0.5% NaCl (wiv) and was supplemented with 10 ml of 1) 0.5 mM histidine/biotin solution per
100 ml agar for selectionofhistidine revertants, or 2) 0.5 mM tryptophan solution per 100 ml of
agar for selectionoftryptophan revertants. When S9 mix was required, 2.0 ml ofthe
supplemented top agarwasusedinthe overlay. However, when S9 mix was not required, water
was added to the supplemented top agar (0.5 mlof water per 2 miofsupplemented top agar) and
the resulting 2.5 mi ofdiluted supplemented top agar was used for the overlay. This dilution
‘ensured thatthe final top agas and amino acid supplement concentrations remained the same both
in the presence and absenceof$9 mix.

: 5 Kireelli jon Misture (SMG

1. SOHomogenate
; Lives microsomal enzymes (S9 homogenate) were purchased from
i Molecular Toxicology, Inc., Annapolis, MD 21401, Batch 0642 (39.5 mgofprotein per ml) and
: Batch 0646 (43.4 mgofprotein per ml). The homogenate was prepared from male Sprague-
: Dawley ratsthathad been injected (i.p.) with Aroclor™ 1254 (200 mgperml in com oi) at

500 mg/kg as described by Ames ef al, 1975,

2. S9Mix

: ‘The S9 mix was prepared immediately prior 0 ts use in any experimental
procedure. The S9 mix contained the components indicated in Teble Il

: ‘TABLE 59MIXCOMPONENTS
HO 070ml
1M NaH,PO,/Na;HPO,, pH 7.4 010m

i 025M Glucose-6-phosphate 002ml
0.10M NADP 004ml

: 0.825M KCUO.2M MgCl, 0.04 ml1 59 Homogenate olomi 1.00 ml

CHV Study No.: 17750-0409. 1
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C Contrals

1. VehicleConyols

Vehicle controls were plated for al tester strains both in the presence and
absenceof $9 mix. The vehicle control was plated, using a 50 ul aliquotofvehicle (equal to the
‘maximum aliquotoftest article dilution plated), along with 2 100 wl aliquot ofthe appropriate
tester srain anda 500 ul aliquot of S9 mix (when necessary), on selective agar.

: 2. Positive Conurals

“The combinationsofpositive controls, activation condition and tester
stains plated concurrently with the assay are indicated in TableLI

) "TABLE POSITIVECONTROLS
i Tester Cone
: Simin S9Mix PositiveControl perglate: TASS + 2aminoanthracene 25mg

TA% ~~ 2mnitrofluorene 100g
TAI0 + 2-aminoanthracene 25ug
TAO - sodium azide 20g
TAIS}S + 2-aminoanthracene 25g
TAIS3S  -  sodiumazde 201g
TAIS}7 + 2-aminoanthracenc 25pg

: TAI? - ICRISI 204g
. WP2orA + 2-aminoanthracene 250g

WP2ivrA _-__ d-nitroquinoline-N-oxide 1.0 ug

a Source and Grade of Positive Control Articles

2-aminoanthvacene (CAS #613-13-8), Sigma Chemical Co,
purity 2 97.5% 2-nitrofluorene (CAS #607-57-8), Aldrich Chemical Co., purity 98%; sodiumi azide (CAS #26628-22-8), Sigma Chemical Co. purity >98%; ICR-191 (CAS #1707-45-0).
Polysciences Inc, purity >95%and Sigma Chemical Co,purity 98%; 4-nitroquinoline-N-oxide
(CAS #56-57-5), Sigma Chemical Co., purity >99%.

: CHV Study No.: 17750-0-409R. is
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3. Sterilite Conrols

a TestAnicle

The most concentrated test article dilution was checked for sterility: by plating a 50 ul aliquot (he same volume used in the assay) on selective agar.
bo s9Mix

: The $9 mixwascheckedforsterility by plating 0.5 mi on selectiveagar

METHODS

; A. DoseRangefindingStudy
i “The growth inkibitory effect (cytotoxicity)ofth test atile to the test system wasdetermined in order to allow th selectionof appropriate doses to be tested in the mutagenicity
+ assay.

1. Desi

‘The dose rangefinding study was performed using tester strains TA100: and WP2uvrA both in the presence and absenceof $9 mix. Ten dosesof tes article were testedat one plate per dose. The test articlewas checked for cytotoxicity up toa maximumconcentration of§ meg per pate.

a Rationale

: The cytotoxicity ofthe tet article observed on tester sain TAI00. is generally representative of that observed on th other tester strains and because of TAI00's) comparatively high numberofspontaneous revertants per plat, gradationsof cytotoxicity can be: readily discemed from routine experimental variation. The Escherichia col teste sain‘WP2uvrA does not possess the 1a wall mutation that the Salmonella typhimurium strains haveand thus,a different rangeofcytotoxicity may be observed. Also, the cytotoxicity induced by &test anile inthepresence of $9 mix may vary greatlyfromthat observed in the absenceof$9mix. Therefore, this would require tha differen est article dose ranges be testedin the‘mutagenicity assay based on the presence or absenceofthe S9 mix.

CHV Study No.: 17750.0409R 16
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: 2. EvaluationoftheDoseRangefindingStudy
Cytotoricity is detectable a a decrease inthe numberof reveraant colonies

pes plate and/or by a thinning or disappearanceofthe bacterial background lawn.

3. Selectionof the MaximumDosefo the MutagenicityAssy
a NoCyotoxicity Observed

Since no cytotoxicity was observed in the dose rangefinding study,
the highest dose level oftest aril used in the mutagenicity assay was the same as that tested in
the rangefinding study.

B. Mutagenicity Assay
: I. Design
: ‘Theassaywas performedusing testerstrains TASS, TA100, TAIS3S,

‘TAIS37, and WP2uvrA both in thepresenceand absenceof S9 mix. Five doses oftest article
were tested along with the appropriate vehicle and positive controls. The dosesoftest article
‘were selected based on the result ofthe dose rangefinding study. The resulsof the intial
mutagenicity assay were confirmed in an independent experiment.

3 2. FrequencyandRouteof Administation

“The tester strains were exposed to the test article via the plate
incorporation methodology originally described by Ames eral (1975) andMaronand Ames
(1983). This methodology has been shown to detect 2 wide rangeof classesofchemical
mutagens. In the plate incorporation methodology,th tet article, th tester strain and the S9
mix (where appropriate) were combined in molten agar which was overlaid onto aminimal agar
plat. Following incubation at 37+ 2°C for 48 + 8 hr, revertant colonies were counted. All

: doses ofthe test article, the vehicle controls and the positive controls were pated in triplicate.
i C. PlatingProcedures

‘These procedures were used in both the dose rangefinding study and the
‘mutagenicity assay.

i CHV Study No.: 17750-0-409R 17
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Each plate was labeled with a code which identified the test atcle, test phase, ester strain,
‘activation condition and dose level. The S9 mix and dilutionsofthe test article were preparedimmediately prio o their use

‘When 59 mix was no required, 100 pl ofester strain and 0 ul ofvehicle of test article dosevias added 10.2.5 ml of molten selective top agar (maintained at 45 = 2°C). When S9 mix was
required, S00 ul of $9 mix, 100 plof testerstrain and 50 ulofvehicleortestarticle dose was
‘added t0 2.0 mlofmolten selective top agar. After the required components had been added, the
‘mixture was vortexed and overlaid onto the surfaceof25 ml ofminimal bottom agar contained in
215 x 100mmpetri dish. After the overlay had solidified, the plates were inverted and
incubated for 48 + 8 hr at 37 + 2°C. Positive control articles were plated using a 50 pl platingaliquot.

: D. Scoringthe Plates

Plates which were not evaluated immediately following the incubation period
‘were held at 5 + 3°C until such time that colony counting and bacterial background lawn

: evaluation could take place.

1. BacteriolBackgroundLawnEvaluation
‘The conditionofthe bacterial background lawn was evaluated for

evidenceofcytotoxicity and test article precipitate. Evidenceofcytotoxicity was scored relative
10 the vehicle control plate and was recorded along with the revertant counts for all plates at that

i dose level on the data tables using the code system presented at the endofthe Materials andMethods Section.

2 Counting RevertantColonies
The numberof revertant colonies per plate for the vehicle controls and all

i plates containing test article were counted manually. The numberofrevertant colonies per plate
for the positive controls were counted by automated colony counter with the exceptionof the
‘positive controls for tester strain WP2uvrA in the absence of $9 mix, in Experiment 17750-B1,: ‘which were counted manually

E. AnshsisofData
For all replicate platings, the mean reveriants per plate and the standard deviationwere calculated. The results ofthese calculations are presented in tabular form in the DataTables Sectionoftis report.

i CHV Study No.: 17750-0-409R. 18
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EVALUATION OF TEST RESULTS

Before assay data were evaluated, the criteria for a valid assay had to be met.

A. CriteriaForAValidAssay

‘The following criteriawere used to determine a valid assay:
. 1. TesterSwain lotegrity Salmonella typhimurium

a ofa Wall Mutation

: ‘To demonstrate the presenceofthe rf wall mutation, tester strain! cultures exhibited sensitivity to crystal violet

} b. pKMIOI Plasmid

3 ‘To demonstrate the presenceofthe R-factor plasmid, pKMI01,culturesofteste srains TA and TA100 exhibited resistance to ampicillin

©. Characteristic NumberofSpontaneous Reverunts

‘To demonstratetherequirement fo histidine, the tester surain; cultures exhibited a characteristic numberof spontaneous revertant per plate when plated along: with the vehicle under selective conditions. The acceptable ranges for the mean vehicle controls} were as follows:

TASS 8-60
) TAI00 60-240

TASS 4. 4s
: TASS? 2.25
! 2. TestorSuainlnvegrity : Escherichia coli

2 Characteristic NumberofSpontancous Reveruants
; To demonstrate the requirement or tryptophan, the tester strainculture exhibiteda characteristic numberofspontaneous revertants per plate when plated along

CHV Study No.: 17750-0-409R 19
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‘with the vehicle under selective conditions. The acceptable range for the WP2uvrA mean vehicle
controls was § to 40 revertants per pate.

3. Tester StusinCultureDensity
To demonstrate that appropriate numbers ofbacteria are plated, the density

‘of tester straincultures were greater thanorequal to 0.5 x 10° bacteria permland/or had reached
a target levelofturbidity demonstrated to produce cultures with a density greater than or equal to
0.5 x 10° bacteria per ml.

4. PositiveControlValues

a Positive Control Values inthe AbsenceofS9 Mix

To demonstrate that the tester strains were capableofidentifying a
i ‘mutagen, the mean value of a positive control for a respective tester strain exhibited at least a
: 3-fold increase over the meen value ofthe vehicle contol for that stain.

: b. Positive Control Values in the PresenceofS9 Mix
’ (9 Mix Integrity)

To demonstrate thatthe S9 mix was capableofmetabolizing a
promutagen to its mutagenic form(s), the mean valueofthe positive control for a respective
tester stain in the presenceofthe S9 mix exhibited at least a -fold increaseoverthe mean value: ofthe vehicle control for that tin.

i An acceptable positive control in the presence of S9 mix for a specific strain was evaluated as
‘having demonstrated both the integrityofthe S9 mix and the abilityofthe tester strain to detect a
mutagen.

Ss. Cooicity
MN A minimumofthree non-toxic doses were required to evaluate assay data.

B. CriteriaForAPositiveResponse
‘Once the criteria fora valid assay had been met, responses observed in the assay

were evaluateda follows:

CHV Study No.: 17750-0409R 2
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i 1. TesterStrainsTA98,TAL00.andWP2ipvrA

Fora testanicle to be considered positive, it had to produce at least a
2-fold increase in the mean revertanis per pateofa least oneofthese tester strains over the
mean revertants per plate ofthe appropriate vehicle control. This increase in the mean number of

: revertants per plate had to be accompanied by a dose response to increasing concentrationsofthe
test ance.

2. TesorSuainsTALSISandTALSYT

Fora test anicle to be considered positive, it had to produce at least a
3-fold increase inthe mean revertants per plate ofa least oneofthesetesterstrains over the
mean revertants per plateofthe appropriate vehicle control. This increase in the mean number of
revertants per plate had to be accompanied by a dose response to increasing concentrationsofthe
test aricle.

RECORDS TO BE MAINTAINED
i

All raw data, documentation, records, the protocol, and the fina report generated as a result of
this study wil be archived in the storage facilitesof Corning Hazleton In. fo at least one year
following submissionofthe fina report (0 the Sponsor. After the one year period, the Sponsor
may elec to have the aforementioned materials retained inthe storage facilitiesofComing
Hazleton Inc. for an additional periodoftime or sent to a storage faciliy designated by the
Sponsor
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i BACTERIALBACKGROUNDLAWNEVALUATIONCODE
“The conditionof the background bacterial awn i evaluated both macroscopically and
microscopically (usinga dissecting microscope) for indicationsof cytotox ity and test articlei precipitate as follows:
CODE DEFINITION CHARACTERISTICSOFBACKGROUNDLAWN

1 Nomal  Ahealthy microcolony lawn.
2 Slighly Anoicesbl thinningof the microcolony lawn and anReduced increase in the sizeofthe microcolonies compared o the vehicle

control plate.
: 3 Moderately A marked thinning ofthe microcolony lawnandanReduced increase in the sizeof the microcalonies compared to the vehicle

contol plate
: 4 Exremely  Anextreme thinningofthe mictocolony lawn and an: Reduced increase in the sizeofthe microcolonies compared o the veliclei contol plate

5 Awsem A complete lackofany microcolony lawn.
6 Obscurdby The background bacterial lawn cannot be accurately

Precipitate evaluated due to microscopic andlor macroscopic test article precipitate.
. Evidenceof macroscopic test article precipitate on the plates is recorded by additionofthei following precipitate code to the code number used to evaluate the condition ofth backgroundbacterial Taw.

Sigh Noticeable macroscopic precipitate on the plate,Precipiistc however, the precipitate does not influence automated countingof the
plate

mp Moderate The amount of macroscopic precipitate on the plate{ Precipitate would interfere with automated counting, thus requiring the plate to bei hand counted.
hp Hea The large amount ofmacroscopic precipitate on the

Precipitte plate makes the required hand counting difficult
Example: 4mp would indicataplate observed to haveanextremely reduced background lawnwhich had to be counted manually due to the marked amountofmacroscopic est article
precipiae.

: CHY Study No: 17750-0409R FS)
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RESULTS

A. TestArticle Handling
The test article, T6564, was stored at room temperature. Deionized water(CHY Lots 347, 349, and 352) was used as the vehicle. At 100 mgperml, which was the mostconcentrated tock dilution prepared, the test article formed a clear, colorless solution. The testanicle remaineda solution in all succeeding dilutions prepared for the mutagenicity assay

B. DoseRangefindingStudy
Doses tobe testedinthe mutagenicity assay were selected based on the results ofthe dose rangefinding study conducted on th test article using tester srains TAI00 and‘WP2irA in both the presence and absence of S9 mix (one plate per dose). Ten doses oftestarticle, from 5,000 to 6.67 ug per plate, were tested and the results are presented in Tables 1 andt 2. These data were generated in Experiment 17750-A1. No cytotoxicity was observed in eitherthe presence or absenceof S9 mix as evidenced by a normal background lawn and no decrease in: the numberofrevertant per pate.

C. MutagenicityAssay
“The mutagenicity assay results for T-6564 ar presented in Tables3 through 7.‘These data were generated in Experiments 17750-B1, 17750-C1, and 17750-DI. Thedata represented as mean revertans per plate + standard deviation for each treatment and control: group (Tables 4,6, and 7) and as individual plate counts (Tables 3, 5, and 7)

“The resultsofthe dose rangefinding study were used to select five doses to be ested in the‘mutagenicity assay. The doses tested were 5,000, 3,330, 1,000, 333, and 100 igper plate in boththe presence and absence of S9 mix,
: In the initial mutagenicity assay, Experiment 17750-BI (Tables 3 and 4), and in the confirmatoryassay, Experiment 17750-C1 (Tables 5and 6), all data were acceptable andno positive increases.: in the numberof revertants pes plate were observed with any ofthe tester Sains either in thei presence or absenceofS9 mix. In Experiment 17750-Cl, a non-dose responsive 5.0-fold: increase which did not mee the criteria for positive response was observed with este strain‘TAIS37 in the absence of S9 mix. For this reason tester strain TAIS37 was retested in theabsenceof $9 mix in Experiment 17750-DI.

In Experiment 17750-DI (Table 7), all data were acceptable and and no positive increases in the: numberof revertants per late were observed with tester srain TALS? in the absence of$9 mix.
i All criteria for a valid study were met.
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CONCLUSIONS

. ‘The resultsofthe Salmonella - Escherichia coli/Mammalian-Microsome Reverse Mutation
Assay with a Confirmatory Assay indicat that, under the conditionsofthis study, 3M.
‘Corporation's test article, T-6564, did not cause a positive increase in the number of revertants
per plateofanyofthe tester strains either in the presence or absenceof microsomal enzymes
prepared fromAroclor™ induced rat liver (59)
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SECTION V. DATA TABLES
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