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T5874 © NOTOX Project 115921

2 STATEMENT OF GLP COMPLIANCE
—_—

NOTOX B.V.., *s-Hertogenbosch, The Netherlands

£ The study described in this report was conducted in compliance with theBost recent edition of:
i The OECD Principles of Good Laboratory Practice

which are essentially in conformity with:

The United States Food and Drug Administration. Title 21 Code of FederalRegulations Part 58.
The United States Environmental Protection Agency (FIFRA). Title 40 Codeof Federal Regulations Part 160.
The United States Environmental Protection Agency (TSCA). Title 40 Code ofFederal Regulations Part 752.
With the exception that the stability of the test substance in thevehiclevas unknown

Study Director Ing. E.3. van de Waart
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QUALITY ASSURANCE STATEMENT
—_—m

8] vorox ev. rsohertogenbosch, The Nethertands.
¥
¥

| stusy procedures vere subgect to periodic tnspections ang general nong] study specific processes were also inspected ac. periadin 1oineyals”
i] This report was audited by the NOTOX Quality Assurance Unit and thei] methods and results accurately reflect the sau dara

: DATES OF GAU INSPECTIONS! REPORTING OATESAWITS
January 17, 1994 danuary 17, 1994February 16, 199 February 14, 1994February 23; 1994 February 23; 1994March 28, 1594 March 23, 1594

Quality Assurance Manager C3. Mitchel .sc.
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£ REPORT APPROVAL
_—_—

STUDY DIRECTOR: Ing. €.3. van de Waart
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Date a

MANAGEMENT or. 1.C. EnningaTechnical Director
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: PREFACE
_— 00

sponsor 3 Belgiun - Chemical EaCCanadastraat 11 -8-2070 ZHLINDRECHT
8elgiun

Study Monitor Mr. RH. Cox
Testing Facility NOTOX B.V.

Hanbakenwetering 35231 00 ’s-HertogenboschThe Netherlands
Study Director Ing. €.3. van de Waart
Technical Coordinator C.M. Verspeek
Study Plan start: January 18, 1994Completed : February 14, 1954

TEST SUBSTANCE
EE
Identification T-5874Description Crean solidBatch 2330Purity 100%Specific Gravity 17
Instructions for
test substance storage At room temperature in the dark
Stability under storageconditions stable
Expiry date January 01, 1996
Stable for at least
4 hours in vehicle Water : noDinethylsulphoxide: not indicated

VEHICLE
-—
Ihe test substance was dissolved in dinethylsulphoxide of spectroscopicquality (Herck). Test substance concentrations were prepared direstprior to use. The final concentration of the solvent in the culture mediumamounted to 0.8% (v/v).

i - FIs
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GUIDELINES
-—
Ihe study procedures described in this report were based on the followingguidelines: t
- Organisation for Economic Co-operation and Development (OECD), OECDGuidelines for Testing of Chemicals, Guideline no. 476: “GeneticToxicology: In Vitro Manmalian Cell Gene Mutation Tests*, (adoptedApril 4, 1983)
- European Economic Community (EEC), Directive 87/302/EEC. Annex V of theEEC Directive 67/548/EEC, Part B: Methods for the Determination ofToxicity; ‘Other Effects-Mutagenicity: In Vitro Mammalian Cell GeneMutation Test*. EEC Publication no. L133 (adopted May 30, 1988).

ARCHIVING
_—
NOTOX B.V. will archive the following data for at least 10 years:protocol, report, test article reference sanple, all specimens and rawdata.

0BJECTIVE
—_—
Purpose of the study
The objective of this study was to evaluate the test substance for itsability to induce forward mutations at the thynidine kinase (TK) locus inL5178Y mouse lymphoma cells. The assay was conducted in the absence andpresence of a metabolic systen (S9-mix). The TK mutational system detectedbase pair mutations, frame shift mutations and small deletions.

Justification for selection of the test systemJustificationforselectionofthetestsystem
L5178Y mouse Tynphona cells are used because they are sensitive indicatorsof mutagenic activity ofa broad range of chemical classes. The Tx.nutational system is able to detect base pair alterations, frame shiftnutations and small deletions.Cells deficient in thynidine kinase (TK), due to the forward mutation(TK+/- to TK/-) are resistant to the cytotoxic effects of the pyrimidineanalogue trifluorothymidine (TFT). TK deficient cells can not iheorporatethe analogue into its phosphorylated derivative (nucleotide): thenucleotides needed for cellular metabolism are obtained solely from deovo synthesis. In the presence of TK, TFT is converted into nucleotides,nich are lethal to the cells. Thus, cells which will survive in culturerediun containing TFT are mutated, either spontaneously or by the actionof the test substance, giving rise to a TK deficient phenotype.A test article which induces a positive response in this assay is presumedto be a potential namnalian cell mutagen.

004529- page 6 -
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MATERIALS AND METHODS

TEST SYSTEM _-_— 0
Test Systen L5178Y mouse lymphoma cells

Rationale Recognized by the international guidelines asthe recommended test system (e.g. EPA, OECD.EEC).
Source Or. A.G.A.C. Knaap, Department of RadiationGenetics and Chemical Mutagenesis of theState University of Leiden, The Netherlands(1981). This mouse lymphoma cell Tine was.originally derived fron the Fischer L5178YTine, isolated by Clive (1975)*) Clive, D. and Spector, J..S., 1975,Laboratory procedure for assessing specificlocus putations at the TK locus in culturedL5178Y mouse lymphoma cells, Mutation Res.,31, 17-29.
Stock cultures of these cells were stored in liquid nitrogen (-196°).The cultures were checked for mycoplasma contamination

CELL CULTURE
_—
cell culture conditions L5178Y mouse lymphoma ce1ls were cultured inF10 complete culture medium. Cultures vereincubated in a hunid atmosphere containing 5%C05 in air at 37°C. Cell density vas

preferably kept below 7 x 10° cells/ml. Cellswere exposed to the test substance in F10complete culture medium without serum,buffered with 20 mM HEPES.
F10 complete culture medium F10 complete culture medium consisted of Ham'sF10 nediun without thymidine and hypoxanthine(6ibco), supplemented with 10% horse serum, L-glutanine (2m) and penicillin/streptonycin(50 U/m1 and 50 ug/ml respectively).
Selective medium Selective mediun consisted of F10 completeculture medium which contained, in addition0.33% Agar Noble (Difco) and 5 ug/ml TFT(Signa).
Cloning mediun Cloning mediun consisted of F10 completeculture mediun, supplenented with 10% horseserum, which was transformed into a gel byaddition of 0.33% Agar Noble.- page 7 - 004530



i Environmental conditions AN incubations were carried out in a humidatmosphere (80-95%) containing 5% C0p in airin the dark at 37°C. The temperature and CO-percentage vere monitored during theexperinent. -

REFERENCE SUBSTANCES
i ee

Negative control:
TreVenTeTeor the test articre.

Positive controls:
: Without metabolic activation (-S9-mix):EthyTnsthanesuTphanate(ENS: GAS he. 33-50-0; purity 98%; Janssen Chimica)(2 mM) was used. EMS causes direct alkylation of DNA.

With metabolic activation (+59-mix):OineERyTarErosanine(OH Ch ne 45.75-, purity 99%, Janssen Chimica)(0.5 tM) was used. OM had to be activated by microsonal enzymes present inthe S9-mix, resulting in a methyldiazoniun fon which could react withcellular DRA.

Solvents for Reference SubstancesHank”sbalancedsaltsolutionwithout calcium and magnesium.
Solutions of reference substances were prepared immediately before use.

METABOLIC ACTIVATION SYSTEM
-_— 0
Preparation of $9-honogenate”
Rat liver microsomal enzymes were routinely prepared from adult male Wistaror Sprague Dawley rats, which were obtained from BRL, Switzerland.
The animals were housed at NOTOX in a special room under standardlaboratory conditions, as described in the SOP's. The rats were injectedIntraperitoneally with a solution (20% w/v) of Aroclor 1254 (500 mg/kg bodyweight) in corn oil. Five days later, they were killed by decapitation;(they vere denied access to food for at least 12 hours precedingsacrifice). The livers of the rats were removed aseptically, and washed incold (0°C) sterile 0.1 M sodium phosphate buffer (pH 7.4) containing 0.1 mMNag EDTA. Subsequently the Tivers were minced in a blender and homogenizedin3 volumes of ‘phosphate buffer with a Potter homogenizer. The homogenatewas centrifuged for 15 min at 9000 g. The supernatant (59) was transferredinto sterile ampules, which were stored in liquid nitrogen (-1969C).

- page 8 -
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*) Anes, BN. Me Cann, 3. and Vamssaki, €., 1975, Methods for detectingcarcinogens and nutagens with the Sainons11a/mannalian nfcrosaesmutagenicity test. Mutation Res., 31, 347-354 _
Preparation of 9-nix
$9:mix was prepared immediately before use and kept on ice during the test.So-mix contained per ml: 1.02 mg MGClp.6Hp0; 2.46 mg KCT; 1.7 mg glucosesg.phosphate; 3.4 ng NADP; 4 mo) HEPES 3nd 6.5 ai So. The above solaronsvere mixed and Filter (0.22 um)-sterilized (apart from the $5-fraction:phich was added after Fiiter-sterilization of the $9-mix componente).Metabolic activation was achieved by adding 0.2 m1 liver S9-mix to. wach m1of cell suspension.

EXPERIMENTAL PROCEDURE
_—

Selection of Dose Levels/Cytotoxicity Test
Erion to the actual mutagenicity test cytotoxicity data were obtained bytreating 6 x 10 cells, suspended in 6 ml of F-10 medium buffered with 30HEPES, in the absence of serum in a sterile 30 ml centrifuge tube wit a{ange of test substance concentrations in approxinately half Jog steps.both in the absence and presence of S9-mix. The centrifuge tubes errotated for 3 h on a roller nixer at 37°C,After the exposure, the cells were separated from the treatment solutionsby 3 centrifugation steps (115 g, 8 min), each followed by renova) of toe.supernatant and resuspension of the cells, twice in Hank's balanced sarsolution and finally in F-10 medium. The cells in the final suspension werecounted in an “Inproved Neubauer hacmocytameter. Relative cytorowicity.expressed as the reduction after approxinately 24 h and 48 h growthcompared to nontreated control cells, was used to deteraine a suitableconcentration range (4 doses) of the test substance to be applied incultures prepared for mutagenicity testing. In case the test substance wasnot toxic andor difficult to dissolve in aqueous solutions the highestconcentration was determined by the solubility in the culture medion. ingeneral concentrations exceeding 5 mg/ml wers not tested.

Cleansing
frior to mutagenicity (and cytotoxicity) testing, the cells vere grown for1 day in culture medium containing 10-3 M hypoxanthine, 2 x 10-7 M2ninopterin and 1.6 x 10°> M thynidine (HAT-medfu) to’ reduce the amount ofspontaneous mutants, followed by a recovery period of 2 days on mediumcontaining hypoxanthine and thymidine only. After this period celle verereturned to normal medium at least for 1 day before starting theexperinent.

- page 9 - 004532
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Mutagenicity testr
The est substance was tested both with and without S3-aix in twofndependentexper nents. 6 x 10° cells (10%/m1), or 12 x 108 cells (106/m1)for test substance concentrations expected to be strongly toxic, for wachselected dose cells were exposed for 3 h to the test substance in HePee.buffered Hans F-10 medium without serun. For this purpose the epl]suspensions were placed in 30 ml centrifuge tubes oh a roller miner at37°C. Solvent and positive controls were included. After exposure. cellswere washed twice with HBSS, counted and seeded in F-10 culture medium sorexpression of the mutant phenotype. The cultures were subcultured at jesceevery other day in order to maintain log phase growth. The expressionperiod for TFT-resistant mutants was 3 days. Immediately after exposure tothe test substance 3 x 200 cells of each dose were plated into Poo petridishes containing 13 ml cloning mediun to determine cell survival (tloningefficiency). The cell survival was counted after 10-14 days with the aptoycolony counter or the naked eye.
*) Clive, 0., Johnson, K.0., Spector, J.F.S., Batson, A.G. and Brown,M-MM., 1979, Validation and characterization of the L5178Y/TK Mouselynphona mutagen assay system, Mutation Res., 59, 61-103.*) Amacher, D.E., Paillet, S.C. Turner, G.N., Ray, V.A. and Salsburg,D.S., 1980, Point mutations at the thymidine kinase locus in Loiyatmouse lymphoma cells. II. Test validation and interpretation, MutationRes., 72, 447-474.*) Jotz, M. and Mitchell, A.D., 1981, Effects of 20 coded chemicals on theforward mutation frequency at the thymidine kinase locus in Laloeymouse lynphoa cells. In: Evaluation of short-term tests ofcarcinogens. F.J. de Serres and J. Ashby (Eds.), Elsevier-NorthHolland.*) Van der Hoeven, J.C.M., Bruggeman, I.M. and Debets, F.M.H., 1984,Senotaxicity of quercetin in cultured mammalian cells, Mutation Res.,136, 9-21.
*) Clive, 0., Caspary, W., Kirby, P.€., Krehl, R., Moore, M., Mayo, 3. andGberly, T.J., 1987, Guide for performing the mouse lynphona assay formammalian ceil mutagenicity, Mutation Res., 189, 143-156.
Hutant selection
After the expression period a total number of 1.5 x 10 cells wereplatedIn ten P90 petri dishes, each containing 15 ml selective medium (FI.selection). TK-deficient mutants formed microcolonfes in 10-17 days, which¥ere counted with the naked eye. Cloning efficiencies at the tine of mutantselection were deternined as described above.The mutant frequency was expressed as the number of mutants per 105surviving cells.

- page 10 -
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-_—
A mutation assay was considered acceptable if it met the followingcriteria; -6) The absolute claning efficiency of the solvent controls vas 5 508.B) At least three of the four doses of the test substance had a sossptablenumber of surviving cells (109) analysed for expression of tne oynutation.©) The spontaneous mutant frequency in the untreated or solvent control was<5 per 10% clonable cells.@ The positive controls (ethylmethanesulfonate and diaethylnitrosanine)induced significant (at least 2-fol) increases. in the macsfrequencies.

DATA EVALUATION AND STATISTICAL PROCEDURES-_—
No formal hypothesis testing vas done.A test substance was considered positive (utagenic) in the mutation assayit:
@) It induced at Teast a 2-010 increase in the mutant frequency comparedto the solvent control in a dose-dependent manner and5) The results vere reproducible in an independently repeated test.
A test substance was considered negative (not mutagenic) in the mutationassay if:@) None of the tested concentrations showed a mutant frequency at Teastteice that of the sotvent control.5) The results vere confirned in an independently repeated test.
The preceding criteria were not absolute and other modifying factors mightenter into the final evaluation decision.

page 11 -
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RESULTS

CYTOTOXICITY TEST/D0SAGE SELECTION -_—
Preliminary solubility tests indicated that T-5874 was soluble in DMSO at120 mg/m} but precipitated in the exposition medium at concentrations of333 ug/ml and upwards
Table 1 shows the results of the preliminary cytotoxicity test with T-5874In the presence and absence of a metabolic activation system (S9-mix). Inthe absence of $9-mix T-5674 inhibited the growth of the lynphona cells insuspension at a test substance concentration of 100 ug/ml by 58% and at333 ug/ml by 81%. In the presence of S9-mix the test substance inhibitedthe growth of the Tyaphoma cells in suspension at 333 ug/l by 44%.

MUTAGENICITY TEST
-—

Based on the results of the cytotoxicity test (Table 1), the followingdose range was selected for mutagenicity testingWithout $9-mix: 10 to 333 ug/ml culture mediumWith $9-mix  : 10 to 333 ug/ml culture medium
EMS (2 nM) was used as a positive control in the test without metabolicactivation, whereas DMN, (0.5 nM) served as a positive control for theassay with metabolic activation. Tables 2 and 3 show the percentages ofcell survival and the mutant frequencies for various concentrations ofT-5874. Individual colony counts of cloning and selective plates, and cellcounts during subculturing are 1isted in Tables 4-9 of the appendix
In the absence of S9-mix the test substance induced a slight (2.3-foldincrease in the mutant frequency in experiment 1. In experiment 2 aslight, less than 2-fold increase in the mutant frequency was observedHowever, the increase in the mutant frequency was not reproducible (not 2-fold in the second experiment) and not dose related. Therefore, the testsubstance is considered not mutagenic in the absence of S9-mixIn the presence of S9-aix the test substance induced no significantincrease in the mutant frequency in both independent experinents
The spontaneous mutant frequencies in the solvent-treated control culturesvere within our historical control data range (2.0 + 1.2 in the absence of$9-mix and 1.4 + 0.8 in the presence of S9-aix; indicated are means + 5.0.for n=4g and 41 respectively)futant frequencies induced by positive control chemicals were increased by5- to 7-fold for EMS and by 5- to 10-fold for DMN. It was therefor,concluded that the test conditions were optinal and that the metabolicactivation system (s9-mix) functioned properly

CONCLUSION
—ee
In conclusion, T-5874 is not mutagenic in the TK mutation test sysunder the experisental conditions described in this report. 04535——————————
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TABLE 1 PRELIMINARY CYTOTOXICITY DETERMINATION IN L5178Y MOUSE LYMPHOMACELLS

-— OOO
Dose cells/ml (x 105) Suspension growth(ug/ml) After After After Total % of controloh 2h 8h
—

Without metabolic activation (-59-mix)
solvent control 5.9 6.3 a5 65.3 1001 62 51 47 58.1 893.3 61 4s sla 63.0 9%10 48 a2 a4 34.7 5333 49 als 501 6.9 72100 52 31 as 27.7 a2333 55 10 37 127 15

With metabolic activation (+59 mix)
solvent control 6.5 6.0 6.4 97.5 1001 64 60 67 100.5 1033.3 64 66 61 100.7 10310 60 sls 61 84.4 8733 63 74 5.9 107.4 110100 62 62 57 85.6 88333 55 51 500 54.8 56-—
Solvent control = DMSQ
Subculture = 1.6 x 105 cells/ml* No subculture

* Total growth = Cell count after 0 h x (24 h cells/ml) x (48 h cells/mlcells subcultured cells subcultureddirectly after after 24 htreatment* Test substance precipitated slightly in the exposition medium

- poses -
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TABLE 2 CYTOTOXIC AND MUTAGENIC RESPONSE OF T-5874IN THE MOUSE LYMPHOMA L5178Y TEST SYSTEM

EXPERIMENT 1
-

ooSE CE. ATDAYO  C.E. AT DAYS MEAN NO. OF MUTATION(ug/a1) (% OF CONTROL) (ABSOLUTE %) MUTANTS PER FREQUENCYPLATE x 105

Without metabolic activation (-59-nix)
Solvent

control 100 60 2.1 2.310 102 61 2.4 2.633 103 6 34 38100 50 62 48 5.2333 70 7 18 1s
2 aM EMS 129 60 14.2 15.9

With metabolic activation (+59-mix)
Solvent

control 100 58 18 2.110 8 57 13 1533 94 59 0's 10100 92 59 05 06333: 61 8 2.6 2.1
0.5 mM OM 30 38 u.3 19.8-_—
C.E. = Cloning EfficiencySolvent control = DMSOENS = EthylnethanesulphonateOMN = Dimethylnitrosanine* Test substance precipitated slightly in the exposition medium

- pogets -
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TABLE 3 CYTOTOXIC AND MUTAGENIC RESPONSE OF T-5874IN THE MOUSE LYMPHOMA L5178Y TEST SYSTEM

EXPERIMENT 2 -
—_—
pose CE. ATOAY 0 C.E. AT OAY3 MEAN NO. OF MUTATION(ug/m) (% OF CONTROL) (ABSOLUTE %) MUTANTS PER FREQUENCY

PLATE x 10%_—
Without metabolic activation (-$9-mix)

Solvent
control 100 85 4.2 3.310 95 98 58 2033 106 9 37 25100 59 9 61 a323 65 97 5.2 36
2 ah ems 91 91 23.2 17.1

With metabolic activation (+59-aix)
Solvent

control 100 103 3.4 2.210 82 78 32 2833 92 100 24 1100 9% 73 13 1233 1 101 39 26
osmom a [a 14.9 21.6_—_— 7
C.E. = Cloning EfficiencySolvent control = DSOEMS = EthylnethanesulphonateOMN = Dinethylnitrosanine* Test substance precipitated slightly in the exposition medium

TP. 004538
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APPENDIX

Individual Colony Counts and Cent Counts during Expression periog
FORMULAS ANO CALCULATIONS FOR LS178Y MOUSE LYMPHOMA TEST SYSTEM,

Total number of mutantMutant frequency = 100 X colonies on selective platesper 10% survivors cloning efficiency nunber of seeded cells

Cloning efficiency = Average No. of colonies on cloning plates X 100%
2

LS176Y MOUSE LMPHOWA TEST SYSTEM
+ Ce counts during expression periodCloning efficiency innediateny aries exposure
- Mutation experiments, individual colony counts

Tables 4-6 Expertnent 1
Tables 7-9 Experiment 2

Abbreviations used: OMN, dinethyinitrosanine
EMS, ethylmethanesulphonateSolvent control: DimethylsuTphoxide

+ pegs - 004539
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TABLE 4 LS178Y MOUSE LYMPHOWA TEST SYSTEM - CELL COUNTS AND SUBCULTURE DATA
Experiment 1 .
TT wyrr! RT frre ST SnoS TT mmm ————dose [cells before [cells after | | x 10° Cell count] | x 10 Ice1d count |(ug/al) ftreataent x 10€|treatment x 106]%1) [Total wmount® eral x 10932) [Total amount) [cial x 10° 1x2)

ithe metabolic Hetiuation (59-210
I  .Fr is FEE FE5 i Bonomow ou Bmwl i 8am ox deBs 5 8 on mx nonFE BA Son mon on oan

ith Heatesse Activation (59a)emnTorFr FH FEE mow5 pd Bods moma B08wo 5 a ow on nonBs 3 Boa fog u nouEI BH Bo sno mooR
@ setts ance tress + 1008SHER
@ cont cou x 1000rena
3) cell density 0.4 x 10% c/ml
(4) cell density 1.6 x 10% crml

eget - 004540
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TABLE 5 L5178Y MOUSE LYMPHOMA TEST SYSTEM - CLONING EFFICIENCY ORY 0
ExpeRIHENT 1
-_— OOo

Dose No. of colonies/ Mean No. of Cloning efficiency(ug/ml) cloning plate colonies/plate absolute relativeTER (of control)_ 0TeTemen
Without §9-aix

Solvent
control 109 ; 105 ; 108 107 54 10010 111 ; 113 ; 104 109 55 10233 106 ; 112 ; 112 110 55 103100 oi: 9 56 i %333 98; 68; 60 75 38 70ins 197266005 ag & 25

Vith s9-mix
Solventcontrol 168; 174 ; 16 168 0 10010 191: ao 70 a33 162 ; 150 ; 163 158 79 9400 169019513 los 78 2333 000102505 do 5 aoni 59 55) ss so 2 30_ ov

* plots . 004541



EH
T5874 NOTOX Project 115921

TABLE 6 LS178Y MOUSE LYMPHONA TEST SYSTEM - SELECTION DATA AND CLONINGEFFICIENCY

EXPERIMENT 1

1Dose Jtunber of colonies/Selection plate|Total|No. of colonies|Mean|MF Iug/ml fees Ken [/cloning plate | | |Itz 3 ase78sao Ler]

|
_—

Without Metabolic Activation (-s9-aix) |
I
|Solvent |
|control | 0 3 34 30 22 1 3 21 120 123 116 120 2.3]10 144 28 02 21 30 20 14 122 128 121 2.6Booldz oss 03 54 33 3% Woy ha ig 80 128 44 45 56 63 am eons 1 anBIZ 00001 21 24 18 1s ous i 1a 14BS 11217 159 219 06 512 wz 105 115 154 119 ioe)
|

_— TT es
With Metabolic Activation (+59-mix) i

Iov 1Solvent | |control | 1 0 13 24 13 2 1 18 18 17 14 16 2.1]BJ 01 22 1022 12 13 Lois ay ie oaB Jor i1003003 5onesie0 10100002002 5 numisoeBIE l 35 1131 55 2 ls 133 1 le oaBM 12013 110107 120 1 8 103 75 93 ar 36 1a
1_— TFT Pe

MF = Mutant frequency per 105 survivors

-pages - 004542
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TABLE7 LSL78Y MOUSE LYMPHOMA TEST SYSTEM - CELL COUNTS AND SUBCULTURE OATA
Experiment 2

TwTriEpadose [cells before [cells after | | x 10¢ Ice) coungi | x 108 Ice count |Core estan sarata x 06120 tock mone)[ek SSO) roel et S523 SOE Loy
Vithou etabetsc Activation -59-ebe

wo o @ 30 wr awe a comwo 3 Bode momo ao5d 53 a dean noonwf bd Boon kom oa8 5 Bod in hu Sonwo =“ eos Rog oun oo
itn etanalsc Activation (oronte)

oo 5 © se sa we ae 3 afr ul Bosom 88FI 3 ea oan i goonwo 5 ei nyu 8aBo 5 Boose alow 5amd io a sh wm hou B03
© sot atten tress 1 100mSER
@ eon com « 1008Err
(3) cell density 0.4 x 10% crm)& amy neon
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TABLE 8 LS176Y MOUSE LYMPHOMA TEST SYSTEM - CLONING EFFICIENCY ony o
EXPERIMENT 2

fost) Mos,of colonies Mean No. of Cloning efficiency(ug/ml) cloning plate colonies/plate absolute relativeEPR (% of contro)
Without $9-mix

Solventcontrol 147; 147 ; 141 15 7 10010 138 | 134} 13 137 ] 9533 155 ; 147 ; 158 153 77 106100 84; 85; INF 85 43 59333 97! 52:9 9 a &es 133} 135 § 13 1m 6 5

With S9-aix
Solventcontrol 168 ; 149 ; 189 169 as 10010 130; 147 ; INF 139 70 8233 1712 149 log 78 2100 1610165} 16 163 a 9%333 166} 139; 156 154 7 1on 750 ew & 3s a
INF = Plate infected with fungi

- Pago 004544
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TABLE 9 L5178Y MOUSE LYMPHOMA TEST SYSTEM - SELECTION DATA AND CLONINGEFFICIENCY

EXPERIMENT 2

N |Dose [Number of colonies/Selection plate|Total|No. of colonies|Mean|HF |IAT eseNo, [/coning plate| |11 23 45 6 78910 [1 2 3 | | |

|
-—

Without Metabolic Activation (-59-mix) |- -_—
|
ISolvent |
Icontrol | 0 4 43 52 85 65 © 150 187 172 170 3.3|10 163 48 57 57 67 5 19 22 183 195 a033 127 41 23 85 32 3 189 19% 203 197 2.5]100 105 45 57 52 75 6&1 189 le 190 187 43333 128 24 46 63 63 52 200 195 12 19 36EY 12027 2624 1615 2825 2324 232 180 180 184 101 17.1

|
-— TT

With Metabolic Activation (+59-mix) |

i
_—
solvent |

|eamtrol | 33 3.4 42 43 44 3 200 26 19 206 2.210 133 48 15 42 20 32 14 150 171 15 2.33 [49 11 34 63 20 20 200 200 194 200 1.6100 l'10 20 16 10 20 13 16 0 138 146 1a333 136 75 21 43 53 39 180 223 200 200 2.6oN 11215 1218 1716 1813 1216 19 77 105 9 9221.6]
|

-— TT
MF = Mutant frequency per 105 survivors
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