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T5069 NOOK Project 115954

STATEMENT OF GLP COMPLIANCE

\OTOK 6... *s-Hertogenbosch, The Netherlands

ne studydescr bed fn ths report, ves conducted in compliance ith the
Tet Tecknt saition of:
The OECD Principles of Good Laboratory Practice

hich are essentially in conforatty with:

ne United States Food and Drug Administration. Title 21 Code of Feder!
Regulations Part 58.

Ine United States Environsental Protection Agency (FIFA). Title 40 Code
Re ederel Reguations Fart 160.

Ine United States Environsental Protection Agency (SCR). Title 40 Cade of

ToCeral Regulations Part 752.

rth the exception that the stability of the test substance in the vehicle
Yas unknown.

Study Director Ing. £.3. van de Vaart

wate: splot
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QUALITY ASSURANCE STATEMENT

NOTOK 8... *s-Hertogenbosch, The Netherlands.

Study procedures vere subject to perfodic inspections and general non
study specific processes were also inspected at periodic intervals.

This report was audited by the NOTOX Quality Assurance Unit and the
methods and results accurately reflect the rav data.

DATES OF QAU_INSPECTIONS/ REPORTING DATES
AUDITS

January 24, 199 January 24, 199
February 10, 1994 February 14, 1994
March 28, 1994 March 28, 1594

Quality Assurance Manager €.3. Mitchell B.Sc.

Date:20LAL, |
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REPORT APPROVAL

STUDY DIRECTOR: Ing. €.2. van de Naart

Het

outsHHT

MANAGEMENT: or. 1.C. Ennings
Technical Director

nate 20lou hogy
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Canadastrast 11 -
5-070 VISNORECHT
Belgiun

Study Wontar We. RA. Cox
Testing Factlity NoTOK B..

Nambakenwetering 3
5351.00 »5-HertagenboschThe Netherlands

Study Director Ing. E.3. van de Vaart
Technical Coordinator CaM. Verspeek
study Plan Start: February 01, 159

Completed © February 22, 1994

TEST SUBSTANCE
NE~lmrere

Identification T-s869
description Crean soltd
saten 2108
Purity Pe
specitic Gravity 15
Instructions for
Toot Sobstance storage At roo temperature in the dark
Stant1fty under storage
Conditions stable
expiry date January o1, 199
Stabe for at Teast

hours in venice Dimethylsutphoxtdes not indicated

vewtcte
TE —eeieeomesmmrnseeermseeeeree——

The test substance vas suspended or dissolved in disethylsulphoxide of
Tectrasconte. ques fay. (Merck: Test substance concentrations were prepared
Reeetty prior to use. The final concentration of the solvent in the
Culture. meciun amounted £0 0.8% (IV).
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cuoELINES
--r
The study procedures described in this report were based on the following

guidelines: ©

~ organtsatian for Econosfc Co-operation and Developsent (GECD), OECD
OeTeet toes Tor Testing of Chemicals, Guideline na. 476: "Genetic
Covtestony: In Vitra Nansalian Cell Gene Mutation Tests®, (adopted
hort 4, 1968)
European Economic Community (EEC), Directive 87/302/EEC. Amex V of the
ED eectivn a75d/EEC, Fait B) Methods for the Determination of
CEtotiye “other effects Mutagenicity: In Vitro Namaalian Cell Gene
Fotation eetro EEL Publication no. L133 (adopted May 30, 1988).

ARCHIVING
——

NOTOX B.¥. will archive the following data for at least 10 years:
Dratacal, report. test article reference sample, all specisens and raw
Gata.

opsecTIvE
I—~ermmmisometererereemeereserrmts

Purpose of the stusy
The objective of this study vas to evaluate the test substance for its
1TH Se fndore Topvard hutations at the thymidine kinase (TK) locus in
E5176Y" mouse yaphons cells: The sesay wes conducted in the absence and
bresence of a pecsbotic systea (s9-afx). The TK mutational systen detected
Dies pair mutations, frane shift mutations and small deletions.

Justification for selection of the test systen
L5176Y souse Iynphona cells are used because they are sensitive Indicators
oF ‘mtagenic attivity of a broad range of chenical classes. The TK
Sltatioman System 15 able to Getect bese par iterations, frame shift
Rutations and seal! deletions.
Tits defiatont in thysidine kinase (1K), due to the forward mutation
TS TT are tesistant tothe cylotoxic effacts of the pyrimidine
sToqus. tr) Tunrathysidine. (TFT). TK deficient cells can not. incorporate
She aeaogue Inco. sts phosphorylated derivative (nucleotide); the
Pocieatlags needed for ce1iular metabo isn are obtained solely from de
Povo. synthesi. Tn the presence of Tk, TFT is converted into nucleotides,
Ten Are Tethal to the cells. Thus, cells which will survive in culture
Hedin cantaining TFT are autated, Either spontaneously or by the action
of the test substance, giving rise to a TK deficient phenotype.
3T4eet sreicre which inguces a positive response in this assay is presumed
tobe a potentian namsalfan coll mutagen.

poe 6 -
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MATERIALS AND METHODS

TEST SYSTEM }

Test systen Ls178Y mouse 1ysphosa cells

Rationale Recognized by the international guidelines as
the recomended test systen (c.g. EPA, OECD,
£0).

Source Dr. A.G.A.C. Knasp, Department of Radiation
Genetics and Cheaical Mutagenesis of the
State University of Leiden, The Netherlands

] (1981). This mouse lymphoma cell Tine was
originally derived from the Fischer LS178Y
Tine, isolated by Clive (1975)
+) Clive, 0. and Spector, J.F.S., 1975,
Laboratory procedure for assessing specific
Tocus mutations at the TK locus fn cultured
L5178Y mouse Tyaphoma cells, Mutation Res.,
31, 17-29.

Stock cultures of these cells were stored in liquid nitrogen (196°C).
The cultures were checked for mycoplasma contamination.

CELL CULTURE

Cell culture conditions L5178Y mouse lymphoma cells were cultured fn
£10 complete culture medium. Cultures vere
incubated in a huafd ataosphere containing 5%
C0, in afr at 37°C, Cell density was
praferably kept below 7 x 105 cells/ml. Cells
were exposed to the test substance in F10
Complete culture mediua ¥ithout serum,
buffered with 20 mi HEPES.

F10 complete culture mediua F10 complete culture medium consisted of Han's
F10 nediun ithout thynidine and hypoxanthine
(Gibco), supplemented with 10% horse serua, L-
glutamine (2 ni) and penicillin/streptonycin
{50 U/ml and 50 ug/ml respectively).

Selective sediun Selective mediun consisted of F10 complete
culture mediun which contained, in addition
0.33% Agar Noble (Difco) and 5 ug/ml TFT
(Signa).

Cloning mediun Cloning nediua consisted of F10 complete
culture nediua, supplemented with 10% horse
serun, which was transformed into a gel by
addition of 0.33% Agar Noble.

page 7 -
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Environmental conditions All incubations were carried out in a humid
Snosphere (80-95%) containing 5% C0p in air
In the dark st 37°C. The temperature and COp-
percentage vere monitored during the
Exper nent. -

REFERENCE SUBSTANCES
-———  —

Negative control:
TheVenereof The test article.

Posttive controls:
Without metabolic sctivation (59-1):
Yimou seusbelicseenGSee sngte (EHS: CAS no. 62:50:0; purity 98%; Janssen Chiaica)
(@ my was used. EMS causes direct alkylation of DNA.

With metabolic activation (s59-mix):
Lith retabolic_setnelin(olsre atorecasine. (DWN; CAS-no. 62.75:9, purity 99%, Janssen Chinica)
DR ee vest. OWN nad to be activated by icrosoRal enzyses present in

Xe resuniing in a methyldiazoniua fon which could react with
cellular OA.
Solvents for Reference Substances
oSeTarced Salt solution(BSS) without calcium and magnesium.

Solutions of reference substances were prepared imsediately before use.

METABOLIC ACTIVATION SYSTEM
ee

preparation of §9-honogenate”

Rat iver microsomal enzyes vere routinely prepared fron adult male Wistar
Ba prague Darley rats, which were obtained fron BRL, Switzerland.

The anisals were housed at NOTOK in a special roon under standard
Teovatory conditions, as described in the SOP's. The rats vere injected
Te onearly vith a solution (20% w/v) of Aroclor 1254 (500 ug/kg body
VIG in corn 11. Five days Tater, they were killed by decapitation;
Fens vere dented access to food for at least 12 hours preceding
eyee Oa Yivers of the rats vere resoved aseptically, and washed in

Oe) sterile 0.1 N sodium phosphate buffer (pid 7.4) containing 0.1 a
Feta sebsqquentiy the. 1ivers vere inced in a blender and hoogentzed
NE mos of phosphate buffer ith a Potter homogenizer. The homogenate

ceo uged for 15 min at 9000 g. The supernatant (59) vas transferred
A Terie ampules, unich vere stored in liquid nitrogen (196°C).

page 8 -
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*) Anes, B.N., Hc Cam, 3. and Yamasaki, E., 1975, Methods for detecting
carcinogens and mutagens with the Saimoné1le/mamnalian microsose
nutagenicity test. Mutation Res., 31, 347-364.

Preparation of 59-nix -
59-mix was prepared {amediately before use and kept on fce during the test.
So-aix contained per ul: 1.02 0gMIC1z Hg; 2.46 mg KCT; 1.7 mg ucose-s
phosphate; 3.4 ng NADP; 4 umol HEPES and 0.5 mi 59. The above solutions.
Vere nixed and filter (0.22 um)-sterilized (apart from theS9-fraction,
which was added after fiiter sterilization of the S9-mix components).
Metabolic activation was achieved by adding 0.2 1 liver S9-ix to each ml
of cenl suspension.

EXPERIMENTAL PROCEDURE

Selection of Dose Levels/Cytotoxicity Test
prior to the actual mutagenicity test cytatoxiclty data vere obtained by
treating 6 x108 ce1ls, suspended in 6 m1 of F-10 medium buffered ith 20
84 HEPES, ‘in the absence of serum in a sterile 30 a1 centrifuge tube with a
range of test. substance concentrations in approximately half log steps,
both in the absence and presence of S-aix. The centrifuge tubes were
rotated for 3 h on a roller mixer at 37°C.
After the exposure, the cells ere separated fron the treatment solutionsby 3 centrifugation steps (115 g, 8 min), each followed by removal of the
supernatant and resuspension of ‘the cells, twice in Hank's balanced salt
Solution and finally in F-10 mediun. The ells in the final suspension were
counted in an “Inproved Neubauer hacmocytometer. Relative cytotoxicity,
expressed as the reduction after approximately 24 h and 48 h growth
compared to nontreated control cells, was used to determine a suitable
concentration range (4 doses) of the test substance to be spplied to
cultures prepared for mutagenicity testing. Because the test substance vas
not toxic and difficult to dissolve in aqueous solutions the highest
concentration was determined by the solubility in the culture medium.

Cleansing
rior to mutagenotty (and ytotorielty) testing, the cells vers grom for
1 day in culture mediun containing 10% M hypoxanthine, 2 x 10°7 M
aninopterin and 1.6 x 10°> H thymidine (HAT-medius) to’ reduce the amount of
spontaneous mutants, followed by a recovery period of 2 days on medium
containing hypoxanthine and thymidine only. After this period cells vere
returned to norsal mediua at least for 1 day before starting the
experiment.

- page 9 -
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Mutagenicity teste
The test. substance ves testedboth with and without Sonn gn tuo
independent. exper nents. 6 x 10° cells (105/a1), or 12 x 10° cells (10/a1)
for test substance concentrations expected to be strongly toxic, for each
selected dose cells vers exposed for 3 h to the test substance in HEPES
buffered Hans F-10 mediun without serus. For this purpose the cell
Suspensions were placed in 30 a1 centrifuge tubes on a roller mixer at
375%. ‘Solvent and positive controls were included. After exposure, cells
Vere washed twice with HESS, counted and soeded 1 F-10 culture medium for
expression of the mutant phenotype. The cultures were subcultured at Teast
every other day fn order to maintain Jog phase growth. The expression
period for TFT-reststant autants was 3 days. Immediately after exposure to
Ehe test substance 3 x 200 cells of each dose were plated into PO petri
dishes containing 15 m1 cloning mediun to determine cell survival (cloning
efficiency): The cell survival vas counted after 10-14 days with the Artek
Colony counter or the naked eye.
“) Clive, 0., Johnson, K.0., Spector, J.F.S., Batson, A.G. and Brown,

WMH. 1979, Validation'and characterization of the L5176Y/TK House
Tymphoka mutagen assay system, Mutation Res., 59, 61-108.

“) Anacher, D.t.. Pailiet, S.C., Turner, G.N., Ray, V.A. and Salsburg,
0:5., 1980, Faint mutations at the thymidine kinase focus in 51781
nous Tymphoma cells. II. Test validation and interpretation, Mutation
Res., 72, 447-474.

*) Jotz, H. and Hitchell, A.D., 1981, Effects of 20 coded chemicals on the
Forward mutation frequency &t the’ thyeidine kinase locus in L178Y
Bouse Tynphona cells. In: Evaluation of short-tern tests of
Carcinogens. F.J. de Serres and 3. Ashby (€ds.), Elsevier-North
Holand:

*) Van der Hoeven, 3.C.H., Bruggenan, LN. and Debets, F.M.H., 1984,
Genotoxicity of quercetin in cultured mammalian ceils, Mutation fes.,
136, 9-21.

*) Clive, 0.. Caspary, ¥., Kirby, P.E., Krehl, R., Moore, M., Mayo, J. and
Gberly, 1.3; 1967, Guide for performing the mouse lysphona assay for
manna fan 611 mutagenicity, Mutation Res., 189, 143-156.

Mutant selection
After the expression perfod a total nusber of 1.5 x 106cells were plated
in ten PSO petr dishes, each containing 15 m1 selective mediun (TFT-
selection). TK-deficient mutants formed microcolonies in 10-14 days, which
Were counted with the naked eye. Cloning efficiencies at the time of mutant
Selection vere determined ss described above.
The mutant frequency Nas expressed as. the nusber of mutants per 10°
surviving cells.

- page 10 -
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ACCEPTABILITY OF ASSAY
se

A mutation assay was considered acceptable if it met the following
criteria: -
o) The absolute cloning efficiency of the solvent controls was > 50%.
5) At least three of the four doses of the test substance had an acceptable

Ausber of surviving cells (108) analysed for expression of the Tk
mutation.

cy The spontapeous mutant frequency in the untreated or solvent control vas
<5 per 10° clonable cells.

4) The positive controls (ethylnethanesulfonate and disethylnitrosanine)
Induced significant (at least 2-fold) increases in the mutant
frequencies.

DATA EVALUATION AND STATISTICAL PROCEDURES
a
No formal hypothesis testing vas done.

thot substance was considered positive (mutagenic) in the mutation assay
ir:
2'1¢ induced at Teast a 2-fold increase in the mutant frequency compared

to the solvent control in a dose-dependent manner; and
by The resurts were reproducible in an independently repeated test.

A test substance was considered negative (not mutagenic) in the mutation
assay if:
23 None of the tested concentrations shoved a mutant frequency at Teast

twice that of the solvent control.
b) The results were confirmed in an independently repeated test.

The preceding criteria vere not absolute and other modifying factors might
enter into the final evaluation decision.

- page 11 -
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RESULTS

CYTOTOXICITY TEST/0SAGE SELECTION .

Preliminary solubility fests indicated that T-5869 precipitated in the
hon asdiun at concentrations of 100 yg/al and upwerds.
expositionmedium Orta of the prelininary cytotoxicity test with 1.5869
Te oeene absence of o betabolic activation systea (S9-mb. In
ee ommtx 1.306 innibited the grovth of the lyagliosa cells in
ee a test. substance Concentration of 33 yo/al by 22% and at
Sen toa In the presence of So-aix the test substance did not
I Ole!4 Granth of the lyephosa cells in suspension.

MUTAGENICITY TEST

Saved on the results of the cytotoxicity test (Table 1), the following
Be ronge wat selected for mutagenicity testing:
Strout S5-mix: 3 to 100 yg/a culture medius
ih S5ax 1: 3 to 100 pg/m culture medium

E46 (2 i) vas used as a positive control dn the test without metabolic
(2)vaens DWN, (0.5 mh) served as a positive contral for the
EE avtabotic. activation. Tables 2 and 3 show the percentages of
yethe mutant frequencies for various concentrations of

ative caany counts of cloning and selective plates, and cell
Tn ubcuteurhg are HHsted in Tables 4-9 of the appendix.

soth in the presence and absence of S9-mix the test substance induced no
BE Float nerease in the mutant frequency in both independent
experinents.
Ihe spontaneous mutant frequencies In the solvent.treated control cultures
The ee rica control data range (1.9 + 1.2 in the absence of
er ey tn the presence of S9-aix; indicated are means + 5.0.
Tor nedd and 45 respectively).
Ienates anduced by positive control cheaicals vere increased by

Rar Es and by 21. to 23-fold for DMN. It was therefore
TEi lnat the test. conditions vere optinal and that the metabolic
vation systen (S9-atx) functioned properly.

CONCLUSION

Tn conclusion, 1-5869 was found to be not mutagenic in the TK mutation
Ie inder the exper mental conditions described in this report.

page 12
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146LE 1 PRELIMINARY CYTOTOXICITY DETERMINATION IN LSLTBY MOUSE LYKPHONA
CEs.

ee
Dose cells/ml (x 10%) Suspension growth

(ug/ml) After After After Total % of control

oh MR wn

Without metabolic activation (-59-81x)

solvent control 61 49 6 nz 100
i ei si 5 as 116
3 Sa as 55 767 108
© 37 53 5s 1 5
5 5 a7 2 EE %

1000 So 2s a x0 2

vith metabolic activation (459 1x)

solvent control 7.9 57 cs 19.6 100
1 ce 63 5 5.6 7
3 So ea so 105.0 4
0 Gh 77 Se my 5
= es 9 a 1053 1

1000 BH ek 02 5

Sovent contro1 < 045g
Sibeunture = 16 x 105 cens/al

re 1 Count after 0 h x (24h cells/al) _ x (49 h cells/al
heel)  ERsurtines
Giresty after| after 240
trestaent

+ Test substance precipitated sTightly in the exposition sediua

page 13 -
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TABLE 2 CYTOTOXIC AND MUTAGENIC RESFONSE OF T-5669. IN THE HOUSE LYMPHOMA
Lo176Y TEST SYSTEM

EXPERIMENT 1 -

oose CE ATOR O CE ATOAYI WEA NO. OF MUTATION
Gy Grow) Gielen WISP FRcajence

FATE a

Without setaboric activation (55-21)
sotvent
control 200 os 2.0 16

3 5% 7 io o's
1 101 @ 12 To
3 2 8 is is

100 & % is He
wos 104 7 1. we

With metabolic activation (+59-26)
sotvent
Gomrol 100 8 10 0.8

3 a & 10 0
1 76 8 os oi
3 5 & 11 ol

100: H & is 14
os mom 4 1.6 8.5

C.£. = Cloning Effictency
Solvent control = NSD
E45" EtnyInetnanesulphonte
DUN = Dinethyinerosanineeet stbetinee precipitated sTightly in the exposition medium

~ page 14 -
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ABLE 3 CYTOTOXIC AND MUTAGENIC RESPONSE OF T5869 IN THE HOUSE LYKPHOMA

L5178Y TEST SYSTEM

EXPERIMENT 2
-

DOSE C.ELATOAYO  C.E. ATOAY3 MEAN NO. OF MUTATION

(ug/m) (% OF CONTROL) (ABSOLUTE %) MUTANTS PER FREQUENCY
PLATE x 10°

Without metabolic activation (-9-mix)

Solvent
control 100 86 1.2 0.9

3 wm 8 11 08

10 102 7 0.6 0.5

33 58 8 2.4 18

1008 a 95 2.9 2.0

2 aM ENS 8 81 9.3 7.7

With metabolic activation (+59-mix)

solvent
control 100 7 0.7 0.5

3 9 8 0.6 05

10 7 88 0.9 0.7

33 91 81 0.6 0.5

1000 82 7 0.7 0.6

0.5m OM 33 a 7.9 10.7

C.E. = Cloning Efficiency
Solvent control = DHSO
EMS = Ethylnethanesulphonate
DMN = Dimethylnitrosanine
OM at substance precipitated slightly in the exposition mediun

- page 15 -
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APPENDIX

Individual Colony Counts and Cell Counts during Expression Period

FORMULAS AND CALCULATIONS FOR LS176Y MOUSE LYMPHOMA TEST SYSTEM.

Total number of mutant
Mutant frequency = 100 X colonies on selective plates
per 10% survivors cloningefficiency er oFseededCATs

Cloning efficiency = Average No. of colonies on cloning plates X 100%
fueragelo.ofcorpses enclonindpleted

L5178Y MOUSE LYMPHOMA TEST SYSTEM

- cell counts during expression period
- Cloning efficiency immediately after exposure
- Mutation experiments, individual colony counts

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

Abbreviations used: DN, dinethylnitrosanine
EMS, ethylmethanesulphonate

Solvent control: Dimethylsulphoxide

- page 16 -
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TABLE 4 LS176Y MOUSE LYMPHOMA TEST SYSTEM - CELL COUNTS AND SUBCULTURE DATA

Experiment 1 _

— wy TT wr Tw
rrTETSES orsrT PETE Te
ET STeee 1 wee

dose [ceils before (lcells atter i 11 coun of —
open fereataen x 106 eaateent » 106130) othr Sone) [Sak 5 165199) rotelsnout {cred x 308 (42)

Without Metabolic Activation (-59-aix)

wo 6 52 PRET) 6s a0 ao ss 0
5 H sis 8 3 os slo am
1 ‘ 53 no 55 Bu iw
3 ‘ pe n 3 52 so 55m
wa px eo 52 mo Sow
Ed ‘ pe a 5h a Ea & am

ith Netabelic Activation (s53-ate)

os ws © 30 ww ae ss a0
3 ‘ ped a 3 71am a 35 ie
1 $ pe} #30 3 uo am
5 ‘ 5 © 3 Gam aa ss
100 H os #3 a1 no 5.
on ‘ 3 % 3h an % Low

(1) sells ater troutuent x 100%
Selle bearers treatment

@ cont come x 1005
SEI coun or camera

3) cent dutty 0.4 x 103 crm
© col denetty 16 x 10° crm

- page 17 -
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TABLE 5 L5178Y MOUSE LYNPHONA TEST SYSTEM - CLONING EFFICIENCY DAY 0

EXPERIMENT 1

Dose Mo. of colonfes/ Mean No. of Cloning efficiency
(ug/a1) cloning plate colonies/plate absolute relative

12 3 (% of control)
—————————————

Without $9-aix

solvent
control 154 ; 151; 169 158 ” 100

3 161} 19 3 INF 155 7 58
10 143} 178 | 159 159 8 101
33 122 135; INF 129 & 82
100 167} 129 ; 126 11 7 89
Ens 163 165 ; INF 164 82 104

With 59-mix

solvent
control 187 ; 188 ; 169 181 a 100

3 15 1167 INF 156 7 8
10 125 } 10 ; 145 137 & 7%
33 163 1 167 ; 188 3 & %

100 8} 147; 138 14a 7 8
on 80; 76 84 2) 0 a
-

INF = Plate infected with fungi

- page 18 -

605648



Tose \orox project sss —

LABLE 6 Lo17OY HOUSE LINPHOWA TEST SYSTEN - SELECTION ORTA AD CLOVING
EFFICIENCY

EXPERIMENT1
1

Te prom of colantesisstection patel Total. of colonies Heanh? |
use ber of cloneEE farts mts|
Fryeyeem ee

Comper’
? 1

rthout Metab Activation (-$9-1x) |
= i

1

sotvent |
|

set |, yp pz 23 21 momo igg
mol | 02 82 F111 21 ow oem B03
319300 bi 3 02 1 owebe brid
©1290 33 91 ak iw mmm eid
Bo12r 843i 0s sa mown ay
W102 22 30 sak swam wea ww Bens

_
|
1

tin Hetaboltc Activation (459-8) |

S—— -
|

1

sovvent |
|

set | oy 30 za 11 1 mous He oR
mol | 19 03 30 21 oz ow elmo iS 08
21088 sl or il poem 60d
©1933 95 a0 03 ou omigs dod
B 1393338057 22 » uae Ud
B12 Ea aba ue me vo 15 Bw
s— _

|

= vatant frequency per 103 survivars
Ue © Prete infected wich fungt
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TABLE 7 L5176Y MOUSE LYHPHOWA TEST SYSTEM - CELL COUNTS AND SUBCULTURE DATA
Expertuent2

— wyTwiTw
rr TETRET TITST(EET

ayEET ehEREso) roth Samant? fern S152 rota sun) rad 5 360 152)

witha watabolsc Activation (-59-xb0)

wo 6 us nose es wm ao se wo
nf bg a 3 fm sn on
5G 3 soa nu non
wat 3 S00 am hou wow
wt 3 a se 3 dW uw

wien wataseisc Activation (o53-abe)

woo se os 30 om we ww
vo 3 G3 FE Siam
nf i S38 Boe a
no 5 soa moun 56m
wf 3 a 3% mnie oom
wf a 5 monn BN

1 cents arter trentmene x 1008SHRERENNS
@ cence x soon

(3) cell density 0.4 x 103 elm
© Sani Tene an
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LAGLE 8 L178Y MOUSE LYWPHOWA TEST SYSTEN - CLONING EFFICIENCY ORY 0

expeRTHENT 2 -

Soe No. of colonies! Mean No. of Cloning efficiency
(ug/m) cloning plate colonies/plate absolute relative

gongPe of santron)
yr

Without s9-aix

Solvent
Sabre! 10; 100; 19 13 o 100

2 Bisel 1 7 mn
Bois 1 & 102
3 70:60} m2 7 % %
1 Dole So » a
Be miwiue wo 5 8

With s9-aix

Sotvent
Sabre 200; 103198 19% 7 100

Te SR iuoim m 2 5
© mpiimiue us 7 >
5 Diwsim am a a
Bo Miles 1 a @
om er se w 2 3
woe v7
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ABLE 9 L5176Y HOUSE LYHPHOMA TEST SYSTEM - SELECTION DATA AND CLONING
EFFICIENCY

EXPERINENT2

ee 1

Joss Number of calonfes/Selectionplate Total [o. of calonies|Hean|hF |
wg/m [rnreemmmzmmnmanzennzmnezesseesese | No. |/cloning plate | | i

IETSeS el des 1
rer

Vithout Metabfo Activation (-59-a1x) |
ee |

solvent | |
Soent|0g 14 11 01 22 1 6 us 1m IM 0s

trol | 00 87 oz 42 10 1 18 10 Uz us 08
5 100 0% 00 20 22 6 15s ies ub 0s

1883118 2 au wom woe
2 1942452 35 22 m 12 1 um 10 200
wll 4 35 Sw mn mow 16 a3 de 7)
Be toc: 1

With Metabolic Activation (+59-81x) |
a 1

Solvent |
|

Solent| 0 go 20 10 01 7 usele 130s
nol 20 92 00 02 00 6 1a19le le05)

Ss 199 82022100 5 wus usoll
BOE 08 30 20 12 & 1a 1810 12 05
eo 19890 1% 01 10 7 1mue 1oe
wo 12855 6s esas mm 9% sis 7
J,

WF = Mutant frequency per 10° survivors
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