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Figures and Tables

Fig. 1-1 Results of the cell-growth inhibition test treated with Indene
[short-term treatment: +S9 mix]
Fig. 1-2 Results of the chromosome aberration test treated with Indene
[short-term treatment: +S9 mix]
Fig. 2-1 Results of the cell-growth inhibition test treated with Indene
[short-term treatment: -S9 mix]
Fig. 2-2 Results of the chromosome aberration test treated with Indene
[short-term treatment: -S9 mix]
Fig. 3-1 Results of the cell-growth inhibition test treated with Indene
[continuous treatment: 24 hr]
Fig. 3-2 Results of the chromosome aberration test treated with Indene
[continuous treatment: 24 hr]
Fig. 41 Results of the cell-growth inhibition test treated with Indene
[continuous treatment: 48 hr]
Fig. 4-2 Results of the chromosome aberration test treated with Indene

[continuous treatment: 48 hr]

Table 1-1 Cell growth ratio in CHL/IU cells treated with Indene
[short-term treatment: +S9 mix]

Table 1-2 Cell growth ratio in CHL/IU cells treated with Indene
[short-term treatment: -S9 mix]

Table 1-3 Cell growth ratio in CHL/IU cells treated with Indene
[continuous treatment: 24 hr]

Table 1-4 Cell growth ratio in CHL/IU cells treated with Indene
[continuous treatment: 48 hr]

Table 2-1 Chromosome aberration in CHI/IU cells treated with Indene
[short-term treatment: +S9 mix]

Table 2-2 Chromosome aberration in CHL/IU cells treated with Indene

[short-term treatment: -S9 mix]
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Table 2-3 Chromosome aberration in CHL/IU cells treated with Indene
[continuous treatment: 24 hr]
Table 2-:4 Chromosome aberration in CHL/IU cells treated with Indene

[continuous treatment: 48 hr]
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(2) FWFL

CP #75 AF v 7@t (50 mL) 12 0.0140 g R L=, ZHICEEESER (AKX
/T RS RERMETE, K4L74) % 20.0 mL M2 THEA L 0.70 mg/mL K (52
FIK 4.9 mL 2 0.1 mL #NZ F-EEORKRE : 14 pjgml) ZFEBLI-,

MMC @ 2 mg FENAA TMIEBRBRER (BAERS. XS RKFRNETS,
K4L74) 3G T2 mL Mz TEM L (1.00 mg/mL) , KIZZOBEE A 20 T
JE# 2 BxPEAIR (P 0.25 mL : AT RIEK 4.75 mL) L, 0.0500 %% 0.00250 mg/mL
OWREEZFRB LU (355%iK 4.9 mL {2 0.00250 mg/mL &k % 0.1 mL Nz 7=, Z DD
BHBENX 0.05 pg/ml)

728, ABEUIARF L L, BR|{KITT~TREDE L LTLS L,

(3) Bt B DRIRE B
BHRBRIETA F7A4 VNERAPHRIN TV D Z & RUKBE THERS EBHES
THDHI &b CPRUMMC #2R L7,

4. ERMEMK
D) SR RLEE MR
ML, FrA =X - NARF ORI (CHLIU) 2By, ATFHK
HRER THEERT L OV ML AR, MREE L TRBRICAVW,
2) AFEROCATEAH
TLERAIREIL, 2001 4E 12 B 26 Bict a—< ¥ A TV ARER S 72 b AFELT,
AFB B ODRVHRE A F IV ANERE Y R 10 vol % il L - S BiRICRE L.
BAEERPCRF LIz, ZORGEMEEZMAFE, AR LUHROMERRESL ER L T
RARENEETH D Z & 2 EHMNICHER UBICRBRICER LT, FRBOMSARIT.
FREIEREIMEIRER T 11 MR, REERERER T A AL © 15 R, BEAmET
19 R ThH o7, o, THMRIEYA 377 X<RETHD I LB AFHOER TS
INTW3,
3) Ml RINEH
RN B AR TREFREDBIBICET A Z &, HRAREORGHEARESE
HBLEMNMENZ &, e OEREICH L TRZIERENL &, Ry 2 /5 FF—#
DEECHHZLREOEANOAHBERIRL -,
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4) B RHERL
RERRIERA LML, BEEOEPERBREICS VT T0%0OMIBBREEE 25 AER
L. &— FiZ 25 A CHEEICTH o7,
5) HEREAEC
HABICER LRI, EE0ESERRECSNCSL— M ECEBRICHEEL,
IEERANL 19.0 I Th o 7o, THBIIATROMME (BERICHEAM, ZNFFRE 18~20 B
) ERERTH Y B2 ERATH -7,
6) HEEEM
R ABEEEBE AV, COBE 5%, RESTCOEBESRGFTE®#L, 1~48Z
CITHEREEE LT,

5. 89 mix N UBEEK
1) S9 mix
89 mix 1E, Y T I NVEBERBTEKRRNESH LY S9/=27774—C v b (ny N ES
C041224101) Z#EEA L., ARRICRARZIT o7z, B, BEasmECiEfini 89 RV
a7y 7 Z—CIOWTOFMMERR ORFRELLATICRESR L,
(1 89

# 7 . 89
oy hFE T . 04122410
I ¥ B : 20044 124 248
& % # : v h-SD%
i3 i3
| o 7 IEE
1% i<y 214.0£90¢g
F E »w H Zx JVEZ—L (PB) k567 FRY (BF)
B 5k EEAERS
BEHMRORS &

PB 4 Bf 30+60+60+60mg/kg body weight
BF 1H 80mg/kg body weight

" F F % : &K (—800)

£ A # R : 20054 64 23R
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R F B B HEREHES ZRFXE &EKE7YV V-
(2) HBEFE

4 W ovyrrHE—C

o oy M #FESE : C04121409

®q ®& B 20044 12 A 14 H

R ¥ & BE (—807)

# A # R : 20054 6A 13R

" F B B HEBRGHETR FTRFEE BEEVY V-
(3) S9 mix DHLEL

S9 2 mL
rHBE R 4.7mL  20mmolVL HEPES &E#i#&(pH 7.2) 1.34 mL
50mmolVL b~ 7 % v AKEFR 0.67 mL
330mmoVl/L ¥4 U U LKEEHK 0.67 mL
50mmol/L. /v a—2x-6-Y EKEEHK  0.67 mL
40mmolVL, EBtEl—aF 7 I R-T7F=v
TR VAF FY UEE(NADP)KER  0.67 mL
R 0.67 mL
2) IR

Invitrogen Corporation X 9 A L7 Minimum Essential Medium (MEM, GIBCO™
Cat.No.11095-080) 2, Life Technologies Inc. k. ¥ A LIEEL (56°C, 304) L7=fF
1M 3% (CS) % 10 vol%#FM L TS U - &K (CS-MEM) & fiv /e, Al o CS-MEM

3B BRT L,
(1) F4mE
% # : Calf serum (CS)

7 v b & % : 364570

# &  Jt : Life Technologies Inc.

&k # F & &E (—800)

B F B B HEBRSWEE AREREX BEETY -V
(2) Minimum Essential Medium (MEM)

oo b FEF O 1239844, 1249842

8 ¥ 5 : Invitrogen Corporation
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48 FFFALE

1 #RIFE

(1) HEBRsETE NI ER
EEEARETIIAEE R T+ | FERENEEEE () & L, EHEOEETiR
24 BRHALERE 124 | 48 FFFALER % 1481 L L7c, B ZNIZET TREtEx B (Negative
ControD% INCJ . #BMELHEBLRECR VIS 1) . [2) . 13), --- Dk
B d PR L 7~ 2 E A S BN U CRlkAI L 7,
(2) BEeEARERR
MAREFMBIAR E FRICESEZHR LT THEAN L, 2L, BB
(Positive Control) 1 TPC] & L7, RBEERIT, RABRESLLABNEE2TF A
iIZa—F{EL7 101 ~ 199 T TO2HDOESRVTRATA FEESEAT LS~
M SR L TRRBI L7,
2) HARRIETEIRAIER
LEARERBRIIBTIBEBRODEOLBRBELRETILOOFHARL LTEREL
Too WTENDABEIIBOTHESAEY 1200 pg/mL (10 mM f8Y) & L, LUTFAK
2 THI]R L 7= 600, 300, 150, 75.0, 37.5, 18.8 K1*9.38 ng/mL M5t 8 AEZREL.
THIZEBMERRE R, E7e. MERFRALEE TIIABEEL L ERETBEE L THRR S
e L7z,
(1) ERFRELEE
Vr— Uil yBRBEE TSI ATy 27— b (EE60mm) ¥ 2L, vy—1L1
%720 2xX 104 BOMIE (&K 5.0 mL) 2L 3 BMER L%, MRICEED
RN L RENRERME CERE LER L THb, MBS ik BRIz oW
Ti¥, H53%i% 0.883 mL #H ¥ f% % . S9 mix 0.833 mL R DMSO 0.05mL &M% 7=,
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R HE BB OV TIE, B53%K 0.883 mL #H Y ER& . S9 mix 0.833 mL R %
B O#EERIZ 0.05mL N 2 7=, FERBNE AL TIX BB RRERIZ DV Tk 55381 0.05 mL
ZIRYERE, DMSO 0.05mL 20 % 72, #WBRMHEHARBIZOW T, $#HK 0.05 mL %
B BRE, SBEOWERIE0.05 mL 2%/, FHEL HICHINE 6 FFMEE L, Ml
AR CHEE U LS EIK 5.0 mL 200 % THEIC 18 BRI L7, IEEK T,
BREARVREARSER THREZES LT 10%FsL <) VIETEEL, 0.1%2 Y
ARENNSAF Ly NERTHRE L, BEEREMREES (F/ 2Lv—F% AU 3R
HFETEHASH) 2AVTHROEEOEK) LHIREELZHE L, BHEBEOE
% 100% & LT 50%MMAEMEMGIRE (HRSE) %Ki, £, 6 WEOERYEL
HATRERD 18 REOBEEK TR, NIETIHHOFTERISRIROGBZRHER L, B
MREOKE LB S HAERHE CHRE LR L ERKTHORRIL. 387 —%¢L
L7 .
(2) EFLEE
FIRRRAERE & MR IR AR L 3 HEER Lk, MIRICET ORWI & 2Hr
AAZEMBE CTHE LR L T, BHIK0.05 mL 2V &, BMEMBRICOWT
X DMSO 0.05mL %, #RMELERIZOVWTIEL, FEEDHEBRIK 0.05 mL 2%,
24 Bl 3 5 VN3 48 BERIIE R AT 7o, SRR T . AR L RIRICHERIE DO &,
HROREBRUMTHOFELEHE L-%RIC, i, BE. L6, MIEEENELRT.,
50% BT HE AT (HERE ) Z3R¥ 7=,
3 REKRERR
(1) REREORIL
MR REIDHIRBRIZ RV T, R AEE Tk 300 pg/mL L EOHE T, EEAEE
Ti 150 pg/mL EA_E D 8T 50% L0 L ORI HI 2358 8 B i, 50% KRS HE R #  18
B (RS ) 3R B O BHEMEIL Tk 165.385 pg/mL., FEAETEME(L TIX 178.571
ng/mL, EFNEIED 24 BERIALE Tid 141.667 pg/mL. 48 FERIAE TIX 98.077 pg/mL
LBHEINE, ZhED ERAEEL. ERFMAELRTIE 300 ug/mL %, EEEAEET
12150 ug/mL 2 BB AR L LT UTAK 2 TRR LS S RBRABEARE L, 1=,
WTROBE S Z IS FEMESR R R ISR REE A 3% 1T 7,
(2) HErFRMEE
Vr— iy BRBEE I AF v b—F (HER60mm) 4L, Vy—L1
HMET-0 2X104EDHIRE (F#HK 5.0 mL) ##FRE L 3 HREEE L-%. HERICERO
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RN & F RIS EBEMSI CES LR L T 5, RBEIL T, BMEXTRREIZS
WT L B3I 0.883 mL £ Y R %, S9 mix 0.833 mL & U DMSO 0.05 mL &M% 7=,
PR E IR OV TIIERIK 0.883 mL 2BV &, S9 mix 0.833 mL R UEIRE
DHEERIZ 0.05 mL 201 % 7=, B FBRAEIC SOV TR %K 0.933 mL # B ¥ B2 & | S9 mix
0.833 mL R U'CP 0.1 mL i1 &7, JERMEBEELTIE, B BEEZ OV TIRERIR
0.05 mL #H Y BkZ ., DMSO 0.05 mL &N x 7, #ERWELIEEHIZ OV TIkiE#EK 0.05
mL % BV bR & KB EOWERHK 0.05 mL & M2 7=, B REEIZ DU TITHE#EK 0.1 mL
ZEOBRE, MMCO.1 mL 2/Mx 7, FRL bICHMNE 6 BFEEE L, Mtz AEAK
WTHER L, BT LV EEEEIR 5.0 mL &N CREIC 18 Befis L, 7eis. RAaBER
EAERICEE L Tk, MRSERESHTHTHE X2 - HOERERE 2 Bfanc oL
3 FO0.1 mL (B#ERE 02 pg/ml) 2Mxi, ERETH, 0.25% ) 7V Bk
CHBE L -l %= 0558 L, 0.075MBE(Ll Y U AR CIGEQE L, AFAT a2 —
Vo BiE=3  1IECEE L, ATA RHZR1HKIZHE 2 E@ENICEE LA/ T
L. ZEREEE 2%F APk CREERZER L, REFRSAERIL, 1 K0V v—
Lt 2 MR U7, S4LEEETED 2 MO Y v — Lid, MR RETEmHI BRI 1 Ui,
EE., L. EEEEMPAEEGT2AVCABEELZRE LR, £+, 6 BEOHER
PR VIRAE T B R (X 18 REM OBER M T RIS . FERIBTEIIHIRRR & RO LT, i D
B, EREOARUHIORESZREE L,

(3) HFEALEE

ERFRALERVE L RIRICHIRR - FERE L 3 AMNER Lok, MIRICEFOR2WI L %#HIx
FERMETHRE LER L T, BEMBEHC oW TIE, $3iK 0.06 mL # Y B
%  DMSO 0.05mL # 40X 72, SRMEMEHFIZ OV Tik, 55381 0.05 mL 2B & |
FREDOWRIZ 0.05 mL #MA 7z, BIESBBEICOWTIIERK 0.1 mL R Y ERE,
MMC 0.1 mL &M% 72, &8 & b ICHM% 24 FFE H 2 VT 48 RFRIEER 2 T 72, 72 8.
e B AT ALERE & RIBRICIERI L7, BB TR S 2 DL v —Lid,
MBI MR RBRIC B U C B, BE. R L., HBRENMREEHZAVCTHRSE
ERIE LR, £, HRYEABERTRIC, MREBENHRR L FEROFET, Hfido
A, BRROGRUMRORKELER L,

EARDBE
FREYTZD 2008 (¥ —L%720 1008) DX IER-GRPYBIZONT,

ERFEORBLRAFEZFOMBOKELHE L, RFICENEY (8K OoRbLE&EL
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oo Qefaiddi 46 AU E 2R OMB A E5RA L L, SR VBRI HRE LTEYD, ZOME
WEEE L, BB, FEARBRAT LORAFREREARIT R TERECLIE
8/,
5) JefafkRE DL
DR EIBERY L ENRBICKAL, SERFITIEICUTOL S ICERE - 58
L7,
(1) #ERE
ufa (AREED, ZOMBBARERES TVWIEFOHE R LERLRIGEEHERE
LERE LI,
¥ v g R Rt R O E Rl (csg) X B X v v 7 LT R A
BRI EsEORE BB 355 GERGRD S T
SEOREEIZSH D) bOTH- T, TORIBEENE
DOELUT CTHBRRHARAHMANEBDONDIbDEERL
7o
Yuga SRR (ctb) © CIME & iIWTH BRESEORE ENSIITA TS b0
BOFEREEMALRASEORE FIch-ThENEX
MRS EOE EIBEL T3 b D L ER LT,
Yufa SRR Me(cte) © DOREHIRZSHL R &
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HABRER

HAR 1 RE I IR ER
1) FERLEE
SR EAAEREIC BT A HNE L O R % Fig. 1-1 XU Table 1-1 12, FERFHEELLD
&R % Fig. 2-1 R Table 1-2 iR L7,
(1) 50 %8 A4 | # B2
ABHEMEAL TIE 300 pg/mL LA O E T 50%LL L OIS EREMHE ASZEH S, 50%H
R SEFE NI 1Y 165.385 ng/mL T - 7o, I IERBHEME(L T 300 pg/mL L1 LD
BE-C 50% LA _E O FEImEI AR b, 50%AM A R 178.571 pg/mL T
o7,
(2) HBRMENEK T OEEMEOEE
KRHEHOFEII» D6 T, BEROGHDELRUHBRMEDOH HIZRD b
72703 oo R B SLEEBE D HIBE O AR B & PRt FRHE & HL 5 & AR HEILTIX 375
pg/mL DL EORE CHIRO ANERGMEDRD b, 600 pg/mL LLEORE TR
B - EREARBD Oz, —F, ERBTEMC TR 18.8 pg/mL LA LD CHIK DRk
HAFED b, 300 pg/ml LA EORE TITMBEOHBE - ERBBD NI,
2) ERAEE
HFAEEIZ B 5 24 BREMEBORKES Fig. 3-1 KW Table 1-3 12, 48 BB O
5% Fig. 4-1 LW Table 1-4 IZ-x L7,
(1) 50 %8R4 | 8 B
FREREEEE, 24 FFRTALER TIT 150 pg/mL BLE DO T 50%LL _E O B REHhE]
DERO B, S0%HIRIHREMMEI AT 141.667 pg/mL Thoto, 48 BN TIE 150
pg/mL LA EDBRE T 50%LL EOMMAERE I D358 Hav, 50%H A 18540 i 8 B X
98.077 ug/mL ThHoT, ,
(2) HBRMELBKETIFOERMR OB
24 F¥E RO 48 BEEAE L b, HBEROAHDOELE CEBRME O HITRD b
Mole, HEERWMELERRE O OIRERE FEx FREE & 45 &, 24 BERILER T 48
REFHIALER & B 12 18.8 pg/mL LA E DR E CHIB O AEFMESRO B, 300 pg/mL ML
D PR TITHIR O HEE - FERAFED bhvrs,
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2. REHRREHR
ERRAEBEDORKRE Fig. 1-2, 2-2, Table 1-1, 1-2, 2-1 RUF2-2 1, EEEAEIEOR
% Fig. 3-2. 4-2, Table 1-3, 1-4, 2-3 R 2-4 TR LTz,
1) HRYWELEKTROEEMROBE

WRME LB OMIAOKIEL, MIEENGRROBE L IZERKTH 7=, T74b
b, EREEAEE TIIARENE L R CFERBNEM L & b ITERIR O EFADOELE UHRY
HoWmH @R ohiehrof, £-. AEMROHRROIKES BYESERE & it 5 L, il
D FRELFAEDCITEMEL TIE 150 pg/mL BLETE£%, 375 pg/mL U ETHAICRDH G
Te DS HIBE - BB LA MIRRISER D bz o fo, — . FERBTEMEL TiX 300 pg/mL CTHIB -
R Lo Has, 150 pg/mL TEE, 37.5 pg/mL L ETREEAICERD 6k,

EHLERIE L 24 BRI R O 48 FERIALIR & & | HERBR O GROER UHRBEME O H
ARDONEN o7z, £, ARBOMROKEL AR & BT 5 L | 24 BREHI K 10 48
RFALEE & § 75.0 pg/mL LU L CHIRRO R ERHENSZH. 18.8 pg/mL LA ETHAICED &
AL DSRIBE - FEBR L 7-HIBIEER D b o T,

2) WERE

HEREOHBET, SERMAEEORBIEME/L T 300 ng/mL Tk TOX, 150 pg/mL
T 1.0%. 75.0 ug/mL T 0%, 37.5 pg/mL T 0% & T 18.8 pg/mL T 0% & 2D E B
THD5%RMTHoT, Eio, FERBEHEIZEB TS, 300 pg/mL T TOX, 150 pg/mL
T 0%. 75.0 ug/mL T 1.0%. 37.5 pg/mL T 0.5% K% 1 18.8 pg/mL T 0.5% & B DHE
HETHD 5%KMTH o, & b ERAIRIED 24 FFEALAE T 150 pg/mL T 1.0%.
75.0 pg/mL T 0.5%. 37.5 pg/mL T 0%, 18.8 pg/mL T 0.5% K% 1% 9.38 ug/mL T 1.0% &
[EEDRERAETH S 5%KRFETh o, £/, 48 FFLE T, 150 pg/mL T 0%, 75.0
pg/mL T 0.5%. 37.5 pg/mL T 0%, 18.8 ug/mL T 0% & % 9.38 pg/mL T 0.5% & &0
HERLETH D 5%RETH o7,

FALERE & b R R UG MES BREEIC B 1) 5 BB (RIS RE O IR BITE « B KR U
HEOYERERNICH Y, FT-RABMEROERE (Attached Data 4) LR TH 722 &>
LREBILEICER SN LB b,

3) BHRF

WEORE (fE%k) oHBED, ERMABEEONRHHEME/L Tk 300 pg/mL ¢ TOX,
150 pg/mL T 0%. 75.0 pg/mL T 0%, 37.5 pg/mL T 0%& 1" 18.8 ng/mL T 0% & f2tE
DHEFREETH D 5% KM Th >z, Fio. FARBEHE(LIZIBVTid, 300 pg/mL T TOX,
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150 pg/mL T 0.5%. 75.0 pg/mL T 0%. 37.5 pg/mL T 0.5% & Tt 18.8 pg/mL T 1.0% &
EHEDHIEREETH D 5%KMTh o7, S DI EFHLIEED 24 BERALEE T 150 pg/mL
T 0%. 75.0 pg/mL T 0%, 37.5 ug/mL T 1.0%., 18.8 ug/mL T 0%% ¥ 9.38 pg/mL T
0% L BRMEDHEEETH D 5%KRE T -7, F 7=, 48 R LE TIX, 150 pg/mL T 0.5%.
75.0 pg/mL T 0%. 37.5 pg/mL T 0%. 18.8 pg/mL T 0.5%& (X 9.38 pg/mL T 0.5% &
BHEDHEEETH D 5%RMTH-> 7,

FALEE &b IR BRI BT 2B REOHR R 2 BEOHEEENICHY . E
Tl R DY RE (Attached Data 4) LERTH -2 Z LA LRBRITEYICERm S hi-
EEZ bR,
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ROKEFERRICBW T, EFHAERE TR, REBEEERUERMELEL L bICREedEn
BERFOHREFIEME T, FEEAROEMLEBO LN o, £, EHELAEBETY,
24 FFRLERTALE K F 48 FFRIEERTAAEE & b IC R AKOEMERE OMBREITHME T, FEIEH
fROEMbLERD bhiehrodls,

—%5. BUHEMBHECBT 2 REEROIERE YA T 5MBOHEME X, WThoosikic
BT %KM Thol, o, BHESRHED CP H 5\ ik MMC 2 48 L7- Mg T, %
BEBERATOBRELRFRARDOONE, BiZ, 2 OV v —LHEICBIT A RaKREEMIRO
HEBEBEICELWERRS, BREFHLREORBRRECRF VRO NN, ZThbnZ
ED b, RRIIBUNICERINZbDEEZ NI,

BEDRERERNG, 4T3, FRREGTICBWTRAKREFRELE SRV LOLH

E L,
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Fig. 1-1 Results of the cell- growth inhibition test treated with
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Short-term treatment: +S9 mix
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Fig. 1-2 Results of the chromosome aberration test
treated with Indene
O:cell-growth
NC:negative control

O:chromosome aberration
PC:positive control
TOX:cytotoxicity resulting in disturbance of chromosome analysis
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Fig. 2-1 Results of the cell- growth inhibition test treated with
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Fig. 2-2 Results of the chromosome aberration test
treated with Indene
O:cell-growth Q:chromosome aberration
NC:negative control PC:positive control
TOX:cytotoxicity resulting in disturbance of chromosome analysis
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Fig. 3-1 Results of the cell- growth inhibition test treated with

Continuous treatment: 24 hr
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Continuous treatment: 24 hr
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Fig. 3-2 Results of the chromosome aberration test
treated with Indene
O:cell-growth O:chromosome aberration
NC:negative control PC:positive control
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Continuous treatment: 48 hr
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Continuous treatment: 48 hr
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Fig. 4-2 Results of the chromosome aberration test
treated with Indene
O:cell-growth
NC:negative control

O:chromosome aberration
PC:positive control



Table 1-1 Cell growth ratio in CHL/IU cells treated with Indene

[short-term treatment: +S9 mix]

M-1197

Study type Treatment and Cell- growth inhibition test Treatment and Chromosome aberration test
89 T Concentration Cell growth ratio Observation® Concentration Cell growth ratio Observation®
mix (;::f {1 gimL) Plate Mean® Condition Color of  Precipitates (& g/mL) Plate Mean® Condition Color of  Precipitates
1 and 2) (%) of cells® medium® /Crystalsi) 1and 2 (%) of cells® medium® /Crystalsn
1002 - - - 100 @ _ — -
0 (NO) 85 100 - — — 0 (NC) —100 100 — — —
71 - - -
9.38 71 77 - — —
57 - - -
18.8 57 62 - — —
57 + - -
o 37.5 57 62 " — — P
= _ 57 + - - S .83 ol - _ -
E 75.0 57 62 T — — E 18.8 33 83 - —
2 57 ++ - - ey 83 + e - -
+ 6-18 é%. 150 a9 54 e — — é 37.5 — 83 83 ¥
14 ++ - - 68 + - -
300 14 15 ++ — — 75.0 — 83 75 ; - -
14 TOX - - 66 ++ - -
600 14 15 TOX — 150 66 66 gy — —
_ 14 TOX - - 33 ++ - —
1200 14 15 TOX — — 300 —6 25 e —
PC e PC —10% 92 - - -
Concentration of 50% cell growth inhibition: 165.385 u g/mL

NC: Negative Control (DMSQ)

PC: Positive control (cyclophosphamide, 14 i g/mL)

a): This plate in the negative control group was regarded as a 100% growth.
b): The mean showed as a growth ratio against the negative control value.
c¢): Observation of plate at the end of treatment

d: -—:
+:

4+ 2
TOX :
ey —:

f): —

Most of the cells were attached to the surface of plates and their shape was normal.
There was discontinuity among a small number of surviving cells.
There was discontinuity among apploximately half of surviving cells.

Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.

No changes of color
Absence of precipitates/crystals



Table 1-2 Cell growth ratio in CHL/IU cells treated with Indene
[short-term treatment: —S9 mix]

M-1197

Study type Cell- growth inhibition test Chromosome aberration test
—.. Treatment and Treatment and
39 Ti Concentration Cell growth ratio Observation” Concentration Cell growth ratto Observation®
mix (;::)e (z g/ml) Plate Mean” Condition Colorof  Precipitates (1 g/mL) Plate Mean” Condition Color of  Precipitates
1and 2 (%) of cells? medium®  /Crystals? land 2 (%) of cells? medium®  /Crystals”
oNg 100 449 - - - ooy 1002 449 - - -
99 - - - 100 - - -
83 = - =
9.38 83 83 — - -
83 + - -
18.8 83 75 * - =
83 + - -
P 37.5 66 75 T — — P
3 66 o = = g 85 = - -
g 180 68 66 ++ = - | 188 80 85 - - -
_ 3 49 T+ = = 2 85 * - -
6-18 5 150 £ 58 s = = 3 375 30 85 * - -
16 TOX - - 85 + - -
o0 —8 16 TOX - - 0 —3%- 18 * - -
_ 16 _ TOX - - 1 ++ - -
600 16 16 TOX — = 150 71 71 s — —
0 TOX - - ‘ 14 TOX - -
1200 16 8 TOX - - 300 28 21 TOX = =
85 - - =
— 85
PC PC 8 93 - - =

Concentration of 50% cell growth inhibition: 178.571 x g/mL

NC: Negative Control (DMSQO)
PC: Positive control (mitomyein C, 0.05 p g/mL)
a): The plate in the negative control group was regarded as a 100% growth.
b): The mean showed as a growth ratio against the negative control value.
c): Observation of plate at the end of treatment
d): —: Most of the cells were attached to the surface of plates and their shape was normal.
+: There was discontinuity among a small number of surviving cells.
++: There was discontinuity among apploximately half of surviving cells.

e): :  No changes of color
f): —: Absence of precipitates/crystals

TOX : Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.



Table 1-3 Cell growth ratio in CHL/IU cells treated with Indene
[continuous treatment: 24hr]
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Study type Cell- growth inhibition test Chromosome aberration test
— Treatmentand : Treatment and
! Concentration Cell growth ratio Observation” Concentration Cell growth ratio Observation®
S9 Time Pl b) . .. Pl b) .- ..
mix (hr) (z g/mL) ate Mean Condition Color of  Precipitates (¢ g/mL) ate Mean Condition Color of  Precipitates
1land 2 (%) of cells? medium® __ /Crystals® 1and 2 (%) of cells? medium®  /Crystals”
100 ¥ - - - 100 ¥ - - -
0 (NC) 99 100 — - - 0 (NC) 100 100 —~ — —
83 - - -
9.38 a3 83 — - —
83 + - -
18.8 66 75 T — —
66 + - -
o 37.5 66 66 ¥ — — o
2 49 ++ - .8 100 - - -
45 75.0 66 58 — — — E 9.38 83 92 — — —
_ w3 49 ++ - - - 83 ¥ Z -
24 5 150 49 49 T - - é 18.8 a3 83 ¥ — —
16 TOX - - 83 + - -
300 16 16 TOX - - 37.5 83 83 ¥ - -
16 TOX - - 66 ++ - -
16 TOX - - 66 ++ - -
1200 16 16 TOX — — 150 66 66 - — —
116 - - -
PC S T PC 116 108 - - -

Concentration of 50% cell growth inhibition: 141.667 u g/mL

NC: Negative Control (DMSO)
PC: Positive control (mitomycin C, 0.05 u g/mL)
a): The plate in the negative control group was regarded as a 100% growth.
b): The mean showed as a growth ratio against the negative control value.
¢): Observation of plate at the end of treatment
d): —: Most of the cells were attached to the surface of plates and their shape was normal.
+: There was discontinuity among a small number of surviving cells.
++: There was discontinuity among apploximately half of surviving cells.

e): . No chages of color
f): —: Absence of precipitates/crystals

TOX: Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.
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Table 1-4 Cell growth ratio in CHL/IU cells treated with Indene
feontinuous treatment: 48hr]

Study type Cell- growth inhibition test Chromosome aberration test
—  Treatment and Treatment and
S9 Time Concentration Cell growth ratio Observation” Concentration Cell growth ratio Observation”
mix (hr) (z g/mL) Plate Mean®” Condition Color of  Precipitates (x g/mL) Plate Mean” Condition Color of  Precipitates
1and 2) (%) of cells? medium®  /Crystals” land 2 (%) of cells? medium®  /Crystals?
_ 100 % T - - _100*¥ = - -
0 (NC) 99 100 . — — 0 (NO) 99 100 - - —
81 - - -
9.38 a1 81 — — —
72 + - -
18.8 79 72 + - —
63 + - -
s 3175 63 63 ¥ — — o
.8 45 ++ - - .9 92 - - -
E 75.0 83 54 T — — E 9.38 84 92 - —
B - 36 ++ - - o 84 + -
48 & 150 45 41 — — — é 18.8 84 88 T —
9 TOX - - 76 + - -
300 9 9 r1Q): N — 37.5 84 83 + — —
9 TOX - - 84 T+ - -
600 9 9 TOX - 75 76 83 — = =
9 TOX i - B89 4+ - ~
1200 9 9 TOX — - 150 89 72 a — -

92 = = =
PC S T PC 95 96 - - -

Concentration of 50% cell growth inhibition: 98.077  g/mL

NC: Negative Control (DMSQO)
PC: Positive control (mitomycin C, 0.05 x g/mL)
a): The plate in the negative control group was regarded as a 100% growth.
b): The mean showed as a growth ratio against the negative control value.
¢): Observation of plate at the end of treatment
d): —: Most of the cells were attached to the surface of plates and their shape was normal
+: There was discontinuity among a small number of surviving cells.
++: There was discontinuity among apploximately half of surviving cells.
TOX: Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.
e): ~: No changes of color
f): —: Absence of precipitates/crystals
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Table 2-1 Chromosome aberration in CHL/IU cells treated with Indene

[short-term treatment:+S9 mix]

S9 Conc. Cells Polyploid Number of aberration
Time(h) Judge TA TAG Judge Slide
mix (ug/mL) observed cells (%) g ctb cte csb cse other (%) (%) No
200 0.0 1) 1 2 0 0 0 1.5 1.5
NC (100) (0o ) - ( 0) | 0) «( 1) «( 0) « 0) g0) (1 ) (1 } - 85-1
(100) (o ) ( 0) ( 1)« 1) 0) 0) « 0) (2 ) 2z ) 05-1
4 0.0 0 0 0 0 0 0 0.0 0.0
( 3) (0 ) ( 0y | 0) ( 0) 0) « 0) ( 0) (0 ) (o ) 47-1
300 ( 1) (0 ) TOX ( 0) « a) ) «( 0) « 0) ( 0) (0 ) (o ) TOX 47-2
( 0) (o0 ) ( 0) « 0) 0) ( 0) | 0) ( 0) (0 ) (o ) 15-1
( 0) (o0 ) ( 0}y « o) ( 0) ( 0) « 0) « 0) (0 ) (o ) 15-2
200 0.0 1 0 0 0 1.0 1.0
150 (100) (0 - { 0) ( o) 1) 0) «( 0) « 0) (1 ) (1 ) - 41-1
(100) (0 ) ( 0) « 1) 1) 0) « 0) ( 0y (1 ) (1) 71-1
200 0.0 0 0 0 0 0 0 0.0 0.0
+ 6-18 75.0 (100) (0 ) - ( 0) «( 0) | 0) 0) 0) ( ¢y (0 ) (0 ) - 55-1
(100) (0 ) ( 0) 0) «( 0) «( 0) 0} 0y 0 ) (o ) 94-1
200 0.0 0 0 0 0 0 0 0.0 0.0
37.5 (100) (o0 } - ( 0) « 0) 0) 0) 0} ( 9) (0 ) {0 ) - 10-1
{100) (o0 ) ( 0) « o) 0}y « 0) 0) ( ¢y (0 ) {0 ) 14-1
200 0.0 0 0 0 0 0 0 0.0 0.0
18.8 (100) (0o ) - ( 0) ( 0) 0) ( 0) « 0) a) (0 ) (0 ) - 76-1
(100) (o0 ) ( 0y ( 0) | 0) 0) «( 0) 0y (0 ) (0 ) 29-1
200 0.0 3 17 123 0 1 1 65.5 66.0
PC (100) (o0 ) - ( D ¢ 9) ( 61) 0} | Q) 0) (62 ) (62 ) + 03-1
{100) (o ) ( 2) ( 8) ( 62) | 0 ( 1) «( 1) (69 ) (70 ) 86-1

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange. csb: chromosome break. cse: chromosome exchange,
other: including fragmentation

TA: total number of cells with aberration excluding gap. TAG: total number of cells with aberration including gap.

TOX: cell toxlcity was observed.

NC: Negative control

PC: Positlve control (cyclophosphamide., 14 yg/mL)
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Table 2-2 Chromosome aberration in CHL/IU cells treated with Indene
[short-term treatment:-S9 mix]
S9 Conc. Cells Polyploid Number of aberration
Time(h) Judge TA TAG Judge Slide
mix ( pg/mL) observed cells (%) 4 ctb cte csb cse other (%) (%) No.
200 0.0 o] 1 0 0 0 0 0.5 0.5
NC (100) {0 ) - ( 0) ( 0) «( 0) 0} ( 0) 0) (0 ) (o0 ) - T4-1
(100) {0 ) ( 0) ( 1) ( 0}y 0) 0) «( 0) (1 ) (1 ) 92-1
0 0.0 0 0 0 0 0 0 0.0 0.0
( 0) (0 } { 0 o o) 0y «( 0) « 0) ( 0) (0 ) (o0 ) 58-1
300 ( 0) (0 ) TOX { 0) | 0y 0) 0) « 0) 0) (0 ) (0 ) TOX 59-2
( 0) (0 ) { 0) 0) «( 0) 0) | 0) « 0) (0 ) (0 ) 79-1
( 0) (o0 ) ( 0) 0) | 0) «( 0) « 0) «( o) (0 ) (0 ) 79-2
200 0.5 0 0 0 0 0 0 0.0 0.0
150 (100) (1 ) - ( o) ( 0) | 0) ( 0) «( 0) «( 0y (0 ) (0 ) - 32-1
{100) (0 ) ( 0) 0) «( 0) 0) «( 0) ( o) (0 ) (o0 ) 78-1
200 0.0 2 2 0 0 0 0 1.0 2.0
-~ 6-18 75.0 (100) (0 ) - ( 1) | 2) ( 0) | 0) 0y | 0) (2 ) (3 ) - 20-1
(100) (o0 ) ( 1) ( 0) « 0) « 0) «( o) ( 0) {0 ) (1) 93-1
200 a.5 1 (4] 1 0 a 0 ¢.5 1.0
37.5 {100) (0 ) - ( 0) ( 0) ( 0) | 0) a) ( o) (0 ) (0 ) - 56-1
(100) (1 ) ( 1) ( 0) | 1) ( 0) | a) 0) (1 ) (2 ) 27-1
200 1.0 1 0 1 0 0 1] 0.5 1.0
18.8 (100) (1 ) - ( 1) | 0) «( 0) ( 0) o 0) ( o) (¢ ) (1) - 62~-1
(100) (1) ( 0) «( 0) ( 1) ¢ 0) 0) «( o) (1) (1 ) 37-1
200 0.0 4 [ 19 0 [4] 0 12.0 13.5
PC {100} (0 ) - ( 4) ( 2y ( 10} | 0y 0) « 0) (12 ) (15 ) + 34-1
(100} (0o ) ( 0) ( 4) 9) | 0) 0) «( 0) (12 ) (12 ) 40-1
g: chromatid or chromosome gap., ctb: chromatid break, cte: chromatid exchange. csb: chromosome break., cse: chromosome exchange,

other: including fragmentation

TA: total number of cells with aberration excluding gap,
TOX: cell toxicity was observed.

NC: Negative control

PC: Posltive control (mitomycin C. 0.05 y g/mL)

TAG:

total number of cells with aberration including gap.
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Table 2-3 Chromosome aberration in CHL/IU cells treated with Indene

[continuous treatment:24hr]

59 Conc. Cells Polyploid Number of aberration
Time(h) Judge TA TAG Judge Slide
mix { yg/mlL) observed cells (%) 3 cth cte csb cse other (%) (%) No.
200 0.0 0 0 0 4] 1 o] 0.5 0.5
NC (100) (0 ) - { 0) 0) 0) ( 0} «( 1) «( 0) (1 ) (1) - 87-1
(100) (0 ) { 0) 0) | 0) 0}y ( 0) « 0) (0 ) (0 ) 49~-1
200 0.0 0 1 1 0 0 0 1.0 1.0
150 (100) (o ) - ( 0) | 0) ( 1) ( 0) 0) « 0y (1 ) (1 ) - 75-1
(100) {0 ) ( 0) 1) 0) « 0) « 0) 0) (1 ) (1 ) 38-1
200 0.0 0 0 0 0 1 0 0.5 0.5
75.0 (100) (0 ) - ( 0) ( 0} 0) 0) « 0) | 0) (0 ) (0 ) - 91-1
(100) (0 ) ( 0) ( 0) « 0) 0) 1) | 6) (1 ) (1 ) 16-1
200 1.0 (1] ] 0 0 0 0 0.0 0.0
- 24-0 37.5 (100) (0 ) - ( 0) « a) | 0) 0) 0) o) (0 ) (o0 ) - 52-1
(100) (2 ) ( 0) «( 0) 0) 0) 0) | 0) (0 ) (o0 ) 04-1
200 0.0 1 0 1 0 0 0 0.5 1.0
18.8 (100) (0 ) - ( 1) 0) « 0) 0) | 0) ( 0y (o ) (1 ) - 31-1
(100) (o0 ) ( 0) | 0) ( 1) ( o) | 0) ( o) (1) (1 ) 53-1
200 0.0 0 1 1 1] o ¢ i.0 1.0
9.38 (100) (0 ) - ( 0) «( 1) | 0) «( 0) ( 0) o 0) (1 ) (1 ) - 21-1
(100) (0 ) ( 0) «( 0) 1) ) ( 0) « 0}y (1 ) (1 ) 69-1
200 0.0 6 11 54 0 1 0 32.5 35.0
PC (100) {0 ) - ( 2) | 6) ( 22y ( 0) « 1) ( 0) (29 ) (30 ) + 84-1
(100) (0 ) ( 4) | 5) ( 32) ( 0) « 0) ( 0) (36 ) (40 ) 42-1

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange., csb: chromosome break, c¢se: chromosome exchange,
other: including fragmentation

TA: total number of cells with aberration excludlng gap. TAG: total number of cells with aberration including gap.

NC: Negative control

PC: Positive control (mitomycin C, 0.05 y g/mL)
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Table 2-4 Chromosome aberration in CHL/IU cells treated with Indene

[continuous treatment:48hr]

S9 Cone. Cells Polyploid Number of aberration
Time(h) Judge TA TAG Judge Slide
mix (pg/mL) observed cells (%) g cth cte csh cse other (%) (%) No.
200 0.5 0 0 i 1] 0 0 0.5 0.5
NC (100) (1 ) - ( 0) ( 0) 0) « 0) | 0) « g) (0 ) (o ) - 77-1
(100) (o0 ) ( a)y a)y 1) o 0) | 0) « 0y (1 ) 1) 23-1
200 0.5 1 0 0 [} 0 0 0.0 0.5
150 (100) (1 ) - ( 1) ( 0) 0}y «( o) | 0) « 0) 0 ) (1 ) - 63-1
(100) (0 ) ( 0 ( 0) ( 0}y « 0) | 0) | 0) (0 ) (0 ) 88-1
200 0.0 2 1 0 0 0 0 0.5 1.5
75.0 (100) (o0 ) - { 0) ( 0) «( 0) «( 0) 0) 0) (0 ) (0 ) - 28-1
(100) (0 ) ( 2y ( 1)« 0) «( 0) «( 0) 0y (1 ) (3 ) 90-1
200 0.0 1 0 0 0 0 0 0.0 0.5
- 48-0 37.5 (100) (o ) - ( 1) | 0} 0) 0) 0) 0) (0 ) {1 ) — 22-1
(100) (0 ) ( 0) ( 0) 0) 0) «( 0) | 0) (0 ) (0 ) 17-1
200 0.5 0 0 0 0 0 0 0.0 0.0
18.8 {100) 1) - ( 0) 0) «( 0) «( 0) « 0) | 0) (0 (0 ) - 48-1
(100) (o0 ) ( 0) «( 0) ( o) «( 0) 0) |« 0) (o0 ) (o0 ) 39-1
200 0.5 1 0 1 c 0 0 0.5 1.0
9.38 (100) (0 ) - ( 0) ( 0) «( 0) «( 0) 0) o0y (o ) (o ) - 50-1
(100) 1 ) ( 1) ( 0) ( 1) «( 0) | 0y ( o) (1 ) cz ) 19-1
200 0.5 5 33 93 0 2 0 62.5 63.0
PC (100) (0 ) - ( 4) ( 17} { 44} ( 0) ( 0) « 0) (61 ) (62 ) + 07-1
(100) (1) ( 1) ( 18) { 49) ( o) o 2) «( 0) (64 ) (64 ) 82-1

Z: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange. csb: chromosome break. cse: chromosome exchange,
other: including fragmentation

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control

PC: Positive control (mitomycin C, 0.05 yg/mL)
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