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B, TRIFMHAE, HAFMER AAVSEMIEET 23R USEHRER)

FHUCEYE S AR 58 % i SRR B A M (CRISAE11 A21 A, AR
1121003 5, FHR15+11 - 1787535, BRIADREF0311210043) IFIRZOECD PRINCIPLES
OF GOOD LABORATORY PRACTICE (OECD U5 iz et a3t B4 5358
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20065 11H 13H
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TA R NOREAREFREOFES, [ TFROERM CHUIUAD Z Ay, SRk
(CFFEIUERDSY mixHHNB US9 mix ZEHIN) & Egea i QARHRIED TRET L 7=

TA MY VL ORBREEL, HREITHRBROB RN D, 0% K ORI DA R
EHREC, SRR (S9 mixHESINRUS9 mix¥EEIN) THE150, 300, 600, 1200%UR400 rg/ml., Bl
TR QBRI CYT75, 150, 300, 600 TR1200 pg/mLOAH2, SEFEERE L7z

RROFEE, B CERHIEEL b, B0k USSR EHIROHBIERIS%RiE Ch o7z

FRBRSI TRV RWHEIL, BHOIRBERERETRL, BISHRRUBHARICEIT 556
GBREFREY, YRRy 7 TFo =2 OGN TH-T-.

D EORR, AFRREETIZBWT, 7 A M) VUGB EFRIE IRV EHIET S.
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&

]

TA MY NOREEIBET HIHEASRO—R L LT, iIIHBRDOEFEaL A 2 REARFERRE
TV, TORGBAEREFREOFEIOVTRF L.

5k

1. §EWHE, i B E R USRI

1.1 #3BY

BEWEDOT A N v [BASERM 1 2-(2-b FaXi34en-TFAS-AFNT 2=)1)S5- Juay
Y MY TV, FEEL - bumetrizole, FEERIH : 2- (2-Hydroxy-3-tert-butyl-5-methylphenyl) -5-chlorobenzotriazole,
CASN03896-11-5, 5375t :315.80, ZEUE 175X 10E-7Pa(20°C), il : 138-141°C, FEXIHEE 1 132 glem® (25°C) ]
i, weowkervree. s [
FLEHO [my MES 01721IW4, EE 99 %] ZAVE. ATHIY, RBHEROESEWHEIVEEDOR
FHENCER GRE : 23°C, FHRMHE : 200~253°C) - BEADRMS T CHRE LT=.

ATFHICHBSR CHBYEE O LIER, SRII9S% ThHo7/=. TA N —ADTF v bEAWA
RO B K DR 5aE - ARG RER GRERE5:100624) D GIIHIE T 441 Bk CHigR
WEEPEM LR, SE1I11006%THY, SRRTORESHEESN-.

1.2 ik

BT, DAFARNVEFT R [LLTFDMSO, /PRI A~Y bV, vy bES : PUI4O,
HARR : 200942 H26 B (BH3E), BS\SHRHALFRIFAT] 2V -, DMSON, A E CRBRIMERR D
BEEREEOREENIC, BRGERE : 23°C, FHHE : 204~249°C) - EHXDORG T THRE L.

13 BEtEemE

BRI, <A =AY CEMFMMC) &P AF V= hbad I (ELFDMN) Z Fv .

MMC [fEafid <A beA o B mg, 1A 7Atiz, BlEeA b=a 2 C2mg(CHil) & AR
b7tV U548 mghaf, oy MES :417ACG, FWIER : 20074774, HAwss MR &,
DMN [#UEE : 994%, v FES : DWP3368, IR - 2007472 421 A (BHHE), Ak T ¥Hs
D) 1 TR BTRSEEREA LT, AR, W TR LB E C SRR R ORI RS E O
BN, GRRGRE @ 4°C, FHNE : 3.5~6.7°C, @ : MPR311D, =FEHHEHD ORMF FoiE
L7

1.4 BRIy E
BEPEcHBY Y, SEMEOBYAL LCTHWEDMSO L L.
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2. BRiAIR

2.1 §BmE

TR EOVERPR(EFRM : AT261, A FT7—- bL FEEXSHD) L, DMSOIZRERE L TRA
FEETR GRRUEREHIEAER © 6432 mg/mL, P RREFRBROBRINIE : 4824 mg/mL, LI
2412 mg/mL) 2R U= BERER L 0 K\ IRESRIY, Bl Aok HDMSO TEBIEAIR L GREY L 7=
FRUIFRRIATY, BRSORKIFEEYY Lz, 2B, YBICkT 2R RIS ML= &
EOBRKBETHH T8, FFREIH O CHFRBED201{EORE R L.

22 Bty

MMCEKUDMNE b, AERIEER (RS, 7y MES  K3G70, HSHKEREEETIR) ICHMR L T
ERE (ETREEOIN 238 L. FRITIAERTY, ERROBRIEEEENY L.

Y4 TR (ug/mL) ABRE (ug/mL)
ot AL B 3k MMC 0.55 0.05
ySLSTi AR S DMN 5500 500

MMC 1.1 0.1

3. PR

FEUTIY, 20006E11 H28 I K AABEMASHF AT N —Fa ¥ 7 V8N ObAFLIZTF v =—X
NI A B —HESROBHE TR (CHLIU) 2 AV iz, AR, DMSO%10 %I L7 cm L C,
1 mLIZ/IV3T % U GRS ER AN T L. SRBRIZBEL, 3o L Ch HHa k3L - 150,
LA fE— FER 25K, fE{URAH : 169R5H], <A 2/ X< (&) @R L, HFESECREALE

MBEORERIY, HR T Nunc®) 2V T3~4B Z 81X Tote. LUFICAHABRITIT 2 BiEH b Ok
REER LU

Wﬁﬂ]ﬁ;ﬂ% testesreseresnrrenactesesesranrannen 3@
Yofa KA (ARSI 7=

723, FREBIFIZETBUR A A T SRR RERE (AR TfTo 7

-10-
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4. KRR

Eagle DR/ D/ ZEHE#HZ (Eagle’s minimum essential medium, LA FEagle’s MEM) O#Rk%, Attachment 11271
L7

BRI, Eagle's MEMISK (22 » MES- @ 1231892, GIBCO, VU X FNo61100061) & Bk MY 7 o%
BERRIAIZESAZ L, 1 NOHRE CpH%7.0~7.1 GERHE : pH 704 CFHE LT, AT T T 4 VF—(6022 1,
BAI VARTHASH) CMR Lzt FE@{k(56°C, 30%) Li-{FFiMiE (2 v M&5 : 511116, GIBCO) %
BHGRBEDI0%L 25 L5 CREB LK. 7ok, R L7ESRIARRI37°CIOmR L TREA L s,

5. S9mix

S9IY, Attachment 20D5{HHZ X V20054F1 A21 BiA Y = VB T Mt cliE SN b (v
&S 1 05012111) 2RI L7, SOIE, 20058228 10HICHEA L, HERAREE C-80°CRREDGHE [BX
BFV-130(LR), A~y 7#att] NICHHERE L.
SO mixi, SOUNDEMELFMBRA L TIKRE L, ZhE AL TS5 7 4 NF—($02 m, Nalge) T
Rl L7=1%, EAEANCSOZ Nz TRE L7, S9 mixDHRL % Attachment 317 L 7=,

6. MRROFEER OHIEE

BB 12025% Y TV iR E A THlaZ 2IBEL, B 008E [1000mpm, SHTE, /IVEGHIRESE!
3 : CF SRX, B THHAM), UTREE X W& EIR L=, SRteEsim s inx Gl
WML Z Ok PO mERFHER 2 AV CEHRIL, MER2 X 10M8)5 mLIZR5 X 51
AR N CREE L. 8 L Hrlai 2 S mL9™D, EA60 mmOBE >+ — L (CORNING) (3%
L, BEE%37 °C, COMBERSYITRE LI AA ¥ 2—F— @ . BNA-121D, TRy
BESHE, BUTCO v ¥ a—F =) NT3 ARDEE Lz b O3B AV -

Tr— Uil KRG CIREIC oX Ik, BB RER CIIREIC o S S OFHHIA
Ik, BRI R VL. $, Uy — LTRSS, $EBWEAUIKIRYEL, B
EZTAL, &OICERFEIREDSATISI mix DR EY, EEENEOGSTHEERRZTAT S Z L
WL FRIL.

7. HERCHERERHIRER

R RERBTBIT 57 A MY YN ORBRBE A RET 57201, MRS E T AR
1Y, EIRAEREREDS9 mixBYINR US mixSEAIN & e RO 4RFRIR D3 R F CHhE L.

BPAEBERATIY, SO mixBVIIA S v — Lo DIERIRA2.5 mLERE L7, Z Z1ZS9 mix 0.5 mL & Rk
WIS A HMUTz. SO mixEERIA L v — L bIdHERIR 2.0 mLERE L7=1412, RREHKZ SO mix#shno

-11 -
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BALRRRIFIL. WIS v — L H00 1 & ai— & — N ColFEEER L%, FiEsis.omL
WCH R, SOICISE R Li-. — 7, EERECIY, T —LISRIAIRS (A EHINL, COMf v
X a_—F — N CURFEREE L.

WIFNOREBRINE b, REIRENNRE & OB TRACERWE O OF B4 HIRAICBIEZ L.

PR R QR b, BRI TR, &1 vy — 112025 % b Y 7L 4R & K93 mLEI LGl
RaEFEEL, BOSBHC X VHIAENN L= Bkt B2 VG, AMialastil L. Sl
T — LY D3ERTY, FOFEEE AV TRt B O AR A 100% & L TARERTIIT 24D
AR RDT-.

HEGRED Y, SRR OMEsUERE & b T LW EF AR D BERDFIE OV T (ERRISAR
H21B)IZ35%, 10 mMAESD3200 pg/mL 2 REiREE L L, DATFAH2IZ K Y1600, 800, 400, 200, 100,
50, 25, 125%U625 pg/mLDFHOREZFRE L, TOMUZBEMIRAFRIT7-.

SRR DRSS & Table 1 &% U¥Figure LR L 7=,

S9 mixFNINZ I} AHBADETRIY, 625~400 1g/mL T390 %L E&7R L7243, 800 pg/mLLA BT
EDSENTT BIZ06NE DI L, B 0D3200 pg/mL Tid27% Th o7z

S9 mixEEFNMZI3IT DHBIDAEFEIL, 625~400 Lg/mL T390 %LLEA7R LTS, 800 pg/mLLA LTl
REEDSEENTT BICHENE DRI L, BSiREE 03200 pg/mL Tid23 % Th 7.

ProbitBZ & ) B L 7=S0%HERTHFEIHIIREE (ICs) 1Y, SO mixESIITII2020.9 g/ml, S9 mixHEFRMITIX
1864.9 pg/mL T o 7x.

7P, BRI ORI TS, S9 mixBIIIKRUSI mixEERINE b, 50 semLll EORERZROTH
EOMBROITHA R A BRI AT )RR B

TGRS R % Table 2% U¥Figure LR L7z,

HBADATTRIY, 625~200 £2/mLTiI90 %LA L% 7R L72A3, 400 pg/mLLl B CIIaREEAINTT B IZ8
FOEIRD L, BESimrED3200 to/mL I8 % Th o7~

Probit?siZ K W HH L72ICs1E, 8366 tg/mL Th-o7-.

7B, BREREIIRERUERETRAZ, 50 pg/mLLA EOREIZISY YT AEOMBIROFTHHR AR
AT ERD BT

8. RERETR
RBT, ERTHEREEOS9 mixFANRUS9 mix SRR & EH R R D24 D3 /5 THME L 7.

8.1 FREBRIEEE R UMAFREE

R, MR BRORERITESE, ICoRURIRDATFRA T, SRS mix
HMZUS9 mixEEHFINTIX150, 300, 600, 12005 U400 pg/ml, SR QARARLED TIXT75, 150,
300, 600/ Tr200 tg/mLOAK2, SBFEEFRE LTz,

-12-
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MPRREY, BRBRYIZ LICHEBWE, BRMSIRR USSR RIT 7= R L U T
DS mixFAMNIIIDMN (500 pg/mL) %, S9 mixEEFRIMIZIIMMC (0.1 pg/ml) %, EHEMHFEIZIIMMC
(0.05 pg/mL) Z FV =,

82 RRARDOILER

82.1 FERFHARE

S9 mixBNIA S v — LD bR E2.S mLERE L7-41Z, S9 mix 0.5 mL & #EWE K Ut E D
BAII5 A%, BASHBYEOBRASII03 mLEEINL. SO mixERNA L v— L OIS %2.0 mLER
BRI, BARESY mixBINOGE L RRRKICEM U, WDy +—L 00,1 VFa—F—NT
ORFEIR L7, PRS0 mLIZIRD R, S DICISHAEIEE U U bYMadE R ERIR U4l
BO#HEE Ui, 7236, BREIREVIIR & AAFRE T RICSEBRME OV O A 1% IRMICBIZ L ..

822 L

Tx— UL, BERWER UM OBETIRS A%, BEIREOBEI05 mLEFNL, COo,
A U F 2 —F —N TR LRI EMERDVERR OB O IZ Uiz, 728, BRiNRE
JEF & SBE T RRC SR E OO F % HIRAICBIZ LT-.

823 EAfER

SRR R OSSR & b, BRI T2RARIRN 10 sg/mLBEED 22 2 MR RS v — 0.1 mL
BIMLT, HFPEEE. Bl THE & v—L12025% MY 7 REF3 mLinzx THRRZ i
BEL, SUDBHC X VHBRZEN L7, 75 mmoVLIE{t U ¥ L/KISR CIESRUEE (37 °C, 1553 ) & L
fo. (EERMEANET L7ctt, MURLOBEL, A ¥/ — L EEEE3NOEETRE L O LEEEEET
BABEEZIT, FEEE CHBREE R L. ZOMBRREE R 54 ¥/ A2 Loy ic—i{
S F U THIRZ AT, &k, 2%DGiemsaft ik CRIIS TG L=

A7A FEARIIT ¥ — VY7 0IBAERL, BV Ca— RES2RIMhtz. Zeds, BIBRKTH
IR T4 MEAL, RS, BWHEANXIITRWES, BE, R S mix DR H (ERTHIIRE)
SRR GRS, BAYERIB25CA LT~ VRS L=

82.4 HitE DRI

FRAERE R U E & b, BT, B v—L12025% b ) 7L k% #3 mLEsh L CHIRa
RHEEL, BUHEERC X D RRREENR Ui mEREHERE A VT, AR A EHEl L.

FEIXIBD T ¥ — L HT= D3EHTY, EOFEHEE AV TRt Bt O AR 2100% & L TRIRERC
BT dHRADAEGFRERDT-.

-13 -



Study No. 971124

9. EAEE

REOTFE #BEITLT, Befalhdi X RN T 0B HEOMIEZ 12— L % 7- D 10018, 1#REEY
T D200fEBER L=, BEADBEII=— FEEIAICIT, BEERLABRIE L OWBAIT, SUERET LI
BEABER THRITT 2.

QAR BURE LRSI LT BB R (polyploid) KU b (endoreduplication)
EBEIR L L, MIEIREIIOX Yy v (ClTgap), QREART (chromatid break, LA Tctb), Q%
AT (chromosome break, LA TFesb), @Fufa/HARIAZHA (chromatid exchange, LATFcte), GFafdRizz
#i (chromosome exchange, LA Fcse), @WiF{t (fragmentation, LATfrg) IZ/38EL, ZhbOL@ERELFE
TOMREZ B L LCRE& L. ok, ¥y o/ LUMOHBIE, REAGIG G O3
BHOR—B ECHDHb0EX v v 7L L, BHREOLITTN TS 02 E L2, KR hE—#R
Fizdho THIREAER ORGSR L Y KXW OIS L. ReEREORKY, Xvo7re
BOIBE L EDRVGER LI T TR L.

WRER RO bR RBE Z, BRIICREFNZ OV TEERRE L7= (Photograph 1~5) .

10. REBRORESIEAE

MBI T, RAKRELE T OHIROHBRENS%AIE T, BRI Y TH v v 7B
OREERE 2T HHRROHEBEN0%LL EEZRL, & LICERERUSHSHRBEORGARE OHER
B, I HTURBMERD/ Ny 7 75T BF—F (Attachment 4) DFIFANZRL, RBERICHBLI-fhoE
A2 BRI L.

11. ¥ HE
LR RE 2 AT SHIADOHBERIY, TiORIERNEZ - /- - F EEREIHTHR o 7.

12. HERLE

RBROBRTL, BORENISENRE 2H T 2AROHBRESS%AREOG A E M, 5% E10%FR
WOBEEREPMEL L. SOICZOHBERNI0%LEEZRL, BECERELTEMUEESZBMEE L
Te. 28, MR EOREHEEF T OHIROEBRY, X+ v 7230 EE LEDRVEETEHL,
Xy v T GDRVGEEDHBRIZ L VHE LT
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1. AR

ABEF % Table 3 (Appendix 1-1~1-2) IR L=

T A Y NAERREOEIREAROHERRY, S9 mixFMKRUS mixERINE b TORETIS %
UTLRETHoT. RS, MEHRFEHROEEEDS, SO mixBIKUSI mixEFME b, 3T
RETLO%UT LR TH 7=,

TA R = )VAGEROS) mixBINIS T SHIIOATFERIY, 150K UB00 £g/mL THI90 %LA EA R L7223,
600 zg/mLLA ECIIIREEASINT BIZPE O U, BemiefE002400 1o/mL Tid34 % Th-7=. S9 mix
AR DHBEOATRY, 150K UB00 12/mLTH90 %L L RLIZAS, 600 pg/mLLA b CrIgREan SN
THIRENFOBEIRB L, BSiefEr2400 1g/mL Cld34 % Th-o7-.

BRIANERIIRE R USERA TIRRZ, S9 mixBKRUS9 mixEERIMNE b, TR VTREOHEIRD
FrH R OB GO AT AR DT

REHEFROBEIREHBIOHIREY, SO mixBINTII0S %, S9 mixEERITTII0 % Th o7
HROHBRIY, S9 mixBHITII0 %, S9 mxEEFNITII0S % Thotz. iz, BBEHR(S9 mix#H :
DMN ; 500 pg/mL, S9 mixFEFHI : MMC ; 0.1zg/mL) DEFIRFHBAOHBRFEIT, S9 mixHHIKUS9 mix
EHRME H0% THoT-. EEHREMIAOHERERIY, SOmxBINTIET2.5%, S9mixEERINTIIS2.5%T
Hot-.

At IR R USRS DR RREFREIL, Ny r 7T U R —FOFANTHY, B8
HEE-THDOThHoT.

2. BBtk

SRBARE T % Table 4 (Appendix 2) IR L7z

7 A N YRR OBRFHIIONREY, T TORETLS %A T LEMETHo. RS,
BENREAROHEED, T CORETLO%UT LB Th o1z

T A N VBB ORIAD AR, 75KUN50 1/l T30 %Ll EEAR LA, 300 po/mLLA BTG
REEHSENTS DIZH0E N EDEIRRD L, BarsiRBED1200 pg/mL T34 % Toh o7

BRASETNES R OEBK TERAZ, 3T ORERZIV T EROMBIROFTH IR B MR AT
RO

BRI 1T 2EEIRFEHRADHEIRIT0 %, FIREHIIOHEREII05 % Tho7-. -, Btk
R (MMC : 0.05 pg/mL) IZ317 2EFHIREHIIOHBIFII0 %, HEHIRFEHRROHBIEI43S % Th-
z.

MBI R USRS AYEERREFREIL, v 77T Uy NF—FORBNTSHY, ABSE
B2 LD TH -7

-15-
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5 £

T A MY NORERREFEEORES, (TR0 A O S REARERBRIC L VBT L
T A MUY NV OBHIRERRRR S RFHIIROHERRT, WTnORBRIIIRNTY,

SRR QSRR E OSBRI BT, BRSO REMHREI, N
97 759 FTF—2 OFFNTH Y, BROBMNFGLEI-THDOTH-T

UEDRER, FARBREHTICEBWT, 72 M) YR EEBREFREI RV EHETS. &2
B, 7APYY—/UILRBRGER CRMICER L -ME L2 BV 2 EREAERRR CRIEOR
ENBLNTVWS Y. £, BEYHED 2- -k Fuxi3 5-Jtet-TFALT==L) _V k
V7Y A TRERERARY, REARERRY CRIELOBRERDS.

X W

D A EEE - REARERSRT /L CGETHEMH), &t - 74 - — GIOE, 1987) .

DR 74 ) omEs BV ERERERRR RREE 1 901924),
BB AN TV Y —F ¥ — PEHFREFT (2006).

3) [ erEsttamms, 10, 237 (2003).

2 I (2 rEsRBEs, 10, 243 (2003).
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Attachment 1. Composition of Eagle's Minimum Essential Medium (MEM) (List No.61100-061)

Constituents Concentration Constituents Concentration
° (mglL) * (mglL) *
CaCl, (anhyd.) 200 L-Methionine 15
KCl 400 L-Phenylalanine 32
MgSO, (anhyd.) 97.67 L-Threonine 48
NaCl 6800 L-Tryptophane 10
NaH,PO, + H,O 140 L-Tyrosine (disodium salt) 521
L-Valine 46
D-Glucose 1000
Phenol red 10
D-Ca pantothenate 1
L Choline chloride 1
L-Arginine * HCI 126
Folic acid 1
L-Cystine « 2HCI 31.29
Iso-Inositol 2
L-Glutamine 292 e
Nicotinamide 1
L-Histidine HCI * HO 42 ’
: Pyridoxal + HCI 1
L-Isoleucine 52 ) .
Riboflavin 0.1
L-Leucine 52
Thiamine » HCI1 1
L-Lysine * HCI 72.5

*: Final concentration in distilled water per liter.

-17 -



Attachment 2. Preparation of S9

Study No.971124

Animal used Inducing substance
Species, Strain | Rat, Crj : CD (SD) Phenobarbital (PB)
Name
Sex Male 5,6-Benzoflavone  (BF)
Age 7 weeks Administration method ip.
2164+89g* Day of administration day 1 PB 30mg/kg
Body weight (n=45) and day 2,3 and 4 PB 60mg/kg
Dose day 3 BF 80mg/kg
*: Mean®=S.D.
Attachment 3. Composition of S9 mix
Constituents Quantity in 1mL S9 mix Constituents Quantity in 1mL S9 mix
S9 03 mL Glucose-6-phosphate 5 anol
MgCl, 5 samol NADP 4 ol
KCl 33 zmol HEPES buffer (pH 7.2) 4 gamol

-18-
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Attachment 4.

The background data of chromosomal aberration test in cultured CHL cells

Test cells : A fibroblast cell line from the lung of a Chinese hamster (CHL/U)
Supplier of cells : Dainippon Pharmaceutical Co., Ltd.

Date of supply of cells : 2000.11.28

Accumulation of data : 2004.3.2 ~ 2004.12.24

Study No.971124

Numerical .
. Structural aberration
Time | S9 mix nu(r:nell)ler aberration

Polyploid | endoreduplication|  gap ctb csb cte cse frg Total (+g) | Total (-g)
240 _ 1600 Mean®=SD. | 03045 00 0+0 0.1+034 0+0 0.1034 0+0 0+0 03045 | 031045

(min/max) | (0/1) (0/0) (0/0) (0/1) (0/0) (0/1) (0/0) (0/0) (0/1) (0/1)
Negative 618 + 1600 Mean£SD. | 04=%0.51 0X0 00 0.1£0.25 00 02%040 | 0.10.34 0x0 041062 | 04*0.62

control (min/max) | (0/1) (0/0) 0/0) | (0/1) | (0/0) | (0/1) | (o/1) | (0/0) | (0/2) (0/2)
618 _ 1600 Mean*SD. | 022040 0+0 00 02X0.75 00 03045 0+0 0+0 042081 | 04+0.81

(min/max) | (0/1) (0/0) (0/0) | (0/3) | (0/0) | (0/1) | (0/0) | (0/0) | (0/3) (0/3)
MMC 240 . 1600 Mean®=SD. | 04*0.51 0+0 0+0 199+5.59 1 0.1£025 | 30.8+3.08 | 0.3£045 0+0 430186 | 43.0+1.86
0.058/mL (min/max) | (0/1) (0/0) (0/0) | (10/30) | (0/1) | (26/35) | (0/1) (0/0) | (41/47) | (41/47)
DMN 618 + 1600 Mean=*S.D. 0X0 00 00 | 239+460 00 586+4.83 | 03045 | 0.1+0.34 | 683£3.75 | 68.3X3.75
500./mL (min/max) | (0/0) (0/0) (0/0) | (17/31) | (0/0) | (51/68) | (0/1) | (0/1) | (62/76) | (62/76)
MMC 618 . 1600 Mean=SD. | 02%0.54 0=x0 00 26.8+4.385 0+0 385+4.75| 0.1x0.25 00 54.1%£5.02 | 54.1£5.02
0.14/mL (min/max) | (0/2) (0/0) (0/0) | (16/36) | (0/0) | (31/46) | (0/1) | (0/0) | (49/68) | (49/68)

(min/max ) : No.of cells with numerical or structural aberration observed in 100 cells.

Hashima Laboratory , Nihon Bioresearch Inc.
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Table 1. Cell growth inhibition test of bumetrizole in cultured CHL cells
-The short treatment method-
Treated for 6 hr with S9 mix Treated for 6 hr without S9 mix
Test Concentration
Substance (ug/mL) No. of cells Survival ratio® ICs No. of cells Survival ratio® ICso
(X 10*plate) (%) (ug/mL) (X 10%/plate) (%) (ug/mL)
ITIegatlve contrt?l _ 20 100 _ 64 100 .
(Dimethy] sulfoxide)
6.25 68 97 61 95
12.5 68 97 60 94
25 70 100 63 98
50* 68 97 62 97
. 100* 68 97 61 95
bumttrizole 2020.9 1864.9
200* 65 93 60 94
400* 63 90 58 91
800* 57 81 49 77
1600* 33 47 26 41
3200* 19 27 15 23

a): (bumetrizole treated group / negative control) X 100.

*: White oily membrane-like precipitations and white fine precipitations were noted in culture fluid.
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Table 2. Cell growth inhibition test of bumetrizole in cultured CHL cells
-The continuous treatment method-
Treated for 24 hr
Test Concentration
Substance (ug/mL) No. of cells Survival ratio® 1Cs
(X 10%/plate) (%) (ug/mL)
ITIegative contrt.)l _ 63 100 —
(Dimethyl sulfoxide)
6.25 62 98
12.5 61 97
25 59 94
50%* 58 92
. 100* 58 92
bumrtrizole 836.6
200* 57 90
400* f 53 84
800* ) 35 56
1600* 18 29
3200* 5 8

a): (bumetrizole treated group / negative control) X 100.
*: White oily membrane-like precipitations and white fine precipitations were noted in culture fluid.
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Table 3. Chromosomal aberration test of bumetrizole in cultured CHL cells
— The short treatment method —

Numerical aberration Structural aberrations
Test Concentration w-ith(+) or Noof No.of No.of ) Types® and numbers No.v(:'fﬂ‘:e . Incidence® Sumz;!l
substance (gm) ~ ihoutl) metaphase o doreduplicaion 9T fee (cumulative) chomosome (%) Judgement®  on
S9mix  examined (%) ’ (%)
cells cells aberration
gip ctb csb cte cse fig (4p (p (g (@

Negative control - + 200 1 0 0.5 — 0O 0 0 0 0 O 0 0 0 0 - 100
R I 0o 05 = 000000 0 0 0 0 = %
" T T 0 0 = 010100 2 2 10 10 = 9

boetie et ko0 o 0 0 = 0. 1.00 0 0 1 1 05 05 = 8
S SN N N 0o 1S - 000000 0 0 0 0 = 5
2400* + 200 3 0 1.5 - 6 0 0 0 O O 0 0 0 0 - 34

Dimethylnitrosamine 500 + 200 0 0 0 — 0 66 0 124 2 0 145 145 725 725 + 85

Negative control - - 200 0 0. 0 - O 1 0 0 o0 0O 1 1 05 05 - 100
s e 200 . 0 ! 05 T 0.0 .0 0 0 O O O 0 0 Tl 5.
Lo . 200 . O . 0 0 0.1.0.0. 0 0 1 . 1,05 05 o %

bunctizole 600 ... e 200 ... O e O 0T 6.0 0. 0 0 0 O 0 0 0 Tl 8 ...
L Teeeees 200 .. 3 O LS T 0.1.0. 0 0 O 1 . 103 05 T8

2400* — 200 2 0 1.0 - O 0 0 1 o0 O 1 1 05 05 - 34

Mitomycin C 0.1 — 200 0 0 0 — 0 53 0 75 0 0 105 105 525 525 + 88

Negative control: Dimethyl sulfoxide.
a): (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative (less than 5.0%) ; =:equivocal (5.0% or higher to less than 10.0%) ; +: positive (10.0% or higher) .
c): ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) X 100.
e): (bumetrizletreated group or positive control / negative control) X 100.
(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
*: White oily membrane-like precipitations and white fine precipitations were noted in culture fluid.
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Table4. Chromosomal aberration test of bumetrizoke in cultured CHL cells
— The continuous treatment method —

Numerical aberration Structural aberrations

Tt Concentraio, TEOf  Noof o e N°'°_fﬂ‘f“5 cidences Survival
;s treatment  metaphase No.of- N°'°_f ' Incidence® ] Types® an 1.1um wi cn(o )oe . ratio®

substance (ho) examined  Polyploid  endoreduplication %) Judgement (cumulative) chromos'ome %, Judgement (%)

cells cells aberration
gap ctb csb cte cse fig (+p (@ (g (g

Negative control - 24 200 0 0 0 - 0O 0 0o 1 0 O 1 1 0.5 05 — 100
R 0 .0 . =.0.0.0.0.0 0 0 0 0 0 = 9
Lot w0 2 0 10 o 0.1 0 0 1 0 2 2 10 10 = %
bae s 24 201 0 .05 = 0.0 0 1 0.0 1 1 05 05 = . 8
Lot 03 0 1S T 0.1.0 0.0 0 1 1 05 05 = 6

1200* 24 200 2 0 1.0 - 0O 0 0 0 0 o0 0 0 0 0 - 34

Mitomycin C 0.05 24 200 0 0 0 — 0 490 0 56 0 O 87 87 435 435 + 88

Negative control: Dimethyl sulfoxide.
a):  (Numerical aberration cells / observed metaphase cells) X 100,
b): Judged on the basis of incidence as; —: negative (lessthan 5.0%) ; =:equivocal (5.0% or higher to less than 10.0%) ; +: positive (10.0% or higher) .
¢): ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) X 100,
e): (bumetrizoletreated group or positive control / negative control) X 100,
(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
*: White oily membrane-like precipitations and white fine precipitations were noted in culture fluid.
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Figure 1. Cell growth inhibition test of bumetrizole in cultured CHL cells.
Study No. 971124
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Appendix 1-1. Chromosomal aberration test of bumetrizole in cultured CHL cells

-The short treatment method-
Numerical aberration Structural aberrations
Test Concentration With(+) o Noof No.of No.of < and numbers NO.v(:'if;i.;e . Incidence® Surviv?l
without(-) - metaphase """ 0 Incidence” Types® and num cidence ratc’
substance (1/mL) SOmix ined  Polyploid endoreduplication % Judgement® (cumulative) chromos?me (%) Judgement” (/)
cells cells aberration
gap ctb csb cte cse fig Gt (@ (+p (@
Negative control 100 0 0 0o 0 0 0 o0 o 0 0
— + 05 — 0 0 - 100
(Dimethyl sulfoxide) 100 1 0 0 0 0 0 0 0 0 0
100 0 0 0O 0 0 0 O0 O 0 0
150* + 05 - 0 0 - 9%
............................... 100 000 OO O e
100 0 0 o 1 0 1 0 O 2 2
300* + 0 — 1.0 1.0 — 91
............................... 100 O 0000 00O
. 100 0 0 o 1 0 0o 0 O 1 1
bumetrizole 600* + 0 — 05 05 — 85
............................... 100 O 00 000 0O .
100 1 0 o 0 0 0 o0 O 0 0
1200* + 1.5 — 0 0 - 51
............................... 100 0O 0 00O e
100 2 0 0O 0 0 O o0 0 0 0
2400* + 1.5 - 0 0 - 34
100 1 0 o 0 0 0 o0 O 0 0
i . . 100 0 0 0 32 0 63 1 0 73 73
Dimethylnitrosamine 500 + 0 — 725 725 + 85
100 0 0 0 34 0 61 1 O 72 72

a): (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative (lessthan 5.0%) ; =:equivocal (5.0% or higher to less than 10.0%) ; +: positive (10.0% or higher) .
¢): ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d): (Cells with structural chromosome aberration / observed metaphase cells) X 100.
e): (bumetrizole treated group or positive control / negative control} X 100.
(+) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
*: White oily membrane-like precipitations and white fine precipitations were noted in culture fluid.
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Appendix 1-2. Chromosomal aberration test of bumetrizole in cultured CHL cells

-The short treatment method-
Numerical aberration Structural aberrations
Test Concentration With(H) o Noof < and numbers NO:;: - Incidence? Survivl
bstan ) Without() metaphase No.of No.of Incidence® Types - oy , o’
substance (ug/mL. SOmix  examined Felyploid endoreduplication %) Judgement® (cumulative) chnomos.ome (%) Judgement (%)
cells cells aberration
gap cotb csb cte cse fig +p (p (@ (@
Negative control 100 0 0 o 1 0 0 0 O 1 1
— - 0 — 0.5 0.5 - 100
(Dimethy! sulfoxide) 100 0 0 0 0 0 0 0 0 O 0
100 1 0 O 0 0 0o o0 o 0 0
150* — 05 — 0 0 - 95
............................... 100 O 0 0000 0 O
100 0 0 O 0 0 0 o0 o 0 0
300* — 0 — 0.5 0.5 — 95
_______________________________ 100 O 0000 e,
. 100 0 0 0O 0 0 0 o0 O 0 0
bumetrizole 600* — 0 - 0 0 - 89
_______________________________ 100 O 00 000 0O
100 2 0 o 1 0 0 o0 O 1 1
1200* — 1.5 - 05 05 — 48
_______________________________ 100 0 000 000
100 0 0 o 0 0 1 0 O 1 1
2400* — N 1.0 — 0.5 0.5 — 34
100 2 0 o 0 0 0 o0 O 0 0
. . 100 0 0 0 32 0 3% 0 0 55 55
Mitomycin C 0.1 — 0 — 525 525 + 88
100 0 0 0 21 0 36 0 O 50 50

@): (Numerical aberration cells / observed metaphase cells) X 100.
b): Judged on the basis of incidence as; —: negative (less than 5.0%) ; =:equivocal (5.0% or higher to less than 10.0%) ; -+: positive (10.0% or higher) .
c©): cth: chromatid break; csb: chromosome break; cte: chromatid exchange, cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) X 100.
e): (bumetrizole treated group or positive control / negative control} X 100.
(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
*: White oily membrane-like precipitations and white fine precipitations were noted in culture fluid.
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Appendix 2. Chromosomal aberration test of bumetrizole in cuttured CHL cells
—The continuous treatment method —

Numerical aberration Structural aberrations
Test Concentrtion. e of - Moof o o No.of Types® and numbers No:fﬁ‘:e * Incidence* Suvivd
treatment  metaphase 0.0 0.0 \ R < and num cidence o’
substance (ug/mL) - Polyploid  endoreduplication Incidence Judgement® (cumulative) chromosome (%) Judgement®
(hr)  examined (%) A (%)
cells cells aberration
gap ctb csb cte cse fig (+g (@ (g (@
Negative control 100 0 0 o 06 0 0 0 O 0 0
- 24 0 - 05 0.5 - 100
(Dimethyl sulfoxide) 100 0 0 0 0 0 1 0 0 1 1
100 0 0 0O 0 0 0 0 O 0 0
75* 24 0 — 0 0 — 97
_______________________________ 100 O 00 00 00O
100 1 0 o 0 0o o0 1 O 1 1
150* 24 1.0 — 1.0 1.0 - 92
............................... 100 0 L0 00 0
. 100 0 0 0 0 o0 1 o0 O 1 1
bumetrizole 300 24 05 - 05 05 - 88
_______________________________ 100 00000 0O .
100 1 0 0O 0 0 0 O0 O 0 0
600* 24 1.5 - 0.5 0.5 - 62
............................... 100 2 000 0
100 2 0 0O 0 0 0 o0 O 0 0
1200* 24 1.0 - 0 0 — 34
100 0 0 0O 0 0 0 0 O 0 0
o 100 0 0 0 20 0 26 0 0 44 44
Mitomycin C 0.05 24 0 - 435 435 + 88
100 0 0 0 20 0 30 0 O 43 43

a): (Numerical aberration cells / observed metaphase cells) X 100,
b): Judged on the basis of incidence as; —: negative (less than 5.0%) ; =:equivocal (5.0% or higher to less than 10.0%) ; +: positive (10.0% or higher) .
¢): cth: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; frg: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) X 100.
e): (bumetrizole treated group or positive control / negative control} X 100.
(+g) : Total aberrant cells including the gap; (-g) : total aberrant cells excluding the gap.
*: White oily membrane-like precipitations and white fine precipitations were noted in culture fluid.
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