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Figures and Tables
Short-term Treatment with Metabolic Activation
Figure 1  Results of Short-term Treatment with Metabolic Activation -+ - -
Table 1-1 Cell Growth Inhibition Ratio <-+6-18> =« xrscecvrrrcrrervnene
Table 1-2 Results of Chromosomal Aberration Study <+6-18>+ -« --

Short-term Treatment without Metabolic Activation
Figure 2  Results of Short-term Treatment without Metabolic Activation - -
Table 2-1 Cell Growth Inhibition Ratio <—6-18> « -+ - rrrrrrerrennne.
Table 2-2 Results of Chromosomal Aberration Study <—6-18>« -« -+

24-hour Continuous Treatment
Figure 3 Results of 24-hour Continuous Treatment « -+ corvrrrererere
Table 3-1 Cell Growth Inhibition Ratio <—24-0> ++- -+ ERREEREEEERRREREREE
Table 3-2 Results of Chromosomal Aberration Study <—24-0>+ v

48-hour Continuous Treatment
Figure 4 Results of 48-hour Continuous Treatment - -+rovrroevrerro-e
Table 4-1 Cell Growth Inhibition Ratio <—~48-0> »rcvreeeerrrererenee
Table 4-2 Results of Chromosomal Aberration Study <—48-0>: -2+
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E #

F XA Z— ANLAY — BRI (CHL/IU file) 2HWT. > randtz>og
BRRERAREEOEEZRE L=,

BICHIRBEHEER S LT, >y oAt OB IC kT 5 BAEH O # 2 HER
L. CORREHRIT 50 %Ml HEHBE OBIKEZ KD, REKRTFHBROZD OHRKD
BE@GHZ2ZRELZ. STICRAREYERRE LT SREQLEE TIIRBEE R ERH
BHLIZOW T 70AF 22 6 RFBUEL. RN TI I OANF L 25U0BEREREL
BRI ER T 18 FESB 2T WAAKELZEH LBERESE T THE L2, /i
BB T, 7 OAFt 2% 24 BRI R TN 48 REEGAE L 72 B IC R AEA 2 ER U
WMETTHE L, MROHEL, BHESOHERCH -z, /2B, HEICEL TRFEHENL
MEfThRah-o7z,

<MfErEmHEE> P oAFE> 0 39.1. 78.1. 156, 313, 625, 1250, 2500 KUK
© 5000pg/mL 2BV % MIRTRAEMAIABR O KR, RN R E IR I BT B 50 %M
FOREMEIEE I W TNS 250~300pug/mL BETH 5 Z EAREI NIz, T ORKED 5 A
BEHRICBT 2 27 0AF 22 OBEERELEER OEGALEE & HIT 400ug/mL % &
AR LT 50ug/mL THR LU 5T 7 #H(100. 150, 200. 250, 300. 350 & T} 400ug/mL)
B LUEMLE,

<BAKAYRBE> SREAEERCEGLEEONWTNOUEAFEICE>TH, 7oA
FL 0B LU -2HERCBOWTEEBROEBERE 2H T S K ORI O K B
OWEMIFED 5N, E-HABRKENRENLRD SN -7,

BB, EREUEERVEGLBEOVWTNOLEAECBWTD, REAKOBRETo
2 MOEHBC v — LB ERMEOHEREOE L W IRIERD 5hT, BEEESOH
BREECBVWTHREERD SN -7z, £z BEMEYEZLE L ZHICRN T, B
ERRAAOEBERYE A TH5MEOHREEOEMMNRD 5N, TN O/RRL 0ERIE
BRI N EBRERLE,

LEOHEENS, 270 AF 2 BARBRERAETIBWTRAKAEEREZEIRZNDHOD
EHEL =,
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# EB

BAEREBEEROEKBEICKD, 7ot OWILEOEEME (CHLIU M) %=H
WERAKRERREZEREL2OT, TORBEERET 5. 6. FHBIIUTOREROT
ARSI THEM L TEIEL 2.

- TR FYE R LB MEECEYECRIAEEROREOHEEZED HMH
5 4 SICHET HRBERIC DN T
(FR*0 59 48 3 A 31 H ; BOREHE 39 5. KX 229 7. 59 R 85 5 HARKE)
—#RguE (BEF 63 4F 11 A 18 B ; WAeWIH 233 5. H4ES 38 5. 63 Z£H% 823 7)
- T THBULFEYHES IR LEBROGTEII DN T O—HBIEZHIIDONT]
(FRK 9 4F 10 A 31 H ; IRIREHHE 287 RRETFEERBRE. 458 127 SEEELERE
AERR. FAK 09-10-31 BEHE 2 H@ErE X E EREX R EEARAD
- “OECD Principles of Good Laboratory Practice” (as revised in 1997)
+ “OECD Guidelines for Testing of Chemicals Section 4”(1997)
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HEBRMERUTE
1. BERYMERUHENE
1—1. #EBRMERUER
1-1-1. #%Eig
#t s & BEREEHERCER AEEEEENERE
BoE &
% R rOnFEt s
CASHES © 110-83-8
Oy ~&RF
#h B 98.63%
NEL 10.799%, 7 ONFH 2 1 0.526%. K5 1 0.003%
BHT(2,6-Di-tert-butyl-4-methylphenol) : 0.01%@E{LFf5 1-51)
i3 VN AR
=4 H 0.811 (20C)
5 F = 82.14
Z E % iR, BHETEE
kR FH &% Mg, #ER
RESM BNV VS —F 2y —HBR ST RRYEREER N
iR Al HBRMHORRIITNTRRELEITRAL =,
1-1-2. K
% Fr 5 =)
oy +ES V7R1553
B & T FHSAFAY
R EHE =R
tREH A BRESHER )Y —F1 > 5 — 0B E RE R E
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EERNBEICXD 7 O0AF 22 FIL . M REREmE 5T
500mg/mLOEFBIBICEHEML ZZERORIKIEBE © 5000ug/ml) % &5
HEBELTIY /= IVICXK DTk 2 T7ERFRL /-5 8
E (0391, @7.81. ®15.6. @31.3. ®62.5. ®125. D250 &
U@®500mg/mL) ZF/E L7z,

REARFHRIE, EREABEERVERLEENTND
40.0mg/mLEE IR U 72 B O BAL IR B : 400ug/mL) % 5= A
BELTIY /=it kD BT 5mg/mL T 6 BYMEFHIR L 725t
7 BE (©10.0. @15.0. @20.0. @25.0. ®30.0. ®35.0 K
40.0mg/mL) ZHEL 7=,

BB, ONFECOMREBIILECIOBREL, BEOTH
KDOWTHIERE I fTOah - 7=,

B IIARREL., BELho T,

UONFE LY /I ERMURE, FBE. B8, B,

FRIIBEINT., BETORFSHMIIRR I N, o 2,

1) e (i)

% i
oy &S
B & T
f 77 77 &
®TE B

2) BtExti

(1) sERRILEE

Ty /=)

V7R1553

FTHIATAY

=ik

HASHR U —F & 7 —HEEH AR R EHRE

REHEEEICB T DA SBYEDI 707+ A7 73 R EERBEE
BB 2B EMEOYT hY 12 CEAWE,
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2r7a7xA773I R (CP)

LEE7264

MR T ERR

AR (97.0% L0 1)

B, Y

BRELRS VI —F v >y —HBRGHENE REERBRE

X1 R C (MMO)

215AHD

AR TR et

2mg (1) /R

FiR, EK

Bt U S —F & & — R G AR R R =

FERBECET BT 2 BABH R BME O 1 hY 122 C 2RV

% B
Ov h&S
®q & x
7 i
R & 7 &%
R 775 Py

RS IE

<1 b1 C (MMC)

215AHD

IR T MR

2mg (Hfi)

=i\, ot
ARV —F 2 25 —HRGHETERFEEHBRE

AEEER (BEAERA, BRSHXEHETH. Lot No.K8CT74) 1T L D AKAME
LU BHBEICRRL 7=,

G XS BRI DR
BEWHBROT A RS ic U TEBRL 2. YEBAS R BB OREEER
FREVETHO . KB TRENLBNES TH 5.
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(EFR#RaTE
1) L s ns i
Fr A Z=ANLRY — Ol RS (CHL/AU M)

2) AFEKRVCAFEAH

AFH tLa—< YA T AWEER/N
AFH 1997 £ 10 H 22 H
3) HHKEZINH
BHARFREORBERERRBEMNMELS, BLrOEWEICH L TRZENB N &
MEEIRL 7=,
4) FAARHERR

AFROEEHEEDOT— Fid 85%0 25 A(n=200TH 0. #HHAMBEOIENEEC
BT BHRAEEOET— R 87%M 25 A(n=800)TH - 7=,

5) HEsHARI
TL— b ETHBRICHEME. AFEROERICHIT SEREMIFREIL 17.6 RETH
D, FEHMRICETSRAEMT 18.6 RRRATH > 7=,
FRE AR 12 [B] B GRS AEHN I U8R . 14 01 B (AR B 3B SR ) |
20 BB kR RB BRAEER)ICHEL &,

6) HERK
10%F4imE (56°C. 30 4. IEMIL) &6 Eagle's MEM Ei&#

7 BEKE
KA ABEREZAL, COBE %, BESTCORMBESRHFT THEL.

3~4 HRICHARL 7=,

8) MR DIRFF
FBIKEME (1—-80C) XIIMMHERY > (—196 CEm{E P TRELZ.
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REFICEL TP AFIAIKRF T R 10% (DMSO ; JIS HHE AR 99% LI
) ZERBICINA T,

S9
% R S9 (Cofactor C set)-
Ov ~&ES 99111808
W& T AL I ER T EKRA S
®E A 199911 A 18 H
# A H 20004 3H 3H
. R ZwvhSD#%
i3 i3
i | e 7 1B
R7N L 203.41t86¢g
FEDE Zxz /NN ES—)L (PB) &5,6-X2V 75K (BF)
& & & BN S
KGR R E
PB 4 HREl 30+60+60+60mg/kg body weight
BF 1HM 80mg/kg body weight
fREFHE WmERERE #—80T)
RE S BRASHER VS —F 2 > 5 —HREMAMEREERBR =
Cofactor
% i Cofactor (Cofactor C set)
0y ~&S C99111006
® & T FVIL2 I NEBERTEKRSH
&R EFEH®E WmRAEF (#W—807C)
k=7 B A RRSER VS —F 2 5 —HREHERE R R RS
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3) SS9 mix QKL

S9 2 mL
Cofactor 4.7 mL 20mM HEPES &% (pH 7.2) 1.34 mL
50mM b~ 2% AKERK 0.67 mL
330mM ALV T AKIER 0.67 mL
50mM 7 )L3—R-6-1) VEEKEEW 0.67 mL
40mM B{LBI—OF > F7IR-TFZ
DX LFATF RY CEBNADPYKAK  0.67mL
FEBK 0.67 mL
4) HERIRE IR

10%fF4-MiE (56°C. 3043, ML) &4 Eagle's MEM B3

FHME

£ i :  Calf serum

Oy h&S 1 1026097

8 & T . Life Technologies inc.

REH®E D WERRE

& 77 % BRSNS —F 2y BRSNS R R R R
MEM

% Zi :  Minimum Essential Medium(MEM), powder

Oy h&S : 1055692

& & T :  Life Technologies inc.

REHE D WEBRE

RESHM BNV U S—F 2 Ly —HBRGHEME R R E
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HEHE"
4-1. GBI iR
1) R EOBRI
ARBIIUTOBEICHENUERL 2.
(1) R sE N EBR AlEREA ¢ 1
(2) BekRERER  EREAREER REEEL RERFA - 2
FERBIEHAL BRI ;3
(3) BfafkREHER  EFNERE 24 RERLE B - 4
48 Ry E AL B AERERA - 5

2)
(»

2

BE OB

A e 4 e 40 e B

At iE#E % [SCJ (Solvent Control) . FEALEEREZ INT) (Non Treatment)& L.
WRYBENAEROBEDE NSNS M1y (21 T3] T4) T5) Te) ---&&EH%
Dz, L. EREAEEORBINERICLZHEE T+ . KBS LY
BET— 1 EAEED 24 BRLEOH G 124-1 | 48 FEFAE OH &1 148
EENTN/EEORNICDIT =,

Gtk BB

WERME TS 2 v — Lid, MR R E R ES e D= 22 L.
B MR % [SCJ (Solvent Control). FELFE#EZ TNTJ (Non Treatment). [GiE
xtHE#EZ [PCJ (Positive ControD) & U7z, BEMIER(X T 1 REEME, #ARES
EQEAREIZE O — RRITHEW Toly To2) T03) ~ 199] £ TO2HDOBEBRUA
1 PEESZMNT T,

4-2. {RaEBE N HI S ER
LEFREFRIIBU2ERDEONBBEZ2RXET 2200 F il (R EEH
AR SLTERLE GBREA D .

D

SE R IR
BE&60mm 7IRAF v 7 v—L 1 %720 2X104BEOME (EEK 5.0mL) 2%
WL 3AREEL 8. F/- /8RB 5.0mL I 33# U 7= BRI O ALEE 5000 1 g/mL
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EERERBESLL. UTAL 2 THRLUZG SBROBEZRE L. BEHLD 2K
Dy —LE¥fEL, REVERLICEIBBEIE. v — L OBERK 0.883 mL ZH 0
FRE. SIBEOHBRIK 0.05mL K TX S9 mix FHFHW 0.833mL A7z, Fi-REEN
LIZEBRWEEIE. v — L OBER 0.05mL 2B 0 BRE | £¥8E O BIE 0.05mL
EMATz, E<EMUZt% 6 BefER L2, 6 RlEI vy — LV OBEREZRE. £H
AW THIRZYEE L. FTUWEEE 5.0mL 20A S 51T 18 RFEI#E L T2, 18
RRICS v — L OBBRREREEERIBER THREZEE L. 10%F)L< ) K
THEZEL. 0.1% 7Y XIINAA Ly MNARTRAL 2, HlOREOEKNSBE
SERMMEIER (E/£L—5, B KS 4V 2SR TRRAH, Wik 5
FHgGRat) 2HAVWTHREBEEZRE Lz, ZOB, RO ME 100%
ELTz, TORRERRLUSRMED 50 %M EmEMNGIRE (BRE 22Xz,

AL

SRR RRALTRR & R IR E R U 3 QS U/ $/c /a3 5.0mL (T35 L
7o WBMOBERTY v — UEIIERBUEE ERASGEE L, v — L OBER
0.05mL ZHORE, FBEOHBRIK 0.06mL £1A. 24 KK 48 i E 26
iz, SRR & RIRICEE . Bef UKEBRME O 50 % M TEHI FIREE (RS E)
RS, '

4-3. FEEEFEHR

1) ERFFLEE

BHE60mm O 7T AF v T v —L 1AL D 2X104EOMME (FEEWK 5.0mL) %
BEL 3 ORREE L7288, F/-/ahE8H 5.0mL 1232 U 72, HIfpEin s cF
Sz 50% MIBEMENGIREZECRREBEZ 400 g/mL T&EL. AFAE
50ug/mL THARICL OFRLU 25t TBEORBRNBEZRE Lz BENYZ0 4 KO
Yy —LEHAEBL. Yv—LOEER 0.883mL 2B DRE, FIBEOHEIK 0.05mL
KU S9 mix FHRIK 0.833mL MRz, % 6 ReHEEL =~ (FBEA 2) . 3

MR R ORMENIR S U T BE, BEMBEL T 70742773 K (CP:
0.015mg/mL)LEEE. ¥ <1 22 CMMC : 0.05ug/mL) L& 28Tz, £z,

TRTOMBEICDONT 89 mix ZMARZWEE, T74aDE vy — L OBEER 0.05mL
ZHORE., SBEOHBK 0.05mL MA. Ihz6REEETHHEZHR T2 B
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Al 3) . WThY 6 REEOBEER., Py LNOEERERE AEARR T
PHRGLEE. HLUWEERRK smL 20X, 3512 1S BRI RERK =, BRI 2K
DT v —LIZXOENTN 2 RORAKEZRAERZER Lz, TOK, MiltoRz
DEPTEIEI TS DEAERY 2 BEENIC I3 R (0.2ueg/ml) ZMA T,
0.25% b T U THIBR A RN L, BOLABEC X > TEDMEEZ 0.075M HiL
AU LKBETEBOAEL, AFIVT7IVa—)) - BEERGDTEE L /2. BElx
MPZEZAST RHSAIRIZOE2HACETL, RAEBERA 51 RERZ/ER
Liz. EARFERELT 2RO v —LRNSTNENZ2HDOR T REERL, Ml
EMEIC L > THENSHENFRRT 2 EEX N HETEML 2. T0%, EXR
ERLUFLATRTRELE. £, BS 2RO v— ik DM ErEH & B e
CEAZERL. BEESEMREERZHNTHREEZREL 2.

2) G

R & [ U444 TR 253 U /2. MRS i #l 8 °F S iz 50 %Ml
TGS 2 21T RSB 2 400 1 g/mL IZHRFE L. BUTF/2A2E 50ug/mL THAIC X 0
TR TBREOHBBREEZRE L. BEYEVAKO y—LEHEL. &
v — L OEERK 0.05mL ZHORE, ZREOHEBRIK 0.06mL £MA T, ThzE 24
R R TN 48 WIS L7z, FEAOFEEE, BB E U TN R B E L
TA <A C (MMC : 0.05pg/mL) AR EZ Tz, Q% 24 BRH GRBRGH
Al 04 KU 48 el GRERRA] - 5) ITEAZER Lz, EAOERITERRNEE
ERSHE LTz, Fe, EREUEERE, MEEENHICDVWTHREL 2.

4-4. B ER
REERERROME. BIREDHAER GRB#E : 6 ~) 2REETHXLENBD SN
Moz DEMBL IS 7=,

4-5. FEEDEE
PAMBE T CEABRYZ0 200 (v —L %720 100 ) Ok B ZoRPHIRIC
DWTHEREOBHERR 2R DHROKETE L . FRICHEEORLRERLZ
BREGzED I REFE 3T AU L2/EALLTRERT D) . b, BENRERE
TFORDRORERITRTERECIVBEEL &,
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LAEKREOEBIIUTOLDIZAELE, EEL. Frv L3RR Eid e
FEOFEE LKA NS 200 GERAMSPRESIEROHEE LIZHB) THoT. Z0
REDNRAFEORUT THIRGHFREHUIRBD END OO EER L2, WA
SERORE EL DR TN TS HD, KN, FERGAIMAREIEORE EIZH > TH
ZORINVREENERDRU LITEHN TWSHES I EERL /-,

WERE
Fyv7 R hRi(cty). BAAR(csg) Z2ET(g)
e g i (ctb)
Gt R AZ (cte), MOMBEHIRZIHLS &

g SR Nk Lo (csb)
Bufn (R RIZT (cse). —ENEETAMK, RIRBAKRE
T DA, Wb (freg). fitt
BHRE
Sk polyploid. endoreduplication
5. HIERZE

2EOEEEC v — VIR TEFMBOHFEHEICELWES DER TN &, Btk
BETREMOHBEED 5% RMETHD T &, BEFETY v v 7L OB
OHBBAED 10% L ETH S ERUHRAMAEHBRECREMBO O NN L

EARBORMEHSE LK,
AEES OFIEHYE 1401fE, FERBOREEMBOHBARIIHN L TUTOL S RHE
HUELZR T T,

REMBOHERR (%) HlE R

5% kit B % (-

5% LBk 10% K BB ()

10% Lk B ()

REGEEEYEEETHOMBOBRRIEIF v v 728 0BE(TAG LS XRVWEHEE
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(TAOWDWTERL., Fyry TEFERWERIIOWTHE L. BEMBOHEICA
BFNOIEBRENRD SN SR 2 AR EFERERT S HE L7 240,

6. HEHREMR
FEHRITIIER L 72> 7,



M-1057

HERER

A B8 R A0 1 R
1) LR vk
BEFEAEE REEEEOFKERZ Figure 1 XU Table 1-1. IERBERHILOKEL
Figure 2 KU\ Table 2-1 IZ:R L 7=,

(1) BERTROBREE

MRS B TRFOBNIATRZAMSEIC X 2 BEITB W T, REFEHRCOFEEICED S
T, HBRME O 313ug/mL L EOUBEEICBW T vy — VERICHES UEIEL /-1
DOFRHEFGEHENRD 5. 625ug/mL L EICBWTIREETH > 7/-. £/2. 5000ug/mL
IZBT 2 HBOAEFILITIZRD 51T, 2500ug/mL BLEICB W TS + — VERE IZHE
BOFHBRBD SN, TN ORRLD., HRWEICL S ARKEN RSSO
REARINZ. B, $#BYEZIUE L Z22AERIIBVLWTEEROGBHICE(/LIT
BD LN I,

(2) 50%HH 1558 MR 42 B2

50%RI B EFE M RIREE ORIt & /xS HEEFEN R £ R § 2 IBEIC BT S EMED 53K
TR R R IC BT D 50%HIMRIEFEMGIREE 1. RENEME(LIZA 282ug/mL. FEM
BT 258pg/mL TH - 7=,

2) EGULHL
G 24 R O R % Figure 3 XU Table 3-1. 48 R D5 R % Figure
4 20U Table 4-1 IR L 7z,

() BERTROBERER

MR EAE TR OBN A HEZREMSEIC L SBRIIPNT, 24 RU 48 RUEDO VWY
NIZBNTH, BRWED 313ug/mL H_EOMERIC BV T S v — LIEREICEE L i
FE L 7= IR O R EGAEDRRD 5. 625pg/mL LU EICBWTIREZETH -7z, £,
5000pg/mL BT BRI OEFEIIZIERD 51T, 2500ug/mL Y EIZBNTIE T ¥
—VERICHEBONMHRBD 5N, INSO/ELD. HBRMEICESHEEREN
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HRRBEORBFIRIN., B8, #RVEZLELC2AERIIBVWTHREO
BIRICELRBO S hEho Tz,

(2) 50%HH R IETE N R A
50%AH i AN IR B O R #R &7 B ARG 2R T 2 IBEIC BT S ERN 5KD
TR RIC BT B 50% M MR AR 1%, 24 REEAEITA) 285ug/mL. 48 Ik
LI I3 279ug/mL TH 5 Z EARI N,

2. REAKEEHR
D EhseE
ERMOEE AEEEILOKEREZ Figure 1 XU Table 1-2. FERFEEILOERZ
Figure 2 B UX Table 2-2 1757 L 7=,

(1) BB OB  E R

MBI AR BRI B WD TRBHE R CERBTE RO W Th O A A EICH N
TH., WHRYEIZL D 50%HHiEEIIHIRE L 250~300ug/mL BETH 2 Z &0
KIND, BETERRAREROERIIRETH 2 2 N TFRIE NS PHlE
HORRBEBRICB TS REAKAEEREFREORTVAETH 0. HISHIT 50%L
oM ERENE ORENPE TEBREE L T 400ug/mL Z2REHEBICHEL.
REHORFBREICETOEGNRD 6N HE Tho> THEE R AFIELR
DOEENVETH O, AR ORBVHAHTESRELSLL T 100, 150 KU
200ug/mL O 3 BEZ 2 H. NZE 50ug/mL 2L DFHFR U 7251 7 BE (100, 150, 200,
250. 300. 350 XU\ 400ug/mL) %&FEL .

(2) REMEEREOHR
RAE R IEREERLOVWTNOABRFEIIBNTH, #BRYEELEL -2
RERIIBNT. 6% ZRA D RBEOMERY 267 2 MO HESHE OEMZRD
5NY. INSORARKENRENORD SNaho Tz,

(3) fEfiEMie D HE
REEE LR ERBER O W TNOLAEAEIIBNTH, #BRYHEZLEL =2



M-1057

HAERICBWT, 5% 281 25 EMROHBREEOHMNIRD SNT, ZN5DH
BEENREMBEBED SNRho T,

2) B LBk
EELEE 24 BERIAIROFSE R Z Figure 3 & U Table 3-2. 48 BRLEE DO #E R % Figure
4 ® X Table 4-2 IZ/;R L 7=,

(1) BBRYE IR EREH
MR IETEHD BB 3B T 24 B K TN 48 RERRALE O W TN OB A EICBNWT
B, WERHEIZ XS 50%MiHIEIIHIBE L 250~300pg/mL BETH D T L0 HEE
AN, EREBAEE ERAKROBHICKD, 400ug/mlL EZHEEARE L TAE
50ug/mL 2 & DFIRL /=5 7 K (100. 150, 200. 250. 300. 350 K&\ 400ug/mL)
Z&FxELIz,

(2) RBAEERFE OHER
24 FFFLE R O 48 BRI O WS NOAE SR BN TS, HRYEHZUE L 22
HEBIZBNT. 5% 2 BA 2 RAKOHEERY 2487 2O HRBE OEINEED
509, TIN5 OHEKENREMBED SNBh o/,

(3) %M D HIR
24 FFRLER KON 48 AL QO WS N QLB HEII BN TS, HBRYEZUEL 2
AEBICBNT, 5% %82 5 B EEMBOHBRBEEOEMIED 5NT. NS5O
BIREFHEEMbRD SN 2ho 7,

3) RBROBEIEY
REKOBERET > 2HOBEE Cr—L) MIEEHROHREREOZE L WF
I3ERHSENT, BEFKHFSORBRBEIBVWTHEREEIED SN o7 (Table
1-1~4-1 BTN 1-2~4-2),
BEHEMBRICB W TRAAEERY OHBREE s%RBTHO . BiEIERIIBEN

THERRAKROEBEREY 267 5Mig 0 HBSEEORMNRD 57 (Table 1-2

~4-2 & U\ Figure 1~4).
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REKRBRADAT 1 FEARERBHCERIL 7= 2 v — LEAI X 5§ H g &) =
DHBRYE OBE TR T HHERIL, MBENHRBROME SR TH >/~ (Table
1-1~4-1 %\ Figure 1~4),

BlEDRERELD, AGAERERBR OSSR EG BRI EYIcEEIh
ZH0 EHMWL 7=,
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£ =B

F A Z—ANLAY —H BRI (CHLAU fifR) 2HWT, ¥ r7ondFtooR
BARRBEFREOHESARS L=,

A BIEBR OB R, WTNOUEAKRIZB W TD 50 % MmN EEE T 250~
300ug/mL BETH B I EARINZ, TNSHOMENS. BAkRERRIIVTNONE S
BERPNTSH 400ug/ml ZHmEmHAEE LU TAZE 50ug/mL T 6 BREFIRL 25t 7 BE (100,
150. 200. 250. 300. 350 KT\ 400ug/mL) ZF/HEL 7.

RAEKREABROMEE. WITHOMEAKICBNWTD, raondF2 208 2 AEH
KEWTHRAKOHMERAE 209 Mk CEREMED 5% %A & HEBEEORMILRD
5N, F=ARKERREMLRED STz,

Tl DLE RAKOBRZT - 2 OEBESHC v — DRICEEMgO HEEEOZF
LWHRIEZED 5NY, BEFGSEOHBREICBVWTHOARER SN o7z, b, B
HESBBEICB T O REROBERY AT 5MEOHBEBEERWTNOLEAIEITBNTD
5%ARMTH 0. BB E 2 QIR L =B ICB W TIHBEE S REAOEEE 28 7 5/MiED
HBREEORMAED 5Nz, INSO/RLY. HBITETDICRBEI NI 2R L.

UEDERPS., ottt EEEBREG FCEBWTREKRESRREZAEIRZNVDHO
EHELTZ.
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Figure 1  Results of Short-term Treatment with Metabolic Activation
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Table 1-1 Cell Growth Inhibition Ratio <+ 6-18>

Cell growth inhibition study

Chromosomal aberration study

Study t . ) .
HYVIPE Treatment and (Results are shown in the left panel of Figure 1) Treatment and (Results are shown in the right panel of Figure 1)
S9 Time Concentration Measured value Observation Inhibition Concentration Measured value ) Observation Inhibition
mix  (h) nghnl Plate Mean Condition Color of  Precipitates ratio (%) 4 gfmL Plate Mean Condition Color of  Precipitates ratio (%)
land 2 of cells”  medium® __ /Crystals” 1 and 2 of cells” _ medium® _ /Crystals®
91 — Red — i ]_OO . — Red — _
NT L - Red - A NT 9 o - el -
100 * - Red - — g 100 - Red = -
0(SO) 907 100 - Red - 5 0 (SO) 100™ 100 - Red -
9 1 i Red — < 1 m—— N
39.1 9. o1 - ) - ° 3 ——
‘ 91 - Red - T
8l gg %7 - Red ~ 13 E
—— < 100 - Red LT
—— : 100 9% 94 = Re - 6
T £ 150 %7, 87 e Bt = 13
83 - Red - = I
156 8. g7 = B = 13 8 —_—
—_ =3 87 — Red =
— 2 g 200 S 8l - o - 19
— g — —
+ 618 3 \\\ g g 250 ! = B —— 19
pe] —_— ) —
g 2 gl s00 ST 37 + Red = 63
+ g g 37 + Red
@ 49 o+ Rd = —_ T —
= 313 3% 41 + Red - 59 7‘8 ~~~~~~ ———
T o _ .37 __* Red -
\\\\ s 350 3T a7 H Red = 63
- B 37 T Red  —
— “ 00 50 31 K Red = 69
16 At Red =T g —
626 18 12 + e = 8 3 T
i250 16 ¢ HEE R — 84 & B
16 +++ Red - g —
.8 it Red T < T
2500 5 8 o fed H LI
74 TOX _ _ Red x = 2100 S Red -
5000 T s goRe- 1 * 26 PC 100 100 - Sed - 0

Time(h): Treatment hours - Hours of incubation without test article. NT: Non Treatment

SC: Solvent Control,(Ethanol) P

Measured value a): One petri dish in the solvent control group was regarded as a control (100%).
Observation b): Results of observation of plate at the end of incubation of cell culture.
—: 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 approximately half the surviving cells.
+++: There was discontinuity among most of the surviving cells.

C: Positive Control(Cyclophosphamide, 15« g/mL)

c): Red was red~orange red colored.

d): Presence or absence of deposition of precipitates/crystals.

—: There was no deposition of precipitates/crystals.
+ : Deposition of crystals was observed.

TOX: Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.
Inhibition ratio (%), When mean of measured value exceeded 100%, inhibition ratio was regarded as 0%.

f
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Table 1-2 Results of Chromosomal Aberration Study <+ 6-18> (Results are shown in the right panel of Figure 1)

Study Number : M-1057

S9 Conc Cells Polyploidy Number of aberration (%)
Time(h) Judge Judge Slide
mix (ug/mL) observed cells (%) g cth cte csb cse other TA TAG No.
200 0.0 0.0 1.0 0.5 0.0 0.0 0.0 1.0 1.0
NT (100) (0 ) (o0 )y (2 ) (1 ) (o0 ) (o0 )Y (0 )Y (2 ) (2 ) 95-1
(100) (0 ) (0 ) (0 )Y (0 )Y (0 ) (O ) (0 )Y 0 ) (0 ) 22-1
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
sC (100) (0 ) (0 )Y (0 ) (0 )Y (0 )Y (0 ) (O )Y (0 ) (o ) 57-1
(100) (0 ) (0 ) (0 ) (0 ) (0 ) (0 )Yy (0 )y (0 ) (0 ) 24-1
200 0.0 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
100 (100) (0 ) - (0 )y (1 ) (0 ) (0 ) (0 ) (0 ) (1) (1) - 07-1
(100) (0 ) (0 ) (0 ) (0 ) (0 ) (0 )y (0 ) (0 ) (o ) 85-1
200 0.0 0.0 0.5 0.5 0.0 0.0 0.0 0.5 0.5
150 (100) (0 ) - (o ) (1 ) (1 )y o )y (0 ) (0 ) (1) (1 ) - 80-1
(100) (0 ) (o ) (0 )y (0 ) (0 )Yy (0 )y (0O )y (0 ) o0 ) 68-1
200 0.0 0.0 0.0 0.5 6.0 0.0 0.0 0.5 0.5
+ 6-18 200 (100) (o0 ) - (0 )y (0 ) (O )Y (O ) (06 )Yy 0 ) (0 ) (0 ) - 58-1
(100) (0 ) (6 ) (o0 3y (1 ) (o0 ) (o0 )Yy 0 )Yy (1) (1 ) 16-1
200 0.0 0.0 0.5 1.0 0.0 0.0 0.0 1.0 1.0
250 (100) (0 ) -~ (o ) (r ) (1 ) (O ) (o0 )y (O )Y (1 ) (1 ) - 84-1
(100) (o ) (o )y (o )y (1 ) (o0 )y (o ) (o0 )y (1) (1) 73-1
200 1.0 0.0 0.0 0.5 0.0 0.0 0.0 0.5 0.5
300 (100) (1 ) - (o )y (o )y (o0 )Yy (o0 )Y (0 )Y (0 )Y (0 ) (0 ) - 97-1
(100) (1) (0 ) (0 ) (1 ) (0 ) (O )Y O )Y (1) (1) 29-1
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
350 (100) (0 ) - (o ) (o0 ) (0 )Yy (0 )y (0 ) (0 )Y (0 (0 ) - 77-1
(100) (0 ) (0 ) (0 ) (0 )Y (0 ) (O )Y (0 )Y (0 ) (0 ) 90-1
200 0.0 0.0 0.0 0.5 0.0 0.0 0.0 0.5 0.5
400 (100) (o ) - (o0 ) (0 ) (0 ) (o )Y (O ) (0 )Y (0 ) (o ) - 11-1
(100) (0 ) (0 ) (0 ) (1 ) (0 )Y (O )Y (0 ) (1) (1) 03-1
200 0.0 0.5 37.5 51.5 0.5 0.0 0.0 52.5 52.5
pPC (100) (0 ) - (0 ) (40 ) (52 ) (1 ) (O ) (0 ) (52 ) (52 ) + 65-1
(100) ’ (0 ) (1 ) (35 ) (52 ) (0 ) (o )y (0 ) (53 ) (53 ) 43-1
Time(h): Treatment hours - Hours of incubation without test article ( ): number of observed. NT: Non Treatment
SC: Solvent Control (Ethanol) PC: Positive Control (Cyclophosphamide, 15 ¢ g/mL) g : chromosomal or chromatid gap
cth: chromatid breaks cte: chromatid exchange T A : number of cells with aberrations excluding gaps
csb: chromosomal breaks cse: chromosomal exchange TAG : total number of cells aberrations including gaps

TOX: Cell toxicity, which might have adversely affected chromosome analysis, was observed.
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Results of Short-term Treatment without Metabolic Activation
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Table 2-1 Cell Growth Inhibition Ratio <— 6-18>

Cell growth inhibition study

Chromosomal aberration study

Stud;
fucy ype Treatment and (Results are shown in the left panel of Figure 2) Treatment and (Results are shown in the right panel of Figure 2)
s T Concentration Measured value Observation Inhibition Concentration Measured value Observation Inhibition
i (1}1:;9 1g/mlL Plate o Condition ~ Coloxof  Precipitates * .. %) t gL Plate oo Condition ~ Colorof  Precipitates ~ .. (;)
land2 of cells” medium® __ /Crystals” land2 of cells” medium® __ /Crystals® 0
99 — Red - 99 - Red -
NT - 99 - ~ NT p 99 -
— Red — — Red —
lgg @ - R:d ’ —_ é 18(9) ) — R:d —
0 (SC) 99 100 _ Red _ - By 0 (8C) 99 100 _ Red _ -
99 — Red — = e
89.1 109 104 - Red - 0 2 e
: 89 - Red - T e—
i 78.1 29 89 - Red _ 11 *g’ -
[ —— — —
; Te— G 100 g—g 85 - Red 15
~‘N‘__\\¥\‘N.\ 5 = e =
T— g 150 80 s - - BT - 20
=~
.89 . i Bed T = T T
156 89 89 - R - 11 S ———
—__ B - §Q ~ — B Red -
T :;: P 200 30 80 — Red - 20
_ K T 5 i 89 = Red =
olo 6-18 g \ = g 250 30 85 — Red - 15
~ 3 — % 3 30 20 35 - Red = 65
| s % E— B S —— .
ol o1 0 ___ &I O e — T ———
= 313 29 29 + Red . 71 7‘8 T
o 29 + Red —
i \\ g 350 29 29 + Red — 71
! Te)
| — D o[w Bw om om W
* 10 ++ Red — g
625 ~ree 10 e o 920 .8 \
1250 —10- 10 = e T 90 g I
10 +++ Red — = \\\
2500 10 10 t+t Red i 90 1 T
10 T4+ Red + S
_.99 _TOQX . Red + = 299 T Bed
5000 99 99 TOX Red + 1 PC 99 99 - foa - 1

+: There was discontinuity among a small number of surviving cells.
++: There was discontinuity among approximately half the surviving cells.
+++: There was discontinuity among most of the surviving cells.

Time(h): Treatment hours - Hours of incubation without test article. NT: Non Treatment SC: Solvent Control,(Ethanol) PC: Positive ControlMitomycin C,0.05 u g/mL)
Measured value a):One petri dish in the solvent control group was regarded as a control (100%).

Observation b): Results of observation of plate at the end of incubation of cell culture.
—: Most of the cells were attached to the surface of plates and their shape was normal.

¢): Red was red~orange red colored.

d): Presence or absence of deposition of precipitates/crystals.
—: There was no deposition of precipitates/crystals.
+ : Deposition of crystals was observed.

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

Inhibition ratio (%), When mean of measured value exceeded 100%, inhibition ratio was regarded as 0%.
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Table 2-2 Results of Chromosomal Aberration Study <—6-18> (Results are shown in the right panel of Figure 2)

Study Number : M-1057

S9 Cong Cells Polyploidy Number of aberration (%)
Time(h) Judge Judge Slide
mix (ug/mL) observed cells (%) g ctb cte csb cse other TA TAG No.
200 0.0 0.0 1.0 0.5 0.0 0.0 0.0 1.0 1.0
NT (100) (0 ) (o ) (2 ) (1) (o0 ) (o0 ) (0 ) (2 ) (2 ) 79-1
(100) (0 ) (0 )y (o ) (0 ) (0 ) (o0 )y (o0 ) (0 (0 ) 94-1
200 0.0 0.0 0.0 0.5 0.0 0.0 0.0 0.5 0.5
sC (100) (o0 ) (0 ) (0 ) (1) (o0 )y (o0 )y (O )y (1) (1 ) 42-1
(100) (o ) (6 ) (o ) (o ) (o )y (o0 ) (0 ) (0 ) (o ) 48-1
200 0.0 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
100 (100) (0 ) - (o ) (1¥ ) o0 ) (O )Y (0 )Yy (0 ) (1) (1 ) - 96-1
(100) (0 ) (0 ) (0 ) (0 ) (0 3 (O )Y (o0 ) (0 ) (o ) 49-1
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
150 (100) (0 ) - (0 ) (0 ) (0 )Y (o0 ) (o0 )Y (o0 ) (0 ) (0 ) - 83-1
(100) (o ) (0 ) (0 ) (0 ) (o0 ) (o0 »y (o0 » (O ) (o0 40~1
200 0.5 0.0 0.0 0.5 0.0 0.5 0.0 1.0 1.0
- 6-18 200 (100) (o ) - (0 ) (0 )Y (0 ) (0 )y (0 )y (0 ) (0 (o ) - 53-1
(100) (1) (o0 ) (0 ) (1 ) (o0 )y (1 )y (o0 ) (2 (2 ) 75-1
200 0.5 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
250 (100) (1) - (0 )Y (1 ) (0 ) (0 )Y (o0 )Y (o0 )y (1) (1) - 50-1
(100) (o0 ) (o ) (0 ) (o0 ) (0 ) (0 )y (0 ) 0 ) (o0 ) 47-1
200 0.0 0.0 0.5 0.5 0.0 0.0 0.0 1.0 1.0
300 (100) (0 ) - (0 ) (0 )Y (o0 ) (0 ) (0 )Yy (0 )Y (0 (0o ) - 51-1
(100) (o0 ) (0 ) (1 ) (1 ) (0 ) (o0 )y (O )Y (2 ) 2 ) 02-1
200 0.0 0.0 1.0 0.0 0.0 0.0 0.0 1.0 1.0
350 (100) (o0 ) - (o0 ) (1 ) (0 )Y (0 )Y (O )Y (0 )y (1 (1 ) - 06-1
(100) (0 ) (o0 )Yy (1 )Y (0 ) (O )Y (o0 ) (0 )Y (1) (1) 86-1
200 0.0 0.0 1.0 1.0 0.0 0.0 0.0 1.5 1.5
400 (100) (0 ) - (0 ) (2 ) (1 ) (0 ) (0 )Y (o0 )Y (2 (2 ) - 26-1
(100) (0 ) (o0 ) (0 ) (1 )Yy (0 )Y (0 )Y (o0 ) (1) (1) 98-1
200 0.0 0.5 23.0 32.5 0.0 0.0 0.0 36.0 36.0
PC (100) (0 ) - (1 ) (22 ) (31 ) (0 ) (0 ) (0 ) (34 ) (34 ) + 19-1
(100) (0 ) (0 ) (24 ) (34 ) (0 ) (0 )Y (0 ) (38 ) (38 ) 08-1
Time(h): Treatment hours - Hours of incubation without test article ( ): number of observed. NT: Non Treatment
SC: Solvent Control (Ethanol) PC: Positive Control Mitomycin C,0.05 1 g/mL) g : chromosomal or chromatid gap
ctb: chromatid breaks cte: chromatid exchange T A : number of cells with aberrations excluding gaps
csb: chromosomal breaks cse: chromosomal exchange TAG : total number of cells aberrations including gaps

TOX:Cell toxicity, which might have adversely affected chromosome analysis, was observed.

i
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Figure 3  Results of 24-hour Continuous Treatment
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Table 3-1 Cell Growth Inhibition Ratio <— 24-0>

Cell growth inhibition study

Chromosomal aberration study

Study ¢
WYHPE Treatment and (Results are shown in the left panel of Figure 3) Treatment and (Results are shown in the right panel of Figure 3)
S Time Concentration Measured value Observation Inhibition Concentration Measured value ] Observation "~ oLl
mix () tg/ml Plate 0o Condition  Colorof  Precipitates ~ ..~ %) #g/mL Plate Condition  Colorof  Precipitates ~ . )
1and 2 ofcells”  medjum® _ /Crystals® 1land2 of cells”  medium®  /Crystals®
99 - Red - - 91 - Red - -
NT 2 99 - - — 3 NT 90 9 - Red -
Q) - Red - i " - Red -
o)  '9" w0 - M - - & _oeso MW" e - 00T -
T — —_ =3 b T
39.1 198 103 - 2o - 0 = ——
781 9 g9 N Red - 1 5 [ —
: 99 — Red — E
2 108 . _Red -
—_— 3 100 -8 04 = Ret = 0
TTre— 18 150 99 99 ST _ Red I 1
— g 99 = Red =
156 —105— 103 = o Ze— 0 & | T ———
Rt
\ ord Av—-_g_—g—-"" —— Red u—
— 2, 200 2 % = N = 5
- 24 0 "9‘ \\ S '§ 250 83 83 - Red — 17
) g T = 5 _83 - Red —
= T S 41 + Red —
3 39 ¥ Rd  — & —
S| 313 3B g —2 M = 61 = ——
T p 33 ¥ Red =
T s 350 33 29 * nt = 71
— =] 24 ++ Red -
— B 400 22 29 bt Red = 71
_33 o+t Rd T g
625 33 23 e Bed - TS —
19 F++ _ Red = b I
1250 B 3 et = B % —_—
26 +++ Red + 3 —
i S U == S ** S S —
106 __TOX  __ _Red S = .99 T Red -
5000 9103 —739% Bed * 0 PC 3 99 - ned - 1

Time(h): Treatment hours - Hours of incubation without test article. NT: Non Treatment SC: Solvent Control,(Ethanol) PC: Positive Control(Mitomycin C,0.05 £ g/mL)
Measured value a):One petri dish in the solvent control group was regarded as a control (100%).
Observation b): Results of observation of plate at the end of incubation of cell culture.

—: Most of the cells were attached to the surface of plates and their shape was normal.

Inhibition ratio (%), When mean of measured value exceeded 100%, inhibition ratio was regarded as 0%.

+ : There was discontinuity among a small number of surviving cells.

++: There was discontinuity among approximately half the surviving cells.

+++: There was discontinuity among most of the surviving cells.

¢). Red was red~orange red colored.

d): Presence or absence of deposition of precipitates/crystals.
—: There was no deposition of precipitates/crystals.
+ : Deposition of crystals was observed.

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 3-2 Results of Chromosomal Aberration Study <— 24-0> (Results are shown in the right panel of Figure 3)

Study Number : M-1057

S9 Conc Cells Polyploidy Number of aberration (%)
Time(h) Judge Judge Slide
mix (ug/mL) observed cells (%) g cth cte csb cse other TA TAG No.
200 0.0 0.0 0.5 0.5 0.0 0.0 0.0 0.5 0.5
NT (100) (0 ) (o ) (1 )y (v )y (0 ) (o0 )y (O ) (1) (1 ) 14-1
(100) (0 ) (o ) (0 »y (0 )y (0 )Y (0 ) 0 )Y (0 ) (o ) 27-1
200 0.0 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
sC (100) (o ) (0 ) (1 )y (o0 ) (0 )Y o0 ) (0 )y (1) (1) 81-1
(100) (0 ) (o0 ) (0 ) (0 )Y (0 ) (0 )Y (0 )y (0 (0 ) 05-1
‘ 200 0.0 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
| 100 (100) (0 ) - (0 ) (1 ) (o0 )y O ) o )Y (0 )y (1) 1) - 89-1
(100) (0o ) (0 ) (0 ) (0 )Y (0 ) (O )y (O ) (0 ) (o0 ) 31-1
200 1.0 0.0 1.0 0.5 0.0 0.0 0.0 1.5 1.5
150 (100) (1) - (0 ) (1 ) (1 )y (o0 )Y (o0 » (0 ) (2 (2 ) - 76-1
(100) (1) (o0 ) (1 ) (0 ) 0 )y (o0 ) (O )Y (1) (1 ) 38-1
200 0.0 0.0 1.0 0.5 0.0 0.0 0.0 1.0 1.0
- 24-0 200 (100) (0 ) - o0 ) (2 ) (1 )y 0 ) o ) (o0 )Yy (2 ) (2 ) - 37-1
olo (100) (o0 ) (0 ) (o0 ) (o0 )y (0 ) (0 )Y (0 )Y (0 ) (o0 ) 04-1
? 200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
250 (100) (0 ) - (o0 ) (o0 ) (0 )Y (0 ) (o0 )Y (0 )Y (o0 (0 ) - 45-1
(100) (0 ) ({0 ) (0 )Y (o0 )Yy (0 )Y (o0 )Y (0 )Y (0 ) (0 ) 01-1
200 0.0 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
300 (100) (0 ) - oy 1 )y o0 )y o0 )y 0 Yy O ) 1) (1 ) - 93-1
{100) (0 ) (0 ) (o0 )y (0 )Yy (O ) (0 )Y (0 ) (o0 (0 ) 66-1
200 0.0 0.0 0.5 1.0 0.0 0.0 0.0 1.5 1.5
350 (100) (0 ) - (0 )y (1 ) (0 ) (O )y (O Y (O Yy (1 ) (1 ) - 09-1
(100) (0 ) o )y (0 )y (2 ) o0 3y (O )y (0 )y « ) (2 ) 64-1
95 0.0 0.0 0.0 1.1 0.0 0.0 0.0 1.1 1.1
400 ( 40) (0 ) TOX (0 ) (0 ) (O ) (06 ) (0 )Y (0 ) (0 ) (o ) TOX  35-1
( 24) (0o ) (0 ) (0 ) (1 ) (O )Y (0 )y (0 Y (1) (1 ) 35-2
( 15) (0 ) (o ) (0 ) (0 )y O ) (o0 )Y (0 Yy (0 ) (0 ) 20-1
( 16) (0 ) (o )y o )y (o0 ) o0 )Y (0 )Y (o0 Yy (0 ) (0 ) 20-2
200 0.0 0.0 28.5 40.0 0.5 0.0 0.0 42.0 42.0
PC (100} (o0 ) - (0 ) (31 ) (44 ) (1 ) (O )y (O )Yy (45 ) (45 ) + 61-1
(100) (0 ) (0 ) (26 ) (36 ) (0 ) (0 )Y (0 3y (39 ) (39 ) 69-1
Time(h): Treatment hours - Hours of incubation without test article ( ): number of observed. NT: Non Treatment
SC: Solvent Control (Ethanol) PC: Positive Control (Mitomycin C,0.05 » g/mlL) g : chromosomal or chromatid gap
cth: chromatid breaks cte: chromatid exchange T A : number of cells with aberrations excluding gaps
% csb: chromosomal breaks cse: chromosomal exchange TAG : total number of cells aberrations including gaps
|

TOX: Cell toxicity, which might have adversely affected chromosome analysis, was observed.

LSOT-N



Cell growth inhibition ratio(%)

100 Cell growth inhibition study

SC 100 1,000

Concentration of Test article(ug/mL)

5,000

{O>Number of aberration:TA(%) / <C>Cell growth inhibition ratio(%)

100 = Chromosomal aberration study

90 4

Concentration of Test article(ug/mL)

Figure 4 Results of 48-hour Continuous Treatment
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Table 4-1 Cell Growth Inhibition Ratio <— 48-0>

Study type

Treatment and

Cell growth inhibition study
(Results are shown in the left panel of Figure 4)

Treatment and

Chromosomal aberration study
(Results are shown in the right panel of Figure 4)

99 Time Comier;trz::ion Measured value Observation Inhibition . Con;er}tri‘iion Measured value Observation Inhibition
mix (b fgm Plate Mean Condition Color of  Precipitates ratio (%) gm Plate Mean Condition Color of  Precipitates ratio (%)
1and2 of cells” medium® __/Crystals” 1 and 2 of cells” medium® __ /Crystals®
99 - Red - - 99 - Red - -
T 1 o e
a4, — — k2 J— R J—
0(SO) 109 100 - Red - - 4 0 (SC) 1097 103 - net - -
99 = Red — = e
39.1 99 99 _ Red _ 1 § — e
106 — Red - e
78.1 i06 106 - Red _ 0 E ——
— < 94 - Red -
\\\\\\“\& g 100 04 94 o ol = 6
= =] 94 — Red -
— 94 Red
106 — § igﬂ 94 94 — Red — 6
16 - Red - o AR —
156 13~ 110 = Red = 0 £ —_—
—— = 99 Red —
\\\\\\ :;2 P 200 94 97 fed — 3
_ K T . = 88 Red -
48-0 ¢! \ 4 5 250 gg ~ 88 Red - 12
& — é % 300 22 52 = fed = 48
3 39 o+ Red _ - > & T ———
[ 313 33 36 iy fiod - 64 @ — —
29 + Red —
TTTTe— X 350 - 32 68
—_— -+ Red —
R — 3 ?? + Tod -
——— “ 400 93 20 5 Red oo e 80
625 13 13 SRRy Rod = 87 .% T
— 6 o Red  — 8 T
1250 13 10 oy Fed - 90 *5 —
53 tHE Red S T
2500 53 53 iy ed T 47 § —
126 __TOX ~ Red ot = .99 T Bed o
5000 119 123 TOX Hed T 0 PC 99 99 - Fod - 1

Time(h): Treatment hours - Hours of incubation without test article. NT: Non Treatment SC: Solvent Control,(Ethanol) PC: Positive Control(Mitomycin C,0.05 £ g/mL)
Measured value a):One petri dish in the solvent control group was regarded as a control (100%).
Observation b): Results of observation of plate at the end of incubation of cell culture.
—: 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 approximately half the surviving cells.

+++: There was discontinuity among most of the surviving cells.

TOX: Most of the cells were peeled off from the surface of plates or died and there were almost no surviving cells.
Inhibition ratio (%), When mean of measured value exceeded 100%, inhibition ratio was regarded as 0%.

c): Red was red~orange red colored. .

—: There was no deposition of precipitates/crystals.
+: Deposition of crystals was observed.

d): Presence or absence of deposition of precipitates/crystals.

LSOT-IN



—1¥—

Table 4-2 Results of Chromosomal Aberration Study <— 48-0> (Results are shown in the right panel of Figure 4)

Study Number : M-1057

S9 Conc Cells Polyploidy Number of aberration (%)
Time(h) Judge Judge Slide
mix (ug/mL) observed cells (%) g ctb cte csb cse other TA TAG No.
200 0.0 0.0 1.0 0.5 0.0 0.0 0.0 1.0 1.0
NT (100) (o0 ) (0 ) (2 ) (1 ) (0 )Y (O )Y (o )y (2 (2 ) 87-1
(100) (0o ) (0 ) (0 )y (0 ) (0 )Yy 0 )Y 0 )Y (0 (0 ) 71-1
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
sC (100) (0 ) to ) (0 ) (0 )y 0 ) (O ) O ) (0 ) (o0 ) 67-1
(100) (o0 ) (o0 ) (0 ) (0 )Yy 0 )Y (0 )Y (0 ) (0 ) (0 ) 82-1
200 1.0 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
100 (100) (1) - (o )}y (1 ) (0 ) (0 ) (0 ) (0 ) (1) (1 ) - 30-1
(100) (1) (0 ) (0 ) (0 )Y (o0 ) (0 ) (0 )Y (0 ) (o ) 70-1
200 0.5 0.0 0.5 0.5 0.0 0.0 0.0 0.5 0.5
150 (100) (1) - (6 ) (1 ) ¢1 ) (0 )Y (O )y (0 )Y (1) (1 ) - 62-1
(100) (0 ) (o ) (0 ) (0 ) (o0 ) (o0 )y (0 ) (0 ) (o ) 32-1
200 0.0 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
- 48-0 200 (100} (0 ) - (o0 ) (1 ) (0 )Y (O )Y (6 ) (0 )Y (1) (1 ) - 88-1
(100) (0 ) (o ) (0 ) (0 3y 0 ) (0 )Y (0 )Y 0 ) (0 ) 18-1
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
250 (100) (0 ) - (o ) (0 )y (06 ) (0 ) (0 )y (0 )Y (0 ) (0 ) - 15-1
{100) (o0 ) (o ) (o0 ) 0 )y 0 )Y (0 )Y (O )Y (o0 ) (o ) 34-1
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
300 (100) (o0 ) - (0 ) (0 )y (0 )y (0 ) (0 )Y (0 )Y (0 (0o ) - 59-1
(100) (0 ) (o )Y (0 ) (0 ) (0 ) (0 )Y (O )Y (0 ) (o ) 25-1
200 0.0 0.0 0.0 1.0 0.0 0.0 0.0 1.0 1.0
350 (100) (0 ) - (o0 ) (0 )Y (1 ) o )Y (o0 ) (O )Y (1) (1) - 10-1
(100) (o0 ) (0 ) (0 ) (1 ) (0 ) (0 ) (O Yy (1) (1) 63-1
111 0.0 0.0 0.0 0.0 0.0 6.0 0.0 0.0 0.0
400 ( 29) (0 ) TOX (o0 ) (0 )Y (0 Yy (O )Y (O Yy (O )Y o0 ) (0 ) TOX 12-1
( 38) (0 ) (0 ) (0 )Y (0 ) ¢O0 )Y (0 )Y (0 ) (0 (o0 ) 12-2
( 39) (0 ) (o ) (0 ) (0 ) (0 ) (0 )Y (0 )y (0 ) (.0 ) T72-1
( 5) (0 ) (o )y (o0 )y o0 )y 0 ) (0 )Y (0 )Y (0 ) (o ) 72-2
200 0.0 0.0 33.0 46.5 0.5 0.0 0.0 50.0 50.0
PC (100) (0 ) - (0 ) (37 ) (80 ) (1 ) (0 )Y (0O ) (53 ) (53 ) + 39-1
(100) (0 ) (0 ) (28 ) (43 ) (06 ) (0 ) (0 ) (471 ) (47 ) 74-1
Time(h): Treatment hours - Hours of incubation without test article ( ): number of observed. NT: Non Treatment
SC: Solvent Control (Ethanol) PC: Positive Control Mitomycin C,0.05 1 g/mL) g : chromosomal or chromatid gap
ctb: chromatid breaks cte: chromatid exchange T A : number of cells with aberrations excluding gaps
csb: chromosomal breaks cse: chromosomal exchange TAG : total number of cells aberrations including gaps

TOX: Cell toxicity, which might have adversely affected chromosome analysis, was observed.
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