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pgmL)2REARE L TEABBERICKVDUTRL 2 T 7 BRE
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FEYH T/ INVEF =) (PB) &5,6-X2/ 751K (BF)
B 5 % MEREN S
BREHMR RS E
PB 4 Hf 30+60+60+60mg/kg body weight
BF 1 HM 80mg/kg body weight
R F Ik WERAEF #9—807)
R & 5 B SR S U S—F 25 —HRGH AR ERFEERRE
Cofactor
4 Ei/) Cofactor (Cofactor C set)
0wy bFES C99111006
8 & T FUIL I INERTERAST
S mRE (¥9—-80C)
&k & % P BR&tR VU S—F 27 —HEBRH RS RE AR E
S9 mix OFARK
S9
Cofactor 4.7 ml 20mM HEPES & E# (pH 7.2) 1.34 mL
50mM HIL~ 7 % 20 LKER 0.67 mL
330mM (A U T LKA 0.67 mL
50mM 7))V 13— Z-6-1) EIKIEHK 0.67 mL
40mM BICB_OF T IR-TF
DU UAF R VE(NNADP)KBRK  0.67 mL
FEUK 0.67 mL
) k3
10%fF4-MiE (56°C. 30 2. FEM@IL) &% Eagle's MEM ##HK
ERE IR
% g Calf serum
0oy &5 1026097
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& 77 5 Fr BN S U Y—F 25— HRGHEMERRERBRE
MEM
% L Minimum Essential Medium(MEM), powder
Ov h&S 1055692
M oE T Life Technologies inc.
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48 WEr e LB R : 5
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B~ [SCJ (Solvent Control) . FELEE#EZ INTJ (Non Treatment)& L.
HEMBELEBORBECRWAMNS T1) 12) I3y T4) T5) Tey ---&&EF%
DiFfz. EL, ERMAEEORBMERILLZBER T+1 « RBEEELLZY
BER - ERNEED 24 FEROE OB A3 124-) . 48 R OFEIL 148-)
EETNTNESORICIDIT .

R REHR
HRYEZNET S v — Lid, MieEmEiisER s FARICESE2 D0k, 22U,
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B HREE A [SCI (Solvent Control). JEULEEREZE [NTJ (Non Treatment). B
XtiEREE [PCJ (Positive Control)& L7z, BBMKIEAR(R 51 RER)D, HBRES
ERBAEEI— KRR To11 (02 7035 ~ 199) XTD2HOBERUR
T4 FEEE NI,

4-2. A Ra s FE DI B

1)

2)

Rk RERBRICBIT 2WBRYEAOURBE ZRET 2720 O FHHAR (Ml Em
B EULTEBLE GBS : D .

LI

BER60mm I AF vy 7 vy—L 1 8HA7Z0 2X104E O (FEK 5.0mL) 2k
L 3 HESEL 2%, S ER 5.0mL 123H L 2. HEBEROLEIL, 5000
rgmlL ZHRMEBEES L, UTAK 2 THEEICEOFNL 28 SREOREZHREL
7z BEHZD 2RO v— L EEFL, v — L OBER 0.5mL 2EROKRE. £
EOHEBIK 0.5mL 2. 24 FFEI KON 48 ReRE 3 2 6000 7. JEALERRE K O xf g
EUTAMENMIREE T 72, 24 IR UV 48 IEREIRIC S v — L OB EREAER
HWRTHIBREZHRE L, 10% R <) W TEEL, 0.1% 7 U ZZ N1 L v b
BRTRAELE, MRORABOERK, S HEEHREMBEER (E/ 2L—%, &Kt :
KS AU I NANFTERRSE, B8 HEREESS 2 AW THRTEE 2 R
E LTz, O, BB OME 100% & Lz, COBREERRLEBRYED 50%
MR RRE (ERRE) 2RO/,

o B S AL P

IR ERRRICHIR 2 B L 3 AR U 7218 #7738 5.0mL 1IC X L7z,
REBEHELIC L2 HER. S v— L OBER 1.333mL ZROKRE, SBEOHBKR
0.5mL K& 7X S9 mix IR 0.833mL £ MMA 7z, EERBEHEICLS5RVERIR. >
v — L OEER 0.5mL ZRMORE, FBEOHBIK 0.5mL 2MA . HBREORE
ROV v — U EIEGUEEERASEE L., K<BMULKE 6 BEREEL -, 6 KR
By — L OBBRERE, £EAEE THREZES L. H L WEEE 5.0mL 22
E5IT 18 IR EL R -, ERAEEEERICEE. REel. SRUWED 50%H
FETEN IR (HIRE{E) & R©7z.



M-1059

4-3. FEAREHR
1) ROk
BEE60mm OTIAF v v —L 1 M0 2X 104 E O (5&E® 5.0mL) %
WAEL 3 QREgEL 2%, /a8 ) 5.0mL I8 L 7=, MKEEmHHR IS
WTERE oI R I R 2GR S e o I D S BEIBE 2 5000 L g/mL & L,
AT 2 THRIC K DRRU 7251 5 B OB BBE 28w Lz, BEYMZ 0 4K
Oy —VEHBL. v — L OEEK 1.333mL Z2H 0 RE. £BE OB 0.5mL
KOS9 mix HHIK 0.833mL #MA =, Iz 6 FefkzE L = GRER#EA . 2) . 3
FERE R AR E & U T Ba, iR E LT 7072 X773 R (CP !
15 £ g/mL)VEREE, ° 1 F<1 2 CMMC : 0.05 L gmL)BEERZ 3% T, /-, ¢
NTOUBEIZDNWT SI mix ZMMALWEE, TabbE I v— L OKEER 0.5mL % Y
DERE, FBEOHKRIE 0.5mL MA. Iz 6 FrfiliER 58272 GREBE -
3) o WIND 6IRMIOREEE, > v — LNOBERZRE EMAER CHlilaZ kg
UZet, B L WEBIK smL 200X, & 51 18 BMIER A6 72, BRI 2 O >+
— L&D TN TN 2 RO RAKBRAEAZER L2, TOBE. MilanRzH2id
HITEIE XS5 OERERY 2 BERERTIC 223 B (0.2ug/ml) ZMATZ. 0.25%
MU T Bl THIRRERS L., BOSBERC L o TEDZMEEE 0.075M kY™
DK CIERAIEL . AF I T IV a—)b - BEEEWE(S: 1) THEE L7z, B L /=M%
ATARHTAIRICOE2BRITH L, REKERAZ T 1 REAZERL 72,
BRI 2ROy — LS ZENETN2KROAT 1 FEERL, BREHELZRICTTFA
P THRE Lz, £, B 2O Y v — LT & 0 MG R U A 2
WL, HEEENREEREHN THREEE2REL .

2) HELEE
R L & A U4 Tl 2 1538 U 7=, MR B A8 <& 5 /s 50 % Ml
EMHBE L RICEEBELREL, UTAkk 2 THIRU 25 5 BRRLL L OHRBRIEE
BERELE. BEYZD 4ROV Yy—LERAEL., vy — L OEERK 0.5mL 2K
DFRE, FBREOKEBRE 0.5mL 2MA 7Tz, IhE 24 RHIK 48 RefiEE L 2. 3
R, RS L TAEMBEERTBERBELTYA R > C (MMC:
0.05pg/mL) AP 2Rz, A 24 FFE GBRERA : 4 KU 48 Fefl] GRERGH
Bl 5) ICHEARERL 2, EROERIERBUEREFALGEE L. £, B
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4-4. B HNHERD L ER
REKREAXBROBE. BMHROLNENRD 5NN Ll DRBL IS 7,

4-5. EXDER

SAMSE T TEHEYSZD 200 (v —L %720 100 @) D& <IEN >R PHIHIC
DWTHEBREOEEEREEZF OMEORETE L 2. FFICHEEEOR bR &
BEEETDOIREKER 37T AL LEFREL L THETS) . b, BENLEER:
TOOREERERITRTEREICLOERL .
QAR OBBEIILTOLDITHE Lz, HEL. Fyv v 7 ERBRBHREATIERES
KoOFE LR RH 20D GEREHMH,NEEHEORE EICH D) THo T, 0
RS NEESEAOIRBLLT THIR/RIERATMIRBDO NI b D EFER L -, BIFIRE
SEOEE ELDITTNTNSHO, KU, FERAHMISREMEORE EICH->TH
ZTORIVEEHEROBL LITEN TW S EER L /2.
WERE

Fyvs e R 8 (cte). %@W?‘é{csg}%ﬁ@(g)

B R (cth)

Befa oy R BT L (cte). PUMEHIRZZHL/2 &

B IR (csb)
B R BIZT L (cse). “BNEAREAMK, RIRG AL E
Z DA, W F{b(frg). il
BRI R
RBEUR polyploid. endoreduplication
5. HTEHRE

2EDOHBEEC v — LB TEEMRBOHREEICELWES DEN NI &, B
METARMOHBEEN 5% XM THD I &, BHEMBTE Y v 7UNORE
OHBEBEN 10% UL TH B ERVEREFHERBRECREMBDONRBNWI &
ERRBORIISEME & LT,
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RS OHERYE 14020, BEREOREEMHROHBERIIH LU TUTOL S e
HHER T, ‘

BEMBEOHER (%) g HHE

5% K% ke # (—)
5% LAE  10% K BBt ()
10% Lt B % (+)

FOFAHEREEZATOMROBBERIF v v T2EUHATAG ES TR NES
TAITDWTHEEF L, Fr v TZ2EERVEFIOVWTHE L. BREMEOHBEICH
BEREFUXEIHEENRD 5N B 62 REERREF RS S HE L= 240,

Sy
BRI RAFEEGROESOA L L, REHRITIIEREL 2dh o 7=,
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HERR

A R 1 7 400
1) fE FALE
SORFRAULERE RENEE L O R % Figure 1(A) & Table 1-1 12, FERBMEHILOKER
% Figure 2(X)K% U Table 2-1 IZTR L 7z,

(1) BB TROBIRER
MR IR TR OB A AR ZBEMBEIC L B BRICB N T, REEHLOFRICEDS
T aANIBZF NI LAENELESAEHICONWT, HEMBOAERMEIZED
5NT. HEREOFHS S WITHBERCEBEROBRICELIZRD SNzh o7z,

(2) 50% A IEFEHN IR

ANTBEZF NI LRLBLEEHERIIDVNT. 50% %A 5 MEEaEHH 2158
HOENBMo T ENS, ARBREGTIIBITZaANTEBF 8 T L0 50%H i
FEHNHEREE V. RENE R CERBEELOVTRITB VTS 5000 4 g/mL Z L[
B EMREINTZ,

2) LB
UL 24 R QR % Figure 3(5)% U Table 3-112. 48 UL OFER %
Figure 4(Z) K U\ Table 4-1 IZ/R L 7=,

(1) BERTROBEHR

MRS B TR O BN A ZEMBIC L 2BRICBV T, REFEEtoFEICEDS
T ONIBIF MU DLRLELAASRARRICOWT, HEMRORNEREIRD
5NY. HROFHS® S NEITBERVEEROAHICELZRD sNaho .

(2) 50 %l ez 1 518 110 V8 2

INIBEZF M) LELEL Z2HABRIIDONT, 50%%R 2 2 MK EaEinE 2138
DoNRMo I ENG, BRBREGFTIIBIIZ2INIEB_F M J LD 50%MEHE
FEMEIREE L 24 RO 48 BENEO WTFINIZBWNTH 5000 £ g/mL 2 EES Z & A5R



M-1059

INnrz,

2. BRI
1) FERFRIULEE L
TR IR E O RS R % Figure 3(H)& U Table 3-2 IZR L 7=,

(1) RMEUBRE O EHEH

MR TR BRI B W TRETB R CIERBEH L O W TN OB F EIZ B
TH, ANIBEZF MU ILICE S 50% %k 2 5 MIEAEMGHRE 1RO Shiah -
727z, MEEMHRHRICP VW TRSHARE U TEE L7z 5000 1 g/mL & 4Lk R
HRBRERELEE REEE R CERBEELLICB T REHABEL. k2T
4 BRI U723 5 B (313, 625, 1250, 2500 KX 5000 1 g/mL) Z&&E L7,

) FmEREOHE
RETEAL R CIERBEELO W T NOUBEFEIIB W TS, INTBEZF YT LA
FUELZ2AERICOWT. 5% 2 5 R BAOMIERY 267 2 M0 H B HE
DEMIFERBD SNT. NS OHBEFHTEMBEBD SN o7z,

(3) EE MM B
RETEEAL R CIERBAERIL O W T HNOAB A EIIBNTH, INIEZF YT A
ZIBE L 2 FHERHICDWT. 5% Z A S AR O HEBREE OBNERD 51T,
IS5 ORABKEFRNENBRED SNEhno Tz,

2) ERALEE
BRI EOERZ Figure 4(8) &% U Table 4-2 IZR L 72,

(1) HBYENRREOREEH
A MHIRBRIC B W T 24 RREAE R U 48 REELE O WTNOUEAEITB N T
B, INTBZF MU DT AITED 50% %A 5 MEENGIRENRD s haho Tz
F, MiFHEENEEHRICBWTREHEE UTRE L7z 5000 ¢ g/mL Z2HREHERE
ABER L 24 FEEILERTD 48 RELEICBI2EEHEE L. /2 T4
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BYRsA IR U 7=5F S IBE (313, 625. 1250, 2500 KUK 5000 1 g/ml) ZE&E L 7=,

(2) FAEERY OHBE
24 FRAMME R O 48 BRLEO WTN OB AKICB W TS, INIB-F MU T L
ERBLZEAEBRIIOWT. % 2B 2REKROEERY 2H T 2 MO HBHEE
DOEMEIED 5NT, NS5 DOHABKERNREMLED S NEhoTz.

(3) fEECHEMBD B
24 FefLIE R X 48 s DO W TN QU AKITBWTH, INIB_F U T L
UL =S HERICDOWT, 5% 2 A 5 M5 o HESEE OIERn s n e,
IS OHEKRFENZEMBERD SNhoTz,

3) ABRRDRAIEH

LEKOBIEZTo L 2 ROBESRE Crv—) BICEFHREOHREEDE L »Wig
MERDHENT, BEFAEZOHBREICIBVWTHEAREIIRD Sad o7~ (Figure
1~4 %W Table 1-2. 2-2, 3-2. 4-2).

BB TSN TRAKRBERETOHRBEER 5% KHMTH 0. BEMERIBL
THELCRAKOEERY 28 9 5O UBEEOMMNED 51z (Figure 1~
4 XU Table 1-2, 2-2, 3-2, 4-2).

REFBREAOAS A FMEEERFHICERL 22 v — VEARIC K 2 Ml i 6 %
DIANTHEZF MUY T LADRBEIIT 5HERIL, MSENHIRROEREFAETH
57 (Table 1-1. 2-1. 3-1. 4-1).

B EDOHRL O, ARAKRREREROERFUEER CEGUIEETETICEES N
ZH0 AW L,
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5 K

F v Z—ANLAY —fli B RARHES MR (CHL/AIU MiE) 2HWT, aNJB=+rUY
LDOGBERBREFFREOFELRE Lz,

AT R OB R, WTNOAE A KICB W T HEE MG IR0 51T,
IS OUBEAEITHBIT D 50 % MAEENFIREITVWIND 50004 g/mL % LE2 I EAUR
SNz, Fiz, HEETROBNAAREEMSEICLSBE T, Sy — VEmICHES LML
T RERE DA R RSB OV S 2 WIS RRD 51T, BEROAHICBVWTHEL
MBDENEM S22 EMNS, ANTBEZF M) IAICKL 2B EEH)OBEEREIZEND D
EEZAONZ, INCOR/ENSERAFREFERRICBITIZINITB T MU UL ORBEILER
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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>

Study type Cell growth inhibition study Chromosomal aberration study
111
Y Treatment and (Results are shown in the left panel of Figure 1) (Results are shown in the right panel of Figure 1)
S9  Time Concentration Measured value Observation Inhibition Measured value Observation Inhibition
mix (b ug/mL Plate Mean Condition Color of  Precipitates ratio (%) Plate Mean Condition Color of  Precipitates ratio (%)
1 and 2 of cells” medium? ___/Crystals® 1and 2 of cells” medium® __ /Crystals”
107 - Red . — 100 - Rod = ~
NT 92 ) 100 _ Red _ 107 ) 104 _ Red _
100" - Red - - 100 * - Red - _
0 (SC) 99 100 B Red _ 107 104 _ Red _
| 99 - Red - -
39.1 99 99 _ Red B 1 T ——
99 - Red -
78.1 5 9 - o _ 4 \
: 92 - Red -
5 .99 T Red = = 100 - _Bed =
b e 52 o7 108 - Rud = 0 100~ 100 Red - 0
© 625 99 96 .= Bed = 4 100 96 _ Red _ 4
Egj 92 - Red — 92 - Red —
_107 T Red 2100 S Red -
1250 99 103 - i — 0 100 100 - Rod 0
99 T o Red = 107 e T Bed il
2500 107 103 — Ted = 0 100 104 - Rd — 0
92 ™ Red =~ 92 - Red T
5000 99 96 - Fed 4 100 96 - Red - 4
By T e—— 100 . = Red -
PC ——— 100“ 100 - Red — 0
Concentration of 50% cell growth inhibition over 5000  g/mL T T ——

Time(h): Treatment hours - Hours of incubation without test article.
NT: Non Treatment
SC: Solvent control, Saline
PC: Positive control,  Cyclophosphamide, 15 x 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.
Inhibition ratio (%) When mean of measured value exceeded 100%, inhibition ratio was regarded as 0%.
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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-1059

s9 Conc Cells Polyploidy Number of aberration (%)
Time(h) Judge Judge Slide
mix 1 g/mL observed cells (%) g ctb cte csb cse other TA TAG No .
200 0.0 0.0 1.0 0.0 0.0 0.0 0.0 1.0 1.0
NT (100) (0.0) ( 0.0) ( 2.0) ( 0.0) ( 0.0) { 0.0) ( 0.0) ( 2.0) ( 2.0) 05-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 43-1
200 0.0 0.0 0.5 0.5 0.0 0.0 0.0 0.5 0.5
sC (100) (0.0) ( 0.0) { 1.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0) ( 1.0) 90-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0 ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 39-1
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
313 (100) (0.0) - ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) - 69-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ¢ 0.0) ( 0.0) 50-1
200 0.0 0.5 0.5 0.0 0.0 0.0 0.0 0.5 1.0
+ 6-18 625 (100) (0.0) - ( 1.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0) ( 2.0) - 94-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) { 0.0) (¢ 0.0) ( 0.0) ( 0.0) 32-1
200 0.0 0. 0.0 0.0 0.0 0.0 0.0 0.0 0.0
1250 (100) (0.0) - ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) - 40-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 84-1
200 0.0 0. 0. 0.0 0.0 0.0 0.0 0.0 0.0
2500 (100) (0.0} - ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) - 88-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ¢ 0.0) ( 0.0) ( 0.0) C 0.0) ( 0.0) 02-1
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
5000 (100) (0.0) - ( 0.0) ( 0.0) ( 0.0) ( 0.0) ¢ 0.0) ( 0.0) ( 0.0) ( 0.0) - 54-1
(100) (0.0) ( 0.0) ( 0.0y ( 0.0) ¢ 0.0) ( 0.0) ¢ 0.0 ( 0.0 ( 0.0) 85-1
200 0.0 0. 29.0 46.5 0.5 0.0 0.0 49.0 49.0
PC (100) (0.0) - ( 1.0) ( 41.0) ( 53.0) ( 1.0) ( 0.0) ( 0.0) ( 55.0) ( 55.0) + 79-1
(100) (0.0) ( 0.0) ( 17.0) ( 40.0) ( 0.0) ( 0.0) ( 0.0) ( 43.0) ( 43.0) 45-1
Timech): Treatment hours - Hours of incubation without test article ( ): number of observed. NT: Non Treatment
SC: Solvent Control PC: Positive Control (Cyclophosphamide,15 i g/mL) g : chromosomal or chromatid gap
ctb: chromatid breaks cte: chromatid exchange T A : number of cells with aberrations excluding gaps
csh: 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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Table 2-1 Cell Growth Inhibition Ratio <— 6-18>

Study tvpe Cell growth inhibition study Chromosomal aberration study
P 'g’eatmimt?nd (Results are shown in the left panel of Figure 2) (Results are shown in the right panel of Figure 2)
) oncentration Measured value Observation o Measured value Observation o
n?lgx T(l;';';e u gimL Plate Mean Condition Color of Precipitates I:‘Ial'::lizlz:/‘:;’ Plate Mean Condition Color of Precipitates I::ut.ll::;: )1’1
land 2 of cells" medium®” __/Crystals” 1 and 2 of cells” medium® _ /Crystals®
929 - Red — _ . 99 — Red — —
ald 99 % - Red = 99 99 - Red -
100 ¥ = Red = — 100 ® y Red = —
0 (SC) 99 100 - Red — . ) 93 97 - Red -
99 - Red — T
39.1 99 99 _ Red _ 1 T —
99 - Red — —
78.1 99 96 _ Red _ 4 \
99 - Red -
P 156 99 99 _ Red Z 1
-8 99 = Red = . .99 e T Red oz
_ 618 g 313 99~ 96 I e - 4 93 96 - Red - 4
92 - Red =~ 93 . T Red =
é 625 o9 96 L Rea _ 4 93~ 98 - Red - 7
99 - Red O 99 . 99 ... TR o
1250 99 96 — T T Red = 4 99 99 - Red - 1
92 T Red o 293 . 93 - Red I
2500 2. 93 - e — 8 93 93 - Fed - 7
99 = Red — 93 = Red =
5000 99 96 o ed — 4 93 96 - Rod - 4
T 929 .. Red -
PC e 99 99 - Rod - 1
Concentration of 50% cell growth inhibition over 5000 x g/mL T .

Time(h): Treatment hours - Hours of incubation without test article.
NT: Non Treatment
SC: Solvent control, Saline
PC: Positive control,  Mitomycin C, 0.05 1 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.
c): Red was red~orange red colored.
d): Presence or absence of deposition of precipitates/crystals.
—: There was no deposition of precipitates/crystals.
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-~1059

s9 Cone Cells Polyploidy Number of aberration (%)
Time(h) Judge Judge  Stide
mix 1 g/mL observed cells (%) £ ctb cte csb cse other TA TAG No.
200 0.0 0.0 0.5 0. 0.0 0.0 0.0 0.5 0.5
NT (100) (06.90) ( 0.0) ( 1.0) ( 1.0) ( 0.0) (¢ 0.0) ( 0.0) ¢ 1.0) ( 1.0) 16-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 09-1
200 0.0 0.0 1.0 0. 0.0 0.0 0.0 1.0 1.0
sC (100) (0.0) ( 0.0) ( 2.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 2.0) ( 2.0) T4-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 35-1
200 1.0 i 0.0 0.5 0. 0.0 0.0 0.0 0.5 0.5
313 (100) (1.0) - ( 0.0) ¢ 1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ¢ 1.00 ( 1.0) = 20-1
(100) (1.0) ( 0.0) ¢ 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 59-1
200 0.0 0. 1.5 4] 0.0 0.0 0.0 1.5 1.5
— 6-18 625 (100) (0.0) - ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0} ( 1.0) — 92-1
(100) (0.0) ( 0.0) ¢ 2.0) ( 0.0) ( 0.0) ¢ 0.0) ( 0.0) ( 2.0) ( 2.0) 68-1
200 0.0 0. 0.5 0. 0. 0.0 0. 0.5 0.
1250 (100) (0.0) - ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) — 08-1
(100) (0.0) ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0 ( 1.0) 10-1
200 0.5 0. 0. 0.5 0.0 0.0 0. 1 1.
2500 (100) (0.0) - ( 0.0) ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0) ( 1.0) — 60-1
(100) (1.0) ( 0.0) ( 1.0) ( 0.0) ( 0.0 ( 0.0) ( 0.0 ¢ 1.00 ( 1.0) 93-1
200 0.0 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
5000 (100) (0.0) - ( 0.0) ( 0.0y ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) — 38-1
(100) {(0.0) ( 0.0y ( 1.0) ( 0.0) ( 0.0) { 0.0) ( 0.0) ( 1.0) ( 1.0) 97-1
200 0.0 0.5 21.0 29.0 0.0 0.0 0.0 33.5 33.5
PC (100) (0.0) - ( 1.0) ( 23.0) ( 28.0) ( 0.0) ( 0.0) ( 0.0) ( 33.0) ( 33.0) + 44-1
(100) (0.0) ( 0.0) ( 19.0) ( 30.0) ( 0.0) ( 0.0) ( 0.0) ( 34.0) ( 34.0) 29-1
Time(h): Treatment hours - Hours of incubation without test article ( ): number of observed. NT: Non Treatment
SC: Solvent Control PC: Positive Control (Mitomycin C,0.05 u 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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Table 3-1 Cell Growth Inhibition Ratio <— 24-0>

Study type Cell growth inhibition study Chromosomal aberration study
P Treatment and (Results are shown in the left panel of Figure 3) (Results are shown in the right panel of Figure 3)
S9  Time Concentration Measured value Observation Inhibition Measured value ) Observation Inhibiti
mix  (b) s gmL Plate Mean Condition Color of  Precipitates ratio (%) Plate Mean Condition Color of  Precipitates ratiol (;/O ;1
land 2 of cells” medium”___ /Crystals® 1and 2 of cells” medium®  /Crystals” °
NT o 92 T o - - g 0 T m T -
@) — — a) - -
0 (S0) 1997 100 - i - - 1007 100 - o _ -
391 2 99 - o - 1 T
781 2 99 - Red - : \\\\\
: - 99 — . Red = T
P 156 99 96 R 5 - 4 ~——
-2 92 T Red .. 100 - Red -
"; 313 - _9_2_ 92 —_ Red — 8 100 100 — ReE — 0
— 240 ﬁ 625 .99 96 o Red T 4 92 100 S . Red =
E 92 — Red — 107 - Red — 0
99 o Red o 100 - o Red o~
1250 ‘ 99 96 —- Red - 4 100 100 - Rod 0
_92 el Red T _92 _ T __Red -
2500 99 92 - Red - 8 100 96 - Red - 4
.92 - Red = .. 92 = Red -
5000 99 96 — Red — 4 107 100 = e — 0
T 107 67 = Red -
PC e B 107 107 - Red - 0
Concentration of 50% cell growth inhibition over 5000 u g/mL T ——

Time): Treatment hours - Hours of incubation without test article.
NT: Non Treatment
SC: Solvent control, Saline
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.
¢). Red was red~orange red colored.
d): Presence or absence of deposition of precipitates/crystals.
—: There was no deposition of precipitates/crystals.
Inhibition ratio (%) When mean of measured value exceeded 100%, inhibition ratio was regarded as 0%.
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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-1059

89 Conc Cells Polyploidy Number of aberration (%)
Time(h) Judge Judge Slide
mix ng/mL observed cells (%) g ctb cte csb cse other TA TAG No .
200 0.5 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
NT (100) (1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0} ( 0.0) 65-1
(100) (0.0) ( 0.0) ¢ 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 64-1
200 0.0 0.0 0.0 g.0 0.0 0.0 0.0 0.0 0.0
sC (100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 36-1
(100) (0.0) ( 0.0 ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0} ( 0.0) 49-1
200 0.0 0.0 0 .5 0.0 0.0 0.0 1.0 1.0
313 (100) (0.0) - (0.0) ( 2.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 2.0) ( 2.0) - 53-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) { 0.0) ( 0.0) ( 0.0} ( 0.0) 62-1
200 ' 0.0 0.0 0 0.5 0.0 0.0 0. 1. 1
- 24-0 625 (100) (0.0) - ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0) ( 1.0) - ThH
(100) (0.0) ( 0.0) ( 0.0) ( 1.0) { 0.0) { 0.0) ( 0.0) ( 1.0) ( 1.0) 52
200 0.0 0.0 0.5 0.0 0.0 0. 0. 0.5 0.5
1250 (100) (0.0) - ( 0.0) ( 0.0) ( 0.0) ( 0.0) 0.0) ( 0.0) ( 0.0) ( 0.0) - T7-1
(100) (0.0) ( 0.0) ( 1.0) ( 0.0y ( 0.0) ( 0.0) ( 0.0) ( 1.0) ¢« 0) 48-1
200 0.0 0.0 0.0 0. 0. 0. 0.0 0 a.5
2500 (100) (0.0) - ( 0.0) ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0) ( 1.0) -
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0 { 0.0)0 ( 0.0) 7
200 0.5 0.5 0.5 1. 0. 0. 0.0 1.5 2.
5000 (100) (0.0) o ( 1.0) ( 1.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 2.0} ( 3.0) - 70-1
(100) (1.0) ( 0.0) ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0) ( 1.0) 17-1
200 0.0 0.5 24.0 40.0 0.0 0.0 0. 43.5 43.5
PC (100) (0.0) - ( 1.0) ( 29.0) ( 44.0) ( 0.0) ( ©0.0) ( 0.0) ( 46.0) ( 46.0) + 14-1
(100) (0.0) ( 0.0) (19.0) ( 36.0) ( 0.0) ( 0.0) ( 0.0) ( 41.0) ( 41.0) 31-1
Timech): Treatment hours - Hours of incubation without test article ( ): number of observed. NT: Non Treatment
SC: Solvent Control 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
csh: 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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Table 4-1 Cell Growth Inhibition Ratio <— 48-0>

Study ¢ Cell growth inhibition study Chromosomal aberration study
431 e . . .
VP Treatment and (Results are shown in the left panel of Figure 4) (Results are shown in the right panel of Figure 4)
S9  Ti Concentration Measured value Observation Inhibition Measured value Observation Inhibition
. une s gimL Plate Condition Color of  Precipitates NN Plate Condition Color of  Precipitates e
mix (h) Mean ratio (%) Mean ratio (%)
land2 of cells"” medium® __/Crystals” 1 and 2 of cells” medium”__ /Crystals®
99 - Red - — 114 - Red as —
NT 99 99 _ Red _ 99 107 _ Red _
100 @ - Red - _ 100 ¥ - Red - _
0 (SC) 99 100 - Rt B g9 100 - Red -
99 - Red - T
39.1 99 99 _ Red _ 1 \\\\\
99 - Red - T
78.1 105 102 _ Red = 0 \\
156 94 g7 - Red - 3 T
Q2 99 — Red —
- 105 _ T Bed = 104 T Bed T
_ 480 § 313 99 102 - fed - 0 104 104 - Rod - 0
4 625 .99 97 i Red o — 3 104 102 ... S - 0
@ 94 — Red — 99 = Red
& 94 — Red — 104 - Red T
1250 94" 94 T ST 6 104 104 - Red - 0
.99 = Red = .95 S Red -
2500 2P o7 - S - 3 99 97 - Red - 3
105 = .. BRed - 95 T Bed -
5000 99 102 = Red o 0 95 95 - el 5
PC I T gg - 97 e %Sg" - E 3.
Concentration of 50% cell growth inhibition over 5000 ¢ g/mL .\—N“\*"“’\‘\« _______________

Time(h): Treatment hours - Hours of incubation without test article.
NT: Non Treatment
SC: Solvent control, Saline
PC: Positive control,  Mitomycin 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.
c). Red was red~orange red colored.
d): Presence or absence of deposition of precipitates/crystals.
—: There was no deposition of precipitates/crystals.
Inhibition ratio (%) When mean of measured value exceeded 100%, inhibition ratio was regarded as 0%.
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Table 4-2 Results of Chromosomal Aberration Study <— 48-0> (Results are shown in the right panel of Figure 4)

Study Number : M-1059

S9 conc Cells Polyploidy Number of aberration (%)
Time(h) Judge Judge Slide
mix uneg/mL observed cells (%) g ctbh cte csb cse other TA TAG No.
200 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
NT (100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ¢ 0.0) ( 0.0) ( 0.0) ( 0.0) 07-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0 ( 0.0) ¢ 0.0) ( 0.0) 61-1
200 0.0 0.0 0.0 0. 0.0 0.0 0.0 0.0 0.0
SC (100) (0.0) ( 0.0) ¢ 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) { 0.0) ( 0.0) 25-1
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 37-1
200 0.0 0.0 0.5 0. 0.0 0.0 0.0 0.5 0.5
313 (100) (0.0) - ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0) ( 1.0) — 47-1
(100) (0.0) ( 0.0) ( 0.0) {( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( ©0.0) 04-1
200 0.5 0.0 0.5 0.0 0.0 0.0 0.0 0.5 0.5
— 48-0 625 (100) (0.0) - ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 1.0) { 1.0) — 57-1
(100) (1.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 26-1
200 0.0 0.0 0.0 0.5 0.0 0.0 0.0 0.5 0.
1250 (100) (0.0) - ( 0.0) ¢ 0.0) ( 0.0) C 0.0) ( 0.0) ( 0.0) ¢ 0.0) ( 0.0) - 42-1
(100) (0.0) ( 0.0) ( 0.0) ( 1.0) ( 0.0) ( 0.0) ( 0.0) ( 1.00 ( 1.0} T8-1
200 0.0 0.0 0.0 0. 0.0 0.0 0.0 0.0 0.0
2500 (100) (0.0} - ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0 ( 0.0) — 95
(100) (0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) ( 0.0) 80-1
200 0.0 0.0 0.0 1. 0.0 0.0 0.0 1 1.
5000 (100) (0.0) - ( 0.0) ( 0.0) ( 2.0) ( 0.0) ( 0.0) ( 0.0) ( 2.0) ( 2.0} - 24-1
(100) (0.0) ( 0.0) ( 0.0) ( 2.0) ¢ 0.0) ( 0.0) ( 0.0) ( 1.0) ( 1.0) 22-1
200 0.0 0.5 30.5 48.0 0.0 0.0 0.0 50.0 50.0
PC (100) (0.0) - ( 1.0) ( 36.0) ( 51.0) ( 0.0) ( 0.0) ( 0.0) ( 52.0) ( 52.0) + 89-1
(100) (0.0) ( 0.0) ( 25.0) ( 45.0) ( 0.0) ( 0.0) ( 0.0) ( 48.0) ( 48.0) 75-1
Time(h): Treatment hours - Hours of incubation without test article ( ): number of observed. NT: Non Treatment
SC: Solvent Control PC: Positive Control (Mitomyein C,0.05 1 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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