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15. 8 &

RY (FFmFLL) JILEE L TA LA AR AT L OYEIRBRE SRR EY, 1 3HEE
BRESMIRE (CHL/AU FlRR) 4 vy, SERERIALBE (6 FREREIALEED S9 mix ¥ A TR S9 mix MERAN) &
LETAERT: (24 BRRFIAE) CREET L7-.

RY (AFvmF L) IVER Y ZF3 A VB AT VOREBRIRIE Y, ARETEINHERER RS
B D, SO%MBEFMNHEIEE (ICs) K UMRIOAETERERIEID, ALk 21280 4 B Ls.
Tt ERFRIALEECD S9 mix FRIKL O S9 mix FEFINTIE 62.5, 125, 250 KO8 500 pg/ml,
BRTALPRECIE 31.3, 62.5, 125 KON250 ug/mL & L7z,

REROFER, FFFRLERE R Ot E L b, B R ORERFMRO HERIT 5% A0 Th
7.

BRI TR GHXTIRWE L, HAOHZREEMERRA TR L, B L ORIz BT %
e fRREHERIT, RBROBNIEHEZRmIT DO ThH o 7-.

PLEORER, ARBROFETIZBNT, R (F¥vxaFLy) ey ZhbA VBT AT
I R ER R T W S HET 5.
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16. ¥ S
RY (AXTZ:FLU) YLEX Y A VR AT AOI TN Z O D et iRk
TWABRATY, £ ORAREFFEREED AR OV TR LTz

17. 5 &%
17.1. wERME, B BHEEMER USRS
1711, #ERYME

WRIEARY (A XL F L) IRy ZA A BT AT AL VA 85 (=R A
X FLUIAELZ N FLT— ), AR Y TR F L Q) ES v MY A Lm— |,
BEREA Fipolyoxyethylene sorbitan trioleate, gl ¥4 Tween 85 (=polyoxyethylene20sorbitaltrioleate),
CAS No.: 9005-70-3, 'B#ITREEIE S ((LFFE): 8-55] 13, 153K CooHi80s(CoHA0)p, ({LHE
15T Figure 1.20R), 2y 78 1838.50, #M - Mfk: DG OREPIMEOWIKR, KIZHE, =& 7 —
NV, =T IIUCBET 5. Bl 315°C ThHDH . LRz, AFL
TebOEHWE [ e (20/20) AR
fIE 1.0300 — 1.0360, FEF: 1.0334, /K55 B 5.0%LLT, FER 4.6%, 1 AAUAE: Bk 83.0—105.0,
T 88.8, Z LU ESHTHEYE: AN RS, R REEA]. AFRIEL RO
BRYEIREEORIRIEEE [RIEIRE: 23°C (FHME: 22.0-25.0°C), #HTIRE: 55% (ERME:
40.8-67.0%) ] PIZ, =i - Y - [REOFRMF T THRE L.

(RY FFTF L) INVERY ZF A VBT ATADT v e WD AKGICE D
iR 50 « AREs AR GRS 5 100230) O GHIRIE T #HIZREER CRE
U7~ 458 (Lot No.: T3OWF) % RUGE o CHAT L, RSB OLRTEEE/MER L.

171.2. 8k

RIS, VSRR (BR: JB75, Lot No.KOAS1, fFFHARR: 2013 4E 1 H, St RIFREKT
8 Rz R, SRR E TR ORI ERE SR RREIRE: 23°C (FRIME:
22.0-25.0°C), FRTEMLIL: 55% (FZAIME: 45.0 - 58.5%)] PIIZ, ZHBHOSMET TR L=

1713, BiEBYmE

BT IBE L LT, w1 h~vA T CELFMMC) &V AF= ha¥Iy (LUFDMN) %

AV

MMC [pEdbda: ~A b=A L 9EH 2mg, LotNo.: 542A1A, #lpk: 1 /31 TRz, HE<A b~

A2 C2mg (iffy & BT R O LE20HE, TRk HERADREMSUIREMSIEOMEKT,

NN-UAF N7 b7 2 ROETRY L, KUIA Y =M LK, =& 7 — Uk T

WV e FBRORETITERTLE TH L. KERORIETIL pH I L 55821 T
12
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9, pH8.0 TIXZETH D3, pH7.0 LLUTFCik pH EAMEL 72212251 T, FOEEMIE
T3, IR 2013 45 1 H, BFgerEx U S #kxtt] &, DMN [Lot No.: ALH4727, #EIK: 25
BIERAOWEE, et Y RRETHREEINBEOMGEEN DK E R L TWaRngae, &
Wy T IRIENE R A LW ST 5. 58 99.6%, FEAHWIRR: 2011 23 A 1 B (Bft#
TE), FEMZE TEMREA 1, WISl Z2A U=, BEAKEE, Wb AR s TR
BRI ORBRMYE (R R O (R EIRAE: 4°C (EHIE: 4.5-6.5°C) , EJE: BMS-500F3, BA
7 U —PRBE IS, BEOSRIET CRE L.

1714, BHESEYME
R BE OPUAT 8 A5 AR V-

17.2. #&IxR

17.21.  #HERYIE

17.211. FARAE

AT ISR Y, R 430 mg (FRERIE: 430.0 mg) ZFPE (BT KRk AT261, A LT
— - P MRS L, RIS LT, RARE @3 mg/mL) % 10mL R L7z, Sk
JERLA T ORRIEHRYE, 43 mg/mL {RO— & W K CERSAIR LT, #ERmERRRNE (21.50,

10.75, 5.375, 2.688, 1.344, 0.672 }21*0.336 mg/mL) Z7AR L 7=,

Pefo ik B alBRCit, SR 50 mg (FIFEEAHE: 499 mg) ZFEE (B RFAE AT261, A RT—-
ML RERRE) U, ERAKICE#A LT, kit (Smgml) 2 10mL 3R L2, RmRETR
LU ORESHEIE, 5mg/mL o> EREER K CEPSFIR L C, SREmmiin (2.5, 1.25, 0.625
KOr0313 mg/mL) &Rl L7z,

2%, MINEHEFERIRRER N O R F R R & bRRIT Y U — o TN T T2

17.2.12. BERMERARROREMN R VHRIEE

AN U CHES KR E AW 3R E R DL EMIZ DUV T, 1 &Y 100 mg/mLOJRE Tl
B, N [ EIREE: 4°C (ST 4.6 -6.0°C) , #JEJE: BMS-500F3, HA 7 U —H—iEatt] -
HOG - X8 7 HM & F 0, =R [ERERE: 23°C (FHANE: 23.0 24.0°C) | « G « %5 T 6 KEH]
£ CRIENARN T LIRS TS D,

72385, 1 mg/mL K OBBRIERIIROLZEMEIZ DWW TR STV 72z, FARNI RS
TV, LA L.
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1722. BHEIEYE
17.221. AL
MMC & O'DMN [HE&EE L KFE (AT261, A hT—+ ML FERSH) (CCTREE] &b, £H
BHE (BJ7kh, Lot No.. MIDY7, BRAERLKIEREE 145 (TR L CLERE ERIBED 10
%) BB L. FRIIARRC 7 ) — U FNTIT o T
PUTICRBRIN R D e B4, TRIRE M OSRIRE 2R L.

WE4 PR EleE  (ug/mL) AFIRE (ug/mL)

SRRV L S9 mix #AN DMN 5000 500
S9 mix MEFIN MMC 1.0 0.1
H e AL B 7k MMC 0.5 0.05

FABOFRTEER: YRR DO/ Ny 7 77070 RFE—201G, Wb B R A2~ TRECH
Y iet:o)

17222. BAPTCOREMRVEE
PARFTCOLZEM R ONBIEIZ OV T, XHHRE L U TORIGY, BERIERO/NNy 7 7T R
FT—H L RL TWAZ L& > THERESN b D LT 5,

1723, BRREEHRDERY HL
FARRIAIIT, ERRICHERE L.

17.3. REBH

17.31.  #ERa

ABRITIE, MRS RNEL, G D7 - OB @ L TR Y, F- YN E H
WA RBR T — 2 MERRER SN, Ny T T T RF—ZBENF ¥ f 2 AL AT —
HEE SROMESERIIEE (CHLAU) Z v iz, FfEiE, 2009 &7 B 22 HIZ DS 77— /31 4 A
T4 RS FART MU —Ta &7 ENG AT U, flla, iRz CHERr - Bl
A, HBRICERL, BHE L CTh DMl G 15 B, Jetafit— NG 25 A&, MR biReHE: 16.8 IF
M, A 277 X< Rf: i) 2RfE L, EMIETHB L. Mo, EEE Y Nunc
By ZAVT3~4 BZEIATo 72, UTICERBRICIT 5 R 6 O 2R LTz,
FRPEEIDEERER o 3 [H]

Yot KBERER s 7 [H]

1P, FHRFRRIZE IR A A T R R R ETRE (G TITo 7.

14
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18. S9 mix

S9 (Lot No.: 10081305, AV = X AEERTHMRAEM) 1L, 7= /72 EX—LRR5,6-0Y
T IR G U T EERORET » FCrl:CD (SD) ] 37 PG ((RE: 210.1 +10.2 g) DOfFlEA»5 Rl
[ER: 2010 -8 H 13 A, AR 201142 A 12 B (43R0 8% 6 » A)|&h
b DEMHEH U7, 8913, 201049 H 2 LIZREA L, -80°C X TOMEIR 7 V —— (ULT-1386-5A,
Kendro Laboratory Products) PNIZHSRE L7z,

SO mix %, S9 UNOKMELERIRA L THAREL, TNEAVT T T 4 VH— ($02 um,
NALGENE®) i L7=%%, HMEANT S9 2z T Lz, S9 mix DA LL IR Lz,

5 S9mix 1 mL HoD D) S9mix | mL Hio>:
S9 03 mL Glucose-6-phosphate 5 pmol
MgCl, 5 pwmol NADP 4 umol
KCl 33 pumol HEPES buffer (pH 7.2) 4 umol
19. HBER

Eagle O/ b VW ZEEE#HZ (Bagle’s minimum essential medium) %, Eagle’s MEM ¥ {&E5H (Lot
No.: 792063, GIBCO, U A b No.11095-080) {2, FE@L (56°C, 30 43) L7-AF41iE (Lot
No.: 8104931, GIBCO) ZMEFHHED 10%&72D LM THEI L. Zeds, L 7-h5%
TR 37°C 12 LT L7=. Eagle’s MEM JR{RES IO 2 LA FIOR L=,

(mg/L) (mg/L)
CaCl, (anhyd.) 200 L - Methionine 15
KCl1 400 L - Phenylalanine 32
MgSQO, (anhyd.) 98 L - Threonine 48
NaCl 6800 L - Tryptophan 10
NaH,PO, - H,0 140 L - Tyrosine (disodium salt) 52
D - Glucose 1000 L - Valine 46
Phenol red 10 D - Ca pantothenate 1
L - Arginine * HCI] 126 Choline chloride 1
L - Cystine * 2HCI 31 Folic acid 1
L - Glutamine 292 Iso - Inositol 2
L - Histidine HCI + HO 42 Niacinamide 1
L - Isoleucine 52 Pyridoxal + HCI 1
L - Leucine 52 Riboflavin 0.1
L - Lysine « HCI 73 Thiamine + HC1 1

15
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20. FERISIDIAERER UHIRaEE

B v 1T 025% b ) 7y U iR A N A R A FIBE L, 12058 1000 rpm (181 % g), 4°C, 547
[, BN (CFSRX, i THEREAD), UATIREE (C & v fllazEie Li-4#%, Hilke
BEASIR A N 2 CHRIBIVSEER 2 VEBE U . Z ORI Eaii H oAl 2 i aRkaH R & v v CERIITL,
FREECAY 2 x 10" {B/S mL (2705 & 5 \CHTRE RS A N2 CIRsE L=, aRBE U7 Ryalai &
5mL 95, EA 60 mm OREET v —L (CORNING) |[ZHEE L, 1% 37°C, CO,MEZ 5%\
RE LT RN AFE382% (BNA-121D, T ALy 7S H, BT CO, A v F ai—F—) AT
3 U L= b D& BRI H -,

21, HERAE

21.1. HRARLEREINHIEIER

Yt (KR RBRICBIT DR (IFTaF L) YN ER Y ZF LA VR AT L ORERE
ERET LI, AREmHRER 21T o 72, BRI, ERFRIALERIED S9 mix SR TN S9 mix
MEIN &SRR ALERE (24 BERAER) o 3 RAITEME LT,

2111, EESREINIEE

FOIERRRE D 3 HRESR LIS, vy — L DEEERA I BRE, S9 mix A CrIsiEmE
FNELE B B FFEMRT R 0.5 mL (2% L THARHK 4.5 mL OFETINZ, S9 mix HAINTIEHRER
WYEFRELNE S AV TR E 0.5 mL (Cxf L CIERIRE S9mix ZiRO L7ZbH D (BEIE
SOmix =5 : 1, vv)45mL OFETMNZ, ¥ vF IFH—THRMNNIRE LIZbOZHRMLIZ. »
FTHOT v —L b 6 RFEREE LRI, FiF Rk TR A RS L, PRIV SRR %
B0 BRN=88, B RRSRIE S0mL 2004, X512 18 Rt L 72 % ISz 3l L=, 72
B, HIRTRISINEE & QR TRH S E OO A 2 WARIZ L 0 815 L T-.

2112, EFNEE

AFRRAG D 3 HIEEEEE L2, Ur — L DISRIRZ IR brE, S ERRiid 5\ ke
PEXTREMYE 0.5 mL 1T L THERIR 45 mL OFIG TR, #vF IXxP—CRDIZREGLIZHOD
BRI, 24 BEER U 5%ICHINEcE SHAI LT, 72k, WA & ALK TR R Y
OFTHOT A RIRIC L W BZE L.

2113, FHRRE
SHRFALEEE K ONERTALEE & b Al — OFRBRIBIE (BIREE) CFEN L7-.
2 mmol/L FH2? 4300 pg/mL & FERE & UCERE Lz, LUTFOREE, Ak 2 T2150, 1075,
537.5, 268.8, 1344, 672 K(N33.6 ug/mL DF8IEE L L, ZOMICEMxBA7HIT-.
16
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2114, FRVYy—LOK
1 R0 1D v — LA R,

21.15.  HEEHKOEHA

HORER T ERS [ RAR A VO CRHAIL,  FEMERIIROE £ O IR DA AR A2 R
U7z, FHANE, 1O v — 1720 3[RHTYY, ZOFEBEL I TAEFRERDT.

50 YoIBETEIIHIREE (AT ICso) 1, FUMADEFEHDE Probit 1T L 0 BHY (FRMHR 247 L
7=

21.16. HERSETEINGIEERIER

21.1.6.1. 5ERMEIALIESR (Table 1, 2 RO\ Figure 2)

SO mix WRAINZISIT DARNODAELERIY, 33.6— 1344 pg/mL TiE 90%LA LA R L7785, 268.8 pg/mL
VB TIHBEAHINIT DIV ORI L, 1075 ng/mL SA_EOEEECRIAMIRIERD S/
I

Probit {2 8 0 FH L7z ICs 1, 340 pg/mL T -7z,

728, BRISEIINE OERE TROTHEIIE, T TOREICBWTRD LIV -T2,

S9 mix #EFNNIIT DMBZOAETFRIL, 33.6 - 1344 pg/mL Tl 90%LL FE 7R L7273, 268.8 pg/mL
DU CIRE M D206 F OB L, 1075 pg/mL BLLEOIRE Cii/EAIRIEEERS Hi/a
IR il

Probit #/2 L W HEH L72 ICs 1, 370 pg/mL TdH -7

728, BRISEIINE OERE TROTHEIIE, T TOREICBW TR LIV~ T.

21.1.6.2. EMFNIEL (Table 3 K& X Figure 3)

HREOATERIZ, 33.6 K1 67.2 pg/mL TiE 90%LL B4R L7228, 1344 pg/mL LA CIIige s
I BIZRENF DB L, 537.5 pg/mL PLL OV E CII/EAIEERD S/ ds - 7-.

Probit #1250 EH L7z ICs 1%, 190 ug/mL TH 7=,

728, WIS OB TRFOSTHSE, TN TORIZIZE W TERD LAV T.

212, $BEEEHR
R, ERFESLEEO S9 mix FRANA N S9 mix MERAN & EGHLENE (24 IR o 3 RFIT
Ehfi L7,

17
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2121,  EELEE
2111 R L7ZIRIC X0 SR B B e O A B DAL 2 I3k L7z
Bo e TR L 2oV T FRE DML Tob L 7=

BB T Bttt H B P S9 mix MEM $4#1K
S9 mix FEHFAN 0.5 mL — 45mL
S9 mix 0 0.5mL 0.75 mL 3.75mL

2122, EFEOIEE
21.12. TR URTFERIC K O BBy E R EEE M Ot FeaE oL A 50 L 7z
REHESRT R L 2 DU T T RO T HE L 7.
FUBHIESES Bo ot R i S9 mix MEM 548k
24 WF[RALER 0.5mL — 45mL

2123, HBRRE

MR OME R D, R (X TFLY) YLEX Y =4 LA VT AT 00 ICy
B USRI A FR 2RI T AL 2 1T RV 4 BRE L7z, §70b b, FRFFAREE S9 mix A0
M ONS9 mix AN TIL62.5, 125, 250 2 TR500 pg/mL, BT B ETIE31.3, 62.5, 125 X V250 ug/mL
L7

ST, RBRE 2 L IR, et B OSBRI 23R 1T 2. ot iR & U C AR
UE(:E@ S9 mix #¥IMNZIE DMN (500 pug/mL), S9 mix FERINIZIE MMC (0.1 pg/mL) %, EHeLEE
HEIZEE MMC (0.05 pg/mL) % ffIv iz,

2124, ERAYY—LE
VIREMTZY 3RO v —VEMEL, M OF RN 1AL, GaREAERUTIC 2 Bt -

21.25. fARREKOHA
FHRIZ %92 TEE A MRET D72, RS, PRt R OGS ROV TR DT A 21 T
ST FREEORNE, 2115 SRUEFEC L D Ei L7,

2126. 1ERDOEH

FERFEIALERTE K ONEHGALER L OV T U T b, BEIE TH#) 2 BERIRMC 10 ug/mL EBE O a1+
I NEAB Y vy — LIS 01mL IR LT, TR, & TH, £ v— 12 025%
U7 R AR 3 mL A CHIBE 2 RIBE L, w00 BEZ X O AR e U724, 75 mmol/L

18
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b7 ) U 2K CIRIRALER (37°C, 15 43f) % U7-. RSRAILEEANE 1 L7, BONRODREL,
AH )=V EHRE 3:1 OFIETRA L OK LIZEEIR CHKEEETY, [RIE SR TRl
WER A TR U, Z OMBIEEIEEE A7 A K772 L0 2 PN 2 T Ll z =,
Flit%, 2%0 Giemsa Ytk T 15 /ofideta L7z,

ATA FEARIT L vy — V%720 3RERL, SEEACTa— FEEZHY T 7-.

21.3. & Al

Te—UTIE, RRES, SERWEA SUTHTRES, WE, S9 mix DARE (RHHHLERE) X
ITEGEERER (TEALERSE) A RUA LT

R5A FEEARLE, BEHE rRICRRES, WRWES U IRWES,, TerE, #BRE, SO mix O
A CGEFRRALERE) 3R (i), RATERIA 230 LT T~ UL &R (11T 7z.

22. FBAEEDEHER
22.1. TEMEREDEE
IR OBEN T 400 1%, BERFOBENTIL 1000 50 ) — 13—V XEfER L.

22.2. HRADEREH
BLIEN -T2 EHgo/a %, 1 3 v — 14720 100 #, 1 JREE47=0 200 (RERER 7=, (A
OBIERT1— RESIECITY, BIESHER EABRBRE L OB, SERZBIEL%IAT T

223. EBEEEEDHE

e R EBEIY, BERF CEEEREICOE U, R EIIEEIE (polyploid) M UEWN{EL
(endoreduplication) Z#IESTHRE L, MIERFIIX Yy v 7 (gap), AT (chromatid break,
PLF ctb), Ge(af&TU4ET (chromosome break, LA N csb), Yufo/3ABUA5HE (chromatid exchange, LA
T cte), YBARRUAZHE (chromosome exchange, AT cse), Wifr{l (fragmentation, LATF fig) (25058
L, ZHHOREERETE LT HAEE AN L & LTRiek L7z, 2B, v v 7 e8lo
HIREES, B R TG A R OWT A DS DRI —# LICH D DR F v v 7 & L, R—# L
SITTINTWD L DOEGIMTE Loy, WA DRI—#R RiZ & o TH IRy et/ g L K
TS OIREINE Uiz, BBREF ORI, ¥y v 28056 80RVEE L IZHTT
aigk L7,

23. HEROBIEH
BIEGIRICIWT, ¥y v TUSNOER T 20T SO HBBHEED S%AM T, BBEIRIc

19
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BNTIIF v v TUSNOREERT 2 AT HMIMOHERBIEN 10%0L LE2RL, &6, BRI
HE - EENLWVESICREBRINSTE Lz, ok, BREBHEONNY I ST Ry —& %
Attachment 1 & U TS L7~

24. RETFITTIE
QRAAEFE LA T HHIROHEBARE, TrOPERENE - LI OR BEREITA TR 72

25. HERLE

PREROFERIT, BRURFE SUIMEERT 247 2 O HHFRD s%eRimaZrEE L, 5%LLE 10%
RiGZ B E Uiz, &I DRI 10%LL LA7R L, RECEF U CHEINLIZSE 250
E LT 2B, MERFOROAEL L OMILOHERTL, Fv oy 7 2@0iGa L anRngs
THEILL, ¥¥ v 7 Z2a0RWEGaOlERTHE L.

20
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26. FERIER

26.1. fERERIEE (Tabled, 5 KT Appendix 1, 2)

26.1.1.  S9 mix &M

RY (xR F L) YVER Y =4 A VIR AT VAR OB B O HEREE, 4
RTORETIS%UT EEETH 7. RS, MR HROHEEL, T _XCORE T 1.5%
AT EREETH T

AR AEAFERIE, 62.5 KON 125 pg/mL T 90%LA EE7R L7223, 250 pg/ml TId 71%, fenigf
? 500 ug/mL TiE 38% TdH -7z,

FRUSHRESIN R OB T REOATHNE, T TOREEIZIBUVN T HiLen -7z,
FEMERHHR OB EARAO HEHIT 1.0%, BERFTHIOMREL 0% Th-o7. Fiz, Bttt
A% (DMN: 500 pg/mL) (Z331T HEEOVFEERIRA D HBRT 1.0%, &R Miao M 65.5% T
Holr.

26.12. SO mix EFRMD

Y (xR F L) YAVES Y = A VBT AT OVIREE ORI R AR ORI,
NTORET LO%UAT B Th 72, R, MEEFHROEHERY, X TOMBEET2.5%
LT EEETH 7.

ANIOAETFRIL, 62.5 LTV 125 pg/mL ThE 90%LL L&7R L7223, 250 pg/mL Tk 81%, Fmie/E
@ 500 pg/mL TIE 39% CThH- 7=

TR B OWERE T REOHT L, T COREIZRBOCGERD bgd iz,

SR R DOEEY RO HBIERIT 0.5%, HERFMOHHERIL 1.0% Tho7e. £, Bk
KT (MMC: 0.1 pg/mL) (23817 DA BN HIRERIT 1.5%, HHGRGHRIINO HEZT 48.5%
ThHoT-.

26.2. EHHLIEEK (Table 6 }2UF Appendix 3)

R (FHFTZF L) IAEX S LA VR AT VBB O RO HIRRT, 3
NTORIET LS%UT LB TH -T2, [FRRIC, BERFHEOBIIRY, 3 TORIET 2.0%
DT ERMECHoT.

FOREODATFAIE, 31.3 LTN62.5 ng/mL TiL 90%LL E&7R L7243, 125 pg/mL Tl 84%, HomiefE
D 250 pg/mL T 40% T o7z,

TR OV THREOATHINE, T COREIZRBOCRD b o iz,

PV R OIS EAIRRO HELERIL 1.0%, &R EHROHERET 20% Th o7, £z, Bt
XTFR (MMC: 0.05 pg/mlL) (231 AR E RO BEIFRIT 0.5%, G RAHIR O HEIFRIT 47.5%
T

21



Study No. 970630

27. & %

RY (IFTF L) IAEF S ZF A VBT AT VORMARRTHEEO AL, 1 THE
el (CHL/U AERR) 4 v, SERERALERE (6 RFRALERD S9 mix BN TN S9 mix FERAN &
EEGHLIEE (24 RERIER) CRET L.

R (FFRVZFLy) IVEF Y TA LA VT AT OVALERREO S BRI K OS2
AERIDHEERIT, WTFNORBRRINZIBNT S, 5%t ololedh, R (FFxFoF L)
YOV H v ZF VA VR AT VIR ROHEREOWTILFER Lo &b
5.

?“H#F'WLLE!E{%‘&U@{* SUPEDERBCRINT I T, BRI K UG M HERE D STl HER ==
T, RO M= T b D TH o7

PLEORER, YHBORMEFIZBWT, RY (FFmF L) YRy ZF LA VEET AT
WA R IR RFEMR IO L HET D,

28. X ik
1) RY (AFvmTF L) YILEFY ZFd LA VR AT ILOERHAK
HCORTHMRAR R 092030), BASHLEANA AV P—FE ¥ — F5E
WFSERT.
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Table 1. Cell growth inhibition test of polyoxyethylene sorbitan trioleate with cultured CHL cells -The short treatment method: +S9 mix-

Test substance Co?:g/nrgi‘;ion Exposura;r}?ecovery No. of cells (x 104/plate) Survival ratio Y (%) ICso (pg/mL)
Ncgative control - 6-18 70 100 -
33.6 6-18 68 97
67.2 6-18 68 97
1344 6-18 65 93
Polyoxyethylene sorbitan 268.8 6-18 43 69 240
trioleate 537.5 6-18 23 33
1075 6-18 0 0
2150 6-18 0 0
4300 6-18 0 0

Negative control: Distilled water.
a): (Polyoxyethylene sorbitan trioleate treated group / negative control)x100.

No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.
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Study No. 970630

Table 2. Cell growth inhibition test of polyoxyethylene sorbitan trioleate with cultured CHL cells -The short treatment method: —S9 mix-

Test substance oy PSSOV No. ofcells (x10%plate)  Survival atio” (%) ICy (ng/mL)
Negative control - 6-18 59 100 -
33.6 6-18 57 97
67.2 6-18 58 98
1344 6-18 54 92
Polyoxyethylene sorbitan 268.8 6-18 47 80 70

trioleate 5375 6-18 21 16
1075 6-18 0 0
2150 6-18 0 0
4300 6-18 0 0

Negative control: Distilled water.
a): (Polyoxyethylene sorbitan trioleate treated group / negative control)<100.
No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.



14

Study No. 970630

Table 3. Cell growth inhibition test of polyoxyethylene sorbitan trioleate with cultured CHL cells -The continuous treatment method: 24 hr-

Test substance oy PSSOV No. of ells (x10%plate)  Survival ratio” (%) ICy (ng/mL)
Negative control - 24-0 61 100 -
33.6 24-0 60 98
67.2 24-0 57 93
1344 24-0 50 82
Polyoxyethylene sorbitan 268.8 24-0 21 34 190
trioleate 5375 240 0 0
1075 24-0 0 0
2150 24-0 0 0
4300 24-0 0 0

Negative control: Distilled water.
a): (Polyoxyethylene sorbitan trioleate treated group / negative control)x 100.
No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.



Table4. Chromosomal aberration test of polyoxyethylene sorbitan trioleate with cultured CHL cells  -The short treatment method: +S9 mix-

Study No. 970630

Numerical abetration Structural aberrations

Exposure-  No.of Noofeells Survival

Coneentration - - Noof Noof . Types® and numbers with Incidence® ;

substar R metaphase Incidence? . ratio®

Test ce (ug/ml) ec(}c:;)/ery exnnined | Polyploid endoreduplication " Judgement® (cumulative) chromosome (%) Judgement® ((VO)
cells cells o) aberation ’

gap ctb csb cte cse fig (tg) (g () (@

Negative control - 6-18 200 2 0 1.0 - 0O 0 0 0 0 O 0 0 0 0 - 100
62.5 6-18 200 2 0 1.0 - 0o 0 0 2 0 O 2 2 10 10 - 100

Polyoxyethylene 125 6-18 200 2 0 1.0 — O 1 0 2 1 0 3 3 15 15 — 99
sorbitan trioleate 250 6-18 200 3 0 15 - 0 2 0 0 0 0 2 2 10 10 - 71
500 6-18 200 2 0 1.0 - O 0 0 0 1 0 1 1 05 05 - 38

Dimethyhitrosamine 500 6-18 200 2 0 1.0 - 0 67 3 99 4 1 131 131 655 655 + 81

Negative control: Distilled water.
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).
¢):  ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; fig: fragmentation.

d):  (Cells with structural chromosome aberration / observed metaphase cells) x 100.
e). (Polyoxyethylene sorbitan trioleate treated group or positive control / negative control) x 100.
(+g): Total aberrant cells including the gap; (-g): total aberrant cells excluding the gap.
No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.



Table 5. Chromosomal aberration test of polyoxyethylene sorbitan trioleate with cultured CHL cells

-The short treatment method: —S9 mix-

Study No. 970630

Nurmencal abetration Structural aberrations
Exposure-  Noof Noofeell Survival
Concentration - : Noof Noof . Types® and numbers with Incidence?® ;
substance R metaphase 9 . 1atio®
Tost (ugmL) ec&)]gery oxmined  Pobyploid endoreduplication Incidence Judgerent® (cumulative) chromosome (%) Judgement® ((yo)
cells cells o) aberration ’
gap ctb csb cte cse fig (tg) (g (tg) (©
Negative control - 6-18 200 1 0 0.5 - 0 2 0 0 0 0 2 2 1.0 10 - 100
62.5 6-18 200 1 0 0.5 - 0o 2 0 1 0 0 3 3 1.5 15 - 98
Polyoxyethylene 125 6-18 200 2 0 10 — 0 3 0 2 0 0 5 5 25 25 — 94
sorbitan trioleate 250 6-18 200 2 0 10 - 0 2 0 5 0 0 5 5 25 25 - 81
500 6-18 200 2 0 1.0 - 0O 1 0 3 1 0 4 4 20 20 - 39
Mitomycin C 0.1 6-18 200 3 0 1.5 - 0 70 4 43 1 0 97 97 485 485 + 83

Negative control: Distilled water.
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).

¢):  ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; fig: fragmentation.

d):  (Cells with structural chromosome aberration / observed metaphase cells) x 100.
e). (Polyoxyethylene sorbitan trioleate treated group or positive control / negative control) x 100.
(+g): Total aberrant cells including the gap; (-g): total aberrant cells excluding the gap.
No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.
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Table 6. Chromosomal aberration test of polyoxyethylene sorbitan trioleate with cultured CHL cells  -The continuous treatment method: 24 hr-

Study No. 970630

Nurnerical aberration Structural aberrations
Tost substance Comon E{iﬂﬁsvfg nga(;ggse Noof Noof o idences . Typesand nurbers C::‘Egnr:e hd‘imoe@ . Slr:t?;‘:?l
iy examined pOlg’epulsOId mdomnci:]]p;hmuon ) Judgement (curmuilative) nomeson (%)  Judgement %)
gp b b e e fig (g (® (8 ®

Negative control - 240 200 2 0 10 - 01 0 3 0 0 4 4 20 20 - 100
313 240 200 3 0 15 - 002 0 0 0 0 2 2 10 10 - o8

Polyoxyethylene 625 240 200 3 0 15 - 00 00 00O 0 0 0 0 - 97
sorbitan trioleate 125 240 200 3 0 15 - 00 02 0 0 2 2 10 10 - 84
250 240 200 2 0 10 - 0 0 0 4 0 0 4 4 20 20 - 40

Mitomycin C 005 240 200 1 0 0.5 - 0 62 4 45 1 0 95 95 475 475 + 82

Negative control: Distilled water.

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).

¢):  ctb: chromatid break; csb: chromosome break; cte: chromatid exchange; cse: chromosome exchange; fig: fragmentation.
d):  (Cells with structural chromosome aberration / observed metaphase cells) x 100.
e): (Polyoxyethylene sorbitan trioleate treated group or positive control / negative control) x 100.

(+g): Total aberrant cells including the gap; (-g): total aberrant cells excluding the gap.

No precipitates were noted at any concentration in culture fluid at the initiation and the completion of treatment.
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Figure 1. Chemical structure of polyoxyethylene sorbitan trioleate.
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Survival ratio (%)

Study No.970630

The short treatment method
—&— Treated for 6 hr with S9 mix

—— Treated for 6 hr without S9 mix

125 +

100 +

75 +

50 +

25 4

0 } t t t t L i
' 33.6 67.2 134.4 268.8 537.5 1075 2150 4300

Concentration (pug/mL)

Figurc 2. Ccll growth inhibition test of polyoxycthylenc sorbitan trioleatc with cultured CHL cells.
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The continuous treatment method

—&— Treated for 24 hr

125 T
100 1
SE 75 -+
2
E
E
Z
5 50+
w2
25 +
0 f i ! I L 4 L g g

33.6 67.2 134.4 268.8 537.5 1075 2150 4300
Concentration (pg/mL)

Figure 3. Cell growth inhibition test of polyoxyethylene sorbitan trioleate with cultured CHL cells.
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