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3.4 HECET 21FH

3.4.1 GLP

o THHBULZEWE SR DB 2 EhE 2 R BR sk (2 B J 2 L
CFRk 2343 H 31 A, EAF 03315 8 5, Fhk 23-03-29 ®FE 6 &, BRiR
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4. EH
UIHIETH ) — A ORERBREFREERMT S0, Fof =K - AAR
22— i R ARAE ARG (CHL/IU) % JT 7= Y f SR 3 B8R % 206 L 7,

PR BERBROHEEZRET 5729, 2000 ug/mL ZHEHEE L, LFAK2 T
PrU7-5F 8 HEZRE L., MIEAEMEIRER 21T o 72, £ ORI Al 58 5 =R
(100-RPD) 1%, HLIF M ALEYE O IEARETE ML TiX 250 T 125 pg/mL O & T,
e LER Y TIE 500, 250, 125 KON 62.5 pg/mL O & T 50%LL E&2 7R L7, AR R
FEDORHHEMEAL TIEXT X TOHE T S0%LL EZ /RS2 o 7o, 50%H e HE 5 57 il 5
£ (ICso) 1. B2 MRe [ AL BR VL 0 JERHIE ML TiX 68.4 pg/mL ., e AL B 1k T
46.9 ng/mL EEH I N, £/, WTHROMEETYH, 125 ng/mL PL Lo & Tt
MRO BT, UEDORR LD | e R RO M &1L, ERFFLHEE O IERHITE
PEALTIE 100 pg/mL ZEmMEE L, LUF%7 10.0 pg/mL TR U7 8 H&EZ | FE
AL ERVE O RFHE ML TIE 125 pg/mL ZimAEE L, LFAK 2 Thl 4 HiE
Zo, HHALERVETIX 70.0 pg/mL i HEE L, UL TF% 72 10.0 pg/mL TR L 72 6 H
BEAERELE,

Lt (R RE R T, ERMAHEORBNEHLIZETOMNELBE Lz, M
RLER K 0 FEARETE M AL B OVEL e AL R 5 C UMM PR B Al BN 32 2% 55 £ 5% &~ LI HE%
em A EE U, FRFREAEE O IERBIE ML TIX 80.0, 70.0 X T* 60.0 png/mL @ 3
Ba, A TIE 60.0, 50.0 2T 40.0 pg/mL @ 3 HEZEE L, TORE.
LA ER Y (TA) ROBAWRE (RFEMEMR & AN INHIR) o HEBLEE XV
THOWMBIEIZB W T RSB L O THEETALN Do T,

BB, TARNTORBEET, BRSO MELG - Lc7on slBRITE U £l S
reeEZbNT,

ULEDHFRERNS, A VA7 2T 7 — M REERFERREME TN T, REK
G R R OBBIRE 2R Loy (B & ilbm L7,
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5. &
AIVFIETT )= LDF ¥ A =— R« NI AKX — ik (CHL/IU) %
FANA YRR ER R EERLI-DO T, TORBEHRET S,

6. FHERMH
6.1 HRYMERUVEEXEME (FHF)
6.1.1 RERME

LT OIF#IEIE GLP THEfu S 7z o RICEK S <, 2%, K, DMSO K U7 & K
¥ DR R R CORERIIHRRNSHAR YV —F & ¥ —CEME L 72 ik
AEBEOMBRICK

60

E2 i AV F T BT — v
JE : Isooctadecanol

GlIEA . Isostearylalcohol

CAS &7 : 27458-93-1
H#RARERE S 0 2-217 ((BFIE)

3 3R P

772K : Ci1sHss0
5y F & : 270.5
S . .
ANF & : 25¢g
il :95%
ANHdid D 4 R e OV
: A
FARIZ BT 2R A B R AR
2 E M D IRIFRME T CRE
5 T RR o AR
Vi iRt B : /K :20.0 mg/mL TAHIE

VAFLALKFT R (DMSO) @ 200 mg/mL TR
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7t b2 200 mg/mL TR

R c o R ENE : K. DMSO K OY7 & b BB, HADIAESO RS
TR0 T

[EX eSS c =R (FFAE : 1°C~30°C, ENMEITFAFMAANTH -
72)

TR AT 5 BT D BEBRWE IR AR

B EokE CEERH L OB AT D KK I A N O AT
Do KRN HIES T D, HEMOEEEPIET D729
DB ZFHEL D,

PR AR D BEBRWER 1 g B RAFEREE LTRTE LT,

P A% h O JLEL D EHB ORI ETREELR,

6.1.2 R EYE GRiK)

£ T S Cal N2

CAS & & : 67-64-1

ik o R R

A= — BT AL AFE SRR RS

0y NEE : ESP6568

R AF A c =R

TR AT 5% BT o BE AR AR AR =

SR DRI B D BEBRWE OVEMRIEN BAFTH O RYE, REEL, WEVLER

WHNRD o T, in vitro DEEEERRBRICAS HWDS
NTRY, HET—ZNEBETHLDLHZ ENLBEIRLE,

6.2 wHERRDHE
AR I, SRR AT S OB AT T TE S L 72

6.2.1 0 e 15 5ig 40 1 5t B

6.2.1.1 SRR AL

2mL DA AT T ATHRWE 0.4000 g ZFFE L., @ EORE 22 TEfiES
TOLEICEBZMZx T2mL & L, k@ HEFRKR GRRIRE 200 mg/mL) 2R L
oo ZhvE, WEIEECEEBEIIIC AR (At 2) LT, 100, 50.0, 25.0, 12.5, 6.25, 3.13
KOV 1.56 mg/mL K& L, Gt 8IRELZFH LI, ZoRFOME (HIgEERE) |
WTITE 7.2.1 TS,

6.2.1.2 RREE
FIWF o R L. FRAL | BRI L7,
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6.2.2 Z2EAEEHR
6.2.2.1 SRR AL

10 mL DA A7 T A ZHERWE 0.1250 g 2 FF & L, i & ORE 22 T S+
TOLHEICEEZMZT10mL & L, k@ H &R GAREE : 12.5 mg/mL) % i
Lic, 2hve, W CEMMICAIN (A 2) LT, 6.25, 3.13 XUV 1.56 mg/mL & %
FREL L 72, BT, 12.5 mg/mL K Z I CEE AR LT, 10.0, 9.00, 8.00, 7.00, 6.00,
5.00, 4.00, 3.00 XU*2.00 mg/mLiK & L, & 13 REZFR L2, HERLEEOIE
REBE (LTI 10,0, 9.00, 8.00, 7.00, 6.00, 5.00, 4.00 &% T 3.00 mg/mL %% .
R A AL ER VL O AR PE(E TIE 12,5, 6.25, 3.13 XN 1.56 mg/mL ik %, e lLBRYE T
1% 7.00, 6.00, 5.00, 4.00, 3.00 2 *2.00 mg/mL{kZMEH L=, Z OO HE (il
BBIRE) [ZOWVWTIEFHE 122HS R,

6.2.2.2 SRS
PRI T8 L, AR 1 R AN L7,

6.3 [aEXEYME

LT O 2 20ba Mz Hviz, 2 s OB Y EIE A K74 2 (OECD TG473)
THAES L, invitro YAk BERBUTLSHEA SN TR, o, WRT — 20 8E
ThHoHZENLBRLE,

6.3.1 Gt R E 1

1) ~A h~ATr (RBEMELEL)
4 : Mitomycin C (B&Fr : MMC)
CAS &= : 50-07-7
A =T — BT AV AR REERR A A
ny & : WTH2468
RAE SR RGNS
(EXE= 0 o BR AR AN R R =

2)  MMC V& O
HRFIZFRAR L 7=,
MMC 1.0 mg ZmLE IR L, ZHICERARER (AARERSF, XS KE
T 1 v bFS K2E92) 2 mL M2 CIHEM L. 0.5 mg/mLiFKE Lz, =
DR 2 BRI R CHIZ 200 5 AR L T 2.5 pg/mLEK & LTz,

3) MMC O &
FERFRAVERYE (FREHTSMEEEE L) T 0.075 ug/mL, #EGEALEEYE T 0.050 pg/mL &
L7,

12
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6.3.2 BT RYE 2
) ¥7me7x2A77 I8 (RENEMHILAED)
£ e : Cyclophosphamide monohydrate (B&FR : CP)
CAS F & : 6055-19-2
Btk c AR (97%LL 1)
A =T — BT AV AT IR A A
7y EE : SKE6784
RIS Do,
TR AT 55 BT o BRI AR =
2)  CP &K O
HRFIZFRE L 7,
CP 14.0 mg ZmLF IR L, ZHICABAER (BARERG, XSt k&
R T o hEFS K2E92) % 20 mL X TIAME L. 0.70 mg/mL &G % 755
L7,
3) CPOHE
MR E (RETEYE(R) T 14 pg/mL & L7z,
6.4 HEBRARUVZOERER
YRR CHEHT OMRKIITA K742 (OECDTG473) THIEI N TW S ML D
—DOTHY . invitro KR FRBRICILSHFHENTEY, 7T — ¥ NEETHD
ZEMBEIR L,
6.4.1 il R B
i 44 ST v A =— X N R K — ik o R HESE R R
(CHL/IU)
e TR . I
]
oy R B .
AT H : 2020412 A 9 H
UG S A DRI EFR (-196°C)
e A D AR OFREN ER (Vv — VIEmEICHERE LR DR RE

PRI O MR

EHT D) . MR IIRER] 15~20 REFLLAN (SEHIE ;
18.9 HF[H) . Y@ R4 A 25 KDL 70%LL ., Yufh
RERERAERNSURBETHY, ~f 2T T XA~ DiHY
M7 ENHER I NI DE W,

o P B D S e i A A A ) RBR T 13 AR A B

BIRRE
(AW

RKERT 17T IS THhH o= (FFAEDE : 3~30 #k

13
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6.5

6.5.

1)

2)

3)

———

A

1 S9 mix

S9

% R
Ay —
MR &
2y S

FH >k
W EE

7 EWE O LB

it I T R

Wi -
PR E

PRAF A
RAFE G5 BT
a7y I H—
E2p

A =T —
N &
2y hEE

156 FH 29T PR

PRAF 2RI
AT T

S9 mix D FHHEL 71k

: S-9

AV = HOVEERE TR A

: 2mL/NA T )
022093007  GHE i B 5 40 ) 5BR )

. 22102108 (Yo fh i
R )

. SDRMET v b, A&

7= )N H— /L (PB) L V5,6-_ Y 7 TR (BF)

: PB: 4 HREIEMENEE (30, 60, 60 &1 60 mg/kg)

BF : PB# 5 3 HHICH[RIEKENEE (80 mg/kg)

: 2022% 9 H30H (m2v hEH ;22093007)

2022410 H21 H (2 v FEE :22102108)

: 202343 H29H (m2v &S 5 22093007)

202344 H 20 H (v > F&EH ;22102108)

o7 i -
0 2212+7.8¢g (vy F&ES ; 22093007)

219.6 £10.7 g (72> F&E ;5 22102108)

: W (=70°C LLF)
D BRI R R =R

: Cofactor C

ZV = H VR T MRS

4.7 mL/NA TV
: C22092807 (AR g sE Ml FER) . C22101908 (YR

S AER)

: 202343 H27H (vvy F&EHE ; C22092807)

202344 H 18 H (= &S ; C22101908)

© W (=70°C LAF)
D RE MR R R =

AR L 7=, SO a7 r» 7 Z—%2:47 OEELE (K% 1347 )L) TEHEHGIZ
BALTSImix ZF/M L7, SO mix DL (1 mLH) #LLFIZRT,

7K

S9
MgCl,
KCl1

: 0.7 mL
: 0.3 mL
: 5 umol
: 33 pmol

14
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J)a—Zx-6-Y 5 pumol

Bipfl=aF o 7I R7F=0 VX7 LAF RU B (NADP)
: 4 pmol

HEPES #z ik (pH7.2)
: 4 pmol

6.5.2 BEER

Minimum Essential Medium (MEM){Z3EB1{k L 7= “F1f{E (bovine serum, BS) % &
FEPLBEDS TOV/v% & 72 D & D IR L 72528 W% (10%BS-MEM) Z i #d L 7=, itk o
BE R T ms R 7 L, L&A LRI Lz,

1) A1k
A —T— : Thermo Fisher Scientific Inc.
2y hEE D 2402160 (MR IEAEANHIEAER) | 2471439 (B (R
R )
P A7 e : W (=20°C LLF)
TR A7 55 B BRI e AR =
2) Minimum Essential Medium (MEM)
A —J]— : Thermo Fisher Scientific Inc.
2y hES : 2508904
DA S DR
DR A7- 5 AT D EEARERIE

7. REBRAE
WU E OB 2 LU ISR,
IR ALERYE  (REHSE LM L)
: S9 mix FEFIE T CHERWE /xR E 6 REfi s, = o
#% 10%BS-MEM 85 #{k C 18 Bk ([nl{E 5 3%)
B ALERYE (REHEEEA V)
: S9 mix F(E T CHERWE /xR WHE 6 REf LB, Z D%
10%BS-MEM K25 T 18 Fifks % (011 5 #%)
LR R (RS L)
: S9 mix JETFAE T CHBR YL/ kR L 24 W5 [ 4L 2R

7.1 BERURTA FEKXRDERE

KT BRE S, KB UHEEEROCHEZ AT RS T ClBl Lo, RoiiREis
HDOAT A4 NIZEBRIEIC L2880, ARESZLOERGIIHIL LT a— RE S
R L7277 L Ci#kBI L 7=,

15
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7.2 FAEDETE
7.2.1 0 Heo 3 B8 41 1 5 BR

FRFVEIZ BT 2 M ELRET 5 B AT M7/ Fa 8 780 i M O SRk i
KRR MEROEN QLEMOFEL GTe) 2Rt Lo, il i 2/ A0 i 5 5E 5 i o
R U3l £E [ 5 2% (Population Doubling : PD) K OVFH %} iR 48 [ 5 %% (Relative
Population Doubling : RPD) 75 R H 3 2 MR FE Ml =Ic L 0 #EE L7 GRAIXES
7.4.1 HZW)

MR, TA R4 DRBUEFEMEE IR LB O FIEIZON T IZEDSn
T 2000 pg/mL & L7z, BLF, Ak 2 TFL T 1000, 500, 250, 125, 62.5, 31.3 &
W 15.6 pg/mL Z7% 1), §F 8 HEA K WEIEICHE LT,

PR AVERRE TN 2, A AL BRI R BB & 5 LT T

7.2.2 Z2EAEEHR

E e B e i BXBR L F5 1T S M SE AN ) =R (100 —RPD) (3, FLIRs AL PR 5 D IR
IEMEA LTI 250 KON 125 pg/mL O & T, #iE Ak Tk 500, 250, 125 K WY
62.5 ug/mL @ T 50%LL L% 7R Uiz, R ERE O MRBHEE L TlE T X CTo A&
T 50%LL EARS e o T, S0%MIBHEFEANHIIRE (ICso) 1%, FLRF[MIALERVE O FEAR
FE AL TIX 68.4 pg/mL, EFLFETIX 46.9 ng/mL RS-, /2, WTh
DMIRET S, 125 pg/mL DL EOHETHRERRBO bhvic, LEORER I Qe
RERBROMEEZ TEROMBYVRE Lz, ok, FERMAHELEORBHEE/ATIE, T
TOMET 50%LL EORAAEFH PG L 2 R S22 o 7728 RETRD & iz KA
®ETHD 125 pg/mL ZROEREFERBROREHESE L TEE LT,

F o, BB R LR BRI N % C A LR T R sk FRBE R ONBE 1 Sk FREE & 3% 1 7=

AL BB i HEE (ug/mL)
50 IR ] AL B 7 .
S F BT 1 (L 100, 90.0. 80.0. 70.0. 60.0. 50.0. 40.0 2} 30.0
50 IR ] AL B 7 .
I c 125, 62.5. 31.3 X 15.6
JE ¢ LB Y 70.0. 60.0. 50.0, 40.0, 30.0 % 0*20.0

7.3 BERBHRUEESN

1) HBEARHK
BERBICIXyBEEEFE AT T AF v 78O 7 L —F (B 60mm >y —L) ZHWN
72
A A 28 508 4 I FUBR TR 1 SR Y (single culture : B 38 #& 1 W oD il f 3% BE I E ) |
Yuto (K BE R CIIARE 3 R4 (triplicate culture : 2 SR ¥ & Ye o (R ARVERLA |
1 RANEEE#/& TREOMBIRENER) & L7,
F o, MR EE TR E R L O R R EREBR e b, IS 1 o7 L — k&AL

16
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WERFOFIRREEREH & L TR L=,
2) BERSAE
IREE 37°C, IR KN 5%C0O, FCH# LT,

7.4 ER T iR

7.4.1 0 Hem 125 Bl 410 1 55t B

HRBRBIED 9B 1) ~ S)DEIEICHOW T, MEERE T THEM L,

1) FL—F (B#iK5.0mL) 4720 2x104H O 28 L, 3 ARE#ZL-,

2) A& 3 HRIC, BISAAAHZEBEMEBE T CHIOREBICEE N W & 2R LT,

3) FRICWE-S T, BEBEARE L., BRI SUIERIE,. & 5V % S9 mix 2 RN
L7,
F o, WEBRMEFHIRERNEH O 7 L — b 1 KIZ2W T, 0.25% trypsin ZLEE 4
(CHIRE Z [BIU U, i BR BB 2 O C AL EE BR A B oD 0 B R S & I E L 72

] I 15 L }
WA TR | AR IR LR
i SAES 0.050 mL 0.883 mL 0.050 mL
S9 mix & 0.833 mL
(89 & AfMKIBEIE) (0.975 mg/mL)
%ﬁr%é]{;?{fi?%&i 0.050 mL 0.050 mL 0.050 mL

4) FEBFERZIC, AFHERBEOOAH A WIRCTBIZE L, £z, B2 HZBEMEE T
T@%@ﬁﬁ%ﬁ%bto%@&\@%%mﬁﬁfiéﬁ%\@ﬁm@%fmm
e Rs & (L) L7z,

5) GERFRIALERIETIE, 6 RER OLERE  HINAALFEZEBRAEE T CIR oo A LML o
WHEAZBIE Uiz, IRWT, AERTRIK & 15T 2% 48 M1 U A8 31 A M i <l i %
Ve L. # LV 10%BS-MEM 5% 5.0 mL Z il 2. C 18 BpfiiEs#% ([mIfER %) L
77

6) R TR, BINAAEZBME T TR OAE LMl ORELBIZE LT,

7)) RWT, %7V~F%OZWHWWmT@ﬁLTMW%EWL\m%ﬁ L% A H
UNTTRER S T RE O MR IR B A I E LT

8) JLEBAAAIF L OB TRFOMARBEEN S, RO 1 L 2 12V, £# D PD

K OYRPD #H i L7=,

log (HEFEM T HFOMIMLEE + ALPEBE 4G HF O Ml iu 5 )

PD = log 2

(X1

17
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o/ (BB E AL BRREIZ 881 5 PD) 5
RPD (%) = (EMEX FRE B 1 5 PD) 100

(X 2]

9) RPD 5 QI = (=100-RPD) ZHH L7-, AL I H =28 50%L2L F
ODHENALNTZTZD, 50% % e 2 SOEHRNL, ICso R LT,

7.4.2 Z2EAEEHR

1) H74.1HD 1) ~2) LR UCEIEEZIT -7 (WLELB A O ML E R T %2 &) .

2) TRICWE- T, BERWEZREL., BRI, #BRECSUIBEERTRER. & 50
SO mix Z WAL, FLHEEEICI T HNHEETRK L LTz,

L IR [ LB v R .
L8 P - - e
WEEN REEEIEL | RATEHEILA Y i
e 0.050 mL 0.883 mL 0.050 mL
SRR S i (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix I & 0.833 mL
(S9 B H it IR E) (1.074 mg/mL)
T PR X 1
ph oy 0.050 mL 0.050 mL 0.050 mL
B ol P 7
P 1 MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
&

* o M BB T O R B bR A R

3) HT41HD 4)~5) LRICEIEZIT o 72 (LEEE % K OVE R AELE TO 6 FREf
ERZOBER EMLOBIELET)
L, BR2KOEAKERERA 7 L — MoV TIE, BEK T OR 2 K
ANcaLeI B (FAaLy Uik, 10 ug/mL) % 0.1 mL Iz 7=,

4) HEEK TR, SREH2HOLRCKRERERA T L — MZoWT, LFOFIET
P RIEAR A ER Lo, OBRERITT L — NS00 2ER L -,
0.25% trypsin ZLERZ IZHIRE Z B L, 0.075 M AL S UV 7 A THI 15 25 K
RALER L7, B TEER (A %11/7/1/:1~/I//E’Fﬁ4z 3/1, v/v) THEE L7,
BELIZMAZ 2T A R A THICOZ 2EANCHEFL, B L7005 L9
WCYt L CYBRERE LT,

5) BHOEVO IO T L —F (MREENEN 7 LV—K) 2l TILEY oA
KO ORAEZ MR LT, RWT, H7.4.1HD 7) XU 8) ®FJIET PD, RPD
P OVHE R ¥E Bl B 2R 22 R L 7z

7.5 MEEtcHET ST —2DXRT

FIPYEEE . RPD K OSHEROEGFE AN 2R 1, DU T A L 0 386 Rk, PD XU LA
WX ONBEE2METER L, £/, ICso lFAIBEF 3T TR LT,
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7.6 Z2EAERDEHE
7.6.1 HEFIE

e KA R BB L, fealkE— FE2 Dt v hur AT 2 & AT SR g ol
ZBMEBE T (53 : x600) THEE300 @ (2 RFIx150 fE/R5) BlE2 L, HiERT O
HERFE LR OMBO MK ZGFEREL, HBERZHFE N L, RRFCEMEY (FEIE
R OBNEIMEZ XK L THET5) OHBEEEZHEL., HEBER2HH Lz, #5
XERIEICE VTS T,

Ba P S FROBE L 5 1 s FRURE R OV IR ) AL B 5 D AR BIHE MR AL 0 B B B AL BB 13 42 C A8
U7, ERFRALERE O FEHHE ML M OGE e AL PR 1 0 97 B W B LR BE (. A0 A 1 i
PHIRN 55+ 5% 2R LI-HEEZRGHEL L3 HE, 372bb, EREMLEED
FEHIEPE(L TIX 80.0, 70.0 & TF 60.0 pg/mL., E#EEALERYE TIX 60.0, 50.0 K& Y
40.0 pg/mL Z 8B LT-,

7.6.2 2BEAEBRDODE
Yot (R BRI IE R LB R IC KA L, ERFEIEEICUTOLIICESE -
FLle, B BERTICOVWTIE,. Y v 7250546 (TAG) L& 20WEHE (TA)
W27 THEFF LT,
1) SR
vy (g) DR R (ctg) M OV B R R (cs)IZ BT H X v v T b
YR O Rl B2 YL o R DO E LU TR 72 I
PR BD D H O
Yett sy (KRBT (ctb) : BT A Y RO EHEHRE Er ST Tnd b oKD
FEG IR NG S R D FIHAR 12 > TH  FEGL A
MO IDGEEFEOIEL RIZEATWD b D
Yeto Sy K RIZZ a(cte) @ 2 » AT ECACEUMAHAEICHEATIRE TH
D, B RN AL & Qe AR AU T E D, U U
WA, BRI EDnd 5
P (RRUEI T (csb) ¢ 3BT otb ICTHET B, FEYL RN AN Yo R o [E il AR 1= 2>
S5IXETNTEBVEBFREAENRBD LN NS O KR OIELEA
BRAL N Y AR D [FIEAR B2 - TH  IERGENL O E &
DY AR DIELL IR W O
Yeto (K RIZZ i (cse) @ YefRINASHL & e O KIS HIC T D, B RIR G
Bk, BIRPEEEREN D D
Z O i (other) Wi b(frg) 7 EN D D
2) KRR
P ARE D, ZOMBABAKFF> TWDEAOH (ZEHEK) LRy, Fhlk
HO GEIE, 4fB51k72 E) .
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5ot o fEECEMIE (polyploid cell)
EEREMO ML (cells with endoreduplicated

chromosomes)

7.7 TRET R

FNENDOWUEET LIC, Fv v 72 EERVWEA (TA) ORGEBEERT 267
LA ORI . B R E 2 AT oM (R ML X OB ARSI 0455 Ok
BREENZ DWT, LU ORGHENT 24T o 72, Bt AL & g5 B LB #E#] C Fisher @
BB R RIEIC X Dbl (FEAKYE : 0.05. A Z21T-7-, WO ET
bR ) ALVE R A B R B INE A B e v o 2728 Cochran Armitage O H [0 &
(A EAKME £ 0.05, AW 1FFEH Lo T,

F o, Qe RREE B T O W TR, R M FREE & G YERTIREE & O T Fisher DIE
Pete FE3HRIEIC L DRt (A EAKYE £ 0.05, F) #2477,

W ORE SN Z R TIHEIT O TO RGN L 7=,

7.8 S ERAk T E
UTICRTATORELZH - LI-ES., BB ET 5,
1) #Bis T%ﬁm$ﬁ3mguiké L

2) [EVEXRREEIC T D YR RE O MEBLEN | YR T — % D 95%% Hd
lW(ani1%SD)f&5’&

3)  BEPEXFFREEIC IS T D Yeta (SR B o MBS N . FRPERTIREE &l T E A b
Mz r4 Z <E

4) AR (i‘iﬁ) BEICHERRBRD NN &

7.9 HROHEE#E
UTORTOEELMT-TIHEG R E T aREEREFHEREELHT 2 (G

LHET D,

1) 2 Eb 1 DOWBRWEIREIZKIT 2 YR RS MBI, B M R &
ERTHEREMEZ R

2)  EFEOHIMIZIE Cochran Armitage DM E TH B HEKGFER AL D

3) HIINZOR U TSR B R O (R BLR DS | R MR IRIETS 507 — & @D 95% % B
STH D

7.10 n:L,\n-t%ﬁ
e RB BRI T 20 L 72 o T,
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8. HERFHER
8.1 0 e 15 g 400 1 &8 B
it 8 % Appendix 1~3, Appendix 7 2/~ L7,
1) EREOGHE
T RTONEETEREILA DR T,
2) kB
T RTOMEE T, 125 pg/mL UL EOHE THENRD biviz,
3) AR EME
AV C0 S 0T A R0 R P AL B E o FE AT PEAL TR 250 K TN 125 pg/mL O M &
T, EHEALVERYE TIE 500, 250, 125 K TOY 62.5 ng/mL O FHE T 50%LL E&2R L7z,
S I AL FR VE D R BHEPEAL TIET N TOHETS0% L EE2 R & 20y o 72, ICs0 13,
S RE AL R VR 0 FEACHHE MEAL TiX 68.4 pg/mL, G ALERYE CTlX 46.9 pg/mL L&
Hanz,

8.2 Z2EAEEHR
i % Table 1~3, Appendix 4~6 &% " Appendix 8 [/~ L 7=,
1) BEEREOGHZEL
T RTONEETEREILA DR T,
2) B
S Wy R AL VE O R ME AR IC B W T, 125 pg/mL O B TIE AR STz,
3) AR EEME
HIE HC0 B T A 8 0 | R R AL R E 0 FE ARG PEAL T 80.0 pg/mL L E O & T,
BB ALELYE CIE 60.0 pg/mL LA EDHE T 50%LL EZ2R LT, FRFREAALAERE O
HHEMEAL TIET R CTOHETS0%L L2 /RE o T,
4) BIERER
et (RS RE (TA) O MBI X, BRI E O FERBHE (L TIX 80.0,
70.0 & T* 60.0 pg/mL O & T 1,3 KO 2, AR B E O RETEEL T 125,
62.5. 31.3 LV 15.6 pg/mL OHET 2, 2, 3 L4, @A E TIX 60.0, 50.0
KOV40.0 pg/mL OHETL, 1 K2 THY ., st T DREEXREEE OMICHE
ZIXH Dol
BB (R EME I S O N IR O A 5F) o BB 13, R LBk o
FERHHE ML TIX 80.0, 70.0 2 T) 60.0 pg/mL OHET 1, 1 L2, K LE
EORBTEMEAL TIE 125, 62.5, 31.3 XV 15.6 pg/mL OHET 2, 3, 1 K2,
ELGEALFR YA TIX 60.0, 50.0 XV 40.0 pg/mL DHETI, 1 KO3 THY ., T
Dt B & ORICAEEITA N2 T,

8.3 HEBROMIL
TARTOMEET, 7.8 HOEMEZ W72 Lz 720 | RBRITE YIS Efi Shi- L B2 6
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i,

9. EE
AIF T BT H ) —IVOYREEFEREEZRTNT DO, Fr A/ =—X - N"AA
A — i SR FRHESE AN (CHL/IU) % W 7= e fa R B 3R 2 i L 7=,

e R BERBR TR, ERMABEEORBEEIIIETOHELBIE Lz, HREH
RVERVE O FEAREHTE VAL B OV e AL BR Y CUT M AR B S BN 26 2% 55 £ 5% 2 R LT HE%
mm M EE L, B E O IERBHE ML TIX 80.0, 70.0 X 60.0 ug/mL @ 3
B4, HELFEETIE 60.0, 50.0 %18 40.0 pg/mL O 3 HEZBIEZ L-, T OREE,
Yot (KRG L (TA) KOO S (55 M pa e OV NS IR RR) - o H BB B 1
THOWMBIEIZB W T RSB L OB THEETALN Do T,

10. #E5:m

AV F 7 2T A ) =R AR R TICB W T, R i i E &k O
R edHE Ly (B &R L7
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T-G699
Attachment 1

Historical Data of the Chromosomal Aberration Tests in CHL/IU Cells

Negative control Positive control

Short-term treatment (50 studies, 15300 cells) Short-term treatment (50 studies, 15000 cells)

. . Poly TA . . Poly TA
T T

S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.6 Mean 0.0 61.3
4 6 S.D. 0.3 0.3 cp N 6 S.D. 0.0 10.5
UCL 13 12 UCL 00 819
LCL 01 00 LCL 00 407

Short-term treatment (50 studies, 15300 cells) Short-term treatment (50 studies, 15000 cells)
S9 mix Time Poly TA Substance S9 mix Time Poly TA
. %) %) ! ) %) )
Mean 0.7 0.7 Mean 0.1 20.7
6 S.D. 0.2 0.3 MMC 6 S.D. 0.2 4.5
UCL 11 13 UCL 05 295
LCL 03 01 LCL 00 119

Continuous treatment (50 studies, 15300 cells) Continuous treatment (50 studies, 15000 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.1 235
) 24 S.D. 0.3 0.3 MMC ) 2 S.D. 0.2 4.5
UCL 13 13 UCL 05 323
LCL 01 01 LCL 00 147

Cumulative background data of chromosome aberration tests in cultured Chinese hamster cells line (CHL/IU), carried out
under the same study conditions at BoZo Research Center Inc. from November 2018 to July 2022.

Negative control: solvent or extraction vehicle of the test formulations (water for injection, isotonic sodium chloride
solution, dimethyl sulfoxide, acetone, culture medium or 0.5w/v% sodium carboxymethyl cellulose
solution)

Positive control: CP; Cyclophosphamide, 14 pg/mL
MMC; Mitomycin C, 0.075 pg/mL (for the short-term treatment)
MMC; Mitomycin C, 0.050 pg/mL (for the continuous treatment)
S9 mix : + ; with metabolic activation - ; without metabolic activation

Time : Duration of treatment. Short-term treatment (6-hour treatment) was followed by 18-hour non-treatment
culture.

Poly : polyploid cells and endoreduplication cells
TA : total number of cells with aberrations excluding gaps
UCL : 95% control limits(upper control limit)
LCL : 95% control limits(lower control limit When calculated value was less than 0, LCL value was regarded as 0%)
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Table 1 Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G699

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i c 0, d : -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell

1 150 0 0 0 0 0 1 1 1 151 1 0 1

NC 2 150 1 0 0 0 0 1 0 1 100 2 150 0 0 0
Total 300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 1(0.3) 2(0.7) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 0 2 0 0 0 2 0 2 1 151 1 0 1

60.0 2 150 0 0 0 0 0 0 1 1 80 2 151 1 0 1
Total 300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 1(0.3) 3(1.0) Total 302 2(0.7) 0(0.0) 2(0.7)

1 150 0 1 0 0 0 1 0 1 1 150 0 0 0

6 - 70.0 2 150 1 1 0 0 0 2 0 2 68 2 151 1 0 1
Total 300 1(0.3) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 1 0 0 0 0 1 0 1 1 150 0 0 0

80.0 2 150 0 0 0 0 0 0 0 0 40 2 151 1 0 1
Total 300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 8 28 0 0 0 35 0 35 1 150 0 0 0

PC 2 150 8 26 0 0 0 34 0 34 80 2 150 0 0 0
Total 300 16(5.3) 54(18.0)  0(0.0) 0(0.0) 0(0.0)  69*%(23.0) 0(0.0)  69(23.0) Total 300 0(0.0) 0(0.0) 0(0.0)

a): ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, other: including fragmentation, g: chromatid or chromosome gap
b): Value in the parentheses indicates percentage against the total number of cells observed. c¢): Diploid cells d): Diploid, polyploid, and endoreduplicated cells
TA: Total number of cells with aberration excluding gap, TAG: Total number of cells with aberration including gap

NC: Negative control (acetone)
PC: Positive control (mitomycin C, 0.075 pg/mL)

RPD: Relative population doubling
*: p <0.05 (significantly different from the negative control group by Fisher’s exact test)
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Table 2 Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

T-G699

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i 15 (9 d ; -
® mix  (ng/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 1 0 0 0 0 1 1 2 1 151 1 0 1
NC 2 150 1 2 0 0 0 2 2 4 100 2 150 0 0 0
Total 300 2(0.7) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 3(1.0) 6(2.0) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 3 0 0 0 3 3 1 151 1 0 1
15.6 2 150 0 1 0 0 0 1 0 1 90 2 151 1 0 1
Total 300 0(0.0) 4(1.3) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 0(0.0) 4(1.3) Total 302 2(0.7) 0(0.0) 2(0.7)
1 150 0 1 0 0 0 1 0 1 1 150 0 0 0
31.3 2 150 0 2 0 0 0 2 0 2 93 2 151 1 0 1
6 + Total 300 0(0.0) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 0 0 0 0 0 1 1 1 151 1 0 1
62.5 2 150 1 1 0 0 0 2 1 3 98 2 152 2 0 2
Total 300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 2(0.7) 4(1.3) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 0 1 0 0 0 1 0 1 1 151 1 0 1
125 2 150 0 1 0 0 0 1 0 1 88 2 151 1 0 1
Total 300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 302 2(0.7) 0(0.0) 2(0.7)
1 150 11 81 0 0 0 90 0 90 1 150 0 0 0
PC 2 150 9 89 0 0 0 96 0 96 51 2 150 0 0 0
Total 300 20(6.7) 170(56.7)  0(0.0) 0(0.0) 0(0.0) 186*(62.0) 0(0.0) 186(62.0) Total 300 0(0.0) 0(0.0) 0(0.0)

a): ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, other: including fragmentation, g: chromatid or chromosome gap
b): Value in the parentheses indicates percentage against the total number of cells observed. c¢): Diploid cells d): Diploid, polyploid, and endoreduplicated cells
TA: Total number of cells with aberration excluding gap, TAG: Total number of cells with aberration including gap

NC: Negative control (acetone)

PC: Positive control (CP; cyclophosphamide monohydrate, 14 pg/mL)
RPD: Relative population doubling
*: p <0.05 (significantly different from the negative control group by Fisher’s exact test)
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Table 3 Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the chromosomal aberration test [Continuous treatment: 24h]

T-G699

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i c 0, d : -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell

1 150 0 1 0 0 0 1 0 1 1 151 1 0 1

NC 2 150 0 0 0 0 0 0 0 0 100 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 0 0 0 0 0 0 0 0 1 153 3 0 3

40.0 2 150 1 1 0 0 0 2 0 2 86 2 150 0 0 0
Total 300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 0 0 0 0 0 0 0 0 1 151 1 0 1

24 - 50.0 2 150 0 1 0 0 0 1 0 1 62 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 0 0 0 0 0 0 0 0 1 151 1 0 1

60.0 2 150 0 1 0 0 0 1 0 1 48 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 8 21 0 0 0 28 0 28 1 150 0 0 0

PC 2 150 7 23 0 0 0 29 0 29 83 2 150 0 0 0
Total 300 15(5.0) 44(14.7)  0(0.0) 0(0.0) 0(0.0)  57*%(19.0) 0(0.0)  57(19.0) Total 300 0(0.0) 0(0.0) 0(0.0)

a): ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, other: including fragmentation, g: chromatid or chromosome gap
b): Value in the parentheses indicates percentage against the total number of cells observed. c¢): Diploid cells d): Diploid, polyploid, and endoreduplicated cells
TA: Total number of cells with aberration excluding gap, TAG: Total number of cells with aberration including gap

NC: Negative control (acetone)
PC: Positive control (mitomycin C, 0.050 pg/mL)

RPD: Relative population doubling
*: p <0.05 (significantly different from the negative control group by Fisher’s exact test)
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Appendix 1 Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the cell-growth inhibition test
[Short-term treatment: -S9 mix]

Study type ‘ Cell-growth N 0o Condition of culture medium ¢
Concentration | RPD® | - hibiti Condition of cells — .
S9 | Treatment (ng/mL) %) nhibition N Precipitates
i h ° rate (%) ” Color
mix | (h) 1) 2) 1) 2) 3
0 (NC) 100 0 - - - - - -
15.6 97 3 - - - - - -
313 89 11 - - - - - -
62.5 59 41 - - - - - -
L
- 6 g | 125 -37 137 + ++ - + + -
<
z 250 28 72 + ++ - + + +
H
500 51 49 - - - + + +
1000 94 6 - - - + + +
2000 102 2 - - - + + +
Concentration of 50% cell-growth inhibition : 68.4 ug/mL

NC : Negative control (acetone)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates
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Appendix 2 Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the cell-growth inhibition test
[Short-term treatment: +S9 mix]

Study type Cell-growth Condition of culture medium ¢
Concentration | RPD® | . 20" ™| Condition of cells * .
S9 | Treatment (ng/mL) %) inhibition N Precipitates
. h Hg 0 rate (%) b) Color
mix | (h) ) 2) ) 2) 3)
0 (NC) 100 0 - - - - - -
15.6 98 2 - - - - - -
31.3 87 13 - - - - - -
62.5 90 10 - - - - - -
i)
+ 6 & 125 85 15 - - - + + -
<
g 250 92 8 - - - + + +
H
500 87 13 - - - + + +
1000 87 13 - - - + + +
2000 85 15 - - - + + +

Concentration of 50% cell-growth inhibition : Not determined

NC : Negative control (acetone)

a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100

b) Cell-growth inhibition rate was shown as 100 - RPD.

¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.

d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of

e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.

f) -: No color changes

g) -: No precipitates
+: Presence of precipitates
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Appendix 3 Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the cell-growth inhibition test
[Continuous treatment: 24h]

Study type ‘ , | cell-growtn Condition of culture medium ¢
Concentration | RPD inhibiti .. c.e) s g)
39 | Treatment nhibition Condition of cells Precipitates
(ng/mL) (%) o/ b Color?
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
15.6 97 3 - - - -
313 71 29 - - - -
62.5 29 71 ++ - - -
o
- 24 & 125 -18 118 +H - + +
<
z 250 -24 124 ++ - + +
F
500 36 64 + - + +
1000 56 44 + - + +
2000 56 44 + - + +

Concentration of 50% cell-growth inhibition : 46.9 pg/mL

NC : Negative control (acetone)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
altered.
: No color changes
g) -: No precipitates
+: Presence of precipitates

o
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Appendix 4  Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the chromosomal aberration test
[Short-term treatment: -S9 mix]

. .o d)
Study type . ) Cell-growth Condition of cells®® Condition of culture medium
S Concentration [ RPD inhibition Precipitates )
9 | Treatment | (ug/mL) ) | fate (%) Color”
mix (h) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
30.0 88 12 - - - - - -
40.0 83 17 - - - - - -
50.0 88 12 - - - - - -
2
Q
=] 60.0 80 20 - - - - - -
- 6 E
z 70.0 68 32 - + - - - -
~
80.0 40 60 + ++ - - - -
90.0 17 83 + ++ - - - -
100 22 78 + ++ - - - -
PC 80 20 - - - - - -

NC : Negative control (acetone)
PC : Positive control (Mitomycin C: 0.075 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
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Appendix 5 Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the chromosomal aberration test
[Short-term treatment: +S9 mix]

Study type . , | cell-growtn Condition of calls Condition of culture medium ¢
Concentration | RPD inhibition ondition of cells — o
S9 | Treatment Precipitates
(mg/mL) (%) b Color?
i rate (%) olor
mix (h) 1 2) 1 2) 3)
0 (NC) 100 0 - - - - - -
15.6 90 10 - - - - - -
2
Q
= 31.3 93 7 - - - - - -
+ 6 £l
E 62.5 98 2 - - - - - -
125 88 12 - - - + + _
PC 51 49 - - - - - -

NC : Negative control (acetone)
PC : Positive control (Cyclophosphamide monohydrate: 14 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
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Appendix 6  Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test
[Continuous treatment: 24h]
Study type . Cell-growth Condition of culture medium ¢
Concentration | RPD ¥ S .. ) . )
S9 | Treatment JmL N inhibition |Condition of cells ® Precipitates
i (ng/mL) (%) o) ¥ Color”
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
20.0 100 0 - - - -
30.0 86 14 - - - -
<
2 40.0 86 14 - - - -
- 24 5
% | 500 62 38 + - : -
=
60.0 48 52 + - - -
70.0 32 68 ++ - - -
PC 83 17 - - - -

NC : Negative control (acetone)
PC : Positive control (Mitomycin C: 0.050 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.

d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.

e) -

Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.

+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells

f) -
g -

++:

was also altered.

Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.

No color changes

No precipitates

32



Appendix 7

[Short-term treatment: -S9 mix]

Population doubling in the cell-growth inhibition test

T-G699

Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells

Study type Cell counts (x10* cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 43 1.26
156 42 1.22
313 39 1.12
o 625 30 0.74
- 6 2| 125 18 13 -0.47
«
‘g 250 23 0.35
=1 s00 28 0.64
1000 41 1.19
2000 44 1.29
[Short-term treatment: +S9 mix]
Study type Cell counts (x10* cells/mL)
Concentration —
S9 | Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 45 1.32
156 44 1.29
313 40 1.15
© 625 41 1.19
+ 6 2| 125 18 39 112
[
‘g 250 42 1.22
[_4
500 40 1.15
1000 40 1.15
2000 39 1.12
[Continuous treatment: 24h]
Study type Cell counts (XIO4 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 50 1.47
156 48 1.42
313 37 1.04
o 625 24 0.42
- 24 2| 125 18 15 -0.26
«
‘g 250 14 -0.36
[_4
500 26 0.53
1000 32 0.83
2000 32 0.83

NC : Negative control (acetone)

PD : Population doubling was determined as;

[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2
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Appendix 8 Isooctadecanol: In vitro chromosomal aberration test in cultured Chinese hamster cells

Population doubling in the chromosomal aberration test

[Short-term treatment: -S9 mix]

Study type Cell counts (><104 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 44 1.46
300 39 1.29
400 37 1.21
° 500 39 1.29
] ] g: 600 6 36 1.17
7 700 32 1.00
&
800 24 0.58
90 0 19 0.25
100 20 0.32
PC (MMC) 36 1.17
[Short-term treatment: +S9 mix]
Study type Cell counts (x10* cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 44 1.46
° 156 40 1.32
2| 313 41 1.36
+ 6 < 16
7 625 43 1.43
&
125 39 1.29
PC (CP) 27 0.75
[Continuous treatment: 24h]
Study type Cell counts (x10* cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 44 1.46
200 44 1.46
° 300 38 1.25
y 2 | 00 6 38 1.25
- [
7 500 30 091
&
600 26 0.70
700 22 0.46
PC (MMC) 37 1.21

NC : Negative control (acetone)
PC : Positive control (MMC; Mitomycin C, 0 075 or 0 050 ug/mL, CP; Cyclophosphamide monohydrate, 14 ug/mL)

PD : Population doubling was determined as;
[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2
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