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3. HAEBRIEHME
3.1 AmERES
T-G849

3.2 AER T
3, T=VAFNFIZ—6—2—1—AN=TFZ—F: FxA=—X+ A
A B — ML 2 WD in vitro YR 5 5Bk

3.3 HEE®
F ¥ A =— X« NARAZ—ilifpHEFMEOREEME (CHL/IU) Z#HW<T, 3, 7 —
CAFNF IR —6—Tr—1—A)N=Tk&— FOYKREHERELHRET LT,

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
%% 110331010 &)

3.4.2 sMRBRAAM 1Y

o UHBALTFE IR B O FiEIC o T
CERk 23 45 3 A 31 AfFIF SRR 0331 5 7 BEATBHEEELMEER. Fik
2303 - 29 WRH 5 SR EEEREER R, RIRMERES 110331009 5 ER5E
HRABREBOR R REA @) (B diE : FR 3043 4 29 H)

. [OECD Guidelines for Testing of Chemicals 473: In Vitro Mammalian
Chromosomal Aberration Test]

(2016 427 H 29 H)

3.5 HEREZFEE

JE A G A
EHE EELFEETHSE TEPERLERIRE
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S EEE o
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R s E H : 20244 8JH T7H
A e HE G 40 o KR
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FEErBA 4 A © 202445 9 H 30H
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20244 11 H 8 H  (GEfrALERE)
AT R © 20254 3 H 17H

311 FRIBIENTELGIH - EHBROERERRICHEZRETRVD
HOAFBRRUHARMBEEICKDGENA 222 &

ARBRICEAL, TRIDZLENTERDTCHBROGBEMEICEZEZRITRVOH

5 FHE R OB IS D AR d o 72 2 L3R h o T,
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4. EH

3, T—VAFNAIE—6—x2r—1—AN=T%t¥— FOYPOEKREEFHEIELE
BET 2700, Fr A =—X « NARZ =l HRRMEFAIE (CHL/IU) & AW ge
R 55 R & S LT,

P KRR EHRBROHEEZRET 57-9.2000 pg/mL(10 mMABY) 2k mHEE L,
LR 2 CRRUZZE 8 HEZFRE L., MMt a1r o 72, £ O/, Ml
BEAE N (100 — RPD) Id,  JRE [ AL BR L 0 FE AR 4 1k Je OV foe AL 195 ©
125 pg/mL PL B F & T, FEEEF AR EOMRBIE /L TIE 500 ug/mL LA EO & T
50%Lh B &R Uic, 50%H fa s AR IR L (ICso) 13, ALRE R AL ERIE o FEREHE M L T
110 pg/mL, %585 R AL ER 1 o AREHE AL T 409 pg/mL, g ALHEYE T 73.0 pg/mL & &
HEnr, 72, TRCOMEED 250 pg/mL UL EOHE T, LEERRD bz, b
ORI e R R B O &I R R LR EE O FEMGEHE (LTI 130 pg/mL
hcmMEE L, LU FAZE10.0 pg/mL TR U 72 120, 110, 100, 90.0, 80.0. 70.0 X
O 60.0 ung/mL OFF 8 &%, B AL TIX 100 pg/mL Z&mAEE L, L TFAZE
10.0 pg/mL T L 7= 90.0, 80.0, 70.0, 60.0, 50.0, 40.0 27X 30.0 pg/mL D F 8 &
BRRE LT, ERERALERE O MREHTE ML Tk, 50%LL E oAbl = 2~ Lz A
EARWOHE CTHENRO ONTzd, ILENED b REHETH 5 250 pg/mL
FimAREE L, LFAK 2 THR L 125, 62.5 KON 31.3 ug/mL OFt 4 HEZHE
L7,

Yot R BB T, EREEAEE O RFNEMETIXT X COH&LZBE L. i
AL 75 00 FE AR TS PE AL K OGE f5d AL ER V5 C I A MR R 28 55 £ 5% &2~ L7- &
i AR E U, R E O FERFBHE ML TIE 110, 100 X T 90.0 pg/mL @ 3 A
A, EFAPRE T 80.0. 70.0 XX 60.0 pg/mL @ 3 HEEZBELIZ, T ORE,
uto R B (TA) RO RE (RO & O N AE I0MIEE) o H BB XV
FTHOMEEIZB W T HRMENREEE OB THEEILA LN D 2T,

BB, TNTORIET, BRSO KEZ N2 Lo, sBRITE I i S
reEEZbNT,

PLEDORERENS, 3, T—IAFALF I H—6—2—1—A)N=T8H¥— FIY
EREERBRSEMETICE N T, REREBERELOBNEE2HER L2y (B &
fhem L7,
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5. #%§

3, 1T—VAFNAIH—6—T—1—A)N=TX—F DT ¥ A =—X A
A L — Jifi f SR AR AE SE MR (CHL/IU) ZH WA R BEHBRZEB L 72D T, DK
MEmET 5,

6. HEMH
6.1 BEMERUVEESEYME GAE)
6.1.1 HERYME

VLT O #I39E GLP THEM SNz o RICE S, 2k, KRBT A F L Z Lk
¥ K (DMSO) DR K OWESBEHh CoREMIIMASH RS UV —F ¥ —T
E i L - AR OSBRI X B,

g -

g2y D3, T—VAFNA I H—6—2 -1 —AL=T%kH
— K

B4 3 = S

CAS F & : 150-84-5

BRI 5 D 2-762 ({bFEE)
R XU IR ME R :

CH3 (0]
O)J\CH:;
CHg~ “CHs3
o1 : C12H2,0;
nFE : 198.31
2y &S : IIIIII
AT & : 25 mL
i g : 95.3%(GC)
Al D 4 TR Je OV S
: ARH
Wy ERLR fE D ORIE
S8l R B R AR
bR : 173°C/4.5kPa
gk R : 112°C
2 ENE YRS TICB W TR E
fifi FHHI TR N
s i i . /K ; 50.0 mg/mL TARE
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Rl T D% E B
(R A7 SN

BRAES T
B FoREE

P17 Rk
FRAS i D AL

6.1.2 fEtExt R E
4 R :
Btk
A—T7—
a2y &S
R A7 S
RAES T
VA I oD S R B

6.2 #HERR DR

DMSO ; 200 mg/mL TiafiF

© KLY DMSO ; FEN, HADFEZED RSN 2o

7=

BT (R AEPH - 1~15°C, ERMEIXIFFR®MENTH -
=) - ERe

D EBRME R R

DR TR D LW TAT O o il ) e R R 2 A5

Do MENRBLARWVWE ) ICEET L, BIWRITFR
B 8 LED, TEE, BHRTERE S, HER
T Y = VIREAET HHEEICIE, RETtERE W5, K
g, MR KO L OBk a kT 5,

D WBRWER 1 g R RIFRE L LCRET 2. BIFEENE

Ames Bt (BB E S - T-4208) tHmE L7,

D ERROEBRITIETHEELEL,

GBI
DMSO

o ARIE R

D BT A AT S

: ACK6788

;=R

D RE AR R E

D BB OVEMREN BAFTH O RYE, REEL, W EVLER

DN o T, in vitro DB EERBRICIE AWV G
NTEY, BRT—4NEBEETHLZENLEIRLT,

AR 1T, SRR AT SOEAT T T R L 72,

6.2.1 0 e 125 B8 #0154 BR

6.2.1.1 R IE

2mL DA AT T A IHERYE 04000 g 2B L, @EORELZINA, BffSH
TOLRBICERZMzx T2mL & L, &&mHEFK GIRIRE 200 mg/mL) 278 L
oo Tz, W CRBEMICAR (A 2) LT, 100, 50.0, 25.0, 12.5, 6.25, 3.13
KON 1.56 mg/mLiRE L, Ft 8IRELAFAK L=, ZoOROHE (HMRZBZRE) 12

WIS 7.2.1 HS W,

11
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6.2.1.2 SRS
PRI T8 L. AR 1 R AN L7,

6.2.2 Z2EAEEHR
6.2.2.1 SRR AL

10 mL DA A7 T A2 (ZHERWE 0.2500 g & L, @ EORE 22 TAS S
TOBLEIZEBEAZMZT10mL & LU, fee A &R GRRREE © 25.0 mg/mL) % 775
Lz, Tz, IWECEREMIZA I (AL 2) LT, 12.5, 6.25 X1V 3.13 mg/mL i &
L7z, ¥IZ, 25.0 mg/mL K Z E#E#AR L, 13.0, 12.0, 11.0, 10.0, 9.00, 8.00, 7.00.
6.00, 5.00, 4.00 %N 3.00 mg/mL OFF 15 B 28 U7, R B % O IERHEHHE
PEIETIE, 13.0, 12.0, 11.0, 10.0, 9.00, 8.00, 7.00, 6.00 mg/mL % %, 4 HF[HALEE
EOMRFHEMEL TiX, 25.0, 12.5, 6.25, 3.13 mg/mL &% . @ ALEREE T, 10.0,
9.00, 8.00, 7.00. 6.00, 5.00, 4.00. 3.00 mg/mL iZ&fEMH L7, ZOFOHE (Gl
JORBIEE) ITOWVWTITE 722 HSMR,

6.2.2.2 SRS RE
PRI T8 L, PR 1 R AN E S L7,

6.3 i5 14 xt B &

UTD2 o0& E RN, Zh b OB BMEIX T A K7 A (OECD TG473)
THESE S U, invitro R B FEHBRICAKEHNINTEBY, £/, HRT7 — 40N E
ThHoHZ EMNBEIRL,

6.3.1 Xt EBYE 1
1) ~A h~Aa vy (REBTEHECEL)
E2x i : Mitomycin C (B&#r : MMC)
CAS &= : 50-07-7
A =T — WXV oSt
0y & : 031MCFO1
RAE SR D =R
TR A 55 T e S e

2)  MMC ¥R o 7
FRFIZFR L 72,
MMC (2 mg/vial) 1 fRICAEBREEKR (HARERS, KNS RERIETE, 7 v
&5 K4C70) 2 mL 212 CIEM L, 1 mg/mLiRKE Lz, Z 0%z AHAHE
W CHIZ 400 f5A R L C 2.5 pg/mL AR & LT,

3) MMC O &
R ALEE (RGBTSR MEEEE L) T 0.075 pg/mL., EFALELYE T 0.050 pg/mL &

12
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L7,

6.3.2 BHEXEYE 2
1) vZu7xA77 3K ((REHEMEILAFEY)

4 : Cyclophosphamide monohydrate (H§&Fr : CP)
CAS &= : 6055-19-2

Bk D ERTER (97%LLE)

A= — D BE T AV AR SRR A AL

0y b : LEG4020

[EXEELE Do, DY

TR AT 55 BT s ORE AR e AR

2) CPIFEKDOFHE
JAERZ SR L 7=,
CP 14.0 mg ZmLFICHB Lz, ZHICABEAER (BARERG, XSt k&
IR TH vy h&ES K4CT70) % 20 mL Iz CTEME L., 0.70 mg/mL A K % 75
L7z,

3) CPOH=E
FIRFALER VS (REHEME(LSR) T 14 pg/mL & L7z,

6.4 ABRRRVZDERERH

YRR T T DMK IZ T A FZ 1 (OECD TG473) THERE S T2 Mg o
—OTHY . invitro JEERREFERRIASHEHINLTEY . ERT—FNEETHD
ZEMBERLT,

6.4.1 ik

i 44 S F A = — R N R X — il kO R HEIE R R
[CHL/IU (IVGT) ]

PR TR

a2y & :

AFH : 2020 12 A9 H

HURG S 1F D RIREFE (-196°C)

FrtE A D MR OERENIER (v — VIKHE ICHAE LR O RE
EHT D) . MIRMGIEER 15~20 REFILLAN (SEHIME ;
17.7 BE) . YR58 25 RO 70%LL . Yefh
RERFERERN SURETHY, ~4 27T X~ D5
MW ERER SN b DE Wz,

PLEE DRk 2 o B O IR A A K L B B A BT R BR T 6 kAN, B

13
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6.5

6.5.

1)

2)

3)

A

1 S9 mix

S9

% R

A =T —
MR &

2y S

FH >k
W EE

o B E O QL

s A

it T R

Wi - M
RRSNUNY

R AT A
RAF T
a7y A —
4 PR
A—T—
WA &

2y hEE

it ST R

RAF2R I
A5 P

S9 mix O FHL 51k

AR R ERBR T 12 M ThH o7z GFEREFI : 3~30 fk
) .

: S-9

AV = HOVEERE TR

: 2mL/ XA T )
© 24031513 (Gl e 8 5 40 ) 5Bk )

. 24051702 (Yo fh i
R )

. SDRMET v b, A&

7z )N EH — L (PB) L TR5,6-X Y 7 F R (BF)

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

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

20243 H 15 H (2 v &S ; 24031513)

20244E 5 H 17 H (v &R :24051702)

© 20244F 9 H 14H (2w &R :24031513)

20244 11 A 16 H (2 v &5 ; 24051702)

o7 -
0 2158+ 11.6 g (7 v h&H ; 24031513)

220.7 109 g (2> &% ; 24051702)

: W (=70°C LLF)
COBEERAM R R =

. Cofactor C

ZV = Z VR T MRS

4.7 mL/ XA T
: C24031313 (g Bgsa sl athn) . C24051502 (iR

S AER)

: 202443 A 13 H (v v F&ES ; C24031313)

20245 H 15 H (vvy &5 ; C24051502)

: 20249 H 12 H (vv &R ; C24031313)

20244 11 H 14 H (2 v &5 ; C24051502)

© W (=70°C LLF)
D BRI R R =

AR L 7=, S9 b aTdr 7 X —%2:4.7 OEELE (K% 1347 )V) TEEGIZ

14
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BAELTSImix ##HR L7, S9mix DL (1 mLHF) ZLLFICxRT,

K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 umol
KCl : 33 pmol

JNa—Z-6-Y U 5 pmol

fbfl=aF 7 I RTT=v VX LAF KU U (NADP)
: 4 pmol

HEPES #& ik (pH7.2)
: 4 umol

6.5.2 BER

Minimum Essential Medium (MEM)IZ3E){t L 72 “F1fLiE (bovine serum., BS) % fx
FEIREEDS 10v/v% & 72 D K DTN L 72 85288 (10%BS-MEM) Z i L7, f#eg o
RERURIT WM E L, 1 & H NI LTz,

1) A1
A —T— : Thermo Fisher Scientific Inc.
oy b D 2659245 (MBI RABR) | 2688466 (Yo {fStH
A ER)
P A7 S o Wl (=20°CLLF)
TR A7 53 AT DB AR e AR =R
2) Minimum Essential Medium (MEM)
A =T — : Thermo Fisher Scientific Inc.
7y hES : 2925213
(EE Sy DR
TRAF 5 BT BRI N A R =

7. BRERAE
B RLERVE DN 2 DL T ISR,
ERFRAAEE (RETEYE L)
: S9 mix FELFELE T CTHERWE />t A E 6 Ref L, = o
% 10%BS-MEM 554K C 18 Wil k5% ([BI1E K5 4%)
ERFRHAEE (RETEMEEA D)
: SO mix fF/E T CHBRW L/ xR W'E 6 Ref LBl = Dtk
10%BS-MEM 545k C 18 Rpf15 4% (R1{E 15 4%)
HGEAL PR VE (fUEHE M L L)
: S9 mix FEAFELE T CTHBRW E /5 A 24 FERA] AL R

15
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7.1 BERURTA FEKXRDERE

KT E S, KB UHEEEOCHEZ AT RS T CHlBl Lo, o iiREis
HDOAT A4 NIZERIBEICEDBEDTED, ARE SR OERGIIHIL LT a— RE S
R L7727 L TR L 7=,

7.2 AEDERE

7.2.1 0 e 15 Big #0051 5t B

FAPRIEIC BT 2 HEAZ R ET 2 B YTl F /A0 a2 58 50 i K OV BRI RN
KRR OLA QLB OFEL TTe) Z2RE L 7o, il i 7/ A0 i 38 5E 4 i o
B ST AR L 5 N2 (Population Doubling : PD) ¢ OVFE s #ll I 48 [ 72 %k (Relative
Population Doubling : RPD) 75 R H 3 2 MA@ FE Ml =IC L #EE L7e GRAIXES
74 1HBR) |

e MEE, A RT 42 DREUEFEF IR LB O FIEIZ OV T Ik n
T 2000 pg/mL (10 mM #H) & L7z, LA, Ak 2 TERL T 1000, 500, 250, 125,
62.5. 31.3 LTV 15.6 pg/mL #&x i, i 8 HEAZ FLBEICHRE LT,

PeBR W) AVERRE (TN 2, A5 VBB VA S PR Sk BREE & 5% 72,

7.2.2 ZEAREEHAR

A e B8 HE 4 ) FXBR ( F6 1 S M i Y S AT A =R (100 —RPD) (3, s AL PR 15 D FE G
TEMEAL M ONE A AL PR 15 T UE 125 pg/mL DL b oo & ¢, 48 FE R AL ER V5 oo S ML T
500 pg/mL LA EDHET 50%LL L& 7R Uiz, S50%AIAaEE el g (ICso) 1. HHF
AL ER VL O FEAREHTE ML C 110 pg/mL, AERF R AL % O ARGEHTE 4{E T 409 pg/mL, H
FEALBRVE T 73.0 pg/mL E B SN, Fo, TXTOLEED 250 pg/mL LA E O H
BT, WEPROLNT, LEORKRIY | Jeta B EREBR O M &I, MR- AL
O IERFEMEIL TIZ 130 pg/mL Zicm HEE LA FAZ 10.0 pg/mL T L7z 120,
110, 100, 90.0. 80.0, 70.0 }2 % 60.0 pg/mL D Ft 8 &% | ke QL iE TIE 100 pg/mL
ricmMEE L, BLFAZ 10.0 pg/mL T L 72 90.0, 80.0, 70.0. 60.0. 50.0, 40.0
KO 30.0 pg/mL OFF 8 HEZFRE Lz, HRFMLERE O MHHEMEL Tk, 50%LL Lo
AR AN R LT HERWE O HE THRENZ D b e o, WEPRRD btk
BKHETH S 250 pg/mL ZHEmHAEE L, LTFAK 2 THRLZ 125, 62.5 KO
31.3 pg/mL Ot 4 HEZakiE L,

F o, BB R AL ERRE TN % C A LR A T R ok FRBE R ONBE 1 Sk FREE % 5% 1 7=

7.3 EERBRBRUVIEESH

1) HRAEHK
BERICIZyREEEFE AT T AFy 78-O7 L —F (B 60mm > v —L) ZHWN
7~
0 1 S A FRBR T UXASHE 1585 (single culture : 5238 58 T Iy o0 {2 B ) & ) o

16
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Yt R B F R CILARE 3 R4 (triplicate culture : 2 SR ¥ & Yo A AREEARVERLA |
1| RANZREEE TREOMIRERNERH) & L7,
F 7o, MR RN RS L OV R BB E b B 1 D L — k& AL
RO MEERNEHR & LTHER L,

2) HEEKM
IR 37°C, NMNE KON 5%CO, FCH 4 L7,

7.4 ER T iR

7.4.1 0 B 1 5iE 4 ol 5L BR

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

1) FL—F (B#iE5.0mL) 4720 2x104fH O 28 L, 3 ARIE#ZL-,

2) A& 3 HRIC, BISAAAHZEBEMEE T CHIEOREBICEE N W & 2 LT,

3) TR T, BHREZBRE L, FBEMES IR SUIBRIE. H 50 F S9 mix 2 i
L7,
F 7o, AUEBRMEFHIRERNEH O 7L — b 1 K22V T, 0.25% trypsin ZLEE 4
(CHIRE 2 [BIU U, i BR BB 2 O C AL EE BR A B oD 0 B I S & I E L 72

] I 15 L }
IR FETERTRL | AR IR LR
i SAES 0.050 mL 0.883 mL 0.050 mL
S9 mix & 0.833 mL
(S9 B H it iRE) (1.029 mg/mL)
%ﬁr%é%ﬁé{f]?éi 0.050 mL 0.050 mL 0.050 mL

4) FEBFERZIC, AEHERBEOOH A WIRCBIZE L, £z, B2 HZBEMEE T
TULEOFEABIE Lic, £ O%, FRELAPRE Tl 6 FFf#, #ft QLHE Tl 24
e Rs & (L) L7z,

5) GERFRIALERIETIE, 6 RER OLEE I NAALHEZEBRAEE T CiR oo A &Ml o
WHERABLE L7, RVNT, LHEEERIKZ T, 2% MG RINA B A B K CHlla %
Ve L. #H LW 10%BS-MEM 5% 5.0 mL Z il 2. T 18 BpfiEs 2% ([mIfER %) L
77

6) R TR, BINAAEZBME T TR OAE L MidORELBIZE LT,

7y WRAWT, 7L — % 0.25% trypsin THLEE L CHIfE A I L, 1M ERFH5HA % H
UNTT RS T RE O MR IR B A I E LT

8) JLEBAAAIF L OB TRFOMARBEEN S, O 1 L 2 12V, &# D PD

K OYRPD #H i L7=,
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log (H53&#& T W QML e + ALBEBE 4G BF o M0 e 2

PD = log 2
(1)
(X 2]
9) RPD 2O AHIAIEAEINHI % (=100-RPD) ZHH L7z, ARSI 50%LL
DHENALNTZT20, 50% %kt 2 SOBEMRNDL, ICsoZHH L7z,
742 Z2EAEEHR
1) H74.1HD 1) ~2) LR UCEIEEZIT -7 (WLELB A O ML E RN T %2 &) .
2) TFTRIWE-S T, BBEKAREL, BESREK, SRESUIGMESRIR, &2 Wik
SO mix Z WAL, FLBEEEICI T D NHEETRK L LTz,
o g ] WL FR Y
IR REEEEEL | RNEEEED LIRS
S AR R B (00. '105500 HIII IB * (00. 983833 HIII IB * (00. '100500 HIII IB *
S9 mix AN & 0.833 mL
(S9 B H it IR E) (0.980 mg/mL)
%ﬁ%ﬁ;ﬁ{ﬁuﬂ%i 0.050 mL 0.050 mL 0.050 mL
l%fifdi{ﬁ MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
&
o MR FREEC O R IRR LR
3) FBT141HD4)~5) ERICEBRELZIT- T % M OVELIRFR AL BRYE T 6 FF fi]
BRBZOBERIREMBOBIEEYET) |
L, BR2KOEAKRERER-A 7 L — MoV TIE, BEK T OR 2 K
AiCateI N (F ALY 8RR, 10 pg/mL) % 0.1 mL Nz 7=,
4) HEEK TR, SREH2HOLRCKRERERA 7L — MZoWT, LFOFIET
P REEAR AR U7, P RERIIT L — RS20 2 BERIL 7=,
0.25% trypsin ALEZICHIA Z R L, 0.075 M L U o AVEE TR 15 5y K
RALVER L7, B TEER (A %/1/7’/1/:1~/I//E’Fﬁ4z 3/1, v/v) THEE L7,
BELIZMIZ AT A RTZATREIZOEZ 2EATICH T L, JBEZL7EDOH X A
TRCYete LT iRfEAR L LT,
5) BHOKEVOIKOTL—F (HRREEMNEH LV — ) ZHWTHEDOf &

K QSR O AR RE &2 fERR L 7=, IRV T

Ko OHl e 8 B B il =R 2 B L 7
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7.5 MEEEICEETSIT—FDERT
AU EE . RPD M OVHEARBEFEIN G R 1T, WS FH A X 0 BEHER, PD (ZUEHA
WXV EEE 2 ETERR LT, £72. ICso A F 3N THRR LT,

7.6 R2EFRERODHE
7.6.1 HEFIE

P AN BB L., AT — FEL2 Ot v ha XA T 528 AT 52dh #14 o i
ZHMBI T (F53 : x600) THEE 300 # (2 RFIx150 @/ 25]) Bl L, HERT O
HERFE LR OMBO B AF L, HBFELHE N L, FRICEREYE (FH&IK
KOS IR 2 X L CRHCT ) OB A FH L, B2 HE N L, Bl%
FERIEICLVITo 2,

Bes PR S R BE [ OVBG P e IR AR 1L 2 CHIE LT, ERFRALERE O BHE ML Tl C
DO EZBIE L, BLRE AL IR E O FE IS Mk K OVE e AU BR 15 ~C I30H0 B B il 40 ) =8 23
55+ 5% R LTEHEEREHEE L, ERFEQAEEOIERBIE ML TIX 110, 100 K&
N 90.0 pg/mL @ 3 fl &% E#HfFALBEYE Tl 80.0, 70.0 &2 TN 60.0 ug/mL @ 3 &% #1
217,

7.6.2 2EREEOHE
e R BRI IS RE E MR FICRA L, MERFIIEICUTOLIICESR - &
Lo, b, MERFIZONWTIE, ¥v v 725084 (Total number of cells with
aberration including gap : TAG) & & £ 72\ ;4 (Total number of cells with aberration
excluding gap : TA) (257 THFF L7,
1) HEIERE
v v/ (g s YR R (ctg) M VB R R (csg)IZBIT DX v v 7 &
XY R O RIHR 12 Ge o R OWE LU CTHIR 72 3k
Bt L NBOLNDHH D
et o AR BT (ctb) - WA GBS EROFREHRE LS FTnd b0 kT
FEYERAL S G B 3 R D Rl B2 & > TH FEYL A
MORENGEETIRDIELL EICH R TS b0
Yett AR Az Hai(cte) @ 2 A PATLAETCAEUZOIBMBHAICHES T 2RE TH
D, Qe RN R & Qe IR AR B BT E Do U
WL, BRI ERnd 5
Qe KT GIWT (csb) ¢ A0 MEIT otb ICHES 5, FEYL BN 28 B AR O [R] il R L s
DI TN TBYVENFEREPREDO NS DR DIEGE
WAL NG AR DO TR B B2 B > TH  FEY AN O K S
DR EDOIELL EIZRWE D
et (KR ZZ Hi(cse) 0 YRafRINASHL & e B R AZ BRI T & 5, B RIR G
Bk, BRIREEAKREND D
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Z O (other) D Wrhib(frg) e EnH D
2) BRE
et (KBS, ZOMBDBARFF > TWDEA O (ZfEK) 80 SNl
b GREER, 45K E)
i Hork o REECMEMIRE (polyploid cell)
FENEMOMIE (cells with endoreduplicated

chromosomes)

7.7 RETERAN

TNENOUIIET L2, Xy v 72 EFER0VES (TA) O ERT 2 A7
2 MR DR EE | Y B %ﬁﬁ“érﬁlﬂﬂ’j (5% éfﬁﬂﬂ@&@ﬁ?ﬂ-‘ﬂﬂﬂﬂ%@ i) Dk
BEEEIZ DWW T, LR OREFHIENT 24T o 72, Rk FREE & g5 B AL B RERR] C Fisher
E MR IR L D3t (FEAYE : 0.05, 7)) 21T7-o72, WTHLOWEIET
G ER Y B ALEE R IS BN A S oo 7272 ¥, Cochran Armitage O fH 7] 1) &
(A EAKHE : 0.05, ﬁfﬂ[) ITER Lo T,

Fo, BOKRE TOWTIE, BEVEX R & Gt HREE & O T % Fisher D E
R =R G RIE IS J:éxfttix (HEKHE £ 0.05, A %47 -7,
WTFILDORKRE M EZ R T HEITOWTO LG L7z, T2 iE= 7 B 2010
(RSt SFE R —EX) M L7,

7.8 R Z 4E K
& 22 1% Microsoft Excel 2019 Z L CTIER% L 7=,

7.9 AERR L E S
UTIARTE2TCORMEL- LGS, RERkT & LT,
1) #Bis ﬁ%ﬁmiﬁ3mguiﬁé L

2) PEMEXERICRIT DR R O HBLEN | RSB 27— % D 95%%E Bl
PP (Meani196 SD) ThdbHZ &

3)  BEPEFREEIC IS T B Yeta (SR B o BB N . FRPE R IREE & e T E A b
mzmr4 Z k

4) b (%) BRICHEISRDO NN &

710 HROHEEE
LIT O TOEEZTHE . P EIT S ORGSO R (80
ML K OB NS I R) AR A2 (k) cHET L& & LT,
1) 2 eb 1 OOWBRWEIRERICK T DGO MR HBUHEN . BY R L
AN THE W Z R
2)  EEOHEIICIX Cochran Armitage DA E CTHEZRHEKFER AL D
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3)

FEIN 2 7R LT BRI B R FERE 0 tHBLR DS | IR ME IR 37 — & D 95% % B PH
HTHD

7.11 R ER

8

8.1
fiti & % Appendix 1~3, Appendix 7 |{Z/x L 7=,

1)

2)

3)

8.2
fti 4 Table 1~3, Appendix 4~6 }2 O Appendix 8 [T/~ L 72,

1)

2)

3)

4)

TR B 1T 20 L e o T,

AERIER
# fea 18 51l 400 1 54 B

B o R 2 AL

TR T OMBE T EFHE T A BRI T2,

YN

TR T OUERYE T 250 pg/mL BL E DO H & TR RN A v,

b e

A0 e 54 20 B o =, R AL B oD FE ARG MRk e OV AL B YE D 125 pg/mL BL
E oM E T, EREREALERE O REHE ML T 500 ug/mL PL EOH & T 50%LL E&EIR
L 720 50% % I 54 Gl 0 i) 92 2 (1Cs0) 13, KRR AL BR VL O FEAREHIE ML T 110 pg/mL,
S RE AL R VE O (CBHE AL T 409 pg/mL, SEGEALERYE T 73.0 pg/mL L EH SH
77

FEAREHER

e PR A

T RTOREETEREIIA NPT,

U B

S I AL F 9 D AR BHE PEAL T 250 pg/mL O & TUEB A 2 b v 7=, R L
5 O FEAHHE AL L OV AL ER 1 CIRIR B T A B e o T2,

0 e 7

AR G A SR L AR R AL R L o FERHHEPE(L TIX 110 pg/mL BL Lo & T,
HGEALELYE CIE 80.0 pg/mL LA E D T 50%LL B2 R U, R M ALER 1k o AR
IHMHEAETIX 50%LL LA RS R o Tz,

BLESRE R

et (ki B (TA) O HBUBEE 1T, R ERYE O FEMHHE /LTI 110, 100
F Y 90.0 pg/mL O & T T 1, FERELEEOABIEM(L TIX 250, 125,
62.5 LN 31.3 pg/mL O AR T2, 1, 1 L1, #EEEAEETIE 80.0, 70.0 LT
60.0 pg/mL ODFHET 1, 1 K2 THYH |, 3t DXL OMICHE 21X
IO T,

O R (S5 OB NS I AL o &5 o MBUBEEE (X, FRER LR E O
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FERBTE ML TIZ 110, 100 KT 90.0 pg/mL O FHE TS5, 3 OV 2, 4R HALELE
DORHTEPEL TIX 250, 125, 62.5 XV 31.3 ug/mL OHE T2, 1, 1 LN 2, #
FBEALERYE TIX 80.0, 70.0 XN 60.0 ug/mL OHET I, 1 X2 THY | ®IET 5
M & OMICHEEZ TR ONR o T,

8.3 HER DRI
TRCOUBET, 7T9HOKEAEL- Lz, RBIZEICEmBEINT-LEZD
7.

9. EXE

3, T—VAFNLF IR —6—x2—1—A)L=T%x— DY KREHEREE
BRET 25720, F¥ A =—X « "L AHX i BRHMEFEMIE (CHL/IU) % AW i-4t
R B w3 B & S L 7=,

uta R EE BRI, BRI AEEORFHEE TIET X TOHELZ B4 L, Bk
AL ER 75 0 FE AR RS PEAL K OVGE 58 AL ER V5 C I3 M AR HE FRAm R 6 2% 55 + 5% &~ L= &
Zhcm A EE U, FREHLEE O IERFIE ML TIZ 110, 100 & T 90.0 pg/mL @ 3 H
A, HEALEEETIX 80.0, 70.0 %N 60.0 ug/mL @ 3 HEEZBIE L, TORE,
PR ER Y (TA) ROBWRE (RFEMEMR L OEANREINAIR) o HBLBEE XV
THNOREIEIZB N TH RSB S OB THEEITA LI 2T,
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10. #5&

3, T—VAFNFIH—6—2r—1—ANL=7%&— MILEKRLGABRSM,
TIZRBWT, POl ERe MO RE Z2FE Ly (B Sf@m LT,
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Attachment 1

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

Negative control

Short-term treatment (50 studies, 15600 cells)

Positive control

Short-term treatment (50 studies, 15000 cells)

. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.6 0.7 Mean 0.0 60.8
+ 6 S.D. 0.3 0.3 cp N 6 S.D. 0.0 12.2
UCL 1.2 1.3 UCL 0.0 84.7
LCL 0.0 0.1 LCL 0.0 36.9
Short-term treatment (50 studies, 15600 cells) Short-term treatment (50 studies, 15000 cells)

. . Poly TA . . Poly TA

S9 mix Time % % Substance S9 mix Time % %
(%) (%) (%) (%)
Mean 0.7 0.7 Mean 0.1 20.5

) 6 S.D. 0.2 0.3 MMC ) 6 S.D. 0.2 5.7
UCL 1.1 1.3 UCL 0.5 31.7

LCL 0.3 0.1 LCL 0.0 9.3

Continuous treatment (50 studies, 15600 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 23.6

) 24 S.D. 0.3 0.3 MMC ) 24 S.D. 0.2 6.5
UCL 1.3 1.3 UCL 0.5 36.3

LCL 0.1 0.1 LCL 0.0 10.9

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 April 2019 to July 2023.

Negative control: solvent or extraction vehicle of the test formulations (water for injection, dimethyl sulfoxide, acetone,

S9 mix

Time :

Poly :

TA:
UCL:
LCL:

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)

: +; with metabolic activation

culture.

- ; without metabolic activation

polyploid cells and endoreduplication cells

total number of cells with aberrations excluding gaps
95% control limits(upper control limit)
95% control limits(lower control limit When calculated value was less than 0, LCL value was regarded as 0%)

24

Duration of treatment. Short-term treatment (6-hour treatment) was followed by 18-hour non-treatment
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Table 1 3,7-Dimethyloct-6-en-1-yl acetate: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G849

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 1 0 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 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 1 0 0 0 0 1 0 1 1 151 1 0 1

90.0 2 150 0 0 0 0 0 0 0 0 82 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 302 2(0.7) 0(0.0) 2(0.7)

1 150 0 1 0 0 0 1 1 2 1 152 2 0 2

6 - 100 2 150 0 0 0 0 0 0 0 0 62 2 151 1 0 1
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 1(0.3) 2(0.7) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 1 0 0 0 0 1 0 1 1 153 2 1 3

110 2 150 0 0 0 0 0 0 0 0 48 2 152 2 0 2
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 305 4(1.3) 1(0.3) 5(1.6)

1 150 13 20 0 0 0 32 0 32 1 150 0 0 0

PC 2 150 20 18 0 0 0 37 0 37 75 2 150 0 0 0
Total 300 33(11.0) 38(12.7) 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 (DMSO)
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 3,7-Dimethyloct-6-en-1-yl acetate: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

T-G849

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  (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 0 0 0 1 150 0 0 0
NC 2 150 0 1 0 0 0 1 0 1 100 2 151 1 0 1
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
31.3 2 150 0 1 0 0 0 1 0 1 93 2 151 1 0 1
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 302 2(0.7) 0(0.0) 2(0.7)
1 150 0 0 0 0 0 0 0 0 1 150 0 0 0
62.5 2 150 0 1 0 0 0 1 0 1 93 2 151 1 0 1
6 + 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 1 150 0 0 0
125 2 150 1 0 0 0 0 1 1 2 87 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) 1(0.3) 2(0.7) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 1 0 0 0 1 1 2 1 152 1 1 2
250% 2 150 1 0 0 0 0 1 0 1 75 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) 1(0.3) 3(1.0) Total 302 1(0.3) 1(0.3) 2(0.7)
1 150 31 72 0 0 0 98 0 98 1 150 0 0 0
PC 2 150 23 68 0 0 0 85 0 85 54 2 150 0 0 0
Total 300 54(18.0) 140(46.7)  0(0.0) 0(0.0) 0(0.0) 183*(61.0) 0(0.0) 183(61.0) 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 (DMSO)
PC: Positive control (CP; cyclophosphamide monohydrate, 14 pg/mL)

RPD: Relative population doubling

+: Presence of precipitates

*: p <0.05 (significantly different from the negative control group by Fisher’s exact test)
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Table 3 3,7-Dimethyloct-6-en-1-yl acetate: In vitro chromosomal aberration test in cultured Chinese hamster cells

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

T-G849

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 2 0 0 0 0 2 0 2 1 152 2 0 2

NC 2 150 1 0 0 0 0 1 0 1 100 2 152 2 0 2
Total 300 3(1.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 304 4(1.3) 0(0.0) 4(1.3)

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

60.0 2 150 1 0 0 0 0 1 0 1 88 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) 0(0.0) 2(0.7) Total 302 2(0.7) 0(0.0) 2(0.7)

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

24 - 70.0 2 150 0 0 0 0 0 0 1 1 76 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 1 0 0 0 0 1 0 1 1 150 0 0 0

80.0 2 150 0 0 0 0 0 0 1 1 45 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) 1(0.3) 2(0.7) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 16 20 0 0 0 34 0 34 1 150 0 0 0

PC 2 150 11 23 0 0 0 33 0 33 64 2 150 0 0 0
Total 300 27(9.0) 43(14.3)  0(0.0) 0(0.0) 0(0.0) 67*%(22.3) 0(0.0)  67(22.3) 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 (DMSO)
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)



T-G849

Appendix 1 3,7-Dimethyloct-6-en-1-yl acetate: 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-growtn Condition of cells Condition of culture medium ¢
Concentration | RPD inhibition ondition of cells — o
S9 | Treatment Precipitates
(mg/mL) (%) o/ b) Color?
mix (h) rate (%) 1 2) b ) 3
0 (NC) 100 0 - - - - - -
15.6 97 3 - - - - - -
31.3 107 -7 - - - - - -
62.5 89 11 - - - - - -
o
e
- 6 -g 125 38 62 + + - - - -
E 250 h) h) o+ TOX - + + -
500 h) h) - TOX - + + _
1000 -228 328 ++ ++ - + + -
2000 -75 175 ++ ++ - + + -

Concentration of 50% cell-growth inhibition : 110 pg/mL

NC : Negative control (DMSO)
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.

+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also

altered.

TOX: There existed few cells attached to the plate and almost all cells were detached and/or dead.
f) -: No color changes
g) -: No precipitates

+: Presence of precipitates

h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 2 3,7-Dimethyloct-6-en-1-yl acetate: In vitro chromosomal aberration test in cultured Chinese hamster
cells
Results of the cell-growth inhibition 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 - - - - - -
15.6 98 2 - - - - - -
31.3 95 5 - - - - - -
62.5 107 -7 - - - - - -
2
Q
+ 6 -g 125 98 2 - - - - - -
E 250 92 8 - - - + + -
500 26 74 + + - + + -
1000 23 77 ++ + - + + -
2000 16 84 + =+ - + + -

Concentration of 50% cell-growth inhibition : 409 pg/mL

NC : Negative control (DMSO)
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 3 3,7-Dimethyloct-6-en-1-yl acetate: 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 . 9 — o
S9 | Treatment mhibrtion | Condition of cells Precipitates
(ng/mL) (%) 0/\ b) Color?
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
15.6 88 12 - - - -
313 81 19 - - - -
62.5 65 35 - - - -
o
- 24 g | 125 -24 124 ++ - - -
<
3| 2% h) h) TOX - + N
500 -290 390 TOX - + +
1000 -139 239 +++ - + +
2000 -49 149 ++ - + +

Concentration of 50% cell-growth inhibition : 73.0 pg/mL

NC : Negative control (DMSO)
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.
++: 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.
TOX: There existed few cells attached to the plate and almost all cells were detached and/or dead.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 4 3,7-Dimethyloct-6-en-1-yl acetate: 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) ° 1) 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
60.0 82 18 - - - - - -
70.0 84 16 - + - - - -
80.0 82 18 - + - - - -
(o}
e
=] 90.0 82 18 + + - - - -
- 6 E
z 100 62 38 + + - - - -
~
110 48 52 + + - - - -
120 35 65 + + - - - -
130 32 68 + + - - - -
PC 75 25 - - - - - -

NC : Negative control (DMSO)
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.
f) -: No color changes
g) -: No precipitates
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Appendix 5 3,7-Dimethyloct-6-en-1-yl acetate: 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 - - - - - -
313 93 7 - - - - - -
2
Q
= 62.5 93 7 - - - - - -
+ 6 £l
E 125 87 13 - - - - - -
250 75 25 - - - + + _
PC 54 46 - - - - - -

NC : Negative control (DMSO)
PC : Positive control (Cyclophosphamide monohydrate: 14 ng/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 3,7-Dimethyloct-6-en-1-yl acetate: 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 ¥ inhibiti .. ) . 2
S9 | Treatment JmL N inhibition | Condition of cells © Precipitates
i (ng/mL) (%) o) ¥ Color”
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
30.0 93 7 - - - -
40.0 91 9 - - - -
50.0 88 12 - - - -
L
2 | 60.0 88 12 - - - -
. 24 B
z 70.0 76 24 + - - -
F
80.0 45 55 + - - -
90.0 38 62 + - - -
100 23 77 + - - -
PC 64 36 - - - -
NC : Negative control (DMSO)

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 % 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.

f) -: No color changes
g) -: No precipitates
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Appendix 7 3,7-Dimethyloct-6-en-1-yl acetate:/n vitro chromosomal aberration test in cultured Chinese
hamster cells
Population doubling in the cell-growth inhibition test

[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) 63 1.52
15.6 61 1.47
31.3 68 1.63
o 62.5 56 1.35
- 6 g | 125 22 33 0.58
<
z | 250 0 a)
=
500 0 a)
1000 2 -3.46
2000 10 -1.14

[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) 63 1.52
15.6 62 1.49
31.3 60 1.45
o 62.5 68 1.63
+ 6 g | 125 22 62 1.49
<
E 250 58 1.40
500 29 0.40
1000 28 0.35
2000 26 0.24

[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) 64 1.54
15.6 56 1.35
31.3 52 1.24
o 62.5 44 1.00
- 24 g | 125 22 17 -0.37
<
z | 250 0 a)
=
500 1 -4.46
1000 5 -2.14
2000 13 -0.76

NC : Negative control (DMSO)

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

a) PD could not be calculated because the number of cells was zero.
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Appendix 8 3,7-Dimethyloct-6-en-1-yl acetate:/n 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 (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) 59 1.30
60.0 50 1.06
70.0 51 1.09
o 80.0 50 1.06
£ | 900 50 1.06
- 6 < 24
2 100 42 0.81
=
110 37 0.62
120 33 0.46
130 32 0.42
PC (MMC) 47 0.97
[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) 56 1.22
o 31.3 53 1.14
g | 625 53 1.14
+ 6 < 24
2 125 50 1.06
=
250 45 0.91
PC (CP) 38 0.66
[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) 55 1.20
30.0 52 1.12
40.0 51 1.09
o 50.0 50 1.06
2 | 600 50 1.06
- 24 s 24
2 70.0 45 0.91
=
80.0 35 0.54
90.0 33 0.46
100 29 0.27
PC (MMC) 41 0.77

NC : Negative control (DMSO)
PC : Positive control (MMC; Mitomycin C, 0.075 or 0.050 pg/mL, CP; Cyclophosphamide monohydrate, 14 pg/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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