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3. HREESE

3.1 AEBRES
T-G395

3.2 A ER K E
Methylcyclopentane O |FFLEA RS 2 M ia A A U 2 Gy fa (4 22 3 3R

3.3 HER B M
FFLE O EME (CHL/IU Mfafk) % AT, Methylcyclopentane O % {h (K 55
FHREEMRNTLOZEEHMNE L,
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RIS HED R o 72 Z & 72 M8 o T

3.11 HEHRE

AEREEERA (FEEST) | O&CE, A7 —F, BREOKRER, @588 (G
BmEEHEORARELET) MOWHRYE O — STk atR Yy U —F & o & —fllEks
WFEFT O & BHE T ERIZ Soid s ER % 10 FRRAET 5, WK THORFEIZS
WO, BAEF®E EIE - EEEAR (CPRERZENRSE SRR Y —
Fro 2 —HTHi#EL, TOUBEBELZRET D,
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4. EH

Methylcyclopentane D L AR BEHFHFRED A EAZ M T D720, Fr A =—X - N
DA S — il R AR ME S (CHL/IU) % F v 72 Y fa i 5 Ak B & S0 L 72,

P R FHRBOHEEZRET 57290, 850 pg/mL (10mM FHY) Z#kEmHELE L.
ATFA 2 CHRLZE 8 HEZZRE L., MIdEEmERREZIT 72, TOfRE, &
7 [ AL BR 1k 0 FEARGEHTE M AL e OV e AL B YL C U 213 pg/mL LA B oo & ¢ J IRy R AL
EORBHEMAL TIX 106 pg/mL 2L E O & T 50%L0 EOMifaEE 2 R~ L, 50%H i i
FEANGIIR B (BER ) (3L e ] AL PR 1L o0 FEAREHE MEAL T i 127 pg/mL, FERER] QLA
ORBIEMEAL TIX 80 ng/mL, EHFALBLVE TIX 149 pg/mL EH B Sz, DL EDORER
PG| RLIRETA] LB 1 D FEARGHNE MEAL S OV e L BR 1 CIE 180 pg/mL e & & L
PLTF% 72 20 pg/mL THR L7 6 H&EZ, R ABEE O EHE ML TiX 90.0 pg/mL
AEcmMEE L, UTF%% 10 pg/mL THIR L5 HEZZRE LI,

P RERROME, ROAEREERTO—2SOHEIETHLIX ¥ v 72 E E /R0 Y
BRREEZHE T HMEOHBLE (TA H) ROEEE (poly ) OHEBLEX, WTh
DHEIEICB W TS, B L i U CHRAMICABERBMNERO 5T, Bt
SHRBED TR N 5T — % D IS%IER S OFEANTh o 7272, &Mk & HE Lz,

B, TRTOLMEEZBWT, B B CII A RS ER T 2 AT o/ ]
EBEOHBBHEIIE RT — % D I5S%HERSMOFEHENICH 7o, IR L T, B
PR ClE, RRYEXTRREE L B3 5 & A AMERE I W TREFFZICHEER
RO N, Lo T, RRIFEUICERmINTZEEZ LT,

PLED#ER DB Methyleyclopentane (XA TIZH W\ T, Yetb (RS 2 &
O R RE 2R L &R LT,
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5. #&
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Methyleyclopentane D %2 R MEREAMTI O — B & LT, 1B RMIL 2 5 Qe kL
Wz Em LD T, ZOMEEZH|ET 5,

B, T LT EREROER L m R BR T R4 R EFUToEY Th o,

1) GLP
. T HUL P E S AR 2R 2 9 2 B ak 12 B3 2 FL e )

(CFRk 2343 H 31 B, FEAEF 033158 8 5. Fhk23-03-29 ®JEHHE 6 5.
BRRAE34E5 110331010 =)

2) wmHERBRTA FT A4

o IHBULEWES IR RO FIEIC OV T

(R 23 43 H 31 BATHIT IR 0331 55 7 5 ERA @A ERE LR K 23
03 - 29 RS 5 SR E XA MIEEERE, BARMAEREE 110331009 5REA K
AREBCRREEABAE)  (B&E SRk 3043 A 29 H)

TOECD Guidelines for Testing of Chemicals 473 |

(OECD #ZH 4 : 2016457 H 29 H)
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6. HEMHRUGEZ

6.1 HEMERUVFE

6.1.1 HERME
RiEH I
AF & 25 mL
4 R Methylcyclopentane
CAS %75 96-37-7
H#MARERE S (3)-4669 ({LFE1E)

S AR P

CH,
o1\ Ce¢H»
& 84.16
2N AR
& HEO~T L AR
[Zi —140°C ([ )
b . 72°C
gk R -29°C
PR I3 LU 7 ot TR 5 1%
IR ;5 8.4%
R 18.4 kPa/25°C
PR 2.9
E : 0.75
F B — KGR R
: 3.37
B AR KR E 258°C
0y R EE ]
i B 99.2%
IR AF oA WEEAT (ZHIME @ 2.6 ~ 3.9°C) | Hi&
RS T HORAFGERT BRI E PR A
L EME W 72 S T IZB W TIE L E,
B EoxE EESOBR Z 02T, w27 | (REIREE, ~#
FREOWUIRRERLEFEM L, EEOHMAZ <,
IO HNEIT, F, BEEELRIEV, 2B 0ET D,
fifi F #% D AL ER % OKZEIL, ERE TRETHERELE,
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6.1.2 LS

oy : TN

T ; BT A v AR R S

oy hEE : DSF3248

K : o AR

R AF 7 15 : E=¢i!

TR AT 5 AT : HORHFZERT B 2% Al o el =
6.2 AR TEER

R E B RICKICARE L H o772, DMSO K OT7 & b TIHELR 2 £l L 7=,
ZOFER, DMSO IZRIE, 71 F 2 85.0 mg/mL TIHEMETH -2, WL LT
TN EERLT,

6.3

R AOEES

6.3.1 R IE

1)

2)

R 14 ZE 4 1) SR

WEBRME 0.1700 g % 2 mL A A7 7 AR LIz, WAL, WiF L7k
2. AAT v 7 L CHmEED 85.0 mg/mL #5R#K (71— hiZ 0.050 mL %S0
L7 BRI &R E © 850 pg/mL) ZFHHE L7=, W\ T, 85.0 mg/mL #KBRIKEZ A
b2 (B IRE OB 1 mL: 1 mL) CHAK 7 EEpEA R L, 42.5, 21.3, 10.6,
5.31, 2.66, 1.33 1% 0.664 mg/mL O 8 i B I o Bk 2 5 5L L 7=,
PSSR N N

BRI 0.2000 g 2 10 mL A A7 F 23 |CHIRL-, WEARML, L=
B2, AAT v 7 LTHREBEED 20.0 mg/mL #8iK (7L — K 0.050 mL ¥
U T2 B D B L - 200 pg/mL) ZFHH L7z, RN T.L 20.0 mg/mL #BR# 0.9,
0.8, 0.7, 0.6, 0.5, 0.45, 0.8, 0.35, 0.3 XU 0.25 mLiZx L. ¥%# 0.1, 0.2,
0.3, 0.4, 0.5, 0.55, 1.2, 0.65, 0.7 %210 0.75 mL Z#% ML, 18.0, 16.0, 14.0,
12.0, 10.0, 9.00, 8.00, 7.00, 6.00 &} 5.00 mg/mL @ 11 32 B[P D H7BRiK %
TR 7=,

6.3.2 RREE
FAERIZFEL L 7=,

6.3.3 T E 4
AR D 7= 6 LEMMEZRITER L 22> 72,
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6.4
6.4

xt Y E

A B 14 it BB

W LTHWL T braiExtie L,

6.4.2 514 >t B8
1)  FEMRHNEMEAL R
~A4 h~A43 > C (MMC)
oy S : 583AGF
fEIT : W EEx Y RS
pak(iil : 2 mg (/i) /iR
PR A7 5 : iR -
TR AT 5 BT : HORHFZERT 55 2% Al o el =
2) ARETEMEA
rm 7 A77 3R (CP)
0y hEE : PTR2478
fiEIT : BT AV AT R S A
ol g : AR (97.0%LL 1)
A7 7 1 : G- N
TR AT FIT : WRMFERT KPR E A
3) wMEITIA
PRI T X CTHEBICAT o T2,
(1) MMC
MMC @ 2 mg FEI N A T S AB AR (B AR 7 RSt RERSK T8
2y &S K8D96) & 2mL A CTHEM L (1 mg/mL) . I, ZOEWK%E
AME 20 THAWK 2 BEREAIR (A 0.250 mL : B 4.750 mL) L. 0.050
TN 0.0025 mg/mL OEHR 2 5 U 7o (GERERHATALEEVE O FEREITE MEL TIERE B IR
4.850 mL |2 0.0025 mg/mL &% 0.150 mL A1 % 7=, i ALEE ik I8k
4.900 mL {Z 0.0025 mg/mL ¥ &% 0.100 mL I x.7=, Z OREORKREEX, Th
Z1 0.075 pg/mL } T} 0.050 ug/mL)
(2) CP
CP0.0140 g % vy MIREFH 7 7 AF v 7 mULE IR Lz, 2 ARk (A
ARIER T, A RERIE T vy F&S  K8D96) % 20 mL I X TIEfF
L. 0.70 mg/mL FKZ M L7z (B WK 4.900 mL {12 0.100 mL Z/Mx 7=, Z®
IRF DI IR FETX 14 pg/mL)
4) B R E O SRR
FHERBRTA FI4 2 (B 5.2) ICHEHARHERELTHWE =0,
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6.5 EFEEETRES
6.5.1 HH R #E

F XA ==X« NARZ—O i ORI (CHL/IU) % MW7z, MSZA7 Bk
N ESIARFEAT 05 2014 4E 4 B 2 AICAT L. BUSEG L 7= Mis >\ C i
ICHIIA DOV R R A & FE 0 L C L MRS IE T B 2 & (BEaETHRE . MINENRERT 15~20
BRI, Pk DE — REM 25 K, A 377 A<H0ERMEV) BERSL
T2b D& 30 MEACLUPN CRRBR ISR L7z, 8 P IR 00 S Ak X 00 Vo e 400 ) 5k 5
13 JEAY . Yefa fi B R C 17 IS T dh o 72,

6.5.2 Ha 0 ERE R
BRBAT A R4 > (AR 5.2) CEABHERSA TV S0,

6.5.3 EEEH
IR ABEHIEE & AV, COLIBE 5%, IRJE 37°C., miBESRME T CE L, f#t
RiZ1~4 AZ &7,

6.6 SO mix RUEERDIFH
6.6.1 S9 mix

SO M UM% (S9/ a7 v/ 4 —CEv b, vy &5 : C180831061) ZiRA L.
S9 mix Z I L7z, FRELIIHRFICIT - 72,

1) S9
4 R : S9
EIT : FV = 2 VEERE TERA S
oy & : 18083106
fiEA : 201848 H 31 H
- R : 7 v h-SD %
ik e : 7 W fn - M
7S E : 7 x )N E S —L(PB) L N5,6-X Y 7 TR L (BF)
#5951k : i I PN % -

B G L OG- & PB4 H [H# o % 5 30+60+60+60(mg/kg 1A &)
PB # 45 -3 H H BF 5 80(mg/kg K )

155 HBR : 201942 H 28 H

R AE 5 15 : H(=70°C LAT)

A7 55 T : HORARIEET Bk BEKET Y -3
2) fHmEHE

payin : a7y X —C

fiEIT : AV = HOVEERE TR A1

0y hEE : C18082906

13
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BE R : 2018428 H 29 H
R A7 7 15 : WE(-70°C LAT)
il ST RR ; 201942 H 28 H
TR A7 55 F : WRHFZEET RrEMARERE B8RE7 U —%
3) S9 mix ®FAAL (1 mL ‘:F‘)
K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 pmol/mL
KCl1 : 33 pmol/mL
Tha—Rx-6-1 fE
5 pmol/mL
&mﬂ*z%/7\h77 YIUX 7 VATF R UEE(NADP)
4 pmol/mL
HEPES #% i #% (pH7.2)
4 pmol/mL

6.6.2 EER

Minimum Essential Medium (MEM)(Cat.No.21442-25)IZ 3@k (56°C. 30 %
7= 4+ 1fL i (bovine serum, BS)% 10v/v%ifsN L 7553 (10%BS-MEM) % F\ 7=, &
% ORI EARAT LT,

1) iy

2y b : 1861237

fEIT ; Thermo Fisher Scientific Inc.

IR A7 15 : M (=20°C LLF O # #UH )

A7 5 BT : WORARGEET B R ER .
2) Minimum Essential Medium (MEM)

7y hES : L8R7448

fEIT : T T AT A7 A

AT 7 1 : s (FFAHP © 1 ~10°C)

TR A7 55 BT : WORAFERT R MR E A EE

6.7 HEBAZKY
HBULLL T IC R L 27— Y O EIC % L7,

14
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1.5 e 16 56 450 ) X IR JeL IR ] AL BRI FEHE P
FHEACHE AL

e AL B I 24 Iy [ AL B

2. Gefh ik B RUR JeL IR ] AL BRI RS
FHAREHTE ML

e AL B I 24 R [H) AL B

6.7.1 ANk
LR RRITHEV, AUER 5 v R OV BR B & B30 L 7= 5 ~L O B 9 & % L 7=,
it

% F EiR=SdEY G2
MRFEAAERYE  REHE (L +
o | R FERENE ML -
Yoo | EGEALERYE 24 BERALER 24-
I | Rkt R NC
T R EEEND 1. 2. 3 nORE S
B Pk St R PC
[F] — WL BRAE PN T D 3 A1 1. 2. 3
;}%
- e e HRBRES Lo Ea— 2 NEESITEY
| R ot [01) ~ 199) %T0 2 0% 5
i - BORAT A RO EFTHES
6.7.2 AEDERTE

1) e S 4 ) B
(L2 E 5 AR D RO FIEICHOWT ] TED b iU 850 pg/mL (10 mM
YY) ZmMEE L, LR 2 THIN L7 425, 213, 106, 53.1, 26.6, 13.3
R 6.64 pg/mL OFF 8 HEZRE LIz, £, ZTHICEMEXBEEZR T -,

2) e R EE R
AR HI R ORIV L TFTORAEEZHE Lo, v B & O

PR R 2 5% 1T 72,
JLER 5 15 LB & (pg/mL)
SR AR L FEACETG (b B OVEL e AL BRYE 180, 160, 140, 120, 100 % TF 80.0 (%% 20)
SRR R ARG AR 90.0. 80.0. 70.0. 60.0 X T*50.0 (%7 10)

6.7.3 10 Ren 128 i I ] 5 B

LR EFTHRBROHELRETA2720OD0 VAR E LTEM L, B, LTOR

BREpED > b, BEMELZLELTLOHA1T. BEERTICBOT, MEFOREEZH

W, EEBEICL > THEE LT,

1) FERFRHELERVE O REHEMEL & IEBHE AL, SR ABE D 24 WL O Z 2
iz, BT OB ELEZ & T, Yy —L (FL—1b) @77 =R
Fv 77— (EF60mm) MW, S8 1/E Lic, £/, bl H 6%
%% (Relative Cell Population Doubling Number, RPD) } OVFH b 5 fia 25 £4 0

15
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2)
3)

(D

(2)

(3)

4)

5)

6)

7)

8)

(Relative Increase in Cell Counts, RICC) % B H 7 5 7= O ALEEBH 4f B o 2
HERIZT L— ~& 1 Mkt 7=,
FL— Y70 2X 10" H oM (tﬁﬁfﬁi 5.0 mL) % #Ff L7,
Br#& 3 Bk, BISCAZ AR Z2BAMUEE T CHIBRIC R N 72V 2 & A MER%E . TRITEW,
BRI DR E R OB Z TN, mfﬁﬁﬂ%ﬁéﬁﬁﬂiﬂ@éﬁuﬁmﬂﬂ@7 L= h 1220 T
E. LT O FEICECMRL IR EE 2 JE LU, ALPRBH AR O MR B & L7,

L PR ) AL B 95 . .
e B
JERATE (L B FE 1L B LR
MERRER 0.050 mL 0.883 mL 0.050 mL
S9 mix AN & 0.833 mL
TR - W BRIE
N 0.050 mL 0.050 mL 0.050 mL

YT L — N OREE W % FEFE L, Phosphate-Buffered Saline (-) (PBS (-)) % i

BNz 7 v —b&E%ELE,

PBS(-)ZBEH L .0.25% ~ U 72 U ¥#K (Trypsin 0.25% ., Thermo Fisher Scientific

Inc.) # I mLNZx, # 5 3MFRE L,

7= MLV 10%BS-MEM £;# %4 1 mLiRINL, ©Xy 7 1 7 THillg

ZRIBE - RSS2, MEREHEE A VD ORI R E 2 E Lz, mEREHE R O

FHEE IR, 8 B O SERIME DO /NBURE 1L A U A U 72 b o % il fa 4 [ A5 N4k
(Population Doubling Number, PD) }& (Y RICC D FtHEIZH W=,

PR VR BISCAL AR BT T T O A 28l L, WIR TR BIRO &

AR L, WMERE. MR E T 6 RFE, U ALEEYE TiX 24 FFfEEE &

L7,

6 FFfEE =%, ERFHABEIEIC O W T, HFBEICHTE O EZER T oL L

W2 BISEALAEZZBAPSBE T CAIOREZ MR L7z, IRWT, FMiFEK 2% & 72

X ITHINL e A AR T A e L. T LWEER 5.0 mL 2Nz, &

2 18 FFfH G2 L 72,

PR T 4 BISIALAH ZEBAPNEE T CHT I O B B R O iR DR AB A iR L 7= (JELI

FALERIE DR TIRROERIT, BT —F L L) .

RUNT, 3D FIEIZHEW, &7 L — N OMBIEEZHE L, #& T ROMEE &

L7,

BonclaREnr s, X1, 2 KO3 IZEV, I REEL 100%E L&D

M4 > RPD* K OV RICC* A R H L 7=,

PD (%)= [log (ALBE (B5F&) #& THFOMIaE + BB AR O M E0)] + log 2

(X 1)

o <w%%gm@ﬁ: i} 5 MRS
RPD (%) = iz pkx BB EE I 35 5 MHJE 191 {2 I 0 100

(X 2)

16
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RICC (%) = (B UL BRI O i K (K5 2 A% T I —JLFRPRAGIG) )
’ (R FRTE O MBI IR (B 22 4 T W — A0 R A6 I) )
(3 3)

. 50%m

9) AEALHIFEANEI= (=100-RPD) *Z B L. 50%% ede 2 SO EMRNN S
e B4 58 B A . CBESAD) & R L7z,

*HEMEN OOUTOHAIT0%E LTH- T,

6.7.4 2EAREEHR
uT@ﬁ%@¢®9B WEMEZVLE LT I2E51F, BERETICBWVT, BEK
wmBEEHWT, BEEREICE > TEM L,

U

2)
3)

4)

5)

6)

7)

JEL IR )AL B 0 D AR PR & SRS PEAL.
IS, BT FRRE . W SR B LR R OY B M s BRRE & 3%
L)i77x%y77V—F(E&&Mm)%ﬁW\

W3) & L7, £7-. RPD X O'RICC =& 7 5 7= 6 O KL BE 44 W5 0 o 200 &

W7 L— &R,
7v~ﬁ%tbpqwﬁmwm(ﬁ%ﬁsmm)%%@Lto

A 3 21T

WV, BRI OBRE KR OB Z ATV,

. BISEALAR ZE BRI T TS

MR ALFRVE O 24 B ALEL D F N F

WD & B HERE.
%%ﬁ@mm@7v~h1&_

HeL S G A ) BB IS HE C T AL ERPH AR R O MR T & LT,

X7z,
KHE 3 B (BE& -1,

vy—L (FL—
2 K&

TRIZHE
Wi,

JL I ] AL BRI

A R e

RS PR

T8 for AL B 7

RS R

0.050 mL
(0.150 mL)*

0.883 mL
(0.933 mL)*

0.050 mL
(0.100 mL)*

S9 mix IR &

0.833 mL

e - PEERE -
B Vi ek B B
&

0.050 mL
(MMC: 0.150 mL)*

0.050 mL
(CP: 0.100 mL)*

0.050 mL
(MMC: 0.100 mL)*

* ()

L. AERFHALBRTE Tid 6 By,

WiZ.

BB 1 e LR D 15 2 94 Bk 2 i B OV Mot TR B IR N 8 2 7R 9
BRBR A B AL R | AR ST ALAR ZEBRAREE T CAT O A R OV R TR IR O B % i RR

HGEALFRYE T L 24 BERIEE R LT,

6 WA RS2 1% . AW AL ERIEIZ S W T SEAH ZE SR T CTHEBRM E oA H &k O

ML D IRRE 2 B L 72, IRV T,

K2%eEn X oFmMiGEEmRIN L - AT

THIAZEE L, FTLWEEIE 5.0 mL 200 x . HIC 18 eI ® L7,
BRE2KDOT L — b (FFEE-1 LO-2)

AT O 2 BFRHATIC

mzi-.

IZ2W\W T,
a3 R (FTAINVY BRI,

Je e R IR AR D 720
10 pg/mL) % 0.1 mL

ERETH, 7L — FORBBREZELFICE L, 025% F Y 7 %K (Trypsin

0.25%.
KNT, m L5
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TARTZAIIZHOE 2EINICHE T L, e fERIT T L — Y720 2 KfE
L7, Ml %, 1 UL EZEREE L, 2% X AT 15 %R a L T
LB REARZER LT,

8) HOKHEIMDOT L — | (Be&FE-3) 1%, BISLALAHZBEMEE T CH O A KDY
AR DR AE 2 R L 7o CERFALBRIE OB TRROM RIT. BT —% L L),
Z D% AR FE A HI R I E U IR B &2 I E L, RPD MUY RICC R L
776

6.7.5 018 D ER R L

PD, RPD X ' RICC HHIZIZRAMEE H, TRLOMNTEICHE - TRAE L 7=,

1) MBI OV T, MERGFHREEICBIT 5 8 Xl 0 5t Bl 0 SEHIE 0 /NS |
MLz AL, BETERR L (AL 3HE O M X 10* cells/mL)

2) PDIZoOWVWTIE, DOERMEEHWCTEHE L, /NEURE 3MZ2AELAL, /MK
M 2N E TERL,

3) RPD (EH4FHE) IZ2WVWTIE, 2) OFRREZ A /AU 1AL 2 A LK
ELTERLL,

4) RICC (EHWHE) 22T, 1) ORFEEHWTERE L, /DEURE 1 L% U
TALEKE L TERLE,

6.7.6 ERKDOHE
BMEE T T L — FY720 150 M (BIREES 720 300 Mifa) DYk B < JEBH
LA P g 28E L MERFTOMEL BT LR MO AT LT, AR
EHEOHB LR LT, ROREROBEIITRTT T4 ML TiTo 7=,
B, BT, KSAHEERIZ S0%LL EoMaBEEE R T RIKORE LY, LLTOH
EA®ERL, EEL,

AL BRI Bz E (ug/mL)
FOIRF M AVERYE  FEREIIE ML K O ot AL BR 1A 120, 100 } 71X 80.0
mERFREALE L RS EL 90.0, 80.0 X 1*70.0
6.7.7 FEAEEDONHE

L REFIIHERE EHRORFICRINL, BERERFIIEIZUTOLIITESE - »
LT,
1) R H
¥ v 7(g) ; Guta 3 R (ctg) M OV iR Bl (csg)a Ble X v v 7 &
FR AR ST A RO R IR 8 d 56 o (3
et iR oy MY RO R Lickh D) ThoT, 20
£ S DY a5 R O g LA TR 72 I YL A 5 A 25 3R
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55 b D,
e a3 (AT YT (ctb) - Wr i 2 Ge e RO R B2 S 13T T D b D K OFE

Ye TR N Y ROl Eicdh > Th, ORI
et 3R OEELL EICBER TV D b o,

Yt oy IR 28 i (cte) - DU R R AR #7222

Y e AR T E) T (csb) - W A YR O R 2 ST TR 0 BFA N ER
B h O R OFEGE A N Y R o [A g B b
> Th, TORIVEAZEOIEL LIZHEATHD b

D,

Yeta (KR AZ M (cse) TENRRYL R, BRIRG R &,

Wr A fb(frg) : —ODGHPHMBIZIEFICEL OUIEHCX v v 70 H
nizdL o,

2) BRRE
et (KBS, EDORBINARKFF> TWHEA O (25 K) 80 bl
LErBRE L ER LT,
sk : polyploidy (EZW{# MK : endoreduplication % & )

6.7.8 HBROHE

HIEICER LT, R o &l NS R 2 R ol o HEBLEIZ K- THIE L
oo WERF ORMIKIL, v v 7250546 (TAG) LFERVES (TA) &I
3T AR 2 A BREHRAT & KM L. RIS o THIE LT,

6.7.9 WMEtfEAT

¥y v 7EEERVIGS (TA) OY: RS IE R F & OYs RSB 25 o H 8L I
DUNT, [ath sk BRIE & PR BR M T AL E R & O[] C Fisher O EEMERFHEEDIC X D
WaIT o7 (BAEKE : A1 5%) .

FROBEIZE W T, AEREMN A L2577, Cochran Armitage D ftH 7]
e CHEEAKE 0l 5%) 13frhienoiz,

Fo, PR EEERTOHBEMEICOWNWT, BT L BESBEL ORI TY
Fisher D EEMERFHIE T L DB E2IT o2 (AEAKE - FH 5%) .

6.7.10 I E B #E
LT OT RCTOEMEERW TG Bk & HE L,
1) 272 Eb 1 DOWRWEIRERICH T 2 YR B HBLEN | farkxt AL &
NTHEFFICH B RN EZ "7,
2) EROBMICIIRHAENICAEERABREEN LR S,
3)  HWINA IR U 7o B R FERE OO HBLER S | B s IR 5 7 — # 0 95% & Bl i ]
NTh D,
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7. HERHER

7.1 B Reo 3 B8 410 1 5L B

fE 8 % Appendix 1-1~1-3, Appendix 3 (2" L 7=,

BRI E O AT H OB B R OB RIER O AR Zbid, T X TOLBEE CHra &
Tod 5 850 pg/mL D& TH AR O b, AFHEIITERD b o o, MidEE
DIFEETH % RPD & B U 72 5 | B IRE ) AL B Y5 o0 FEARHTE Pk B OV foe LBV T,
213 pg/mL LA Eo R & T, EFEAEEORBHEMEN TIE 106 pg/mL YL EOH & T
50%% 8 2 5 MM GED D ivTo, 50%A0 I AR R L (BERS M) 13, AR AL
PRE O FEAGE AL T 127 pg/mL, B2 R AL ER 15 O REHE ML C 80 pg/mL, i fe ALER
T 149 pg/mL E B STz,

7.2 Z2EAEEHR

it 8 % Table 1~3, Appendix 2-1~2-3, Appendix 4 |Z/R L 7=,

BRI EE S T O A B E O REROGHE L, T X TOREEDOTRTO
METRD LR NS T,

MG R OHBLE (TA) 1. EERFHEAEEOERBTEMEL TIX 120, 100 XD
80.0 pg/mL O HE T 1.0.0 X TV0.7% T - 7=, 55 HF B ALEVE O fEHEMEE T 90.0,
80.0 X Tr70.0 pg/mL O H&ET 0.3, 0.7 X 1.0% T o 7o, HEHLETETIX 120, 100
K TN80.0 uyg/mL DHETO, 0.7 LT 0% TH -7,

AR (SER, poly) O MEBIEIE, MRER AL O IERBHEMEL TIX 120, 100
KO 80.0 pg/mL O ET 0.7, 1.0 KN 0% T o 7=, HRFRAEEORBTE ML TIX
90.0,.80.0 %211 70.0 pg/mL ®FHET0.3,0.7 XU 1.0% T - 7=, dfg ALER 1 TiE 120,
100 %10 80.0 pg/mL O HET 1.0, 1.0 KN 1.0%TH-o7=,

7.3 BRI A
LR OB EZ 7z Lic 7z RBRITE U FEle S av7z &Il L7,
o BWEWEEZR3HEM EICT, FMishi,
o [EMEXTEREE CIXRE OHBLRIIE RT — % O 95%MEFR AR OFHEENIZH - 7=,
o P RREETIL. RRM IR L T 5 b Qe RS R E LB W TREIIIC
BRERBINBRD bz,
o WBREEICFICHEIZED b o7,
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Methylcyclopentane D YLt (R FHEREO A MAEZMRFT T 5720, T¥ A =—X
I A L — fifi B R RRAE 2R (CHL/IU) & Vo 72 Yo (R 2 3 2 S0 L 7=,

PR FEHRBROBER, ROEREERTO - SOBETHIX Yy v T2 E E 0 R
BERRE L AT MO HBLE (TA H) ROEHEE (poly ) OMEBLHEIZ, WI'h
OMFEIZB N T S, SRR & e L TRFFICEBEREMNERED ot Bt
KTHRBEDOREENE ST — X O 95%HE M OHHNTH o To7od, BELHE LT,

2B, TRTOLBIEICB W T, B R CII RS R 206 3 2 Mia kO
RO HBRMEEITE =T — X D I5S%HERSAORBMNICH o 7=, ZHiZx LT, B
PExtREECIL, EMEREE & w95 &, PaAEERFICB W CREIFENICE R 2
%M#m@%htoLtﬁof\ﬁﬁ@ﬁﬂﬁiﬁéntk%26ﬂko

F7o. AEBRYEIT Ames R TRMEYEHRE SN TWED,

PLED#ER DB Methylcyclopentane (XA TIZH VT, Yetb (RS 2 &
OB RN R 23558 L7 L fliaa L 7,
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Attachment 1

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

Cumulative background data of chromosomal aberration tests in cultured Chinese hamster cells (line

CHL/IU), carried out under the same study conditions at BoZo Research Center Inc.

Period for NC : April-2015-December-2018

Period for PC : April-2015-December-2018

Treatment Cells Poly TA Treatment Cells Poly TA
S9 mix Time = observed (%) (%) S9 mix Time | observed (%) (%)
( 18600) (86.7) (100.7) (19200) (2.0 (7372.0)
Mean 0.7 0.8 + Mean 0.0 57.6
6-18
+ 6-18 S.D. 0.3 0.3 (CP) S.D. 0.1 12.3
UCL 13 1.4 UCL 0.2 81.7
(n=62) LCL* 0.1 0.2 (n=64) LCL* 0.0 33.5
( 18600) (78.0) (111.3) ( 17700) (18.0) (3134.7)
Mean 0.6 0.9 - 6.18 Mean 0.2 26.6
- 6-18 S.D. 0.3 0.3 (MMC) S.D. 0.2 5.6
UCL 12 1.5 UCL 0.6 37.6
NC (n=62) LCL* 0.0 0.3 pC (n=59) LCL* 0.0 15.6
( 17700) (76.0) (101.3) ( 17400) (27.3) (3470.0)
Mean 0.6 0.9 - 24-0 Mean 0.2 29.9
- 24-0 S.D. 0.3 0.3 (MMC) S.D. 0.3 6.7
UCL 12 1.5 UCL 0.8 43.0
(n=59) LCL* 0.0 0.3 (n=58) LCL* 0.0 16.8
(300) (0.7) (0.7) (300) (0.0 (130.0)
Mean 0.3 0.3 - Mean 0.0 65.0
48-0
- 48-0 S.D. #DIV/0! #DIV/0! (MMC) S.D. #DIV/0! #DIV/0!
UCL #DIV/0! #DIV/0! UCL #DIV/O!  #DIV/0!
(n=1) LCL* #DIV/0! #DIV/0! (n=1) LCL* #DIV/0! #DIV/0!
( ):umber of observed.
Negative control (NC) : water for injection, isotonic sodium chloride solution, dimethylsulfoxide, 0.5w/v% sodium carboxymethyl

Positive control (PC) :

S9 mix :
Time :

Poly :

n : the number of studies

Mean :

cellulose solution, acetone or culture medium

CP ; Cyclophosphamide, 14 pg/mL

MMC ; Mitomycin C, 0.075 pg/mL (used for the short-term treatment)
MMC ; Mitomycin C, 0.050 pg/mL (used for the continuous treatment)
+; with metabolic activation - ; without metabolic activation

treatment hours - hours of incubation without test article

polyploide cells
TA : total number of cells with aberrations excluding gaps

average of structural aberration and numerical aberration in cumulative studies

S.D. : standard deviation of structural aberration and numerical aberration in cumulative studies

UCL:
LCL:

95% control limits(upper control limit)

95% control limits(lower control limit)

* : The value was regarded as 0%, when value was 0 and below.
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Table 1 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Methylcyclopentane
[Short-term treatment:-S9 mix]
Conc. of Number of cells with structural chromosomal aberration (%) Number of cells with numerical
Time S9 test article RPD RICC chromosomgl aberration (%)
1 0, 0,
(h) (png/mL) obcs::iife J ctb cte csb cse frg TA(%) g TAG(%) (%) (%) osz:iife q Pol?l)lls()ld other Total (%)
150 1 0 0 0 0 1 0 1 151 1 0 1
NC 150 0 1 0 0 0 1 0 1 100 100 151 1 0 1
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) 302 2(0.7) 0(0.0) 2(0.7)
150 0 0 0 0 0 0 0 0 150 0 0 0
80.0 150 1 1 0 0 0 2 0 2 88 81 150 0 0 0
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) 300 0(0.0) 0(0.0) 0(0.0)
150 0 0 0 0 0 0 0 0 152 2 0 2
100 150 0 0 0 0 0 0 0 0 73 63 151 1 0 1
300 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 303 3(1.0) 0(0.0) 3(1.0)
150 0 2 0 0 0 2 0 2 150 0 1 1
120 150 0 1 0 0 0 1 0 1 17 11 151 1 0 1
6-18 300 0(0.0) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) 301 1(0.3) 1(0.3) 2(0.7)
140 Not observed 0 0 Not observed
160 Not observed 0 0 Not observed
180 Not observed 0 0 Not observed
150 3 31 0 0 0 33 0 33 150 0 0 0
PC 150 4 24 0 0 0 27 0 27 70 59 150 0 0 0
300 7(2.3) 55(18.3) 0(0.0) 0(0.0) 0(0.0) 60(20.0)* 0(0.0) 60(20.0) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,

frg: fragmentation, other: endoreduplication

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)

*p <0.05 (Fisher’s exact test)
RPD: relative population doubling RPD is the population doubling of the treated groups compared to that of the negative contro

RICC: relative increase in cell counts RICC is the relative increase in cell count of the treated groups compared to that of the negative control.



4

T-G395

Table 2 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Methylcyclopentane
[Short-term treatment:+S9 mix]
Conc. of Number of cells with structural chromosomal aberration (%) Number of cells with numerical
Time S9 test article RPD RICC chromosomal aberration (%)
1 0, 0, 1
M mix " emL) Ob(sj:ilvse g c ote csb ose frg  TA%) ¢ TAGe) P 0 Obcs:ilvse 4 P Oi?l’lls‘”d other  Total (%)
150 2 0 0 0 0 2 0 2 152 2 0 2
NC 150 1 0 0 0 0 1 0 1 100 100 151 1 0 1
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) 303 3(1.0) 0(0.0) 3(1.0)
50.0 Not observed 105 110 Not observed
60.0 Not observed 100 100 Not observed
150 1 0 0 0 1 0 1 152 2 0 2
6-18 + 70.0 150 1 1 0 0 0 2 0 2 102 103 151 1 0 1
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) 303 3(1.0) 0(0.0) 3(1.0)
150 0 1 0 0 0 1 0 1 151 1 0 1
80.0 150 1 0 0 0 0 1 0 1 98 97 151 1 0 1
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) 302 2(0.7) 0(0.0) 2(0.7)
150 0 1 0 0 0 1 0 1 150 0 0 0
90.0 150 0 0 0 0 0 0 0 0 48 35 151 1 0 1
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) 301 1(0.3) 0(0.0) 1(0.3)
150 7 112 0 0 0 113 0 113 150 0 0 0
PC 150 5 113 0 0 0 113 0 113 48 35 150 0 0 0
300 12(4.0) 225(75.0)  0(0.0) 0(0.0) 0(0.0) 226(75.3)* 0(0.0) 226(75.3) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
frg: fragmentation, other: endoreduplication
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 (cyclophosphamide, 14 pg/mL)

*p <0.05 (Fisher’s exact test)

RPD: relative population doubling RPD is the population doubling of the treated groups compared to that of the negative contro

RICC: relative increase in cell counts RICC is the relative increase in cell count of the treated groups compared to that of the negative control.
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Table 3 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Methylcyclopentane
[Continuous treatment:24hr]

Number of cells with numerical

1 1 0,
Time S9 tgs(t):i i(c)fe Number of cells with structural chromosomal aberration (%) RPD RICC chromosomal aberration (%)
(h) mix Cells o N (%) (%) Cells  Polyploid o
(png/mL) observed ctb cte csb cse frg TA(%) g TAG(%) observed  cells other Total (%)
150 1 1 0 0 0 2 0 2 151 1 0 1
NC 150 0 0 0 0 0 0 0 0 100 100 151 1 0 1
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) 302 2(0.7) 0(0.0) 2(0.7)
150 0 0 0 0 0 0 0 0 152 2 0 2
80.0 150 0 0 0 0 0 0 0 0 94 91 151 1 0 1
300 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 303 3(1.0) 0(0.0) 3(1.0)
150 0 1 0 1 0 2 0 2 153 3 0 3
100 150 0 0 0 0 0 0 0 0 59 48 150 0 0 0
300 0(0.0) 1(0.3) 0(0.0) 1(0.3) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 303 3(1.0) 0(0.0) 3(1.0)
150 0 0 0 0 0 0 0 0 152 2 0 2
120 150 0 0 0 0 0 0 0 0 19 13 151 1 0 1
240 - 300 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 303 3(1.0) 0(0.0) 3(1.0)
140 Not observed 0 0 Not observed
160 Not observed 0 0 Not observed
180 Not observed 0 0 Not observed
150 6 29 0 0 0 33 0 33 150 0 0 0
PC 150 2 22 0 0 0 24 0 24 91 87 150 0 0 0
300 8(2.7) 51(17.0) 0(0.0) 0(0.0) 0(0.0) 57(19.0)* 0(0.0) 57(19.0) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,

frg: fragmentation, other: endoreduplication

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)

*p <0.05 (Fisher’s exact test)

RPD: relative population doubling RPD is the population doubling of the treated groups compared to that of the negative contro

RICC: relative increase in cell counts RICC is the relative increase in cell count of the treated groups compared to that of the negative control.
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Appendix 1-1
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Methylcyclopentane
[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type | Treatment and Y Cell- Observation”

S9 | time | Concentration RIZ/D in{ii(;:ggn Condition of| Color of Precipitates/Crystals”

mix | (hr) (g/mL) 0 ratio(%)” cells” medium® 1 2)

0 (NC) 100 0 - - - -

6.64 86 14 - - - -

13.3 93 7 - - - -

o 26.6 90 10 - - - -

- | 618 § 53.1 78 22 - - - R

% 106 62 38 + - - -

=1 213 02 100 TOX - - -

425 0% 100 TOX - - .

850 0 100 ++ - + +

Concentration of 50% cell-growth inhibition : 127 pg/mL

NC : Negative control (acetone)
a) The plate in the negative control group was regarded as a 100% growth.
b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewei
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition
of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.
d) - : Mostofthe cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium.

The shape of attached cells was also altered.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.

e) - :No changes of color
f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
g) The value was regarded as 0%, because cell counts were 0 or PD was 0 and below.
All calculations were carried out using Excel 2010
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Appendix 1-2
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Methylcyclopentane
[Short-term treatment : +S9 mix]

Cell-growth inhibition test
Study type Treatment and Cell- Observation”
. RPD? growth —
S9 | time | Concentration %) inhibition |Condition of|  Color of Prec1p1tates/Crystalsﬂ

mix | (hr) (hg/mL) ratio(%)” cells? medium® 1) 2)
0 (NC) 100 0 - - - -
6.64 106 0 - - - -
13.3 100 0 - - - -
o 26.6 109 0 - - - -
+ | 6-18 § 53.1 100 0 - - - -
7 106 0 100 + - - -
= 213 0° 100 TOX - - -
425 0% 100 TOX - - -
850 09 100 +++ - + +

Concentration of 50% cell-growth inhibition : 80 png/mL

NC : Negative control (acetone)

a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewei

¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition
of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.

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

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

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

of attached cells was also altered.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.

e) - :No changes of color
f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
g) The value was regarded as 0%, because cell counts were 0 or PD was 0 and below.
All calculations were carried out using Excel 2010

28



T-G395
Appendix 1-3
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Methylcyclopentane
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | 1 catment and Cell- Observation”
_ . RPD? growth — — 5
S9 | time | Concentration %) inhibition | Condition of| ~ Color of Precipitates/Crystals
. 0 . e
mix | (hr) (ng/mL) ratio(%)” cells? medium? 1 2)
0 (NC) 100 0 - - - -
6.64 98 2 - - - -
13.3 95 5 - - - -
o 26.6 95 5 - - - -
- 240 E | 531 86 14 - - - -
<
i 106 83 17 + - - -
=1 213 02 100 TOX - - -
425 0 100 TOX - - -
850 0 100 TOX - + +

Concentration of 50% cell-growth inhibition : 149 pg/mL

NC : Negative control (acetone)
a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewer
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition
of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at

the end of treatment.
d) - : Mostofthe cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.
e) - :No changes of color
f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
g) The value was regarded as 0%, because cell counts were 0 or PD was 0 and below.
All calculations were carried out using Excel 2010
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Appendix 2-1
Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Methylcyclopentane
[Short-term treatment : -S9 mix]

Chromosomal aberration test

Study type | Treatment and Observation”
89 | time | Concentration o b) ) Precipitates/Crystals”
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2
0 (NC) - i _ i
80.0 + - j _
o 100 ++ - - _
Qo
£ | 120 S . i i
- |68 B
b7 140 +++ - - -
(]
=
160 TOX - - -
180 TOX - - -
PC - i} _ i

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

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

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

+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape of

attached cells was also altered.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.

¢) - :No changes of color
d) - : Absence of precipitates
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Appendix 2-2
Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Methylcyclopentane
[Short-term treatment : +S9 mix]

Chromosomal aberration test

Study type | Treatment and Observation®
89 | time | Concentration o b) ) Precipitates/Crystals”
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2
0 (NC) - i _ i
50.0 - - ] i
2| 60.0 - i _ -
+ | 618 E 70.0 - . _ -
é 80.0 + - ] _
90.0 + - ] _
PC - - - -

NC : Negative control (acetone)
PC : Positive control (cyclophosphamide : 14 pg/mL)

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

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

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

¢) - :No changes of color

d) - : Absence of precipitates
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Appendix 2-3
Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Methylcyclopentane
[Continuous treatment : 24hr]

Chromosomal aberration test
Study type | Treatment and Observation”
S9 | time | Concentration . b _ Precipitates/Crystals®
mix | (hr) (ug/mL) Condition of cells” [ Color of medium ) )
0 (NC) - - - -
80.0 - - - -
o 100 + - ) _
Q
£ | 120 ++ . _ i
- |240] &
g 140 TOX - - -
=
160 TOX - - -
180 TOX - - -
PC - - - R

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

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

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

+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.

¢) - :No changes of color
d) - : Absence of precipitates
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Appendix 3
Cell concentration, population doubling and relative increase in cell counts in the cell-growth inhibition test in
cultured Chinese hamster (CHL/IU) cells treated with Methylcyclopentane

[Short-term treatment : -S9 mix]

Study type | Treatment and

a) b)
S9 | time | Concentration Celi counts Celicounts PD RICC
mix | (hr) (ng/mL) (x10" cells/mL) (x10" cells/mL)
0 (NC) 38 1.16 100
6.64 34 1.00 81
13.3 36 1.08 90
2 26.6 35 1.04 86
- | 6-18 'g 53.1 17 32 0.91 71
2 106 28 0.72 52
e [ 213 0 D) 0
425 0 ) 09
850 5 -1.77 oY
[Short-term treatment : +S9 mix]
Study type
- Treatment z'md Cell counts * Cell counts *
S9 | time | Concentration 4 4 PD RICC
mix | (hr) (ng/mL) (x10" cells/mL) (x10" cells/mL)
0 (NC) 40 1.23 100
6.64 42 1.30 109
13.3 40 1.23 100
2 26.6 43 1.34 113
+ | 6-18 'g 53.1 17 40 1.23 100
2 106 15 -0.18 09
e [ 213 0 ) 0%
425 0 ) 09
850 1 -4.09 oY

[Continuous treatment : 24hr]

Study type | Treatment and

a) b)

S9 | time | Concentration Celicounts Celicounts PD RICC
mix | (hr) (ug/mL) (¥10" cells/mL) (x10" cells/mL)

0 (NC) ) 1.30 100

6.64 41 127 %

13.3 40 123 92

2 [266 40 123 92

- | 240 g | 531 17 37 1.12 80

= [ 106 36 1.08 76

e | 213 0 5 o

425 0 5 o

850 0 5 @

NC : Negative control (acetone)

The number of cells on the plate of each dose was measured using the hemocytometer (8 areas) at the time of start”
and end ® for treatment. Cell counts were displayed as the mean of measured values.

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

RICC : Relative Increase in Cell Counts was determined as;
{[Increase in number of cells intreated cultures (final - starting)] / [Increase in number of cells control cultures (final - starting)]} x 100
¢) The value was incalculable because of cytotoxicity.
d) The value was regarded as 0%, because RICC was 0 and below.
All calculations were carried out using Excel 2010
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Appendix 4
Cell concentration, population doubling and relative increase in cell counts in the chromosomal aberration
test in cultured Chinese hamster (CHL/IU) cells treated with Methylcyclopentane

[Short-term treatment : -S9 mix]

Study type
- Treatment ?‘md Cell counts Cell counts *
S9 | time | Concentration  ellm o ool PD RICC
X
mix | (hr) (ug/mL) (x10" cells/mL) ( cells/mL)
0 (NO) 44 1.37 100
80.0 39 1.20 81
S [100 34 1.00 63
£ [ 120 20 0.23 11
o Rl B RV 17 0 ) o7
& [_160 0 5 o
180 0 5 o0
I 33 0.96 59

[Short-term treatment : +S9 mix]

Study type | Treatment and )

a b)
59 | time | Concentration Cell counts Cell counts PD RICC

mix | (hr) (ng/mL) (x10* cells/mL) (x10* cells/mL)

0 (NC) 43 1.50 100
£ 50.0 51 1.58 110
-2 60.0 48 1.50 100
+ |6-18] = [ 70.0 17 49 1.53 103
3 80.0 47 1.47 97
= 7900 28 0.72 35
PC 28 0.72 35
[Continuous treatment : 24hr]
Study type
- Treatment ?‘md Cell counts ¥ Cell counts ”
S9 | time | Concentration ( 10 cells/ D ( 10 cells/ D PD RICC
. x10" cells/m x10" cells/m
mix | (hr) (hg/mL)
0 (NO) 40 1.23 100
80.0 38 1.16 91
< |_100 28 0.72 48
£ 120 20 0.23 13
i Eand ISR TN, 17 2 3.00 0P
& 160 0 c) 0%
180 0 <) oY
PC 37 1.12 87

NC : Negative Control (acetone)

The number of cells on the plate of each dose was measured using the hemocytometer (8 areas) at the time of start
 and end ” for treatment. Cell counts were displayed as the mean of measured values.

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

RICC : Relative Increase in Cell Counts was determined as;
{[Increase in number of cells intreated cultures (final - starting)] / [Increase in number of cells control cultures (final - starting)]} x 100

¢) The value was incalculable because of cytotoxicity.
d) The value was regarded as 0%, because RICC was 0 and below.
All calculations were carried out using Excel 2010
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