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4. EH

AIHXTZ L DOROEREFEEOAEEZRTT LD, FryA=—X+ NLRH
— il R ORBRAE 2 (CHL/IU) % Al 72 Be (R 52 5 Bk BR & S0 L 72,

Pk By RBROHELZRET S0, 1150 pg/mL (10 mM FHY) 2xkmAEL
L ULFAK 2 THRUZE S HEZZRE L, MAHEFEMEIBREZIT o 72, ZOREE,
Jo IRy R AL B E 0 FEARGHTE ML B OVEL e AL B YL CUE 71.9 pg/mL PL o & T, FRH
SLERYE DO RFHEMEIL TIZ 71.9 ~ 575 pg/mL BL EDO & T 50%LL EoffasmMEE2 R L,
5.0 %A Fed 35 5l B0 ) B CRBE M AIE) (308 I [T AL B v oD ARG b T 54 pg/mL. ELRF
AL B VE O RHHE PEAE Tl 68 pg/mL, HFEALHE Tl 52 pg/mL B &7z, LLE
DRGSR G B VB E O FERGHTE M b K OV e AL B 5 TUE 70.0 pg/mL % fie i A
EE L, LFSZ 10 ug/mL THR L 6 AEE, MR AL O RBEE T
80.0 pg/mL i mMHESE L, LTEZ 10 pg/mL THR L7 6 HEZRE LT,

Qe R RERBROM R, ROAKEERTEO —SDHEETHLF v v T2 B VY
CEFEREZAT oMo HHEE (TA H) KOREEE (poly 6) OHILRIT, Wi
DRBIEIZ W T, P A & Il U TREHIICA BERBINIR O 5 g Bk
X ORIRR N 5T — Z D 5% MRS OFIHN TH > 7272 B & HE Lz,

B, TARTOMBEIZB W T, REMEXHREE ClI il iE R 20 3 o Ma kO
EEARO BB E I 2T — F O S5%MERFMOFENICH 72, Zcx LT, B
PEXTIREE CId, FBRMERIREE L T 5 & A RMER T IV TREIFNICAEER
HWmMn@Eo o, LiER-s T, RBxEUICE S h =B 26T,

PLEDHERNS ., A VA7 2 VI ARRBREMETICE W T, ROKEERT ROGE
EER R 2 7% L & fiam LT,
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1) GLP
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o IHBULEWES IR RO FIEIC OV T
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6. HEMHERUAE

6.1 HEMERUVFE
6.1.1 wWEME

B3 - I
4 Fr : AIF T B

CAS &5 26635-64-3
BRAREIRE (2)-8 ({LFFE)

A 3 TR M

i50-CrHis—— CHa

7 CsHs (KFEA 27 7 v BMIKOEEW)

& 114.2

AN i) LW D 70\ £ 335 B O WR AR

Eiy —-65°C LA F

b 116°C

gk R 9.9°C (%)

I 0.714 (20/20°C)

REE 9.6 kPa (=72 mmHg) (50°C)

0y R B I

fli 97 wt%Lh b

AL SV T B3 wt% AR

R A7 J7 15 EE (FEHME : 18.8 ~24.0°C) | MY, &M

IS T WHRMFZERT R E R A2

2 ENE W CLE

155 H R 20194 H4H (WIA%2MEAH)

B o E EESOBRE 32TV, ~ A7 | (REIREE, R#
FREOWEU2IRERLEFEMN L, EEOHEMEZ <,
Bz, B, BESEZEEN, 5B 0ET D,

i 1% 0 ALt % OKZEIL, ERE THRETHERELE,

6.1.2 LS

4 PR Tk

T BT A v AR A S

a2y NS DSF3248

K R AR

R A7 15 E=Si-]

TR AT 5 BT HORHFZERT 55 2% Al o el =
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6.2 BIEOHRTEER

WHRRET ORE R EHHAK KON DMSO IZA¥%, 7 b IZ 115 mg/mL THMTH
ofcled, WL LTTr e bra@IR L7z, £/, 72 bk, KlastAR Y ) —
Fer X —T, EHELTARBRRIZEAL TR, BRT - bEEICHFEAEL, M
EEWZ AR LTS,

6.3 G RANHE

6.3.1 A AE

1) M Ao 3 5 ol B R
BRI 0.2300 g 2 mL A AT T AR LTz, WAL, AL 7-1%
I ART v 7L THRERED 115 mg/mL #5R#% (7L — M2 0.050 mL 7L
ToBER DO ERALIRIE 1150 pg/mL) ZFHE L7z, KW T, 115 mg/mL #BR K % Ak 2
(BIEEOWERIE 1 mL : W8 1 mL) THEXR 7 BBEAIR L. 57.5. 28.8, 14.4,
7.19, 3.59. 1.80 }T* 0.898 mg/mL > 8 i B I o> g B ik 2 L L 7=,

2)  Yefa ik R R
WBRWE 0.0500 g & SmL A A7 T AR LTz, WEEZETM L, B L%
2. AAT v 7L TR&RED 10.0 mg/mL #E5#K (7L — FIiZ 0.050 mL &N
L7 BR O &I @ 100 pg/mL) Z @R L7, RWT, 10.0 mg/mL #BRIK 0.8,
0.7. 0.6, 0.5, 0.4, 0.3 XU 0.2mLIZxf L, & 0.2, 0.3, 0.4, 0.5, 0.6, 0.7
J V0.8 mL Z¥A01L. 8.00, 7.00, 6.00, 5.00, 4.00, 3.00 % T*2.00 mg/mL O
8 I B DRI A TR L 72

6.3.2 RREE
JEEN =T ia s U B

6.3.3 T E 4
AR D 7= ZEMMERIZE L7 »o 7,

6.4 X EEYE
6.4.1 FE 14 xf BR
VI LTHAWAT & h Rt e L,

6.4.2 5 14 >t B
1)  FERFHE AL R
~A h~A43 > C (MMC)

7y hEE : 011MHBO1
g T : W e Y S
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Akl : 2 mg (i) /iR
R A7 7 15 : SR -
AT BT : WA TR B A M Rl =

2)  REHEMEE
vrm 74 A7 57K (CP)

a2y NES : PTR2478

fEIT : BT A v AR R S

fli : AAeEA (97.0%LL F)

RAF 1 : e, O

R AF 5 BT : WORARIERT B R e

3) HEGE
PRI N CTHIFIZIT - 72,

(1) MMC
MMC @ 2 mg I AA TIVICABBER (HARIER T RS RERIE T
7y NS K8J94) & 2mL MA CTHEM L (1 mg/mL) . KIZ, ZOWK%E
AL 20 THAWR 2 BEREAIR (A 0.250 mL : BB 4.750 mL) L. 0.050
ST 0.0025 mg/mL OIFIE 2 fiH U7 (G wg AL EE o FERBHE ML Tl %R
4.850 mL I 0.0025 mg/mL &K%z 0.150 mL A0z 7=, @ AL FRvE Tl &K
4.900 mL (Z 0.0025 mg/mL &% % 0.100 mL Mz 7=, Z OROKEBEIL. Th
2 0.075 pg/mL }% Y 0.050 pg/mL) |

(2) CP
CP0.0140 g % v MIEEFH 7 7 AF v 7 BILE I L7z, 2T AR (A
RIS RERIE TS 0 v &5 :K8J94) & 20 mL I X T L |
0.70 mg/mL AR Z B L7- (B52%% 4.900 mL (Z 0.100 mL Z Mz 72, Z DOHFD
IR 1X 14 pg/mL)

4)  BEtExt R E o s

BHERBRTA FT7 4> (R 5.2) WHEAM RS TWD 0,

6.5 5 AR Aa Bk
6.5.1 HH R BE

F XA =—X « NARAZ—Ofi KRB (CHL/IU) % HWie, M2 TBE
N EFAERFIEFT 25 20144 4 H 2 HICAF L. HEEGE L2 S W CERI
ICHIR DR 2320 L T MR EIE TH 5 2 & (ST RE . MM R 15~20
RELIN, BB EROT— RER 25 R, v~ a7 T XA<EOFERENPRN) DiER I
T=b D% 30 MR CRUBRICAE A U7z, (5 R oD s Ao k£ 5000 A i 8 540 ol 5B ©
22 kAR, YR A RBRT 25 N TH o T2,
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6.5.2 a0 ERE R
BRBAT A R4 > (AR 5.2) CHEABHERS ATV DR,

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

6.6
6.6.1

S9 mix R V&K DS

S9 mix

SO R OMfiE# (89, 2777 ¥ —CtkEy b, By &S : C180831061) #{BE L.
S9 mix M L7=, PAEIIHREIZAT - 72,

1)

2)

3)

S9

4 FR
LSS
oy hEE
fiER
- R
Al - P
P YE

K57k

G kO E&

fi IR
R A7 15
TR AF 55 F
il R
4 Fr
e
ny h&EE
3 H
TR AE 7 E
i IR
R A7 i

7K
S9
MgCl,
KCI

S9 mix OFAL (1 mL )

S9
FV =2 VEERE TERA S

18083106

201848 A 31 H

7 v -SD %

7 1 i -

7z ) NV E X —L(PB) N 5,6-X Y 7 T R (BF)
i 7 PN % -

PB4 H [k £ 5 30+60+60+60(mg/kg 4 )

PB # 5 -3 H H BF 5 80(mg/kg A H)
2019452 H 28 H

WH(=70°C LAT)

HRFZERT  HdEMERR=E BEE 7Y —3

a7y X% —C

U o HOVEER TR A S

C18082906

2018 -8 H 29 H

WEH(-70°C LLF)

201942 H 28 H

WRAFTEET MR EE BEET Y —W

0.7 mL

0.3 mL

5 pmol/mL
33 pmol/mL

13
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Ta—R-6-1 Uk

5 pmol/mL

bl =aF o 7 I RT7TT =0V X7 LAEF R UER(NADP)
4 pmol/mL

HEPES #& itk (pH7.2)
4 pmol/mL

6.6.2 H&ER

Minimum Essential Medium (MEM)(Cat.No.21442-25)IZ3EM#{t. (56°C. 30 43) L
72 2B 135 (bovine serum, BS)%Z 10 v/v% il L 72558 K (10%BS-MEM)Z H\ 7=, il
% DR BIRII W IEARAE LT,

1) A1k

2y hES : 1861237, 1953586

I : Thermo Fisher Scientific Inc.

PR AT J7 15 : R (=20°C LT o % Bl

A7 5 BT : WRAEFERT BRI E
2) Minimum Essential Medium (MEM)

7y hES : L8R7448

fEIC : T T AT AT RS

RAF 7 15 : s (FFAH 1~ 10°C)

TR AT 55 BT : WORAFSERT R RRE A eE

6.7 HEBAE"
HKEBRIIUTICR LT AT — Y ONEICER LT,

1.5 e 48 5 450 1 X B L I ] AL B 7 PR M1
FEAEITE A

e LB I 24 IR [H] AL B

2. Qe iR B AR L IR ] AL B 7 RS
FHEAEHTE AL

e LB I 24 Rf[H) AL B

14
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6.7.1 #aAl A A
LU RIRITE . B T7IE R O EERE 2 BHRE L 72 7~V T I se A4 2 5] L 72,

g P % R
R YE  (CBIETEL +
o | EREmAEE  JER AN L -
v | ERALERYE 24 B[ ALER 24-
I [ &Pt R R NC
T R EIEEN D 1, 2. 3 n OKE B
5 PE i HR R PC
7 — AL BRRE P C O k] 1. 2. 3
971%
[ e RBRES L Ea— 2 NEELITED
| o T01) ~ 99) £TO2K0ES
i - ROATA FOMEERTHE S
6.7.2 BEDHRTE

1) 50l e 54 20400 ) R
kEmAELZ AL EZEYWHESICRIABRO FIEICO VT TEDLRT
1150 pg/mL (10 mM fHY) ZHmAHEE L, ITFAK 2 THIN L7 575, 288,
144, 71.9, 35.9, 18.0 1’ 8.98 pg/mL D3 8 HELZRE L, £7-. 2Tk
Mo FREE 2 5% T 72,

2)  Gefa R BB
AMAEE IR OB R LV LTOHEZRE Lo, Z ik B & O
Mot FRBE 2 5% 1T 72,

AVEE 5 ¥R WP A (pug/mL)

RIS (KA R O gy | 100 600 30.0, 40.0. 30.0 RUT20.0 (A

80.0. 70.0. 60.0, 50.0, 40.0 ZXT*30.0 (%=

JERFRALELE RIS ML 10)

6.7.3 0 Hoo 3 B8 41 15X BR
PR BREHROHBERET L1200 T LTHEMLE, 2B, LToOR

BifEo > b, BERMELZMLE L TO256813, BEER TICBW T, MEFORE L

W, EEBREIC X o TEM L,

1) FERFRALEE OGN & IEMREE L, Stk 24 FFRLAHE O Zh <
AT, BEMEXT IR R OB BB 2 5% T 72, v — L (FL—h) Z7 7R
Fv 77— (EF60mm) P\, S8 1L Lic, £/, it 6%
%% (Relative Cell Population Doubling Number, RPD) } OVRH st () B £ £ 0

(Relative Increase in Cell Counts, RICC) % 5 3 % 7= & O KL PR BA 4 RE Al i £k
WERICTL— & 1R T T2,
2) FL—h4720 2x10*EOMAL (B398 5.0 mL) &L,

15
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3)

(D

(2)

(3)

4)

5)

6)

7)

8)

B4 3 HAL ., EISIALFE ZEBAMEE F CHMIARIC B E N\ & 2 fERR% . FTRITHEW,
BERIRORER OB 21T BB AR ER O 7 L — bk 1 K&Iiz> W\ T
. LT OFEICHEOHIEIRE ZRE L, LA OMREE & LT,

L PR ) AL B 95 . .
e B
JERATE (L A P 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

Wi L — b DR #EIR % FEFE L. Phosphate-Buffered Saline (-) (PBS (-)) % i
BNz 7L —h&2WE LT,
PBS(-)&ZBEH L .0.25% U 7> %K (Trypsin 0.25%, Thermo Fisher Scientific
Inc.) Z 1 mLMx. # 5 0H§ELZ,
7L — MZH L 10%BS-MEM ¥5##%Z 1 mL ML, Xy 7 ¢ v 7 Tl
ZORBE - RS %, MEBREHEAR A VIR E 2 E Lz, mEREH B O
FHEUIE . 8 X D EIEIME O /N | LA MU A L7 b O & ML [ A5 05k
(Population Doubling Number, PD) MK OFRICC O FtHIZH W=,
SR EAEL . BN TSR T AT H O B2 8152 L, WIR T RRO &
TR Ui, TeRtL. ERFRAHEE T 6 BERD, G ALELLE TIE 24 FERD RS &
L7,
6 FEREI B 3% . MRFRALEEIC OV TE, HERICHTHOFELZHER T E LD
(2, BISIALAR BB T CHIOREEZ R L, RWT, FliEE2H 2% L 7
DEICHMU T AR CMBEZEF L, TLWERKR S0mL 2%, &
(2 18 WPl B8 L7z,
BEe i T 1%, BINIALAR ZBMEE T CHTH O B LR OCHIOREZ R LT (G
FALERIE DR TIRROERIT, BT —2 L L) .
HKNT, 3)OTFIEICHEN, &7 L— b ORI EZ WE L, 5T RO g -
L7,
B MBEENS, A1, 2 KO3 IRV, Rt BEEA 100%E LK RED
A% > RPD* & (N RICC* % R H L7z,
PD (%) = [log (A3 (£528) #& T DML + AL BRBH AR I O Ml %0)] + log 2

(X 1)

o <w%%gm@ﬁ: i} 5 MRS
RPD (%) = (a xR EE = 5 0 5 ST tE [ () 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 I &=

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

17
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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
ARG DR AE 2 R L 7o GERFALBRIE DR TRROMRIT. ZE T —% 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, MERGFREEICEBIT 5 8 Xl 0 at Bl 0 EHIE 0 /NS 1
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,

QLR 7 BEHE (pg/mL)
FLFERALERVE FEAREIE AL 60.0. 50.0 X 1X40.0
SRR ALERVE REHEMEAL 80.0. 70.0 X 1X60.0
W ALEE R 24 BERDALER 50.0. 40.0 &% 30.0
6.7.7 FEAEFTDONE

e KRB I ERE EBRNEFICRL, BERFEIIHEICUTOLIIZESR - &
¥HL7T-,
1) HEERE
X v 7 (g) : e o s R (ctg) M OV iR Rl (csg) e X v v 7 &
XY AR T Y B RO R izl 23 d 5 6 o (3E
ey QRO R Eich D) ThoT, £D
EIPYEASEOMEELT CHBRZRIER AN RO
bbb 0,
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Ye a3 R BLEI KT (ctb) - W S Y IR O Rl B2y ST b b o K OVE
et AL NP RO Elcdh>Th, TORIN
Yeta /R OMELL EICHEL TV D b D,

Yeth 73 AR A2 i (cte) - VU B R A M e &

Ge o R EI W (csb) - Wi S YR o Rl B2 5133 TR 0 B EIRA R
SF RN AR NPV N RO SRR N (R WAy RSN NART: i hell
> Th, TORIVPEAZEOIEL LIZEHEAL TS b

D,

Yett (KRB ZZ i (cse) - TERARG AR, BRI AR L,

Wr A {1k (frg) : —OD AP HBICIEFITE L OUIELX v v 7038
nizdL o,

2) B RE
e R85, EOMBENAREFE > TWHEAOHK (ZFEER) LERD ML
GHrRRELER LT,
i F : polyploidy (BWN{EMI{A : endoreduplication % & ¢¢)

6.7.8 HEROHE

L Cid, A EorEll NS RE 2R Mg o BB X > THE L
o MIEREOKRHIEIL, Fv v 7 2E0HE (TAG) LEERWVWES (TA) &I
. REHIERRE 2N WA 2 E i L. CHIE RIS - THIE L7,

6.7.9 et fRAT

Xy v TEEERVIGS (TA) OYL RS IE R H M OYs RSB 25 o H 3L I
DWT, et BREE & o B B LB RERT & O T Fisher O ELEEMEREHE 1 DI X 5 bt
WA T o7 (AEAKE : Al 5%) .

FROBEIZE W T, AEREMN A L2577, Cochran Armitage D ftH [7]
BE ) (HEAKYE T8 5%) 131Th ko iz,

Flo, ROKREEREOHBBEEIZOWNT, BEESREEE GRS ORI TYH
Fisher DM M HR L PIC L 2 I a 1T o 72 (FEAKME : FH5%) .

6.7.10  dEE#
BT OF T oM Z 7T 380, Bt & W LT,
1) Db 1 DOWBYEIRERICEH T D Rk B MBS Etx BRE &
NTHEEANICAH B2 R,
2) LEOBINIIHHENICAEE R EEREERN LN D,
3) HNZEIR L7 BR B R L RE O B | R BRI 5T — ¥ D 95% % BR P
ShCh s,
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7. HEBER

7.1 0 e 18 g 400 1 &8 B

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

PBRIIRINCE S T O A B R OB O AR Z X, T X TOMILET 288 ~
1150 pg/mL O HE THH AR D H v, GiHEITRD b o 7o, MdEEOFEE
TdH 25 RPD ZHE M L7 fE R, R LB YE O FE IS M b & OV foe AL B 1k C 1
71.9 pg/mL LA LD & T, ERFEABE OMRBHE ML TiX 71.9 ~ 575 pg/mL O &
T 50%% A 2 DAMARFMEDGR D D vz, S0%MIAHE S BN e (BERSAE) 1. 5 FEH
RUERE O FEARHHE AL T 54 pg/mL., FLIRF AL ERVE O REHE ML T 68 ng/mL, HfEAL
HYETS52 ug/mL EHH ST,

7.2 ZREAFAEERAR

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

P BRI IR AL D AT H O F R ORI O G A ki, T X TOREEDOTTO
HETRHO N7,

iR OMBIE (TA) X, FREABEE O IERBIEHE(L TIX 60.0, 50.0 KLY
40.0 pg/mL O HET0.7.0.7 L T0.3% T > 7=, 5 I AL E O RHTEME(L TIiE80.0,
70.0 & T 60.0 pg/mL O A& T 0.3,0.0 XN 0.0% T > 7=, @ L F L Tl 50.0,40.0
F 18 30.0 pg/mL OFHETO0.0, 0.0 XT003%Th -7,

B BE (SEUR, poly) OB T, BIIF LB E O JERFHE L TiX 60.0, 50.0
&Y 40.0 pug/mL OFT R TOHET 0.0%THh > 7o, LR E O MREHHEME(L TIX
80.0. 70.0 X 60.0 pg/mL OF X TOHET 0.3% Th -7z, HFLLEETIE 50.0,
40.0 %1 30.0 pg/mL O HET 0.0, 0.3 XN0.3%ThH-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%MEFE A 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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8. EX,

AT I H L DYOIRBEEFEREOEELZRFT D720, FrA=—X+ NLAH
— il SR ARME A (CHL/IU) Z H W7 Y iR B ik B 2 i L 7=,

PR FEHRBROBER, ROEREERTO - SOBETHIX Yy v T2 E E 0
BRRE L AT MO HBLIE (TA H) ROEEE (poly ) OMEBLRIZ, W'
DOMFEIZB N TS, EESHREE & e L TRFFICEBERENER D o T, B
KTHRBEDOMEENE ST — X O 5% MRS OHHNTH o To7od, BELHE LT,

B, TRTOMBIEIZB N T, BESTREREE TR aRBERT 263 oMk kT
EBAEOHBBHEITE 77T — % O I5%MERSMOHBENIZH > 7o, ZHITH LT, B
PEFRRRE CIE, BV BRlE L i+ 5 &0 PAEMEREF IV THREFFIICAEER
%M#M®6htoLtﬁof\ﬁﬁ@ﬁﬂﬁiﬁéntk%26ﬂko

F 7o, AWEBRYE L Ames B (TA98, TA100, TA1535, TA1537. WP2 uvrd)
TREYERES LTS

U EDKERNS, A Y F 7 2 IIARRBREMETICTB N T, JEEEHEERT KORE
REE R 25 L2 &l LT,
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9. ZEXR

1) MHRJEEHEEE (1999)  <WGET>PaERERRT — 24, pp. 15-20, =/ -
TA e v— | KR

2) Siegel S, Castellan NJ. Jr. Nonparametric statistics for the behavioral sciences. 2nd
ed. New York: McGraw-Hill; 1988.

3) Agresti A, Categorical Data Analysis. New Jersey: Wiley InterScience; 2002

4)  (2019): A VAT X OMEE AW D EIRERE LR GREBRE S T-2904) |
ARV —F & —
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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 Isooctane
[Short-term treatment:-S9 mix]
Conc. of Number of cells with structural ch I aberration (%) Number of cells with numerical
Time S9 o ar;ide umber 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 0 0 0 0 1 0 1 151 1 0 1
NC 150 1 0 0 0 0 1 0 1 100 100 150 0 0 0
300 2(0.7) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 301 1(0.3) 0(0.0) 1(0.3)
20.0 Not observed 89 84 Not observed
30.0 Not observed 104 106 Not observed
150 0 0 0 0 0 0 0 0 150 0 0 0
40.0 150 0 1 0 0 0 1 0 1 89 84 150 0 0 0
618 - 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) 300 0(0.0) 0(0.0) 0(0.0)
150 1 0 0 0 0 1 0 1 150 0 0 0
50.0 150 1 0 0 0 0 1 0 1 101 103 150 0 0 0
300 2(0.7) 0(0.0) 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 1 1 0 0 0 2 0 2 150 0 0 0
60.0 150 0 0 0 0 0 0 0 0 24 16 150 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)
70.0 Not observed 0 0 Not observed
150 9 25 0 0 0 34 0 34 150 0 0 0
PC 150 7 27 0 0 0 33 0 33 84 77 150 0 0 0
300 16(5.3) 52(17.3) 0(0.0) 0(0.0) 0(0.0) 67(22.3)* 0(0.0) 67(22.3) 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 (mitomycin C, 0.075 pg/mL)
*ip <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 2 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Isooctane
[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
® (ug/mL) Ob(;:ilvse 4 cb cte csb cse frg  TA(%) ¢ TAGw) O 9 ob(;:ilvse 4 P Oi?l’lls‘“d other  Total (%)
150 0 0 0 0 0 0 0 0 151 1 0 1
NC 150 1 0 0 0 0 1 0 1 100 100 151 1 0 1
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) 302 2(0.7) 0(0.0) 2(0.7)
30.0 Not observed 98 97 Not observed
40.0 Not observed 104 106 Not observed
50.0 Not observed 97 94 Not observed
618+ 150 0 0 0 0 0 0 0 0 150 0 0 0
60.0 150 0 0 0 0 0 0 0 0 98 97 151 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) 301 1(0.3) 0(0.0) 1(0.3)
150 0 0 0 0 0 0 0 0 151 1 0 1
70.0 150 0 0 0 0 0 0 0 0 94 91 150 0 0 0
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) 301 1(0.3) 0(0.0) 1(0.3)
150 0 0 0 0 0 0 0 0 150 0 0 0
80.0 150 0 1 0 0 0 1 0 1 42 30 151 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 6 94 0 0 0 96 0 96 150 0 0 0
PC 150 12 77 0 0 0 82 0 82 46 33 150 0 0 0
300 18(6.0) 171(57.0) 0(0.0) 0(0.0) 0(0.0) 178(59.3)* 0(0.0) 178(59.3) 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 Isooctane
[Continuous treatment:24hr]
Conc. of Number of cells with structural ch I aberration (%) Number of cells with numerical
Time S9 o ar;ide umber of cells with structural chromosomal aberration (% RPD RICC chromosomal aberration (%)
(h) mix Cells N N (%) (%) Cells  Polyploid o
(png/mL) observed ctb cte csb cse frg TA(%) g TAG(%) observed  cells other Total (%)
150 0 1 0 0 0 1 0 1 150 0 0 0
NC 150 0 0 0 0 0 0 0 0 100 100 152 2 0 2
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) 302 2(0.7) 0(0.0) 2(0.7)
20.0 Not observed 94 91 Not observed
150 1 0 0 0 0 1 0 1 151 1 0 1
30.0 150 0 0 0 0 0 0 0 0 98 97 150 0 0 0
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) 301 1(0.3) 0(0.0) 1(0.3)
150 0 0 0 0 0 0 0 0 151 1 0 1
40.0 150 0 0 0 0 0 0 0 0 102 103 150 0 0 0
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) 301 1(0.3) 0(0.0) 1(0.3)
150 0 0 0 0 0 0 0 0 150 0 0 0
50.0 150 0 0 0 0 0 0 0 0 49 36 150 0 0 0
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) 300 0(0.0) 0(0.0) 0(0.0)
60.0 Not observed 0 0 Not observed
70.0 Not observed 0 0 Not observed
150 5 41 0 0 0 44 0 44 150 0 0 0
PC 150 3 35 0 0 0 37 0 37 88 82 150 0 0 0
300 8(2.7) 76(25.3) 0(0.0) 0(0.0) 0(0.0) 81(27.0)* 0(0.0) 81(27.0) 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)

*ip <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
Isooctane
[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 - - - -
8.98 104 0 - - - -
18.0 100 0 - - - -
o 35.9 98 2 - - - -
- | 6-18 § 71.9 0 100 ++ - - -
7 144 09 100 +++ - - -
Bl 288 0¥ 100 . - + +
575 0% 100 ++ - + +
1150 0 100 + - + +
Concentration of 50% cell-growth inhibition : 54 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.
++ : 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.
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 RPD 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
Isooctane
[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 - - - -
8.98 93 7 - - - -
18.0 103 0 - - - -
o 35.9 77 23 - - - -
+ | 6-18 § 71.9 47 53 + ] - -
7 144 09 100 ++ - - -
Bl 288 0¥ 100 . - + +
575 02 100 ++ - + +
1150 93 7 + - + +
Concentration of 50% cell-growth inhibition : 68 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.
++ : 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.
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 RPD was 0 and below.
All calculations were carried out using Excel 2010
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Appendix 1-3
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Isooctane
[Continuous treatment : 24hr]

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 - - - -
8.98 94 6 - - - -
18.0 99 1 - - - -
o 35.9 92 8 - - - -
- | 240 § 71.9 0 100 - - ; ;
7 144 0% 100 TOX - - -
= 288 0® 100 TOX - + +
575 0% 100 -+ - + +
1150 09 100 +++ - + +
Concentration of 50% cell-growth inhibition : 52 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 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.
+++ : 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 RPD 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 Isooctane
[Short-term treatment : -S9 mix]

Chromosomal aberration test

Study type | Treatment and Observation”

S9 | time | Concentration Precipitates/Crystals®

" b) . c)
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2

0 (NO) - - - -
20.0 - - - -
30.0 - - - -
40.0 - - - -
50.0 + - - -
60.0 ++ - - -
70.0 +++ - R N

PC - - - -

C.‘“
o
Test article

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.
¢) - :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 Isooctane
[Short-term treatment : +S9 mix]

T-G401

Chromosomal aberration test

Study type | Treatment and Observation”
S9 | time | Concentration Condii eeells” | Color of medium® Precipitates/Crystalsd)
mix | (hr) (ng/mL) ondition of cells olor of medium D )
0 (NO) 3 - - -
30.0 : - - -
< [ 40.0 - - - -
£ 500 - N - -
TR S [Teoo - - - :
= [_70.0 + - - -
80.0 T 5 - -
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 Isooctane
[Continuous treatment : 24hr]

Chromosomal aberration test

Study type | Treatment and Observation”

S9 | time | Concentration Precipitates/Crystals®

" b) . c)
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2

0 (NO) - - - -
20.0 - - - -
30.0 - - - -
40.0 - - - -
50.0 + - - -
60.0 ++ - - -
70.0 +++ - R N

PC - - - -

- | 240

Test article

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.
+++ : 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.
¢) - :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 Isooctane

[Short-term treatment : -S9 mix]

Study type
- Treatment zimd Cell counts ¥ Cell counts ®
S9 | time | Concentration . ’ PD RICC
mix | (hr) (pg/mL) (x10” cells/mL) (x10" cells/mL)
0 (NC) 59 1.30 100
8.98 61 1.35 106
18.0 59 1.30 100
2 [7359 58 127 97
- e8] g [719 24 14 -0.78 00
7 144 0 C) Od)
e | 288 0 5 7
575 10 -1.26 o0
1150 10 -1.26 oD
[Short-term treatment : +S9 mix]
Study type
- Treatment z'md Cell counts ¥ Cell counts *
S9 | time | Concentration . ’ PD RICC
mix | (hr) (ng/mL) (¥10" cells/mL) (x10" cells/mL)
0 NO) 67 148 100
8.98 62 137 88
18.0 69 1.52 105
2 [7359 53 1.14 67
+ e8] £ [719 24 39 0.70 35
2 144 4 -2.58 09
e | 288 0 5 7
575 11 113 00
1150 62 137 83
[Continuous treatment : 24hr]
Study type
- Treatment zimd Cell counts ¥ Cell counts *
S9 | time | Concentration . ’ PD RICC
mix | (hr) (ug/mL) (¥10" cells/mL) (x10" cells/mL)
0 (NC) 66 1.46 100
8.98 62 1.37 90
18.0 65 1.44 93
2 [7359 61 135 88
- |20 g [ 719 24 0 B) o
7 144 0 C) Od)
e | 288 0 5 7
575 0 5 o
1150 11 113 oD

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 Isooctane

[Short-term treatment : -S9 mix]

Study type
Treatment and Cell counts ® Cell counts ?

9 | 4 Concentration PD RICC
nslix (lgf (ng/mL) (x10* cells/mL) | (x10* cells/mL)

0 (NC) 50 1.40 100

20.0 45 1.24 84

< [ 30.0 52 1.45 106

£ [40.0 45 1.24 84

- &8 S 00 19 51 1.42 103
S [ 60.0 24 0.34 16

70.0 3 -2.66 09

PC 43 1.18 77

[Short-term treatment : +S9 mix]

Study type | Treatment and

a) b)
S9 | time | Concentration (Cleoli co;lln;s L) (Cleéi co;lln;s L) PD RICC
. X cells/m X cells/m
mix | (hr) (ng/mL)
0(NC) 52 1.45 100
30.0 51 1.42 97
< [ 40.0 54 1.51 106
€ [ 500 50 1.40 94
T8 E Te0o 19 51 1.42 97
& [ 700 49 1.37 91
80.0 29 0.61 30
PC 30 0.66 33

[Continuous treatment : 24hr]

Study type
Treatment and Cell counts ® Cell counts ®

9 | 4 Concentration PD RICC
nslix (lflrrl; (ng/mL) (x10* cells/mL) | (x10* cells/mL)

0 (NO) ) 145 100

[ 200 49 1.37 91

2 [300 51 1.42 97

£ [ 40.0 33 1.48 103

“ 120 £ o0 19 31 0.71 36
S [760.0 13 20.55 00

70.0 2 -3.25 09

PC 46 128 82

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 star?’
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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