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3. HAEBRIEHME
3.1 AmERES
T-G701

3.2 AER T
2—AFNAFH L Fr A =—X s NAAX—IEFMBEZ D in vitro Yok
LTN

3.3 HEBRE®M
F A =— X« NK AL — [l O B3 (CHL/AIU) %AW T, 2 —AF
S F A DR R R R R A 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 BEHABRIAI T4
o THHUEFEMEE IR LB O FiEIZ o0 T
(CERR 23 4 3 H 31 BT EEAS 0331 4 7 5EAF@E ERELFE, Fk
23-03 - 29 R 5 SRR EREEREEE K. RIREFEE 110331009 5B 5
BERGREBCOR R R#EA ) (B diE - FR 3043 A 29 A)
. [OECD Guidelines for Testing of Chemicals 473: In Vitro Mammalian

Chromosomal Aberration Test]|

(2016 427 H 29 H)
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4. EH
2= AFAANFH L DY R REFIRIEERAT B0, F oA ==X« ALRH
— B RARAE S AN (CHL/IU) A FA > 7 e 6 B 3 B A 20 L7,

PR FHRBROHEEZRET 5729.1010 pg/mL(10 mMAAAY) 2 KEmHEL L,
DLFAL 2 ChRUZZE S HEZRE L., MAHEEMEIRREZ T 72, ZOREE, M
HEAE P S (100-RPD) &, 7 IRe AL BR 1% o0 FE AT 1 b B OV foe AL B K C i
63.1 pg/mL LA Lo & T, FEREALHEEORBITE M T 126 pg/mL UL EOHET
50%Lh E&2 R LT, 50% Mg S ANl 2 (ICso) (3. FLRFRIALERE O FERFE ML T
% 42.4 pg/mL ., 57 KE A AL B L o RIS MEfE T 66.8 pg/mL, a8 AL Bk T3
483 pg/mL EHEHE /-, LLEORER LD Yk BB o B &I, RO
O FEHHEMEAL K OV AL ER V5 Tl 70.0 pg/mL Z i AR E UL L F4210.0 pg/mL
TR U7 7 &%, FRFABEEORBHEME/ TIX 100 pg/mL R EmHAEE L, LT
72100 pg/mL TW U= 8 HHEZRE LT,

Yeto (R BLEBUBR Tk, AIRRBYAEINEI RS S5 5% e R LB EREHEL L, A
IRF P AL 2 7 0 FEARGETE M S OVEL e AL B 15 T X 60.0, 50.0 T 40.0 pg/mL @ 3 H &
Zo | IR AVERE O AREHE YEL T i 90.0, 80.0, 70.0 & X 60.0 pg/mL ® 4 &% #l
LB LT, TOME, JAREERT (TA) KOEWEE (F7 50 & OB NG5 N
fa) O HBBEE T DT OMEIEICES W T H RN R L OB THEZIIA LN
Mol

BB, TNTORBIET, BRSO LEZ N2 Lo, sUBRITE I i S
rmEEZbNT,

EDFERNS 2 = AFAA~FHh A3 @ ERBE BRI T I T, Rk
R M ORI RE 2% Ly (Batk) SR L7,
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5. &
2 —AFNAFH U DF ¥ A =— X« A AZ i B ERMEF M (CHL/IU) % H
WA YK BB A EMR LD T, TOREELWMET 5,

6. FHERMH
6.1 HRYMERUVEEXEME (FHF)
6.1.1 RERME

LT OIF#ITIE GLP CTHEfi S Lz RICHES <, k. DMSO XU'7 & kv~
DIRFRME R QCEBE R TOREMIIMRSER Y Vb —F v o ¥ — CTHEME L - imfigek R
BROFERICL D,

Mg I
ZaRi 2 = AFNA~FH
G4 : 2-Methylhexane

GlEs : Isoheptane

CAS & & : 591-76-4

A RERE S D (2)-7 (b5RIE)

A ACOCEoR M C

etV : CsHis

nFE :100.21

2y &S : -

AF i : 25 mL (T-3837 L 3tH)

i : 99.3%

AW D 4 R B OV B

N

A : 90°C

B AR KR : 220°C

R : 5.3 kPa/14.9°C

HIRIZ R B PR A B R AR

2 ENE YRS TICB W TR E

it FHHI TR NG

Ve i ) R N7
CAFILANLEF Y R (DMSO) : 101 mg/mL TR
7t b ;101 mg/mL TR

B COREMN ¢ DMSO, 7 by BE T ADRAE O STEN 727

10
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-7z

PR A7 D ST (RFAME @ 1°C~15°C, EPUEILFAFAFEMEANTH
o72) - Bk

PRAF 5 AT D BRI E R AT E

B EOEE DO ER YR BRI D W T TTAT O, @Bl e R

HEHEERT D, Bh. b, RELA2VWE ) ICEE
L., BREVIZABSERY, B bk, Bk, miRgz
EDEKFENOESITH I L M HESTEEZIT,
A IEBIIBEEL A2 D D B W IT T 8 & K KR
Do

HEFHE: CENREEBHRATHRVE Y, BT Y —
ARREATHEAICE, B, RTEREHW 5
LEBARERFE . K, wkiwﬁﬁt®§%%ﬁ

75,

PRA7 R D BB 1 g RFRELE LR Lz, REERNT
Ames A B GRBRE 5 : T-3837) tdkme L7,

R4 D ALEE D B OERITIETCHREREL,

6.1.2 EHXEYE (GAtE)

4 FR s el NV

CAS &5 : 67-64-1

ik o AR R

A =T — BT AV AT SRR A A

ny & : KCL1931

R AF A c =R

TR AT BT L S

SR ORI D BEBRWE OSBRI TH O | RYE, REEL, WEVLER

WoHNRD o T, in vitro DEEEERBRICAS HWS
NTRY, HET—ZNEBETHDLHZ ENLBIRLE,

6.2 #HERRDHE
AR I, SR BRI AT S OB AT T T S L 72

6.2.1 0 e 15 Big 400 1 5t B
6.2.1.1 SRR AL

2mL DAAT T A THWRWE 0.2020 g #FFE L., HMEORE 2N CTAEMSE
EOLEICIRBEZMAZ T2mL & U, fEHEE GERREE 101 mg/mL) Z 8 L
oo Tihvhk, WL CEBERICAHR (A 2) LT, 50.5, 25.3, 12.6, 6.31, 3.16, 1.58

11
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KOV0.789 mg/mLik L L, FF8IEZFAKM L, ZoRoHE (HRZZREE) o
WTIEH 7.2.1 HBHR,

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 (ZHERYWE 0.1000 g 2 FF & L, B ORE 422 TAf S
OB EICEEAMZ T 10mL & L, fem H &R GRRIEE © 10.0 mg/mL) Z 7%
Lz, 2Tk, W CEEMARL T, 9.00, 8.00, 7.00, 6.00, 5.00, 4.00, 3.00, 2.00
KON 1.00 mg/mL K & L, 5T 10 JREE 2 GRS U 7o, S IRp R AL B 1% oD FE AUETE PR 1L J OV
foe AL PR % T UL 7.00~1.00 mg/mL K A . L RF [ AL B IE o REIE Mk T
10.0~3.00 mg/mL g Z#EH L7z, Z 0RO HE Gl ZRERE) 2oV TIEH 7.2.2 11
Z .

6.2.2.2 RREE
PRI T8 L, AR 1 R DANICE S L7,

6.3 [aEXEYME

UTFO2o0{bEmER T, Zi b OB W E X H A K7 A > (OECD TG473)
THESES I, invitro KRR FHHABRICES RSN TEY, £, HRT -4 0EE
ThHHIENLBRLT,

6.3.1 G BYE 1
1) ~A F~ATr (RETEMEAEL)

E2x i : Mitomycin C (B&#r : MMC)
CAS &= : 50-07-7

A =T — BT AV AT IR A A
ny NEE . WTH2468

R AF A C AT

TR AT 55 BT D RE AR e AR

2)  MMC V& O
FRFICFRR L 72,
MMC 1.0 mg ZE LB ICHFIR L, AR AEREK (BARERY, MEtt kG
FITH 1oy FES K2E92) 2 mL M CIHEM L., 0.5 mg/mLiRKE Lz, =
DR Z E R R CHEIZ 200 5 AR L T 2.5 pg/mL K & L7,

12
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3) MMC ®H &

FEERFRALER S (UBHEMELEE L) T 0.075 pg/mL, G ALERYE T 0.050 pg/mL &
L7,

6.3.2 BT RYE 2
1) vru742773F (REHEHALAED)

Z2yi : Cyclophosphamide monohydrate (H§F: : CP)
CAS &= : 6055-19-2

K& c AEMFER (97%LL 1)

A =T — DB T AV AFOEHRER A

2y &S : SKE6784

A S Do,

(EXE= 00 DR ER M AR A

2) CPIFKDOFE
HRFIZFHE L 7,
CP 14.0 mg ZEILFIZHB Lz, ZHICABABER (BARERG, At KE
T v FEHB K2E92) % 20 mL Ml x TiAEME L. 0.70 mg/mL AR % 775
L7,

3) CPDOMH&
FIRFMALER VS (REHEME(LSR) T 14 pg/mL & L7z,

6.4 HEBERRUZTOERER

MR CHEH T 2 MBERIZ T A K74 (OECD TG473) THELEI TV DM D
—D2THY | invitro EERFHARICLESEHEINTEBY, TnT —FDEETHD
ZEMBER LT,

6.4.1 0 A BE

e 4 DT v A == X NN AKX — i RO R HESE
(CHL/1U)

fit 45 . I
I

gy NEE . T

ANFH : 2020412 H 9 H

WU S LR EFE (-196°C)

K ME R & D MO ENER (Vv — VIEmICES LR O RE

ZETDH) . MBGENEER 15~20 FEFRILLAN (9@@Uﬁ5,
18.9 BEfE]) | Yu@ REe A 25 AR 70%LL b, Yuf
REERERNS%RMBTHY, v~ 37T X~ DiEYL

13
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HREARE oD k3K

6.5
6.5.1 S9 mix
1) S9

g

A= —

P it

2y NES

FH >k
YA

5 O AL
BiER
it T R

W -
PR E

(E e s
A5 T

) Ty U H—
4R
Ay —
N &
2y b

ik ST FR

RAF 2RI
A5 P

3)  S9 mix O FHE Ik

WIRNWZ ERHERR ST b DA Wi,

o P R OD SR AR A RH L e G R ) B T 6 HEIRL G

AR R T 14 T o772 GFE#PH : 3~30 fk
) .

: S-9

D AV o VEER T RS

: 2mL/ 3o T )L

: 22093007 Rl s E NI FABR) . 22102108 (Yo {5

R

. SDRMET v b, A&

T = )NV E X —L(PB) L TN5,6-_2 Y 7 TR (BF)

: PB: 4 HRIMEFENE S (30, 60, 60 KT 60 mg/kg)

BF : PB# 53 H HICHEIEEANE G (80 mg/kg)

: 20229 H30H (m2v &S ;22093007)

2022410 A 21 H (2w F&EH;22102108)

D 202343 H29H (1= FES 5 22093007)

20234 H20H (= F&ES ;22102108)

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

219.6 £10.7 g (7 v &5 ;22102108)

© W (=70°C LLF)
D BRI R =

. Cofactor C

AV HOVERRE T KRS

: 4.7 mL//NA TV

: C22092807 (HEAuHEFEANHIFER) | C22101908 (Yefafk

S AER)

D 202343 H27H (uy &R C22092807)

202344 H 18 H (mry &R ; C22101908)

© W (=70°C LLF)
D BRI R R ==

AR L 7=, SO aT7r 7 Z—%2: 4.7 OELE (K 1347 )L) TEEHMIZ

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

bRl =aF v T7IRT7T=Y X7 LAF KU U (NADP)
: 4 pmol

HEPES #% @ (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.
2y b 2471439 (Rl 34 5 B0 ) SRR M O e g (R B B RUER )
2402160 (Y4 5 5 3l B)
P A7 e o W (=20°CBAT)
U475 AT DA e AR =
2) Minimum Essential Medium (MEM)
A —J]— : Thermo Fisher Scientific Inc.
my b EE D 2444918 (MR A sl i) | 2508904 (e (R H
AER)
DA S R
DR A7- 5 AT D EEARERIE

7. REBRAE
AU E OB 2 LU ISR,
IR ALERYE  (REHSE L L)
: S9 mix FEFIE T CHERWE /xR E 6 REfi s, = o
#% 10%BS-MEM E;# {8 C 18 Bk ([nl{E 5 4%)
B ALERYE (REHEEEA V)
: S9 mix F(E T CHERWE /xR W'HE 6 REf LB, = D%
10%BS-MEM K25 T 18 Biks % (011 5 #%)
AL R (AR R e L)
: S9 mix JETEAE T CHEBR YL/ kR BT 24 W5 [ 4L 2R

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 FAEDRE

7.2.1 B Heo 15 B8 410 1l 58 BR

FRFVEIZ BT 2 M ELZRET 5 B AT M7/ e 8 780 i S O SRk isnic
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) |

EMEZ, A RT 4y UDREUEFEF IR LB O FIEIZ OV T IS0
T 1010 pg/mL (10 mM F824) & L7z, LAF. 24k 2 TERL T 505, 253, 126, 63.1,
31.6, 15.8 XUV 7.89 pg/mL # &\, i 8 HEAZ FLBEICRE LT,

BB E VBRI N 2, A AVERVE \Z PR MR R R & 55 1 72,

7.2.2 ZEAREEHAR

e B8 G 4 i FXBR ( F6 1 S M I Y S AT A =R (100 —RPD) (3, s AL PR 15 D S
TEVEAE B O A AL PR 15 T i 63.1 pg/mL L E oo &, FRERAAEE O RBHEE T
1% 126 pg/mL LA EOH 8T 50%LL EZR Uiz, S0%AAaE sl (ICso) 1%, 4
Iy A AL B 9 oo JE QR TS MR AL T U 42.4 pg/mL ., AL PR V5 o R TR (L TR
66.8 pg/mL, HH AL TIZ 483 pg/mL EHH SN2, £72, WTHOLEIETE,
253 pg/mL UL EOHETIHERNRBO bz, LEORRI Y, JEARERKBRONE
TFROBYFE LT,

F o, BB ALBREE IS0 % T A AUBRVE T B o FREE K OVBG 1 Sk FRAE & 5% 1 72

AL ER i HREE (ug/mL)
50 IR ] AL B 7
FEMRBHE L LD 70.0. 60.0, 50.0. 40.0, 30.0. 20.0 %X 10.0
35 for AL R 7k
50 IR ] AL B 7 .
P b (L 100, 90.0. 80.0. 70.0. 60.0., 50.0. 40.0 &} 30.0

7.3 BERBHRUEESN

1) HBEARHK
BRI yRBEFR AT T ATy 78T L —F (EEZ60mm > ¥ —L1) N
7
A 28 508 4 ) FBR TR A RE 1 SR Y (single culture : B 38 #& 1 Wr oD il 3% BE I E ) |

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) (0.975 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 RWT, 7L — % 0.25% trypsin THLEE L CHIfE A B0 L, M ERFHHA % 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=,

17
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log (H53&#& T W QML e + ALBEBE 4G BF o M0 e 2

PD = log 2
(X1
o (R BB IC 1T % PD) y
RPD (%) = (K V5 R EE\= 55 1 5 PD) 100
(2]
9) RPD 75 @5 Id = (=100-RPD) #H i L7-, AMAEHEAEEDH 2% 50%L0L
ODRHENALNTZT20, 50% %k 2 SOEBRNS ., ICso ZHH L,
7.4.2 ZEAKEEHAR
1) FHTA41HED 1) ~2) LR UHRIEEZIT- 7 UHEBRMAEEOMAEENE 2 &) .
2) TRICW-S T, HREEZREL., BEERE, #BRIE XIGEREK., H 250k
SO mix ZIRA L., FAEEECR I DAEERIK E L,
e 4 I ] 4 B e
IR REEIEEEL | RaEFELA TR
S e A e L 0.050 mL 0.883 mL 0.050 mL
S i bR A (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix AN & 0.833 mL
(S9 B H AR E) (1.074 mg/mL)
B P ek BRI S 1
B R T 0.050 mL 0.050 mL 0.050 mL
B%T‘&Lﬁﬁfm MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
N
Bl FRAEE T D BE R TR IR < B
3) HBTA4THD 4)~5) LRI UERELIT-o T2 % M OV IRFALEETE T 6 IRF[H
Btk ORI E Ml 0Bl 2 5 Te)
727120, FEE2MOYPROERIERERA 7 L — MIOWTIE, BEEKT O/ 2 B
AiCateI N (F ALY 8RR, 10 pg/mL) % 0.1 mL N x 7=,
4) BEERETH., SEEH2KORAEKIERERHA T L — MZoWT, LFOFIET
P RIEAREERI L7, POBRERET T L — S0 2 M ERLL 7=,
0.25% trypsin ZLERFL IZHIAN Z (B0 L. 0.075 M ikl U w7 AVEIR T 15 0 K
BRALEE U724, v THEIER (A F T Iva—)V/EEEE, 3/1, viv) THEE L7,
EELZMAE 2T A4 RATRATKICOZX2M@ATICETL, B L-Z0bX LY
TRCYefs, L CYea AR L LTz,
5) FHOKEVO1IKOTL—F IREBEHMEHZV— ) ZH0WTHEY O F &

Ko OV D 4R 18 2 e 22

Ko OHl R 8 B A il = 2 B L 7
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7.5  HESHCHETST-ZOXRT
MAEE L, RPD KON B AE ANl R 13, DU4E TS X 0 B RoR, PD 3 U4E A
SRV B 2R TRAR LTz, £72, ICso IAE T 3T TRAR LT,

7.6 R2EFRERODHE
7.6.1 HEFIE

Yen RN B BB L, Y ffkE— REE2 Oty ha X T &8 A7 4200 #1580 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%
ITERIEICLDIT o7,

B P Sk FERE S OV B I Sk FRBE 142 CBLER U 7o, B BR A BT ALBRAE 1. 500 e 18 0l 10 1) 26 203
55+ 5% R LI-HEZREHEE L 3 HEXIZ 4 HE, T42b0, ERFMAREE
D FEACHE ML e QNE AL BRVE TIE 60.0, 50.0 & T8 40.0 pg/mL, £ ALEEVE DR
HHEPEL TIL 90.0, 80.0. 70.0 X TN 60.0 pg/mL Z8IZE LT,

7.6.2 Z2EEAEEDHE
CRER N N i’l‘%Lﬁ% EHAEFICRAI L, MEREIIEICUTOLICESR -
B LT, 72 d M IONTIE.Fv v 7230546 (TAG) L& ERWVWIEEA (TA)
Cﬁ:}\ﬁf%ﬁ‘bﬁo
1) R
X¥rvv7 (g) DY R (ctg) M OV R R (esg)IZ BT DX v v T L
RGeS R D[RR I Ge @ R OB LU T T B 72 3
et NFEO LN D H D
Yett Sy (KB EN T (ctb) @ WT A Y RO EHEHRE E2r ST Tnd b oKD
FEG IR N YL A R D R HI2d > TH  FEGL A
MO IDYGEESEOIEL EIZE A TS b D
Yefo Sy KR ZZ Hi(cte) @ 2 »ATUL ECAUZUIMIAMHAEICHEAT2REE TH
D, B RN AR & Qe R AU S BT E D, U U
WA, BRI EDnH 5
Gea ARG (csb) 0 A FEIT otb ICHET S, FEYL A TRAL 23 Y e R oD [Rldih AR 1 72>
DI TN TEBYVEIFENREDO LN ND O K OIELRE
ERAL YR D[R AR L2 > TH  FERBEM O R S
DY IRDMELL FIZEWS O
Y RS M (cse) @ YRARINAQHR & e R ASHIZ A T X 5, BRI G,
Bk, BIREARRENDH D
Z O i (other) Wi b(fre) e EN D D
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2)  BAIEH
Qe (BB, £ OMIARARKEF > TV D EAOE (CfEEK) LERD . FinLk
b GREE, 45ERLE)
[ Qs D B (polyploid cell)
BN OMAE (cells with endoreduplicated

chromosomes)

7.7 HRET AR AT

TNENOUEET L2, Fx v 752G ERVWESE (TA) OYRaEBERT 26T
LM BE OFRSBE . B R 2T S M (MR R OB NG IR o &G3) ok
BEHEEIZ DWW T, LR OREFHIENT 24T o 72, Rk IREE & g5 B AL BLRERR] C Fisher @
BEEME RGBT L D xftble (HEAKYE £ 0.05. A 2fT-o7=, W OWREET
bR ) ALVE R IS B R B INE A B e o T2 7= Cochran Armitage O H 6] &
(BEAKYE :0.05, FHD IXEM L2272,

Fo, PEEEEGERFICONTIX, BBMEXIREE & B REE & O T Fisher D E
Pefe B BRI K A xbbil (A EKYE  0.05, F ) 24772,

WTNORE SN2 R THEIZ DN TORFHE L7,

7.8 BRI E %
UUTICRTETOREELZ - LIZHE. BBk s 45,
1) Bl HENIHEDL EHDZ &
2) [EVEXFRREEIC T D R RE O MEBLEN | B REEY T — % D 95%% Hd
PHIN (Mean = 1.96 SD) TH D Z &
3)  BEPEXFFREEIC IS T D Yeta (SR B o MBS Y . FRPE R IREE & e TR E A b
mzEmR4Z &
4) W (B8 BEICHEISRBO RN &

7.9 HROHEEE
UTORTOEELZRIZTHE, SRWE TR ARG R TR EFH e L
G35 (BB LHET D,
) D eb 1 >OWRWHERERICH Y 2 Q@R RE MBS BV IR &
HARTHERMEMZ =T
2)  LFEOHIIZIE Cochran Armitage DR E THERHEKFEL AN D
3) HEINZOR UM R FERE O HBLR S| B IREE 57 — Z O 95% % BRI
HTh b

7 10 n,L,\n-t%ﬁ
el BRI L 72 o 72,
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8. HER#HR
8.1 0 e 15 g 400 1 &8 B
it 8 % Appendix 1~3, Appendix 7 2/~ L7,
1) EREOGHE
T RTONEETEREILA DR T,
2) kB
T RTCOUEE T, 253 pg/mL UL EOH & TWENRD biviz,
3) AR EME
A e S 0T A R0 R IR R AL PR v oD FEAREE MEAb S OV fgE AL B VA T U 63.1 pg/mL
PL B oo & T, FRER LB L O AREHEPE L Tid 126 pg/mL 2L EDO H & T 50%L0 E
Zos LT, ICso X, FLIRE LR O IEARENE ML TlX 42.4 pg/mL., FRFRATALEE 1%
OARHHE AL TlX 66.8 ng/mL, HHALEEYE TIE 48.3 ng/mL & H vl

8.2 Z2EAEEHR
#t Bt % Table 1~3, Appendix 4~6 } ¥ Appendix 8 {2/~ L7z,
1) EREOGHE
TR TONEETEREILA DR ST,
2) Tk
TN T OMEETIREII A Do T,
3) Ak EME
A G Z0E T A 8 0 R ] AL B U D FEARGHTE PR Al K OVELfgE AL BRI C U 60.0 pg/mL
PLEo R & T, FFRFFAEE O RBHE ML T 90.0 pg/mL L EDOH & T 50%LL
E&ERLT,
4)  BLEERER
PR EIE R E (TA) O MBUBEE X, B ML O IERFBHEE(E T 60.0,
50.0 &7 40.0 pg/mL O & T 1.1 MO 3, 48 R AL ELVE o S ML TIX 90.0,
80.0, 70.0 &} 60.0 pg/mL O FHE T4, 1, 3 KO 1, #LHEETIE 60.0, 50.0
K400 pg/mLOHET 1, 2KV 2THY | *IST DEEEXTREEE OMICHE
XA BRI o T,
B FE (S ErE M J O NI L O A FF) O HEBBEE 1T, ERE AL O
FERBTE ML TIL 60.0, 50.0 %2 TX40.0 pg/mL OFAET 3, 2 FOV 1, 4R ALHL
5O REHE ML TI% 90.0, 80.0, 70.0 2T 60.0 pg/mL O FHET 1, 1, 1 L1,
HLGEALER VS TIE 60.0, 50.0 X0 40.0 ug/mL DR T3, 1 LR 2THY | ®IEd
Dkt B & ORICA B AZITA LR o T,

8.3 HER DRI
TRCOMBET, 7T8HOKEKEL - Lz, RBIZEMICEmBEINT-LEZD
7.
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9. £,
2~ AFNAFTV L ORGERREFREEZRANTIED, FrA=—RK - NLRH
— i R SRR AESE AN (CHL/IU) % F U 72 Yefa R B 3B % 9206 L 7=,

Yuto (K B RBR ClX. MRS INHI RN 55+ 5% a2 R LE-ABaRkmAEL L, A
B AL B V2 0 FEAR TS MR AL M OV e AL B VA TUE 60.0, 50.0 & TN 40.0 pg/mL @ 3 &
Z | EIRE [ AVERVE O ARGHE MEE T 90.0, 80.0, 70.0 &Y 60.0 pg/mL D 4 &% #l
LB LT, TO/ME, LAKEERE (TA) KOEBAYRE (FFEM M & O NI
fa) OHBBEE IO T ONEEICB W CH MR L OB AR XA LA
Mmooz,

10. #E5:m

2 = ATFNAFTH B REARRTERBREME TICBW T, oG R & ORI 5%
ez Ly (&) Lim L,
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Attachment 1

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

Negative control Positive control

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

. . Poly TA . . Poly TA
T T

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

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

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

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

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

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

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

Poly : polyploid cells and endoreduplication cells
TA : total number of cells with aberrations excluding gaps
UCL : 95% control limits(upper control limit)
LCL : 95% control limits(lower control limit When calculated value was less than 0, LCL value was regarded as 0%)
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Table 1 2-Methylhexane: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G701

Number of cells with numerical

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

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

40.0 2 150 0 0 0 0 0 0 1 1 85 2 151 1 0 1
Total 300 1(0.3) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 1(0.3) 4(1.3) 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

6 - 50.0 2 150 0 0 0 0 0 0 1 1 89 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 302 2(0.7) 0(0.0) 2(0.7)

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

60.0 2 150 0 0 0 0 0 0 0 0 48 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 303 3(1.0) 0(0.0) 3(1.0)

1 150 5 24 0 0 0 29 0 29 1 150 0 0 0

PC 2 150 7 17 0 0 0 24 0 24 61 2 150 0 0 0
Total 300 12(4.0) 41(13.7)  0(0.0) 0(0.0) 0(0.0)  53*%(17.7) 0(0.0) 53(17.7) Total 300 0(0.0) 0(0.0) 0(0.0)

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

NC: Negative control (acetone)

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

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

T-G701

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 1 0 0 0 0 1 0 1 1 150 0 0 0
NC 2 150 0 2 0 0 0 2 0 2 100 2 151 1 0 1
Total 300 1(0.3) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 1 0 0 0 1 0 1 1 151 1 0 1
60.0 2 150 0 0 0 0 0 1 1 82 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 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 1 2 1 151 1 0 1
70.0 2 150 2 0 0 0 2 2 70 2 150 0 0 0
6 + Total 300 1(0.3) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 1(0.3) 4(1.3) 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
80.0 2 150 0 1 0 0 0 1 1 2 56 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 1(0.3) 2(0.7) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 3 0 0 0 3 0 3 1 151 1 0 1
90.0 2 150 1 0 0 0 0 1 0 1 40 2 150 0 0 0
Total 300 1(0.3) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 0(0.0) 4(1.3) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 7 52 0 0 0 59 1 60 1 150 0 0 0
PC 2 150 9 62 0 0 0 71 0 71 44 2 150 0 0 0
Total 300 16(5.3) 114(38.0) 0(0.0) 0(0.0) 0(0.0) 130%(43.3) 1(0.3) 131(43.7) Total 300 0(0.0) 0(0.0) 0(0.0)

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

NC: Negative control (acetone)

PC: Positive control (CP; cyclophosphamide monohydrate, 14 pg/mL)
RPD: Relative population doubling
*: p <0.05 (significantly different from the negative control group by Fisher’s exact test)
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Table 3 2-Methylhexane: In vitro chromosomal aberration test in cultured Chinese hamster cells

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

T-G701

Number of cells with numerical

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

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

NC 2 150 1 1 0 0 0 2 1 3 100 2 151 1 0 1
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 301 1(0.3) 0(0.0) 1(0.3)

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

40.0 2 150 0 0 0 0 0 0 0 0 96 2 151 1 0 1
Total 300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 302 2(0.7) 0(0.0) 2(0.7)

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

24 - 50.0 2 150 0 2 0 0 0 2 0 2 88 2 151 1 0 1
Total 300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 301 1(0.3) 0(0.0) 1(0.3)

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

60.0 2 150 0 0 0 0 0 0 1 1 43 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 303 3(1.0) 0(0.0) 3(1.0)

1 150 7 23 0 0 0 30 0 30 1 150 0 0 0

PC 2 150 3 12 0 0 0 15 0 15 64 2 150 0 0 0
Total 300 10(3.3) 35(11.7)  0(0.0) 0(0.0) 0(0.0) 45*%(15.0) 0(0.0) 45(15.0) Total 300 0(0.0) 0(0.0) 0(0.0)

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

NC: Negative control (acetone)

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

RPD: Relative population doubling
*: p <0.05 (significantly different from the negative control group by Fisher’s exact test)
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Appendix 1 2-Methylhexane: /n 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 ¢

59 | Treatment 0?:;1 Hfi)lon R(P; 2) inhibitiog Cotor® Precipitates ©

mix | () rate (%) " [T y | 2) 3)

0 (NC) 100 0 - - - - - -

7.89 95 5 - - - - - -

15.8 97 3 - - - - - -

31.6 87 13 - - - - - -

- 6 g 63.1 221 121 ++ ++ - - - -

E 126 h) h) TOX TOX - - - -

253 h) h) ++ TOX - + + -

505 h) h) +++ TOX - + + -

1010 -29 129 + ++ - + + -

Concentration of 50% cell-growth inhibition : 42.4 pg/mL

NC : Negative control (acetone)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 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) -

+
++:
++:
TOX:
f) -

g -
-

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.

There existed few cells attached to the plate and almost all cells were detached and/or dead.

No color changes

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 2-Methylhexane: 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 - - - - - -
7.89 89 11 - - - - - -
15.8 93 7 - - - - - -
31.6 84 16 - - - - - -
2
Q
+ 6 -g 63.1 70 30 - + - - - -
z 126 -268 368 +++ TOX - - - -
~
253 h) h) +++ TOX - + + -
505 -162 262 +++ +++ - + + -
1010 43 57 + + - + + -

Concentration of 50% cell-growth inhibition : 66.8 ng/mL

NC : Negative control (acetone)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
+++: 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 3 2-Methylhexane: /n vitro chromosomal aberration test in cultured Chinese hamster cells

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

Study type ‘ , | cell-growtn Condition of culture medium ¢
Concentration | RPD inhibiti .. c.e) s g)
S9 | Treatment mhibrtion | Condition of cells Precipitates
(ng/mL) (%) o/ b Color?
mix (h) rate (%) 1 2)
0 (NC) 100 0 - - - -
7.89 97 3 - - - -
15.8 92 8 - - - -
31.6 86 14 - - - -
o
- 24 & 63.1 18 82 ++ - - -
<
E 126 h) h) TOX - - -
253 h) h) TOX - + +
505 h) h) TOX - + +
1010 -31 131 ++ - + +

Concentration of 50% cell-growth inhibition : 48.3 pg/mL

NC : Negative control (acetone)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
++: Approximately half of 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  2-Methylhexane: In vitro chromosomal aberration test in cultured Chinese hamster cells

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

. .o d)
Study type . ) Cell-growth Condition of cells®® Condition of culture medium
S Concentration [ RPD inhibition Precipitates )
9 | Treatment | (ug/mL) ) | fate (%) Color”
mix (h) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
10.0 98 2 - - - - - -
20.0 103 -3 - - - - - -
L 30.0 89 11 - - - - - -
.8
- 6 5 | 400 85 15 - - - - . -
= | 500 89 11 + - - - - -
60.0 48 52 + + - - - -
70.0 18 82 ++ + - - - -
PC 61 39 - - - - - -

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

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

Study type . Cell-growth N 0o Condition of culture medium ¢
Concentration | RPD® | - hibiti Condition of cells — .
S9 | Treatment (ng/mL) %) mhibl 103 N Precipitates
: h rate (%) Color
mix | (h) 1) 2) 1) 2) 3
0 (NC) 100 0 - - - - - -
30.0 90 10 - - - - - -
40.0 100 0 - - - - - -
50.0 85 15 - - - - - -
i)
£ | 60.0 82 18 - - - - - .
+ 6 £l
z 70.0 70 30 + + - - - -
F
80.0 56 44 + + - - - -
90.0 40 60 + + - - - -
100 0 100 ++ ++ - - - -
PC 44 56 - - - - - -

NC : Negative control (acetone)
PC : Positive control (Cyclophosphamide monohydrate: 14 png/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
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Appendix 6  2-Methylhexane: 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
. (ng/mL) (%) AR Color?
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
10.0 90 10 - - - -
20.0 88 12 - - - -
L 30.0 85 15 - - - -
.8
- 24 5 | 400 9% 4 - - - -
= | 500 88 12 + ; - -
60.0 43 57 + - - -
70.0 0 100 ++ - - -
PC 64 36 - - - -

NC : Negative control (acetone)
PC : Positive control (Mitomycin C: 0.050 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
c¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
: No color changes
g) -: No precipitates
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2-Methylhexane: In 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 (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 43 143
789 41 1.36
158 42 1.39
o | 316 38 1.25
- 6 2| 631 16 13 -0.30
<
7 126 a)
= 253 0 a)
505 0 a)
1010 12 -0.42
[Short-term treatment: +S9 mix]
Study type Cell counts (x10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 45 1.49
789 40 1.32
158 42 1.39
° 316 38 1.25
+ 6 2| 631 16 33 1.04
<
;8 126 1 -4.00
253 0 a)
505 3 -2.42
1010 25 0.64
[Continuous treatment: 24h]
Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 41 1.36
789 40 1.32
158 38 1.25
o | 316 36 1.17
- 24 2| 631 16 19 0.25
<
7 | 126 0 a)
=
253 a)
505 0 a)
1010 12 -0.42

NC : Negative control (acetone)

PD : Population doubling was determined as;

[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2

a) PD could not be calculated because the number of cells was zero
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Appendix 8 2-Methylhexane: In vitro chromosomal aberration test in cultured Chinese hamster cells

Population doubling in the chromosomal aberration test

[Short-term treatment: -S9 mix]

Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 4 1.22
100 41 1.19
200 43 1.26
3 | 300 38 1.08
- 6 8| 400 18 37 1.04
S| s00 38 1.08
600 27 0.58
700 21 0.22
PC (MMC) 30 0.74
[Short-term treatment: +S9 mix]
Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 45 1.32
300 41 1.19
400 45 1.32
o 500 39 1.12
2 | 600 38 1.08
+ 6 & 18
2 700 34 0.92
=1 s00 30 0.74
900 26 0.53
100 18 0.00
PC (CP) 27 0.58
[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) 46 1.35
100 42 1.22
200 41 1.19
5 | 300 40 1.15
- 24 | E [ 400 18 44 1.29
S| s00 41 1.19
600 27 0.58
700 18 0.00
PC (MMC) 33 0.87

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