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3. HAEBRIEHME
3.1 AmERES
T-G583

3.2 AER T
Benzenemethanol, 4-methyl- : ¥ A =— X « NARA X —EFMd%Z A5 in vitro
PSRN SN

3.3 HERBEM
FrA ==X NARAZ—JlifRAEFMEOEFZEME (CHL/IU) % HWv T,
Benzenemethanol, 4-methyl-D Y & (K B H FH R HE 2 it L 7=,

3.4 HECET 21FH

3.4.1 GLP

o THHBULZEWE SR DB 2 EhE 2 R BR sk (2 B J 2 L
CFERk 2343 A 31 H, FEE¥ 03315 8 5. Ak 23:-03-29 ®FHE 6 B, BRik
%% 110331010 &)

3.4.2 sMRBRAAM 1Y
o UHBALTFE IR B O FiEIC o T
CPRK 2343 A 31 AT R 0331 55 7 wEAETBE ERR LR R PR 23-
03 - 29 WRE 5 St P pE XA WIEPEE R K. BRI 110331009 S EREEH #
BEREBCR R EEA @) (RAEWIE  F 3043 4 29 A)
. [ OECD Guidelines for Testing of Chemicals 473: In Vitro Mammalian
Chromosomal Aberration Test]

(2016 427 H 29 H)

3.5 HEREZFEE

JE A G A
EHE - AENREAR ERLEEETER LTPPWELEXERE
T100-8916 A AUHL TUH XA B 1-2-2

3.6 HERZIEE
KSRy VY —F ko ¥ —
T151-0065 HAEHESEEA X K ILET 36-7
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3.7 4 BR e 5%
1) e R B H R
HMREER YV —F o & — W
T156-0042 HURHSHE H A KPR A 1-3-11
2)  ZEMENE
MREHER YV —F o & — HERIIZAT
T412-0039 b REESG T2 F £ 1284

3.8 HEREARE

BRARALR Y ) S —F = BT

3.9 HEi#ELEH
B S R ARE
B

Lo r 8 E#H

3.10 FHERH?E

R B 46 H : 20214 12 H 2H
R s vH A © 20214 8 H 24H
0 Hed 455 2 0 i SR
FEErBAM A : 20214 12H 3H
FEERKETH : 20214 12H 7H
PSRN -
FEErBA 4 A : 20214 12 H 20H
FEBRKETH : 20224 1H24H
AT H : 20224 3 H 23 H

3.11 FRIDBIENTETLHL > IEHABROEERICEEZREITR DD
HSEERUVRABRIHBEZSICRDOAMN 2 &
ARBRICEL, TRITZZLNDNTERD>TERBROGEMEICHEL KIETRVOH
LDEER ORI EEFEICED R o 2 T o T,

3.12 EMRKRHE

BRI A GUBRGT I E L H ESTe) | 3GE, A7 —2 . RmERER
B EEE (REBEEORAZEEL) KUORAEERTIKRASLER Y Y F—FF
Y= HBGIEIT O BRI SRS D, ek T OWIRITRER T & 5 F
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4. EH
Benzenemethanol, 4-methyl-O R A KR EFEHEZRFT 520, Fr A =—X -
NI L — il FORARAE M (CHL/1U) 2 FH W 72 G iR 550 3R 2 920 L 7=,

Pk By RBROMAEEZRET S0, 1230 ug/mL ZimMAEE L, LLFAK 2
TERLUZFF 8 HEARRE L. MIHEEMGIRBR 21T o 7o, £ ORI FE i =R
I, R LR VE O JEAREHE ML TIX 1230 pg/mL o & T, B R ALER 1 O AREHE
MAl M OV e L ER 1A TIE 615 pg/mL LU E D & T 50%80 B2 0% L7z, 50% 0 a1 5 4
IR E (ICso) 1&. FLRFRIALERE O FEAFHE ML T 1070 pg/mL, FLIF ) L EE %5 o ARG
TEMAL T 537 pg/mL, HEELFEEE T 501 pg/mL THo7-, LLEORER IV | Ye@ikR
WO M BT, FREE AL O JEREHE ML TIX 1200 pg/mL ZHREHAEE L, L
T4 7 200 pg/mL T U7z 6 &%, BLIF LB L O (S ML & OvEL e LB vE: ¢ i
600 pg/mL Z i m A EE L, DL RS2 100 pg/mL T U7 6 HEZRE LT,

et (K B BEBR Tk, HIRREEAEINEI RN S5+ 5% e R LB A REAEL L. A
5 ) AL EE 3 o0 FEACETIE ML TIE 1200, 1000 K TF 800 pg/mL. 45 W [ ALERL V5 o AR 3R
PEE Tl 600, 500 &% TY 400 pg/mL, HHEALEEE Tl 600, 500, 400 & O 300 pg/mL
OHEZBIE LT, TORE., EREELEE O IEMRFHE L CROMEERE (TA)
O HBUBEE T EVER R & OB THBZITA DN o T2, B R E (55 e
ol e OZ NS KA R oD HH BB B (3B e s B & Pl U Tl IS A B R N & R
L (Fisher O EHMERFREIE, p<0.05) . ZOHBRIIEMEREEOMBKNE =T
— XD 9S%NEHLEREBE X, HARECEWTCOLAEERHEBEKRGFERRD b
(Cochran Armitage OHAFRE. p < 0.05) . FERFEQLERE O TS Ab K OV e L
BETIE, S fmERE (TA) KOEBRE (RFEEM & BN AR o
BB IO T OLIEICBS W CH RN L OB THBEEIIA LI N> T,

B, TANTORBIET, MBRRSLOEARELT - Lz RIBRITEY)ICER S
rmEEZLBNT,

PLEDFER N5 . Benzenemethanol, 4-methyl-IZARER LM TIoB W T, R
ERFEIEFHER LW (&) », BmEEE2HERT L (B Efim L7,
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5. #E
Benzenemethanol, 4-methyl- 0 |FFLEES 2% Ml 2 FH VN D Ye o (R 5 0 3R 2 Tl L 7
DT, TORMEHRET Do

6. HERMH
6.1 BERMERUVEESBYE (5F)
6.1.1 WERME

LT OfE#IEIE GLP T HHM S L7 o Hrft RicEE 5 <,

EH

g2y : Benzenemethanol, 4-methyl- (IFr 4MBE)
g D4 AT IR VAT I — )L

CAS &= : 589-18-4

BMARERE S 0 (3)-1049 ({BHFE)

A1 O R

H,C CH,OH

5713 : CsHi00

R 122.17

4N i) D A B AR TR R

i : 60.0°C

W 5L/ B s A : 116°C/2.7kPa

B i P D ORIRMERR BT ORE R KT 12.3 mg/mL TARIE., DMSO (2
123 mg/mL TH&MT 5 2 & LM L7z,

AF&E : 25 g (T-3529 L 3LH)

i : 99.8% (GC)

RIS D ERe. IMWERT

R A7 1L D OREBERAICANIL, WMEEN (FFAEPE 0 1°C~10°C, E
I RFEHNTH - 72) IR AT

B EoEE CMEESOWMK T ICATV., v AT IREIREE, RET
WEOMEY 2 RERZER L, BEOBEMEZRL <, BLY
HEIT, F.AFEEZRIEN.. I DBWVWET D,

A5 BT D PREBRE PR AT

2 T e R WARBRICHEH LB o2 EMix, ERK THRICE

fit & ATz 2 EERER RAMRIL A <7 b IVIE) Of§ R )

HHEFR L7~ (Attachment 1)

11
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PR A el D BBRWMVEAY 1 g 2 RAFREEE L TIRF LT,
PR dn D AL B D ERBROBRITIETEELE,

6.1.2 By E GRiK)

A4 : Dimethyl Sulfoxide (F§F: : DMSO)

CAS & & : 67-68-5

Hig o AR R

A =T — BT AL AT R A A

0y NEE : DLK4556

[EX eSS C =R

TR AT 55 BT ORE AR AR

SR DRI B D EBRME OWEYEN BAFTH Y | IR, FEE WEULER

OB o T, in vitro D EBEEERRICIA HWS
NTEY, 57— 4BPEBEETHLIZ ELERLT,

6.2 wHERRDHE
AR L, SR BRI AT S OB AT T TS L 72

6.2.1 B Heo 15 BiE 410 1l 58 BR

6.2.1.1 A AE

2mL DA AT T ATHRWE 0.2460 g ZFFE L, @ EORE 22 TEfiE S
FOLEICHEBAMZT 2mL & L, REARFEE GRREE - 123 mg/mL) %K
Lz, T, WEECBRIERICAIR (At 2) LT, 61.5, 30.8, 15.4, 7.69, 3.84,
1.92 18 0.961 mg/mL ik & L. 3 8 IR Lz, Z OO & (i 5% E)
IZDOWTIEE 7.2.1 HEB M,

6.2.1.2 RREE
FIWF o R L FRAL | BRI LI L7,

6.2.2 ZEAREEHAR
6.2.2.1 SRR AL

SmL DA AT T A |ZHEBRYWE 0.6000 g # 8L, #EOREZ N CRMR S
TOBLHEICEHAZMZ T SmL & U, fem A ERKR GIREE 120 mg/mL) % 5
Lz, Zhve, W CESEARL T, 100, 80.0, 60.0, 50.0, 40.0, 30.0, 20.0 X}
10.0 mg/mLigE L, GFORELZFAK L=, 205 b, MO EOIERFHEMHE/L T
1% 20.0, 40.0, 60.0, 80.0, 100 & X 120 mg/mL @ 6 2 E JH Ff [ ALEL i o A HHTE v
b ONELEALER YL Tl 10.0~60.0 mg/mL @ 6 JREAFEFA L=, Z OO & (iflnz
TRIRE) IZOWTIHE 722HER,

12
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6.2.2.2 RREE
PRI T8 L, AR 1 R AN L7,

6.3 EE xR E

UTD2o0bEWE R\, Zb OBMExB®E X A K7 A (OECD TG473)
THESRE S HL, invitro R B ERBICESEHEN TR, £/, T 08T
ThHHZ EMHEIRLZ,

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 : LEQ1937

R AF A C AT

TR AT 55 BT D RE AR M AR

2)  MMC V& O 3l
FRFICFRR L 72,
MMC 1.0 mg Z &= L& (ISR L, ZICAEBEAEK (AAKRY, MRXEHKE
T vy hES KIC94) 2 mL MM % CHEM L. 0.5 mg/mL iEiR & Lz,
Z O A E AR THEIZ 2005 AN L T 2.5 pg/mL K E LT,
3) MMC O &
R ALELE (REHTEMELEE L) T 0.075 pg/mL., #FEALELYE T 0.050 ug/mL &

L7z,
6.3.2 Xt BYE 2
) vo7mu7x277 I8 (RENEEIEAD)
E2x iy : Cyclophosphamide monohydrate (H&Fr : CP)
CAS F 5 : 6055-19-2
Birg C 4B (97%LL 1)
A =T — BT A AT A S
2y b : SKE6784
[EXEELE Do, DY
TR A7 S5 T D BRI R =
2) CPIFEKDOFHR
MR L 72,

CP14.0 mg Z#FH L7=, ZHICABAER (B AKFT T RS RERIE T

13
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7y hEE KI1C94) % 20 mL X CTHME L. 0.70 mg/mL ¥K &2 i L 7=,
3) CPOH=E
FIRFMALERYE (REHEMELR) T 14 pg/mL & L7z,

6.4 HERRUZOEREH

LR TR o MR IE T 4 R T 4 > (OECD TG473) THER STV MR D
—OTHY . invitro RBERRFHRRILFEA SN TEY | ERT - PBETHD
TEMHBRLT,

6.4.1 0 B Bk
A 44 S F A = — X N R X — il Ok O R HEIE R R
(CHL/1U)
e 3 ]
AFH : 201444 H 2 H
FEtER A D AR OTREDS IR (2 v — VIEHEIZHEAE LSRR DR
EHT D) . MIRMGIEER 15~20 FEFILAN (SEHIME ;
15.8 BFfH) . Y REM 25 ROMIBE 70%LL . Yo
REERAERN S%ARBTHY, ~( 27T X~ Di5Y
DN ERERINTZLDOEH W,
HE IR O kA 3K o 5 B O S AR A A B T BB T 11 RN, B
AR E B T 16 M TH - 7= GFAHPH :3~30 {1 .
6.5 A&
6.5.1 S9 mix
1) S9
4 R : S-9
A =T — AU DU HOVEERE T KRS
N & : 2mL/ A T v
2y hEE : 21070204, 21080605
PR . SDREET v b, HFlE
R SN T = )N EH =)L (PB) L TNS5,6-X Y 7 T R (BF)
Y E O : PB: 4 HREMEREANES (30, 60, 60 X160 mg/kg)
BF : PB &5 3 0 HICHRIEEANE S (80 mg/kg)
fiER D 20217 H2H (my &S 5 21070204)
20218 H 6 H (v &S ;21080605)
e 491 R © 20224F 1 H1H (my FE5;21070204)
20222 H5H (my &5 5 21080605)
- 7 W - KE

14
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IS SEENEEY : 218.7+9.0g (7 F&EE ;21070204)
208.7+9.6 g (7> &5 ; 21080605)

AR ;W (=70°C LLF)

RAF S P D RSB E

2) AT 7 H—

4 PR : Cofactor C

A =T — D AV = VEERE T ERAS A

W & : 4.7 mL//NA T )V

= : C21070104, C21080405

fili JH A BR © 20214E 12 A31H (2y &5 ; C21070104)
20222 H3H (my &5 ; C21080405)

[EXEESLE ;W (=70°C LLF)

R A7 5 BT D BRI R AR =

3)  S9 mix ORIV
FARFRE L=, S9 b a T 7 78 —%2:47 DEE (K 1347 )V) TEEMBIC
EBALTSImix ZiHR L7, S9 mix DAL (1 mLH) ZLLFIZRT,

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

J)a—A-6-Y 5 umol

LRl =aF o 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 “F1iE (bovine serum. BS) % fx
FEIEEEDS 1OV/V% & 72 % &K DTN L 7255589 (10%BS-MEM) Z il L7z, i
DEEHEWR T MR L, 1 & H NI L7,

1) A1
A —T— : Thermo Fisher Scientific Inc.
vy b3S © 2302627, 2261346
[EYEELE © W (=20°C LAF)
TR A7 S5 T D BEAR A  R =

2) Minimum Essential Medium (MEM)
A =T — : Thermo Fisher Scientific Inc.
2y h&ES : 2416802

15
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A7 AT D
TRAT S T D AR

7. BRERAE
B RLERVE DN &2 DL T ISR,
HERFRAAEE (RETEYEREE L)
© S9 mix FELFLE T CTHERWE />t A E 6 Refj L, = o
% 10%BS-MEM 5548 1% C 18 Wil k5% ([11E K5 4%)
ERFRAEE (RETEMEEA D)
: SO mix fF/E T CH B E /% FRW'E 6 Ref LBl = Dtk
10%BS-MEM 545 ik ¢ 18 Rpf15 4% ([R1{E 15 4%)
HGE AL VE  (FUEHE M L L)
: S9 mix FEAFELE T CTHBRWE /5 A E 24 FEfA] AL

7.1 BERUVRT A FEKXRDOHAE

RelIBRE 5. R - UEER O EZ R T - BT Tl Lz, Ykl
HORATZ A FIZERIBICE2BEDTED, ARESZLOERGIIHIL LT a— RE S
L L7 7~ L Tihl L7,

7.2 FAEDRE
7.2.1 0 B 15 B8 #0051 &t BR

FAPEIC BT 2 HEAZRET 2 BTl e 53 /40 e 8 58 50 11 K OV BRI RN
KRR OLA QLB OFEL TTe) Z2RE L 7o, il i 7/ A0 i 38 5E i o
R S A A £E 5 %% (Population Doubling : PD) K ONVH %l i £E [ 5 %% (Relative
Population Doubling : RPD) 7 & & H 3 2 MR e I X 0 #EE L7e (GRAIZES
74 1HBR) |

EMAEZ, T4 F74 2 DR FWEFIR LR GIEIZHONT] IZES
T 1230 pg/mL (10 mM FH2) & L7z, LA, &2 TEBRL T 615, 308, 154, 76.9,
38.4, 19.2 X1 9.61 ng/mL Za%!F. & 8 HEZ A LHIEIZEHE LT,

BEERY)E VBRI N 2, A UERYE S PR R BRAE A 5 1 T

7.2.2 ZEAREEHAR

Pl e S8 G A o R oD RS R L M B GE A A SR, R R AL B o FRAREINE Mk T
1230 pg/mL @ H & T, FRE R LB E O REHE AL K ONE e LB YL Tl 615 pg/mL LA
FOMET50%LL EZ2rRm Ulc, 50% 0 Ha 38 FE 0 il B 13 IRy i AL BR 1 oD FEAREHE 1
{E.C 1070 pg/mL., FRFE LB VE O ARGHHE ML T 537 pg/mL, HEHEALEE T 501 pg/mL
RSN, b, WTNOWEETYH, R A LN o7, LEDORER LY,
PR REFHBONEZ TROBVEE LT,

16
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£ PBRWE BN A TR LB TE T 2 e B K OVBG PR e R 22 R 1T 7

AL
L IR ] AL BRI
AAY R e
JeL IR ] AL BRI
PRSP e O
i e AL HE vk

HHRE (ug/mL)
1000, 800, 600, 400, 200

1200,

600, 500, 400, 300, 200, 100

7.3 BERBHRUVEESH

1) HRRA K
BERICE I AF v Is78-OTL—F (Vx—L) BV,
M B B S PN I FRBR CIXABE 1 R 5 (single culture: B2 28 #& T RO MAR IR I E ) |
Yeth R B H BB CIXAHE 3 R4 (triplicate culture : 2 SR ¥ & Yo A AREEAERLA |
| RH & B R/ & TRFOMBREREH) & L,
F o, MEEETEI SRR L O AR R ERBR E . IS 1 o7 L — k&AL
MRl O MR EREM & LTEM L,

2) HEESMN
IR 37°C, K O 5%CO, FCH# L7,

7.4 AL IR 75 %
7.4.1 0 e 125 B #1001 55X BR

REBREED 9 B 1) ~ 5)DEAEICHOWTIL, HEERE T CTHEM L=,
1) TV~F(ﬁ%ﬁSMﬂ)%t@ZMm@@%W%%@L\3H%%%LKO
2) REEE 3 HBIC., WIS ETREE T T OIREBIZEE N2 W D L AR LT,

3) T%u%of\%ﬁﬂ%n L. 2RI SOOI, & D IiE S9 mix &S
mLi,
F 7o, AFRBRMAFFARERER O 7 L — bk 1 K22\ T, 0.25%trypsin ZLFET%

(M 2 R U, i BR SR AR 2 U AL B BR A B oD i I B & I E L7z

T/IE&ODﬁﬁ%%‘f%E% L7, TDI&,
irfil s (WLE) L7z,

17

- 7 5 ) AL B U U
WA RATEIELIEL | ORI IR
BERRER 0.050 mL 0.883 mL 0.050 mL
S9 mix RN & 0.833 mL
(S9 & A IR ) (1.079 mg/mL)
o 4 HEL IR S 1 e 0.050 mL 0.050 mL 0.050 mL
WS &
4) EFEREEEZIC, LEESROGHEZRNIRTEE L, £, BISIAHEZEME T

FELIF AL ER 5 T 6 B, L AL B IE T 24
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5) ERERIALERIETIX, 6 FRERI OB | BN HEZEBRANEE T CIRE O B L iR o
WHEZBLE LTz, IRNTC, BRI & 5T, 2% iGN A= B & ik C e %
Pei L. #H LV 10%BS-MEM B #{% 5.0 mL Z I 2 C 18 Bk (nlE 5 #%)
L7,

6) RFEEMTRIC, BISLALFEZEBEIREE N CULE O f M &R Ik e & B AR Lto

7) WWT, &7 L — 8% 0.25% trypsin TR L CHIfE & B L, 1 BRE 5% 2 A
VN THEEFR R T IRF O M R B & I E L7z

8) JLEBAAAHF R OB TRFOMMBEEN S, O 1 L 2 12V, &8O PD
J OYRPD % H H L7z,

log (HEFEM T HFOMIIEER L + ALERBE A6 HF OO Ml i i )

PD = log 2
(X1
o (WS ALV REC 38 1) 5 PD) 5
RPD (%) = (EPEX FRE\C 5 5 PD) 100
(2]

9) RPD O Ml AEENH % (=100-RPD) ZFHH L7z, FHARHEFEM G =R 50%LL F
DHABENHELNTTZD, 50% % ki 2 MOBEMRND, ICso xFH LTz,

7.4.2 Z2EAEEHR

1) FHTA41HD 1) ~2) LR CEBIEEZIT-o 7= GLEBHEBERFOMREENEZ &) .

2) TFTRICH-S T, BHRERERE L, BESRR, BRI SUIBMES RIER. &2 Wi
SO mix Z WAL, FALBBEICIIT D NHEETRK & LT,

L R ) AL
L Py 2 _ B S 465 L
LRI E RAERLEL | AL D AL
I 0.050 mL 0.883 mL 0.050 mL
iR bR 2 (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix I & 0.833 mL
(S9 & A IR ) (1.074 mg/mL)
PR PR IR L e 0.050 mL 0.050 mL 0.050 mL
WS N &
YT
B oxs i MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
SN &

* o B PERREE CORTRIRRE &

3) HTA41IED 4)~5) LR UBIEZIT o 72 (UBLE % K OVFELRER AL R TE T o 6 FRF[H
ERZOBERREMLOBIELGT)
2L, BH2MOEAHRIERERE 7L — M oW TIE, BEKT O 2 FER
Azt N (FA2LY U8R, 10 pg/mL) % 0.1 mL 1z 7,
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4) KEERETH®. FEEH2KOLEAEEREMHAT L — Mo T, UTFTOFIET
P REAREZER U, FOBRERITITL— NS00 2ERL -,
0.25% trypsin JLEEZ (IZHAE 2 [EUX L, 0.075 M G LB U 7 AR TH 15 4y K
RAER L 72% . BV TREEKR (A F VTV a—)V/EEE, 3/1, viv) CTHEE LT,
& L7z 274 RO A 1TKICOZ2EATICHE FL, B L2 bX A9
WCYets L TR L LT,

5) FHEOELVO 1 KOV — b FIRREEMEH 7V — ) #HOWTHREY O f &
K OHI OIRBEA R L=, IRWT, B 7.4.1HD 7) L X 8) ®FJET PD. RPD
R OVHE R B8 Al i =R 2 R H L 7z

7.5 HMREEsSEICEAET S T —2DXRTE
AU EE . RPD M OVHEARBEFEIN S 2R 1T ., WA X 0 BEHE R, PD (ZUEHA
WXV /INBEE 2 FETERLE, £, ICso AT IHITER LT,

7.6 R2EFRERODHE
7.6.1 HEFIRE

Yo KRN R BB L, fealkE— FE2 Dt v hur AT 25 AT N2t g oMl
ZBAMEE T (f53 : x600) THRE 300 8 (2 RFIx150 #/FF]) B L, HMEREF O
FEFH L BFE AR OMRO MBI ZF L, HBLRLHE N L, ARCEMRE (5K
KR ORI Z X5 L Citsed %) omBsksi4 L., HAKR2EH L, B
BITERIEICEVIT- T2,

St HERHE S OV B Ik BRI 2 CBLER L 7o, HRBR A BT AL BR AR 13, 000 e 138 0l 10 1) = 203
55+ 5% % LI EakmAREE U, ERFFAEE O FERFBHE ML TIL 1200, 1000
J O 800 pg/mL, HLIF R AL ERIE O REBHE AL TIX 600, 500 & TY 400 pg/mL, 8 AL
FRETIX 600, 500, 400 &N 300 pg/mL O &EZBIZE LT,

7.6.2 2EAREEODE
e R BRI IS RE E MR FICRA L, MERFIIEICUTOLIICESR - &
L7z, 2B, ERFIZOVWTIE, ¥y v 72 a0 4A (Total number of cells with
aberration including gap : TAG) & & £ 72\ 54 (Total number of cells with aberration
excluding gap : TA) (255 THFF L7,
1) HEIEREE
v v/ (g s YR R (ctg) M VB R R (csg)IZBIT DX v v 7 &
XY R O RIHR 12 Ge o R OWE LU CTHIR 72 3k
Bt L NBOLNDHH D
et RN BT (ctb) - WA QB EROFREHRE L2513 Tnd b kT
Y ERAL S G B 3 R D Rl B2 & > TH  FEYL A
MORENGEETIRDIELL EICH R TV D b0
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Yea iy R ZZ i (cte) @ 2 HATLAETAEULZUIMBAHAEICHES TR E Th
D, G RN AL & Qe R AU T E D, U BUH
WA, R EDnd 5

Yt (KRG (csb) @ 0BT ctb ICHET B, FEYL AL AN Yo AR O [E il AR 1 2>
LIETHTBVBRAENRBD N ND ORI YA
WAL NG AR D[RR B2 > TH  IEYEAENL O K S
DY EDOIELL EIZR WS D

Gefa (KB Wi (cse) @ Y RN & YR BRI ARHRIC 0 C & 5, AR YL
Bk, BIREOERENDH D

Z O i (other) D Wrhib(frg) e ERN D D

2) B RE

et RIS, E DOMBEBAKEF> TWDHEA O (ZfFEK) R0, FnL

HD GREER, 45K E)

5 EbE o fEEERMAE (polyploid cell)
FENEMOMIE (cells with endoreduplicated

chromosomes)

7.7 HRET AR AT

ETNENOUIET LI, Xy v 72 EFER0VES (TA) OYREERT 2 /7
oM BE DRSS B 2 AT M (RFEMEMIE R OB NS MR o &) o
BREENZ DWTC, LU T ORGHENT 24T o 72, B2 FEE & g5y B LB B [#] C Fisher @
EREMERFT IR L D3t (BEAYE  0.05, M) 21T-o7-, MEFRJALEEOIE
RENEMA L T, R FE OF B REMB R 5i7-7-% . Cochran Armitage Ot [ #f &
(B REKYE £ 0.05, A % %EhE L7,

F o, P RS RE IOV TR, RV R & BSYEEE L O T % Fisher O
Peffe =R EHREIC K D et (FEAKYE £ 0.05, Ffl) Z4T-572,

W ORE AR THEIZ DN TORFE L7,

7.8 BRI LS
UTIORT R TORELRZ LEBES., BRI e 5,
1) BEAELHENIHEU LS Z &
2) PEMEXIRER ISR DR R O HBLEN | RSB 27— % D 95%%E Bl
PHIN (Mean = 1.96 SD) TH D Z &
3)  [GPEXFRRBEEIC IS 1T D Yu (R B O (MBI EE S | BRME R IREE & B TR R AR
Mmzr4Z &
4) HEr (%) BRECHEISRODLONRZNW &
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7.9 HROHEEE
UTORETOEREZ-THE . B E I AR R SOT B R (5
HERE M OB N RS AR L) 55 8 i’%ﬁ?‘é (IKE M) EHIET D,
1) D Eb 1 OOWBRYEIRERIZI T D YR B HBUBEE D | M R &
ERTHEREMEZ R
2)  EFELOHINMIZIL Cochran Armitage O AR E CTH E R HEERGFEDR A LN D
3) HIINZIR U TR B I RO BRSPS 5o 7 — & D 95% %8 PR i [
HTh D

7 10 n,L,\n-t%ﬁ
e al BRI T L 72 o 72,

8. HER#HR
8.1 0 Ae 1 5iE 40 1 5L R
it 8 % Appendix 1~3, Appendix 7 2/~ L72,

1) BEBREOGHENL
TRTONBECTERBIKOAREZLITRD b ol

2) Ik
TN TOMLBETHREIIR D v o T,

3) AR EEME
A e S GE A AR SR R R AR E o FERGETE ML TR 1230 pg/mL O E T, H
PR P 40U B 925 oD ARG PR L R OV AL ER 7 CIE 615 pg/mL LA EOHE T 50%LL 1
o LTz, ICso 1E. FERFHALERVE O FEMHHEME/L T 1070 pg/mL, 47 IRF ] AL 3 7k
D AHHEMEAL T 537 pg/mL, HHALIRVE T 501 pg/mL Th > 72,

8.2 Z2EAEEHR
#t Bt % Table 1~3, Appendix 4~6 & T Appendix 8 {2/~ L7z,
1) EREOGHE
TR TOMBE THEBROAREITRD D h o7z,
2) Tk
TN TOMLBETHRBIIR D b o T,
3) AR EME
AR A BT A =R, R AL R YR O FEREHE MR T 1200 pg/mL, IR AL ER
1 O REHTE AL K ONE 5 LB YE TUE 600 pg/mL & & T 50%LL L& /R L7,
4) BIERER
Yett (R pE i B (TA) O MEBUBEE X, BRI O JEREE ML CTix 1200,
1000 } TF 800 pg/mL @ H & T 2,3 KO 3, FEREHALER L O AGHE AL TiX 600,
500 TN 400 pg/mL O AT 2, 3 L3, HEELHETETIE 600, 500, 400 &
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300 pg/mL OH&ET3, 2, 3 KNI THY | ST HEETREELE OMICAHEZE
XA LN Tz,

Bory B o BLBE B 13, R ALER VL o FEACEITE Mk T 1200, 1000 &Y
800 pg/mL O HE T 21, 16 kN4, FRFHFALIEE O EHE ML TiX 600, 500 K&
V400 pg/mL O F & T 3,3 KO 2, #FEALEYE TIiX 600,500,400 K O 300 pg/mL
®WET2\a3&03(@@\@ﬁﬁkﬁ%@%ﬁﬁ@%ﬁf&iﬁ%ﬁkw
B L TR FEMIICA BRI Z R~ L (Fisher O B#EMEREHEE, p<0.05) |
OHBR TS REEOERNE =T — ¥ O 95%EFH LR %2 M 2 . Hr R EIC
WTHAERHERMEMENFR O 5472 (Cochran Armitage DA E ., p < 0. 05)
D2 fEIZ 3.909 mg/mL T - 7o, R AL PR 15 o AURHE Mk K ONdfe ALBR i T i
SIS T DBEMEXREEE OMICABEEETALR o1,

8.3  HEBROMI
FTARTORIIET, RO EHE L2 Lz, RBULE )
7A=Y (

(*
M
=t

Shice®

9. EE
Benzenemethanol, 4-methyl-DO YK REFRELZ BT T 572D, Fr A =—
N DAL — il R AE S (CHL/IU) % F v 72 G 6 i 58 5 3l B & S0 L 72,

Yu i R B SBR TIE, AIRRBETEINHI R 55 £ 5% R Lo EARESHESE L, &
I R AL B 3 o0 FEACETHE ML TIE 1200, 1000 KUY 800 pg/mL. 45 W [ AL ER %5 o QTS
PEIETIE 600, 500 2 TF 400 pg/mL, HFLEEE Tl 600, 500, 400 & O 300 pg/mL
OHEZBE LT, TORE., MR E O JEMRFHE L TR aFEERE (TA)

OHBBEE T EM B L O TABEZETALN o720, KR E (REErEMm
Jel Ko OZ A AR AE) - 0D HH BB P T P P ok FEURE & Pl U TR PRI A B e I & 7R
L (Fisher O EHEMERFHFIE, p<0.05) . ZOHB RIS REEOMBKNE =T
— XD 5% EHEERZBX, HRAMREICESVWTOLARRHEBEKRFELZRD LN
(Cochran Armitage OEFE, p < 0.05) KRR LEYE O G PEL K O fii AL
BVETIE, Qe mE Ry (TA) ROBWRE (VML L ONEMMmAL) o H
BAEE TN T L OAEEICB W THERESREE L OB THEZIIA LN R 1o T,

10. #E5:m

Benzenemethanol, 4-methyl-lI ARG FICB W T, EOMREERT ITFHE LR
v (BEE) AL BBREEZFET DL (M) SR LT
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Attachment 1 (1/2)

AR ER S | TG583-22EM:-1/2

AERAEE
Benzenemethanol, 4-methyl-D&EY (BERMEDOFERAE)
RERE 2 : T-G583
WY E : Benzenemethanol, 4-methyl-
oy hEE :
ey . WEERET, Bk
R 3% : BRREER Y VY —F o ¥ — HBBPFRFT
HiE H © 20214F 9 H 24 8 (FetERER, REREF A-3318)
20223 A 10 (REERE)
HEEH ;o RARIRARZ R)L (ATR )
A : BREMDARZ MAERBHEOARASRT MU DEKEKEL,FH

F (RPN 2 W T, A — OB EORIT FAR O IREE Dk
NERDHD) THDHT &,

ek BRI TE LN AT MLV ERI%ETH o T,
TR AT P R — DR T,

| D JE

GLP L R ES IR AR E BT 2R BRER 2

THEYE] (ER234E3 A 31 H: KA 03314 8 5,
SRk 23-03-29 W 6 5, RREFE 110331010 &)

_ 2ex2— . 8y I g

L2t BEH
AR VY —F v ¥ — HEBHTHT

1) Benzenemethanol, 4-methyl- : %k F V22 @ PERRBRIE 0N HPLC % AV 7= 4%
BRBETPRERNEENY T~V a VEROREM « H— R R (BE 0.5 wivh A F
N —RARK) (BRNESHRS VY —Fk ¥ — HEGHER., RRES
A-3318)
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Attachment 1 (2/2)

AR EES « TG583-ZEME-2/2

HEREES
Benzenemethanol, 4-methyl-D&EY GRERMEOFERE)

AR E = : T-G583

iR (RBRE 5 A-3318)

100
ol \V\///\/\‘Mﬂw
[
75—t \ 13 .
" gi 3
| § £
26 ‘ . - R é ........
0 —— — premepm—r— — T
mgg&_‘ 3000 2000 1500 1000 o
& EMERR
100 .
j““*'" . v”‘"”j/”\rw\/vm\
A Ty
75 I'LN ﬂ >: \
A N
E Rl |
3 TR
1T R —
{
"
25 8 \
g
wgﬁﬁq ‘ 3000 S 2000 T 1500 R 1000 C Vo
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Attachment 2

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

Negative control Positive control

Short-term treatment (50 studies, 15900 cells) Short-term treatment (50 studies, 15000 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.0 60.7
+ 6 S.D. 0.2 0.3 cp N 6 S.D. 0.0 11.5
UCL 1.1 1.3 UCL 0.0 83.2
LCL 0.3 0.1 LCL 0.0 38.2

Short-term treatment (50 studies, 15900 cells) Short-term treatment (50 studies, 15300 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.6 0.8 Mean 0.1 21.8
) 6 S.D. 0.2 0.3 MMC ) 6 S.D. 0.2 3.8
UCL 1.0 14 UCL 0.5 29.2
LCL 0.2 0.2 LCL 0.0 14.4

Continuous treatment (50 studies, 15900 cells) Continuous treatment (50 studies, 15300 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.2 24.1
) 2 S.D. 0.3 0.3 MMC ) 24 S.D. 0.2 4.1
UCL 1.3 1.3 UCL 0.6 32.1
LCL 0.1 0.1 LCL 0.0 16.1

Cumulative background data of chromosome aberration tests in cultured Chinese hamster cells line (CHL/IU), carried out
under the same study conditions at BoZo Research Center Inc. from April 2018 to October 2021.

Negative control: solvent or extraction vehicle of the test formulations (water for injection, isotonic sodium chloride
solution, dimethyl sulfoxide, acetone, 1,4-dioxane or culture medium)
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 Benzenemethanol, 4-methyl-: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G583

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 1 151 1 0 1
NC 2 150 0 1 0 0 0 1 0 1 100 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)#
1 150 1 0 0 0 0 1 0 1 1 153 3 0 3
800 2 150 0 2 0 0 0 2 0 2 96 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 304 4(1.3) 0(0.0) 4(1.3)
1 150 1 1 0 0 0 2 0 2 1 160 10 0 10
6 - 1000 2 150 1 1 0 0 0 1 0 1 69 2 156 6 0 6
Total 300 2(0.7) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 316 16(5.1) 0(0.0) 16*(5.1)
1 150 0 0 0 0 0 0 0 0 1 161 11 0 11
1200 2 150 0 2 0 0 0 2 0 2 44 2 160 10 0 10
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 321 21(6.5) 0(0.0)  21*(6.5)
1 150 8 17 0 0 0 24 0 24 1 150 0 0 0
PC 2 150 5 17 0 0 0 22 0 22 76 2 150 0 0 0
Total 300 13(4.3) 34(11.3) 0(0.0) 0(0.0) 0(0.0) 46*(15.3) 0(0.0) 46(15.3) Total 300 0(0.0) 0(0.0) 0(0.0)

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

NC: Negative control (DMSO)

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

RPD: Relative population doubling

*: p <0.05 (significantly different from the negative control by Fisher’s exact test)

#: p <0.05 (statistically significant trend by Cochran-Armitage trend test)
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Table 2 Benzenemethanol, 4-methyl-: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

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 0 d ; -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 1 0 0 0 0 1 0 1 1 150 0 0

NC 2 150 0 0 0 0 0 0 0 0 100 2 151 1 0 1
Total 300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)

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

400 2 150 1 0 0 0 0 1 0 1 102 2 150 0 0 0
Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 302 2(0.7) 0(0.0) 2(0.7)

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

6 + 500 2 150 0 1 0 0 0 1 0 1 88 2 151 1 0 1
Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 303 3(1.0) 0(0.0) 3(1.0)

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

600 2 150 1 0 0 0 0 1 0 1 48 2 151 1 0 1
Total 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) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 12 65 0 0 0 74 0 74 1 150 0 0 0

PC 2 150 12 75 0 0 0 86 0 86 45 2 150 0 0 0
Total 300 24(8.0) 140(46.7) 0(0.0) 0(0.0) 0(0.0) 160*(53.3) 0(0.0) 160(53.3) Total 300 0(0.0) 0(0.0) 0(0.0)

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

TA: Total number of cells with aberration excluding gap, TAG: Total number of cells with aberration including gap.

NC: Negative control (DMSO)

PC: Positive control (cyclophosphamide monohydrate, 14 pg/mL)

RPD: Relative population doubling

*: p <0.05 (significantly different from the negative control by Fisher’s exact test)
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T-G583
Table 3 Benzenemethanol, 4-methyl-: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Continuous treatment: 24h]

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i 15 (9 d ; -
® mix  (ng/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 0 0 0 0 0 0 0 0 1 151 1 0 1
NC 2 150 1 1 0 0 0 2 0 2 100 2 152 2 0 2
Total 300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 2 0 0 0 0 2 0 2 1 151 1 0 1
300 2 150 0 1 0 0 0 1 0 1 83 2 152 2 0 2
Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 1 0 0 0 0 1 0 1 1 151 1 0 1
400 2 150 1 1 0 0 0 2 0 2 71 2 152 2 0 2
24 ) Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 1 0 0 0 0 1 0 1 1 151 1 0 1
500 2 150 0 1 0 0 0 1 0 1 59 2 152 2 0 2
Total 300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 1 0 0 0 0 1 0 1 1 150 0 0 0
600 2 150 1 1 0 0 0 2 0 2 42 2 152 2 0 2
Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 302 2(0.7) 0(0.0) 2(0.7)
1 150 5 23 0 0 0 26 0 26 1 150 0 0 0
PC 2 150 8 24 0 0 0 32 0 32 77 2 150 0 0 0
Total 300 13(4.3) 47(15.7)  0(0.0) 0(0.0) 0(0.0)  58*(19.3) 0(0.0)  58(19.3) Total 300 0(0.0) 0(0.0) 0(0.0)

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

TA: Total number of cells with aberration excluding gap, TAG: Total number of cells with aberration including gap.

NC: Negative control (DMSO)

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

RPD: Relative population doubling

*: p <0.05 (significantly different from the negative control by Fisher’s exact test)
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Appendix 1 Benzenemethanol, 4-methyl-: /n 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
Concentration | RPD inhibition Precipitates )
89| Treatment | (,1/mL) ) | fate (%) Color”
mix (h) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
9.61 92 8 - - - - - -
19.2 107 -7 - - - - - -
38.4 95 5 - - - - - -
2
Q
- 6 -g 76.9 102 -2 - - - - - -
z 154 100 0 - - - - - -
~
308 102 -2 - - - - - -
615 95 5 + - - - - -
1230 34 66 ++ + - - - -

Concentration of 50% cell-growth inhibition : 1070 pg/mL

NC : Negative control (DMSO)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
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Appendix 2 Benzenemethanol, 4-methyl-: /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-growth [ i o Condition of culture medium ¥
Concentration | RPD ?* inhibiti ondition of cells — o
S9 | Treatment /mlL N Inhibition Precipitates
- (ng/mL) )| rate %) Color "

mix (h) 1 2) 1) 2) 3)
0 (NC) 100 0 - - B . . ]
9.61 98 2 - - - - - -
19.2 103 -3 - - - - - -
38.4 98 2 - - - - - -

L

Q
+ 6 2| 769 100 0 - - - - - -
% 154 106 -6 - - - - - -

H
308 103 -3 + - - - - -
615 32 68 ++ + - - - -
1230 27 73 -+ + - - - -

Concentration of 50% cell-growth inhibition : 537 pg/mL

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

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

d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates

was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of

e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.

o+

g -

++:

was also altered.

altered.

: No color changes
No precipitates
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Appendix 3 Benzenemethanol, 4-methyl-: /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 inhibition .. c,e) .. 2)
39 | Treatment Condition of cells Precipitates
(ng/mL) (%) o/ b) Color?
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
9.61 100 0 - - - -
19.2 95 5 - - - -
38.4 102 -2 - - - -
2
Q
- 24 -g 76.9 95 5 - - - -
z 154 98 2 - - - -
H
308 82 18 - - - -
615 31 69 + - - -
1230 -50 150 +++ - - -

Concentration of 50% cell-growth inhibition : 501 pg/mL

NC : Negative control (DMSO)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates

was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.

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

+: 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.

f) -: No color changes

g) -: No precipitates
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Appendix 4  Benzenemethanol, 4-methyl-: /n 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 - - - - - -
200 96 4 - - - - - -
400 98 2 - - - - - -
2
Q
g 600 102 -2 - - - - - -
- 6 <
iz 800 96 4 + - - - - -
=
1000 69 31 + - - - - -
1200 44 56 ++ + - - - -
PC 76 24 - - - - - -

NC : Negative control (DMSO)
PC : Positive control (Mitomycin C: 0.075 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group % 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
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Appendix 5 Benzenemethanol, 4-methyl-: /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 Condition of culture medium ¢
Concentration | RPD® | . 20" ™| Condition of cells * .
S9 | Treatment (ug/mL) (%) inhibition N Precipitates
. h Hg o rate (%) b) Color
mix | (h) ) 2) ) 2) 3)
0 (NC) 100 0 - - - - - -
100 104 4 - - - - - -
200 100 0 - - - - - -
2
= 300 100 0 + - - - - -
+ 6 g
z 400 102 2 + - - - - -
=
500 88 12 + - - - - -
600 48 52 ++ + - - - -
PC 45 55 - - - - - -

NC : Negative control (DMSO)
PC : Positive control (Cyclophosphamide monohydrate: 14 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: 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 ~ Benzenemethanol, 4-methyl-: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test
[Continuous treatment: 24h]

Study type . , | cell-growtn Condition of culture medium ¢
Concentration | RPD inhibition .. ) .. 2)
39 | Treatment Condition of cells Precipitates
(ng/mL) (%) b ’
. t (0/ ) ) Color
mix (h) rate (% 1 2)
0 (NC) 100 0 - - - -
100 104 -4 - - - -
200 101 -1 - - - -
2
8 300 83 17 - - - -
- 24 5
iz 400 77 23 - - - -
=
500 59 41 + - - -
600 42 58 + - - -
PC 77 23 - - - -

NC : Negative control (DMSO)
PC : Positive control (Mitomycin C: 0.050 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
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Appendix 7 Benzenemethanol, 4-methyl-: 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 (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) 47 1.31
9.61 44 1.21
19.2 50 1.40
o 38.4 45 1.24
- 6 2 | 769 19 48 1.34
<
‘g 154 47 1.31
=1 308 48 134
615 45 1.24
1230 26 0.45
[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 1.24
9.61 44 1.21
19.2 46 1.28
© 384 44 1.21
+ 6 2 | 769 19 45 1.24
[
308 46 1.28
615 25 0.40
1230 24 0.34
[Continuous treatment: 24h]
Study type Cell counts (XIO4 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 47 1.31
9.61 47 1.31
19.2 45 1.24
o 38.4 48 1.34
- 24 2 | 769 19 45 1.24
<
E 154 46 1.28
[_4
308 40 1.07
615 25 0.40
1230 12 -0.66

NC : Negative control (DMSO)

PD : Population doubling was determined as;
[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2
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Appendix 8 Benzenemethanol, 4-methyl-: In vitro chromosomal aberration test in cultured Chinese
hamster cells
Population doubling in the chromosomal aberration test

[Short-term treatment: -S9 mix]

Study type Cell counts (><104 cells/mL)
Concentration .
S9 | Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 60 1.32
200 58 1.27
° 400 59 1.30
] ] ;: 600 y 61 1.35
b7 800 58 1.27
&
1000 45 091
1200 36 0.58
PC (MMC) 48 1.00
[Short-term treatment: +S9 mix]
Study type Cell counts (x10* cells/mL)
Concentration .
S9 | Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 59 1.30
100 61 1.35
° 200 59 1.30
. ] 2 | 300 y 59 1.30
[
7 400 60 1.32
&
500 53 1.14
600 37 0.62
PC (CP) 36 0.58
[Continuous treatment: 24h]
Study type Cell counts (><104 cells/mL)
Concentration .
S9 | Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 62 1.37
100 64 1.42
° 200 63 1.39
y 2 | 300 y 53 1.14
- [
7 400 50 1.06
&
500 42 0.81
600 36 0.58
PC (MMC) 50 1.06

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

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