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3. EH

AVAATZNVAFNZ=TVORGBERTEFRECHFEL RN TS0, 1ZLE
DEEMA (CHL/IU fMlakk) AV /- ReadRERBRE £k Lk,

NOCRCERFERBROABREZRET -0 FHABRLE LT, EEHE%L 1800
pg/mL & L, LITFAK 2 THSHARLZRE L-MBEHMAEMERREER L, 208
R, HERFRHAQAEEORBIEME TIX 113 pg/mL LA b 450 ALEE I O FEA BB ML &
UNELGEAL B R T Id 225 pg/mL LA BB T 50% LA _E oD 4 i 84 5 3kl VI 25 3R b &
S0% AR FE MG MREE (BERG ) X T Eh 67, 185 KU 132 pg/mL B & hi-,
TORD, REERFHRRICBT 20BARIT, EFMAEREORINEMSL T 88.9
pg/mL., FEABIEME( TIX 200 pg/mL B OSSR CIE 133 pg/ml 2 2 h Z2hi s
AEEL, UTAKI1S THRR LGS ARBZREL, RBREEMH L,

REERERBOMSR. SHMAEREOERINEMEL TITTRTOME TR aAE
ERFEO—DOBETHIX vy 72 A ERVREHKREZ T AMIEO KB R (TA
) BOMEREOHBERIL, BEOHEEETHD s%uKlrr Lz, —F. RBHE
AL TIE 395 pg/mL LEOHET TAERBMEDCHEEETH S 10%U L2 T L,
MEERFELRBOONIZZENLBEL HE LT,

BB WTHOLIEICENTH, BIEXBIICHIT S TA RS AOHERE
E5%RMEZTRL, BHERBECBV I TAEOBRERMMARD LN LM,
ARRLBEOCER Sz EZ b,

UEDRERMG, A VFA TN RAFNT—F UIIARBREME T I TR i
EREFREZATALERLE,
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RIF G
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AIFA T =NV AFLT—F )L
METHYL ISOEUGENOL
93-16-3

C11H140;

178.22

%

6°C

270°C

98%

1.051 (20°C/20°C)

37.1758 g (A £%;A & &)

BHEORHET TR, KETCHCEAHITE
WEFET (BRAFHIM F DOFERIBE : 3.7~5.2°C)

RBETROBKBMEOBREILX, T XTEELE,

DMSO
I
AR TRt

=i

FRL=Z LD, DMSO L L TRIR LT,

WA & S fE L7255, DMSO IZ 180 mg/mL G



5.2 1RERE D

521 BARAE

HRIEFRETICRBNT, REFAOBELZHVTEEREICL > TEBLE,

1) A e 5 4 1 B SR
ERME 0.36003 2 2mL AR 7 7 AU BEAMITCART v 7 L,
B BE D 180 mg/mL #BRE (77 L — M2 0.050 mL ¥RAN L 7= B oD B $& #2 B - 1800
pg/mL) ZFHBM L 72, R\ T, 180 mg/mL BIKE AL 2 (K E OWERIE 1 mL :
1 mL) THEK 7 BEREARR L. 90.0, 45.0, 22.5. 11.3, 5.63. 2.81 &} 1.41
mg/mL @ 8 BBy D W BRI & AR I L 7=,

2) YeeaifkRaRBR
HRWE 0.1000g 2 SmL AR 7 7 RAIIIBR L BEEAMZTART v 7 L.
RERE D 20.0 mg/mL #ZBRIE (7L — M2 0.050 mL ¥R L 7= D F & P4 BE -
200 pg/mL) ZFEB L7z, KRWT, 20.0 mg/mL B %2 A 1.5 (%12 E O %K
2mL: 5 1 mL) THER 5 BRBEAIR L, 13.3, 8.89, 5.93, 3.95 K1 2.63 mg/mL
DFt 6 MEBBEOWRE 2B L 7,

5.2.2 RARSEE
Az L=,

5.2.3 REM
RN D, BEMEMRBIZERL L 2> -7,

53 EBMH
5.3.1 IR

5.3.2 [GTExtER
1) FERBIEMSR

4 R : ¥4 h<4 > C(MMC)
vy MEE : ]
RE - mAnBEEEX Y kX EHt
paki : 2 mg (F11f) /¥R
RS : EiE., EX
RAF 5 A

2) R#EHELR
4 FR : Y/Rr7xA2773 K (CP)
oy hEE :
T : sz T¥EHKSt
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3)

oL : EFER (97.0%L0 E)

RIF I : migk (FrEdeE - 1~10°C) X
RS

i L ik

R AR 2T = 7,

(1)

(2)

4)

MMC

2 mg FEAA TVIZAEBRAEEIR (AAKRBS, REAKFEMETHE, oy b

Z5H % 2 mLx CHEMLE (1 mg/mL), KIS, ZOWHKE AN 20 T

NEWR 2 B BEAIR (WK 0.250 mL : AFEREIK 4.750mL) L. 0.050 K 1%0.0025

mg/mL DR Z AR L 7= (GERFRAEE O ERBHEM(L TIIRGEIE 4.850 mL 12

0.0025 mg/mL ##% 0.150 mL N 7=, EHEAEE TILERK 4.900 mL 12

0.0025 mg/mL #&# % 0.100 mL Mz 7, T OBOBKEEX. #LFH 0.075

pg/mL %0V 0.050 ug/mL) ,

CP

YRBEET T AF v 7 BIEFICCP %2 00140 g 2B L=, ZhizAHAEE
(RS, kX2t REMETH, =y  E5|JP z 20 oz <n

fEL 0.70 mg/mL K Z M Uiz ($58%& W 4.900mL 12 0.100mL Mz 72, 2D

REDRALTEE 1T 14 pg/mL)

Bt X B E oRIREH

FEEHERRTA FIA VICTHERAPERI LTV A D,

5.4 {ERMKk
5.4.1 HARa%k

FrA=—X - NLAZ OB RKBRHEFMI (CHL/IU)Y & V7o, MSTITEEA
kg JCRB AR Y 2 00 - =L . ssRe L emmn
(COWTEHHICHROMRBRELERB LT, MRAEETHA Z L (ERPIE. M@
I fENEER 15~20 BERILIN, Be@EBDO TN 25K, ~4 377 RvEDERNR

V)

BRI NI HDZ 30 AN THRERICHER L,

15 A By D MR AR AR BT AR AR R AT B BRR T 20 kR, REAGRBEHRRT 24 MR TS

DTS

5.4.2 MR DEIRER
HUHERBRTA FIA VICHERABERINATVWEED,

5.4.3 IEHEEHE
CO, M rFax—FZRH, CO,BE 5%, BE37°C, BEBELXGETTI~4 AT L
CHERIEE YT T,



5.5 S9 mix R UISERDFAR
5.5.1 S9 mix

SO RUMMBER (S9/2 7724 —C kv b, oy hEE ;_

B 225l SOmix M L=, FHRUTAREIZIT- -,

1) S9
4 5 : §9
B3 5 L ATV AVEERTEARSHE
vy MNEF
RIEH
& - Rt : 7 v h:SD#
- : 7 W s - HEME
5 E 3 Z =2/ 2NN EZ—(PB)KT}5,6-XY 7 F R (BF)
K5 Gk : R A & 5
5B RUOEE E; PB4 H [E#E# 5 30+460+60+60 (mg/kg {KHE)
PB# 5 3 H H BF &% & 80 (mg/kg (&AHE)
TRIF T & : HH (-=70°C LAF)
RAFAT .
2) fHBEER
4 T : =S i B Lo
& T ; )z VER TEKXSH
2y NEE
BEH
RAFE T iE ; M (=70°CLATF)
&£ A H1 [R
RAF ST
3) S9mix O (1 mL ‘r‘
K g 0.7 mL
S9 : 0.3 mL
MgCl, : 5 umol/mL
KCl : 33 pmol/mL

TN a—R-6-1 Vg

S umol/mL
BIEB=aF U TIFT7TF=vYX 2 VAF RY 8 (NADP)

12



4 umol/mL
HEPES &% (pH7.2)
4 umol/mL

5.5.2 1EE%

Minimum Essential Medium (MEM)(GIBCO™. cat.No. = 3@t (56°C. 30
437) L7241 (bovine serum: BS)Z 10 v/v%¥sil L 7= 8%%& W (BS-MEM)# AV /-,
il L% ORI II D BARAT L 1=,

1)  AImiF
B3E T ? Life Technologies Corporation
17715 : @ (=20°C LLF)
RGBT :

2) Minimum Essential Medium (MEM)

T

RE T : Life Technologies Corporation
RAF 7 & : mik (FFAWE : 1~10°C)

R B .

5.6 ERAE Y

RBIIUTIR LEAT—COIEICER L, 7od. SRMAEEDRBEE(I
B TR S R o BRI RIKFEA 2 BMRRD S, B HE S
B, EFAEEOEABLITER L 20T,

1. A0 RE 38 e i 3R B 55 B R AL ER FERBHE ML
KBNS AL
LA R IR 24 BRI E

2. Rt RERR 58 R AL ER 3 FEMRBIEEA
RS A
AL R 24 e AL E

5.6.1 #AlIA %

ATOEI CEDEREXEIEFERLELTIANVE, VY —LVRUBRFA FIF R
\ZREGE L TR 24T o 7,

%1_

& NE BHXIiEF
ER A FECEHE L -

o | ERFMAEE ABMEEE +

Y | EHAEE 24 RFH AR 24-

| f& 1 Xt BRE¥ (Negative Control) NC

SETTI s BREND 1, 2. 3 - nOBES
85 4 % FB B (Positive Control) PC

13



[ — AN T ORI

P58 B B

EREICL>TIT Vv HF Al
2— FeLZABAR

RBEB LV Pa— 2 NEEBICEIVIE-S
72 101) ~199) ¥ TCH2HOTFTERVRT A

FoBEERTHEES

656.2 AEDERTE

1) A S 2 o ) AR
e A% 1800 pg/mL (10 mM AHY) & L. LR 2 T#F L7 900, 450, 225,
113, 56.3, 28.1 X' 14.1 pg/mL DFF 8 AR ZERE Lz, ThiTinx CTRatkxi B4

BRI,
2) Ytk EERABR

FREILICH T 2ABEUTIOR Lz, ZHICHA TRt BEE R OB B R

BTk,

E G i

A (ug/mL)

R RELEYE R EEME

200, 133, 88.9, 59.3

FERFFAAEE IS

88.9, 59.3,.39.5,26.3

e AL B R

24 B ] AL 2

133, 88.9, 59.3, 39.5

5.6.3 il fic 18 iE 411 ) 5 B
ROGRFABROHBEZRETOLOOFHARE LTEBLZ, UTORRERME
DS5 WEEELELTIEA, BEERET BT REFZ2OBAZ AT,
WERIFIC L > TEMB L,

1)

FELIF T AL TR O FEABHE MEL & B Y L ERRALERE D 2 U 2 1 B ot BR Y
BROWEBRMENBELZRTZ, vy —L (FL—NRFS2Fv 77—} (B

60 mm) EMW, FBE 18 E Lz, £7z, X MAER ML (Relative Cell
Population Doubling Number: RPD)2 H T 2 7= OB ERIC S L— %

1 Bea® it 7=,
2)
TR L7,
3)

SFECHAEN b 2 FERMEZ, 7L — FY72 0 K 2x10* B O ML (3536 5.0 mL)

REHE3 A%, IS ERME T CHIICRES RV L 2 BRE%. TRICKL,

HREORERCLEEZITV, LERBMRMRENERD 7L — ~ 1 K22\ T
. AT OFEICHEVIIIRE 2 BIE L, AERB AR OMBIIE L L,

- A 0 R AL B A . .
LENE FRBITEE (L KRR ERALTR
2 A 0.050 mL 0.883 mL 0.050 mL
S9 mix FEHN & 0.833 mL
B - BRI
I 0.050 mL 0.050 mL 0.050 mL

14




(1) %7 v— b DK% FEIE L. Phosphate-Buffered Saline(-): PBS(-) % i £/
Z. 7V—bEEFRLE,

(2) PBS(-)%FEIEL. 0.25% Trypsin i % | mL M X, % 5 5 FFHE L,

(3) ERyT 4V THRZHEE - B EELE, 7L — MIH LY 10%BS-MEM
W AR 1  mLEL., MRRRELZRELL,

4) HARTHBEROATROWHOFTELHER L, ARMAEETIE 6 MM, L
R TI 24 BRR RS L T2,

5) 6 RERIEEHESL. EEMABRECSOVWTIE, )RRICTHOFEZRRBTDLLED
(. BISCATAREFEMSE T TR OREZ MR L, RVWT, FIiEEHML L
BAKGE CHMEEEL, HLVEERKS.OmL 2Mx, B 18 KRR L,

6) MEETH. HRAFEICHHOFEECHBEOREL KR L, (ERHLEED
ERKTHORRIZ, 387 —Fc L),

7y WWT, HDFEIHEN, £7 L — bOMIMBEZRE L, #TROMBRE L
Lires

8) BoN-MBEBENSG, X 1IZTEWV, BIENRIEZ 100%L L 7= % B¥ o0 48 of 7l i
#r(Relative Cell Count: RCO)ZEH LTz UNEAUTHE I LEZMNERLA L) s
Fo, K2 RO IS, MAMMREREMNE RPD)EREM L (NEREAITH
1 frZMERALRE)

W BRI B EEZ B\ A IR (5K T B MAaEx 100

. TR MERT TR HE < 35 5 ART (2 36) 4 T 1% O J Fa 34
(X 1)
i B 4 5 0 3% (P D)= log (ME(#%%)%TH%O)@]S?& + hUER BRAAEE O M IR %K)
(X 2]
RPD(%)= WY E AR 3 A AR R 23K < 100
B PE X R B (35 1T % A SR 15 1 K
(X 3]

9) HEBIMEAEMAIR (=100-RCC)*ZH I L, 50% & #Hir 2 ROEMRAL D 50%Hia
HATEINE S (BERGE) Z#HEH L7,
*HBMENOUTOHEAR L LT,

564 REHRERHER

UFTORRBIED D L, EREMEEZLELTIHEE, BERETIRESVT, REF
HOHBEERNT, BEBIFICE > TERE LT,

1) AEEERALER O SERBHE ML & RBNE ML, BB ED N Zh IR R,

15



2)

3)

WRYHLBEER OB BELZER T, Yy—L (FL—h) BTFS5RF o2
ZL—h(ER60mm) &AWV K24 L Uiz, £ 7 M M4 1% (RPD)
ZRETH-OOBBRFRERICS Vv — b 1 BT,

SEEMEPICH DM E . T — P S0 2x10 B O MR (% HE 5.0 mL)
ZRRREL 7,

RERE 3 AR EISIATMEZBEME T CHIICRENS WD L 2 BR%. TEIZHEWV.
EREORER VOB ZITV, AHEBARMAENERO 7L — 1 #iIconT
VL AR HERE I BRBR I 8 U C IR IR EE R E L, A BRAARE O MR R & L7,

5 Iy ) S0 S K

FENHTE

RH ST

M AEAL R i

ERERE R

0.050 mL
(0.150 mL)*

0.883 mL
(0.933 mL)*

0.050 mL
(0.100 mL)*

S9 mix AN &

0.833 mL

B - whER -
[ M Xt FR 4 "B iR
N &

0.050 mL
(0.150 mL)*

0.050 mL
(CP: 0.100 mL)*

0.050 mL
(0.100 mL)*

4)

5)

6)

7)

8)

5.6.5

BN RREOMBRRERR OB BB ERNERE R T,

AR THERROCHMRONHOF H LR L, ERMAEE G 6 MR, B
BIETIT 24 RpMIEE L,

6 FEf R %, ARNFRABIEIZ S VTR, 4) Ao FELZRRT DD
W BINALAHZEBRMEE T TR ORIEZ FERR L7z, IRWTT, £ FHM LIz4
HERRTHRZESR L, FLOEEBESOmML 2Nz, FEiz 18 BEERL -,
IR T O 2 RRATIC 4) ARSI B EEHERT D L & bic, B friEsE
BME T THROKELZHR L (EHMABEOEERTHRORERIZ, 2325
—ZLL%E) . ROTEH 2KOF L —MNZarteI R (FAars Uik, 10
ug/mL) % 0.1mLMx, FERE®E LI,

BEATH, 7V — FOEBBKEEZBEEL, 0.25%Trypsin BIK 1 mL THIM % #23
Lz, U — MZH L 10%BS-MEM ¥:#8# % ImLIEM L7, 20 5 L&
1 KD 7 Vv—bF (BKFEF-2) KOVWTIEEO—EEZERR L., MR R
HECCHIAME ZREL, RCC., PDRO'RPD #E H L=,

NOEEEZZEL LU EDIMIEE 0.075M LA Y ¥ LB TH 15 4 S ELER
L, AFAMTVva— v BifgE=3: 1 BMCTEEL”Z, BEL-MEEZ XS54 Y
TRAIHREZOZ 2T L, ReaEERITIAL— M Y20 2 BAERIL -,
MR T, 91 AL EZERER L, 2% X2 VR TR 15 oRRE L el
A ER LT,

AERERDOER Y KL

RCC., PD RU'RPD BHHIZIZ R REZ AV, TEROHEICHE > TEHE LT,

1))
2)

MR EIZ ST, MBI ERSBLER L OBBORTREE L,
PDIZOWTiX, NORFRELZHWTHEL, MMUEUTE 32 MNEREAL.,

16



NERUTE 2L F TRRLE,
3) RPDIZOWTIT2)DRFELZAHW, IEALUTE I MEZNBEEAL, BT
BLT,

5.6.6 BEADEHE

5.6.6.1 I

FEHET T LU—PY7Z0 1000 HORGENBSEBE LESETHGLBE L, #
EREOWMBPL RELFESMBOKETRE L, FMICEEEOHBEKLEGELE,
ROBERAOBBIZTNTTIAL Y RF oz,

566 2XBHREEDNE
ROAKRFIMERELENBEFTIZRIIL, SERFEIFICUTOLOIRESR &
|LE,
1) WERYE
X v 7(g) : Rt S ERE (ctg) R VAR (csg) kB Fr v L
FRAEIIRESEORB EICHA2H 20 (GF
LERIHPRESEOREBEICZHD) THoT, D
B INLEEALSEOIELLT CHE R EREHAZNED S
nodb0,
g 55 (R AL G (ctb) A B RESECREI ENSIZTHATWE L DORVE
REMAIAREHEORBEICH>TH, ZOEEN
ReagEoiEd EiCBELTHhE b o,
e o (R B 22 #i(cte) 05 € S RVNEE R
Ye s (R RLE) B (csb) - Brh A REEFEDORE LS XN TR Y BFREIRD
DIV DO RO YA NBREEORE EiZdH o
THEORIPRESEOEUEICEENR TS b D,

Yot (BB 23 M (cse) - “HRERAE, BREEaKR LY,
% O ffi(other) : Wr R {e(frg) 72 ¥,
2) BEIRE

REKEDR, TOMBAAEF> TVWIEADEK (ZEHE) LREAR0, MLt
D,
% Btk : polyploidy (B2N{5M{K : endoreduplication 2 & te)

567%E§$

HEIZBELTRFEHFIFELAVT, GO OESE Vot WG EOREEL VN
BRREZROMIEOHBRER (WICL> TCUTOLIICHELE,

17



FE A O H B R I £ 18
5% i Bt ()
5%LA £ 10%5 i B (2)
10%24 L B % (+)

WMERFORILBARII, v v 72 ALHE (TAG) E LR VEHA (TA) IS,
REHERTREBILE-TITo, BEEMROHBARICHRKEFEE XVIERENERD
nNgaEEH LHELE,
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Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
METHYL ISOEUGENOL
[Short-term treatment : -S9 mix]

NC : Negative Control (DMSO)

PC : Positive control (mitomycin C : 0.075 pg/mL)
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Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
METHYL ISOEUGENOL
[Short-term treatment : +S9 mix]

NC : Negative Control (DMSO)

PC : Positive control (cyclophosphamide : 14 pg/mL)
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Table 1 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with METHYL ISOEUGENOL
[Short-term treatment:-S9 mix]

Number of cells with numerical chromosome

Time S 9 ti(:r;i.i:lfc Number of cells with structural chromosome aberration (%) RCC burraiivn (%)
- » -
(B mix (pg/mL) ob(.i::?e d ctb cte csb cse other  TA(%) g TAG(%) J:ii‘:_ ) ob(s::::fe d Pol}:;llso'd other  Total (%) J:‘deii-
100 0 0 0 0 0 0 0 0 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 000.0)  0(0.0) 0(0.0) 000.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
393 100 0 0 0 0 0 0 0 0 - 87 100 0 0 0 -
200 000.0)  000.0)  000.0)  000.0) 00.0) 00.0) 000.0) 0(0.0) 200 0(0.0)  0(0.0)  0(0.0)
100 1 0 0 0 0 1 0 1 100 0 0 0
6-18 - 88.9 100 0 0 0 0 0 0 0 0 - 84 100 0 0 0 -
200 1(0.5)  000.0)  0(0.0)  0(0.0)  0(0.0) 1(0.5)  0(0.0) 1(0.5) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
133 100 0 0 0 0 0 0 0 0 - 94 100 0 0 0 -
200 0(0.0)  0(0.0)  0(0.0)  0(0.0) 0(0.0)  0(0.0) 0(0.0)  0(0.0) 200 0(0.0) 0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
200 100 0 0 0 0 0 0 0 0 - 53 100 0 0 0 -
200 000.0)  0(0.0)  0(0.0)  0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0)  0(0.0)
100 5 23 0 0 0 28 0 28 100 0 0 0
PC 100 4 20 0 0 0 24 0 24 + 87 100 0 0 0 -
200 9(4.5) 43(21.5)  0(0.0) 0(0.0)  0(0.0) 52(26.0) 0(0.0) 52(26.0) 200 00.0) 000.0)  0(0.0)

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

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)

RCC: Relative Cell Count
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Number of cells with numerical chromosome

Table 2 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with METHYL ISOEUGENOL
[Short-term treatment:+S9 mix]

Time S9 ti(:?;iz;-e Number of cells with structural chromosome aberration (%) RCC aberration (%)
{y mlx (ng/mL) ob(:::’sed ctb cte csb cse other  TA(%) g TAG(%) J::::ict- (%) obcs1 ::Lbe d Po‘l:);;l)]lsmd other  Total (%) J::iii-
100 0 0 0 0 0 0 0 0 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 0(0.0)  0(0.0) _0(0.0) 00.0) 0(0.0) 0(0.0)  0(0.0)  0(0.0) 200 0(0.0) _ 0(0.0) _ 0(0.0)
100 0 2 0 0 0 2 0 2 100 0 0 0
26.3 100 0 0 0 0 0 0 0 0 - 83 100 0 0 0 -
200 000.0) _2(1.0)  0(0.0)  0(0.0) 0(0.0)  2(0.0) _000.0) 2(L.O) 200 0(0.0)  0(0.0) _ 0(0.0)
100 2 14 0 0 0 16 0 16 100 0 0 0
6-18 + 39.5 100 0 10 0 0 0 10 (] 10 + 60 100 0 0 0 -
200 2(1.0)  24(12.0)  0(0.0) _ 0(0.0) 0(0.0) 26(13.0) 0(0.0) 26(13.0) 200 0(0.0)  0(0.0)  0(0.0)
100 6 63 0 0 0 66 0 66 100 0 0 0
76 14 40 0 0 0 45 0 45 76 0 0 0
59.3 24 2 16 0 0 0 17 0 17 + 32 24 0 0 0 -
200 22(11.0) 119(59.5) 0(0.0)  0(0.0) 0(0.0) 128(64.0) 0(0.0) 128(64.0) 200 0(0.0) _ 000.0)  0(0.0)
52 4 29 0 0 0 30 0 30 52 0 0 0
48 4 29 0 0 0 32 0 32 48 0 0 0
88.9 77 5 47 0 0 0 48 0 48 + 26 77 0 0 0 -
23 0 14 0 0 0 14 0 14 23 0 0 0
200 13(6.5) 119(59.5) 0(0.0) _ 0(0.0) 0(0.0) 124(62.0) 0(0.0) 124(62.0) 200 0(0.0)  0(0.0)  0(0.0)
100 2 54 0 0 0 55 0 55 100 0 0 0
pC 100 8 55 0 0 0 60 0 60 + 67 100 0 0 0 -
200 10(5.0) 109(54.5) 0(0.0) __ 0(0.0) 0(0.0) 115(57.5) _0(0.0) 115(57.5) 200 0(0.0)  000.0)  0(0.0)

g: chromatid or chromosome gap, otb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
other: including fragmentation

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, 14 pg/mL)

RCC: Relative Cell Count
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Appendix |

Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
METHYL ISOEUGENOL

NC : Negative Control (DMSO)
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Appendix 2-1

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
METHYL ISOEUGENOL

[Short-term treatment : -S9 mix]

Cell-growth inhibition test
Study type | Treatment and o | Cell-growth Observation®’
S9 | time | Concentration REC inhibition | Condition of| Color of Precipitates/Crystals”
mix | (hr) (ng/mL) (%) ratio(%)” cells? medium® 1) 2)
0 (NC) 100 0 - - = -
14.1 84 16 - - - -
28.1 86 14 - - - -
o | 563 85 15 - , - .
- |618] € [ 113 68 32 + - - -
‘% 225 40 60 ++ - - -
&1 as0 0 100 . : + +*
900 0 100 +++ - + +*
1800 0 100 +++ - + +*
Concentration of 50% cell-growth inhibition : 185 pg/mL

NC : Negative Control (DMSO)
a) The plate in the negative control group was regarded as a 100% growth.
b) Cell-growth inhibition ratio was shown as 100 - RCC.
¢) 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 "immediately after addition of the test solutions and *at
the end of trcatment.
d) - : 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.
+++ 1 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.
+* 1 Presence of precipitates adhered to the bottom of the plate.

All caleulations were carried out using Excel 2010
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Appendix 2-2

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
METHYL ISOEUGENOL
[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | Treatment and o | Cell-growth Observation®
S9 | time | Concentration RfC inhibition | Condition of| Color of Precipitates/Crystals”
mix | (hr) (ng/mL) (%%) ratio(%)b) cells? medium® 1) 2)
0 (NC) 100 0 : . 4 S
14.1 98 2 - - - 5
28.1 92 8 + - < -
o | 563 55 45 T " "
+ [6-18] £ [ 113 29 71 e ; } :
g 225 28 12 4+ 2 = 3
2 450 0 100 +++ " + %
900 0 100 +++ - + +*
1800 0 100 +++ - + +*
Concentration of 50% cell-growth inhibition : 67 pg/mL

NC : Negative Control (DMSO)
a) The plate in the negative control group was regarded as a 100% growth.
b) Cell-growth inhibition ratio was shown as 100 - RCC,
¢) 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 ”inunedialely after addition of the test solutions and *at
the end of treatment.
d) - :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.
*+H+ : 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.
+% 1 Presence of precipitates adhered to the bottom of the plate,
All calculations were carried out using Excel 2010
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Appendix 2-3

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
METHYL ISOEUGENOL

[Continuous treatment : 24hr]

a]-growth inhibition test
Study type | Treatment and o | Cell-growth Observation”
S9 | time | Concentration R(D:C inhibition | Condition of| Color of Precipitates/Crystals”
mix | (hr) (ng/mL) ) ratio(%)” cells? medium® 1) 2)
0 (NC) 100 0 - - - -
14.1 85 15 - - - -
28.1 86 14 - - - -
o | 563 78 22 B . - :
- 240 € [ 113 54 46 ++ - - -
7 [ 225 | 30 70 r : : :
=1 450 3 97 TOX 5 + +
900 1 99 TOX - + E
1800 1 99 TOX - + +*
Concentration of 50% cell-growth inhibition : 132 pg/mL

NC : Negative Control (DMSQ)
a) The plate in the negative control group was regarded as a 100% growth,
b) Cell-growth inhibition ratio was shown as 100 - RCC.
¢) 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 "immediately after addition of the test solutions and ?at
the end of treatment.
d) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+ ¢ A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium.
The shape of attached cells was also altered.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape
of attached cells was also altered.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.

e) - :No changes of color
f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium,
+* : Presence of precipitates adhered to the bottom of the plate.
All calculations were carried out using Excel 2010
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Appendix 3-1 -

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with METHYL ISOEUGENOL
[Short-term treatment : -S9 mix]

Chromosome aberration test
Study type | Treatment and Observation”
S9 | time | Concentration . 0| - X o ey Precipitates/Crystalsd’
mix | (hr) (ng/mL) Condition of cells” | Color of medium D 2
0 (NC) 2 = - “
o | 593 + - - -
Q
9 ; + _ " =
- | 6] i [882
z 133 ++ - - -
e 200 e . < j
PC 2 - - B

NC : Negative Control (DMSQ)
PC : Positive control (mitomycin C : 0.075 ug/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 "immediately 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.
+ 1 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.
¢) - :No changes of color

d) - : Absence of precipitates
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Appendix 3-2 -

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with METHYL ISOEUGENOL
[Short-term treatment : +S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
= 5 > . d)
r::)x t(l:: ; CO?:;;:::E;IO“ Condition of cells” | Color of medium® i[;rempltates/Crystalsz')
0 (NC) 5 S B p
o | 263 s - - -
- £ [ 95 ++ . - :
Z 59.3 +++ = - i
=] 889 T } ) :
PE e - 5 -

NC : Negative Control (DMSO)
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 "immediately after addition of the test solutions and Zat 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.
++ 1 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.
+++ 1 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 3-3

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with METHYL ISOEUGENOL
[Continuous treatment : 24hr]

Chromosome aberration test

Study type | Treatment and Observation”
: atiEra o : )
:ugx l(lgll ; Co?;;::i;m" Condition of cells” | Color of medium®’ l};rempltates,Crystalsz)
0(NC) . . . “
© 39.5 + S - -

=

- | 2490 £ 59.3 + & S s
% 88.9 R - - _
= 133 ++ : : :
PC . ” . .

NC : Negative Conirol (DMSO)
PC : Positive control (mitomyein 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 "immediately after addition of the test solutions and at the end
of treatment.

b) - :Mostof 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.

4+ . 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.
¢) - :Nochanges of color

d) - : Absence of precipitates
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Appendix 4

Cell concentration and population doubling in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU)
cells treated with METHYL ISOEUGENOL

[Short-term treatment : -S9 mix]

Study type
9 r :]an: E?:::Z;ir;;t?gg Cell counts ¥ Cell counts PD RPD
(] o,
W (x10° cells/mL) | (x10° cells/mL) (%)
0 (NC) 0.443 1.75 100
14.1 0.371 1.49 85
28.1 0.380 1.53 87
= 56.3 0.375 1.51 86
- ] 6-18 'g 113 0.132 0.302 1.19 68
% 225 0.179 0.44 25
= 450 0.000648 -7.67 -438
900 0.000 C) c)
1800 0.000 C) )
[Short-term treatment : +S9 mix]
Stud e
o y;yp E::::;’:;gg: Cell counts Cell counts ™ - RPD
ime 9
mix | i(ho) (ug/mL) (x10°cells/mL) | (x10° cells/mL) (%)
0 (NC) 0.393 1.57 100
14.1 0.384 1.54 98
28.1 0.362 1.46 93
2 563 0.218 0.72 46
+ | 6-18 g 113 0.132 0.115 -0.20 -13
i 225 0.112 -0.24 -15
= 450 0.000645 -7.68 -489
900 0.000 5) <)
1800 0.000 C) C)
[Continuous treatment : 24hr]
Stud
= ytt.ype 2?:;?;2;32: Cell counts ¥ Cell counts - RPD
me 0,
el (]hr) (il (x10°cells/mL) | (x10 cells/mL) (%)
0 (NC) 0.466 1.82 100
14.1 0.398 1.59 87
28.1 0.403 1.61 88
- 56.3 0.365 1.47 81
- | 24-0 'E' 113 0.132 0.253 0.94 52
3 225 0.142 0.11 6
= 450 0.0148 -3.16 -174
900 0.00257 -5.68 -312
1800 0.00250 -5.72 -314

NC : Negative Control (DMSO)

The number of cells on the plate of each dose was measured using the auto cell counter at the time of start “ and end
¥ for treatment.
PD : Population Doubling was determined as;
[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2

¢) There values were incalculable because of cytotoxicity.
All calculations were carried out using Excel 2010
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Appendix 5

Cell survival ratio in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
METHYL ISOEUGENOL

[Short-term treatment : -$9 mix]

Study type ;
22| Treatmentand | - ) 0 | Cell counts P RCC RPD
S9 | time | Concentration p ¢ o PD %
mix | (hr) (ug/mL) (¥10° cells/mL) | (x10° cells/mL) (%) (%)
0 (NC) 0.345 100 1,27 100
o | 593 0.299 87 1.06 83
o
£ | 889 291 4 . 81
- |6-18] & 0.143 o ¥ 103
7 133 0.324 94 1.18 93
=1 200 0.182 53 0.35 28
PC 0.299 87 1.06 83
( [Short-term treatment : +S9 mix]
Study type
2/PS | Treatment and Cell counts ® | Cell counts® RCC RPD
S9 | time | Concentration p : ¢ y PD %
mix | (br) (ug/mL) (<10° cells/mL) | (x10°cells/mL) (%) (%)
0 (NC) 0.324 100 1.18 100
o | 263 0.268 83 0.91 77
Q
£ | 395 .19 6 . 3
+ |618] & 2 0.143 ) ¢ o :
% | 593 0.103 32 -0.47 -40
= 889 0.0857 26 -0.74 -63
PC 0216 67 0.60 51
[Continuous treatment : 24hr]
Study type
2Pe ) Treamentand |, counts® | Cell counts ® RCC RPD
S9 | time | Concentration s % o PD ;
st | i) (ug/mL) (x10” cells/mL) | (x10° cells/mL) (%) (%)
0 (NC) 0.396 100 1.47 100
o | 395 0.347 88 1.28 87
(&)
B 93 0.366 92 1.36 93
(‘ - | 240 & 2 0.143 -
% | 889 0.286 72 1.00 68
& 133 0.132 33 -0.12 -8
PC 0.358 90 1.32 90

NC : Negative Control (DMSO)
The number of cells on the plate of each dose was measured using the auto cell counter at the time of start ™ and
end® for treatment. Cell counts were displaved as the mean of measured valucs.

PD : Population Doubling was determined as:

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

All calculations were carried out using Excel 2010
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