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3.9 ARERIBLH
WHRMERTFEES
Lo B
B3

310 FRISENTELEI-H-HBOEERICEEZRETRVDOH
AEFERRURARBITEEZEICOEMN>-Z &

R ALBIVE O 48 FERRALEIZ B W THIEHEZE NG HE DS 50%LL Lo fl & TH a5 4T
BEWE TR o 720N, MBEEETEIEIRN 50%MTicdH 722 &, REFEORE TR
L7z 24 BFJALEE L & I ICRFHIBOEMIE 7= AbhihoizZ &b, Wk
DMEHTICEELEZDLOTITENEHE L,

Zof, ARBRICBWT, TRTAZLENTERD>TRBOEENICEEL LT
TERVO DL FERLORBEBEFIEDLRN -T2 Z LT ol

3.11 BHRRE

ABFETEA (EEESL) | ARICETIRHELE. £7 -7 ROFEAK
UCEAEFH (REMEFTIEARA) 13, MASERY VY —F 22— MERBNIEH
DOERHRFRER I RASIMEFRHE 10 FERFT D HHE TRORFIZ OV T,
EAREBE RS R YV —F 2o ¥ —HTHBEL, TOLBERET S,
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4. EH

3-nFE= ATV FL— NOROEBREFEREOCHEELRTTTHD, Frv A4 =—
e NIAAZ — R ERRHEEM (CHL/IU) ZHWEREaERERBRA2ERB LI,

HERR BN A BR O FE R ERFMALEREE T 144 ng/mL LA Lo A& T, HEAEE
T 71.9 pg/mL UL L0 A BT 50%% 18 2 2 MRS R30I /E A 38D Sz, ZORs
BLy, EREEMAFEOMRBHEL I 144 pg/mL 2B EHES L, UTAK 15T
HIRL7- 4 HEL, FEMRBHEEAL T 120ug/mL ZREHEE L, LLFAK 1.2 TH
WL Ss ARL, BmEELHEETIE 72.0pug/ml & AREE L, UTFAK 1.5 THIRL
mARAEEREL TR EGABRL EmR LI,

PO ERERBROME, ROKHEERFO —2DEETHATF Yy v 2G5 F RV
BEEEEZ0TAMEOHEE (TA ) XOEHEEOHBRIT, WT o LBEC
BWTH, I XTOABRTEMEOHERXRETHD 5%ERMAERLIZTZO, EEHE
L7,

BB, TNTOABIEIZEBWT, BHESHETIRERBERE LA T 5MELAT
RO HBLBEIE L 5% R T, BEOHERERENICH 7o, ZHUTH LT, B
RETIEHE LWRAEREERYOFERPBO LN, o T, RBUTEUICHER S
mEEZILI,

LLEDOFRERENS, 3-~FEe=o 3 U FL— MEIARBREHETICEBW T, LEREE
B R OO R BB ITFR LW SRR LT,
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5. &

il

EATGEEDKEIZLY 3-~F= APV FL—OLZEMIMIO—ER & LT,
O EM (CHLIU) 2RV A RAKBHRREZER L 20T, ZOREE
WET D, b, KRBRIZUTOREBELZETL, A FT7 A CHERL TER L,

1)  GLP

o B (LFWESEIRIABR Y E mT AR MR ICE T S L)
(R% 23843 B 31 H, AR 0331 F 8 5. k230329 /FFE 6 5.
BRI 110331010 &)

2) BEEERBEAA NS/
o UHBULZAMEEITRDHRBRD FIEIZ SN T

(FRE 2343 H 31 H : RAEFRO0331FE 75, FH23-03-298FFE 55, &
PRAFET 110331009 =)

TOECD Guidelines for Testing of Chemicals 473 ]
(OECD # 4 : 199747 A 21 H)
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6. HEBMHERUFGE

6.1 HERMERVBE
6.1.1 wERYE

i A T

LCS TR

& B

B4

CAS %5

B AR

e A E N (=

T
5T
RIS 30 BN (B8

Ph (W)
Sk &

oy &S

i

i

tbE

e 47 =8 :
A ] D & e

AFE
817 F 1

RAF 5 BT

BB\ FOEE

T IRt
Atomax Chemicals CO., Ltd
3-nF= Y UFL—F
cis-3-Hexenyl salicylate
65405-77-8

3-3041

CisH 603
220.26

T 2,33 BH iR (A
125°C(1.52hPa)*
158°C*
120707K2-1
98.86%

R
1.060(25/25°C)
1.522(20°C)

ERETHR, KSR U —F k& — HRYS
TR EOLEM 2R L, BETH-1Z
LR LT,

25.00 g

e, W (WRIEN, FTAME - 1 ~ 10°C, FERPNR
E 2 ~8°C)

G EET SR ERFEERD

AR RT R E R FE

FEGOBKE+ 31217, w27 RERSE, RE
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6.1

6.2

6.2.

1)

2)

¢ Beoo

FREOWEYRRELLEFA L, BEEOBEMED <,

BOJNRIT, F, HFZRBD, DB0ET D,
%o 0D JULFTL : WRBRME DR BRI LT LB %, TRTRELE,
T — s = b (EMEE TERRE) o<

—
e
=0

H

~

2 oy LS

Z2p i : DMSO

oy EE : PEH5762

g : BB R

ST : IS T A4

A7 FHE : FEil

RS T : st AR E

PRI 0D 3 R L : AT ORE R, FEHHAK (23.0 mg/mL) ITRE,

DMSO (230 mg/mL) IZEETH -7c7od, Wi L
T DMSO # v iz,

G AOHEES
1 ARAE
4 A B

WERYE 0.4600g Z 2mL A A7 T AITWIHBR LT, WHEEZHRIML, WHRLZHE
2, AAT v 7L CRERE® 230 mg/mL K (7 L— M2 0.050mL #$/0L 7=
BED R HEIRE 2300 pg/mL) ZFB L 72, RV T, 230 mg/mL iK% ALk 2 (%
BEOKRIE I mL : FE 1 mL) TIAR 7 BEANL. 115, 57.5, 28.8, 14.4,
7.19, 3.59 J T} 1.80 mg/mL O 8 BBy o 4 BRik 2 8L L /-,

Yoo (R B R

ERREAEE T, RHE 0.0720g % SmL A AT T A IR L, BEL
WL, LRI, ARAT Yy 7 L TRARED 144 mg/mLIEIR (7 L— b
(2 0.050 mL A0 L 72BR OB IR T < 144 pg/mL) 2B L 72, kW TCL 14.4 mg/mL
IR Z N 1.5 (B BEOWRHRIE | mL A8 0.5mL) TIEX 3 BEFEFHIR L. 9.60,
6.40 KT 4.27 mg/mL @ 4 REBEMBEOHEHRKE LA L 72, i, 14.4 mg/mL i
MWEAK 1.2 (FREOKRK 2.5mL : EH 0.5 mL) TIAK 5 BFEAR L. 12.0,
10.0. 8.33, 6.94 %11 5.79 mg/mL @ 6 TR OWHERIKZ TR L7,
EHALERIE TIT, RWE 0.0360g % SmL A A7 T 23 CHRLE, BEEZE
ML, BELE®ZIC, AAT vy XL TRESRED 7.20 mg/mLER (FLV—RC
0.050 mL %0 L 7-BR D B /&I B 72.0 ng/mL) 2% L7, kW T. 7.20 mg/mL
WK A2 A 1.5 (BRIEOWSRIK 2 mL - B8 1 mL) THAR 3 BEAR L. 4.80,
3.20 R Ur2.13 mg/mL D 4 REBRBOWRKZFR L /-,
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6.2.2 REEE
FARFCFAR U, 2. BATRIIIT T N THE LERLS L,

6.3 XEME
6.3.1 B2t et R
i e UTAV D DMSO % et xf i & L7z,

6.3.2 b5 1% < B8
1) REEMEL
vrma 742773 K (CP)

2y NEE : LAR5348

LIS Slr : oYk T kA 40

i : AR (97%LL E)

R 1 : ARG, R

PRAES AT : Hpwrsipr EEMRMRE GEE

2)  FEMCEHEIEAL
<A h<=A3 2 C (MMC)

2y hRE : 562AAH

I : WRIREEx ) RS
WAk : 2 mg (J1ffi) /)R

RIF & : ER, B

EER=h : HEFZUAT BRI aA R =

3) FREE
FAEUIT N THERZI TV, BRIET R C—E MR L7 %ISRy L,

(1) Pt EBERER  AIRRARRE  REEL
CP 0.0140 g % y HIRE W 77 AF v 7 EILE (50 mL) ([ZFFER L7, Zhizi4E
HERE (AAERL, RS RERETE, =y FES  K2G71) % 20mL
MATCEML, 0.70 mg/mL FE AT L7 (K587 4.900 mL {2 0.100 mL %N
R, ZOROREFEEIX 14 pg/mL)

(2) SR EHS ERERABE  FERANT ML L OE R ik
MMC @ 2 mg TN A TV AEBRIER (B A KRSt KRR TS
2y MES : K2G71) ZHEHNAT2mL MA TEMLUE (Img/mL) , KRIZ, =
DR % N 20 CHER 2 BEREAR (B 0.250 mL : A EHER 4.750 mL) L,
0.050 & X 0.0025 mg/mL DR Z AR L7 (SR ALEE L Cri s 8% 4.850 mL
(2 0.0025 mg/mL ¥ #& 0.150 mL Z, i H#IE TIEEEEAK 4.900 mL (T 0.0025
mg/mL A 0.100 mL 2 M Z 7=, ZORORKBEIZXZEILEN 0.075 LU 0.050
pg/mL)

14
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4) BEtEXRYE OENEH
BIEEERBTA FI4 2 (AR 5.2) TH) ICHEANHEREINTWD Z L ROKE
PR NEBIAR S THDLZ 5 CP L IEMMC Z&IR L7,

6.4 {ERMRE
6.4.1 HH R A%

F oA ==K e NL AL —ORTH MR CHL/IU)E AW, B a—<v A
T ARFGEEIR N 7 B 2010 4E 10 A 13 HICAFE L., BEEREFE LMz >\ T
EHRCROMERBELER L T, MRPAEETHS 2 L (BEFRE, AjaEine
ffl 15~20 BERIDAN, QiR OEH N 25 A, v A 275 AFEDHERRY) DE
WENE L 0% 30 MARLLA CTRRBRICHE A U7z, 50 B o 0 A b A28 bR e 58 401 570 1)
BRI 21 AR, e (n A BRSO SRR R ALER VR CUE 4 REA . SEREALEREE T 10 M
RTH-o7,

6.4.2 RO ERER

HRREE DO YOER R HNREREN D L e O PWEICH L TRZAERE N
LLEBRTF— 4520 L RCEABEOBEMILE WD RARBRERBICE BN
SITWE Z &M b, A EZRR L7,

6.4.3 EEEH
[RER T ARG BAEE 2 . COLBE 5%, IR 37°C, BELETTHE L, f#
RiIZ1~4B8 L2977,

6.5 SO mix RUEERZRDFAH
6.5.1 S9 mix

SO M OMEBEER (S92 777 % —CEv b, vy hFS: C120713041, AV =
ZVEERE T2 EHE) 2RA L. SImix i U7z, SAREEHRIC T2,

1) S9
£ R : S9
1y N : 12071304
®ER : 201247 A 13 A
7 R ; Z v -SD %
L4 : i3
ik s : 7 H Hi
7hEME : Tx )AL EE—)L (PB) KV 5, 6-X YT TR
(BF)
5% : HE RN & 5
REMB R OREG & PB 4 H[E  30+60+60+60 mg/kg body weight

15
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BF 1H 80 mg/kg body weight
R L W (=70°C LLF O )
fiti FH 1A PR 201341 H 12 H
RIS KSR B ERERTFSE BRE7 ) —9%—
2) fHEEZR
% R a7y H—C
oy EE C12071104
RER 20124F7H 11 H
R AF 1 W (-70°C LA O M)
e I 91 R 20134F 1 A 10 A
PRAZE AT HUFEpT R ERRNRAFEE BERE7 ) —%—
3)  S9mix DAL
S9 2 mL
R B% SR 47mL 20 mmol/L HEPES ¥ (pH 7.2) 1.34 mL
50 mmol/L b= 7" 7 AKIER 0.67 mL
330 mmol/L Ha{b 1 UV 7 LAKEEHK 0.67 mL
50 mmol/L 7 /b z— A-6-Y L ERAKIEIR 0.67 mL
40 mmol/L ikl = a5 7 I N7 5=
VX7 LAF KU g (NADP) KIEWE  0.67 mL
F 8Kk 0.67 mL
6.5.2 EE&

Minimum Essential Medium (MEM)(GIBCO ™ |

Cat.No.11095){Z3EfB 1k (56°C. 30

1) Li=4ifiE(bovine serum, BS) % 10 v/v% ¥ L /=& K (BS-MEM) % 7=,

AL DEE R T mERAF LT,

1) ik

7y b 8155322

L CS =T Invitrogen Corporation

A7 1 M (=20°C LLF 0 14 U

RS HT RO IERT B M AEE  mmE
2) MEM

7y hEE 1158261, 1179276

g T Invitrogen Corporation

RAFTIE 0 T

R H P RO MPIERT B M sAEiE  mEE

6.6 HEAEDD

RBIZU TR LI AT =Y DB F i L.

16
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1. B e 64 2 450 ) 5K B R [ AL BV REHEMEAL
FEAREHEPE (b

1H e WL EE 7R 24 FFfEALTR

48 B ALPE

2. Yufa iR BOE ER S TR [ AL PR s
FEA S AL

15 e AL BB v 24 R ALPR

48 B[ LR

6.6.1 B8 Al 77
UTOLIICEDERBFXEHTLERLETAVE, Yy —LVRBATA KT T %
(CHEA LTI AT o 7,

g P o
v ERFEA AR E RBhE L +
T BRI JERENEMEAL -
LRV VE 24 B AR 24-
R AL 48 BRI LB 48-
et xof HE R NC
W BRI AL PR TE FEEENS 1, 2, 3+ -n OEE
K5 P St HR e PC
] — AVELEE N C D B O, @, @, @
T
[ o SHEAR R L oo e & SRR A T D
ﬁ jﬁ%ii;;éé;A“ ot T01) ~ 199) £ T 2 f1DEH
N - EORATA NOKBRERTEES

6.6.2 AEDERE

1) A0 fed 8 5 9 1 A BR
e AE% 2300 ug/mL (10mM %) & L, L FAKk 2 THRLEZ 1150, 575,
288, 144, 71.9, 359 (N 18.0 pg/mL DFF 8 HEAZRT Lz, Z UM xR
AT,

2) BEAREFERER
R OMNRBHEMEL CliRkEm A E%L 144 pg/mL & L, BLFAM 1.5 THR
L7296.0, 64.0 XN 42.7 pg/mL OFF 4 &%, FEFEFELMEOIENRFHEIEL T
iﬁw%%%1mpgmL&LJATAwL2fﬁﬁLk1mxw3ﬁ94&0519
pg/mL OF 5 B4 | SEH LI 24 BERILE & (8 48 BERAB Clz B E A &%
72.0 pg/mL & U, LA 1.5 THWN L7 48.0, 32.0 XU 21.3 pg/mL OFF 4 A
BEHRELZ, ZAICERIES B R ORI BB 2R T 7=,

17
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6.6.3 0 e 18 i 40 1 54 B

REEBEWHRBOABEARET 2200 FHERBE L TCEMLE, 2B, UTFTOR

BREED o b, EEMEAZLEL LEHAE, BEERETICBWNT, MEFOHEEH

W, BEERECL > TER L,

1) GERERALEE O RBHEMEL & SERBHE ML ERAABE O 24 RFFALEE & 48 FEfH
WO ZNEIIT, BRESRBER R BB AR T, Py —LIET TR
%/77v—b(p 60 mm) AW, HE 28 L LT,

2) FL—h%0 2x10EOMM (BERS.0mL) ZERELL,

3) REAHBIE, BAAAEEMET CBEL, MIRICEEOR W LEHERMLT
Hh, TRICEW, BFBEROBRER LI EZIT 572,

SE Ry R AL ER M 5 AL v
REFTEMEIL | FEMRBNETE(L | 24 BFRILER 48 BF R AL ER
BEEIKERERE | 0.883 mL 0.050 mL 0.050 mL 0.050 mL

S9 mix {HANE | 0.833 mL

L - BB

N 0.050 mL 0.050 mL 0.050 mL 0.050 mL
win&

4) AL OLICTEME, WIRTH MO ABEELOCERRO A LRI L, ERFFLEE I
DUWNTCEE 6 BEfE], EFTALEYE I DOV TR 24 BRI R TN 48 BREIES 2 L 77,

5) FERFREAEE O RBTEVE L K CIERTE PRI DWW Tid, 1558 6 RFRI#ZICAER T
WEME DO BORRABET L L & b0, B HEBEME FTHEL, Mk
DOREEFR L, RWT, FMEEHFEMUZARSER CHERE L, FTL
WEERIR 5.0 mL #0 4. TIC 18 ReMRs & & Feit 7=,

6) HEEKETH., RIECHTHOAMA2 R L. IR 2 B A ZBEMET
THEZ L, R L (HERAHEORBERTROBRIZI. SET—F L L),
WNT, MR EAEREREONAF AT Va— 1 (HiE 99%LL 1-) THE - [HE
L. 0.1% 27 U AZ AL F Ly MERTYMBE LI,

7) WEMEEENTERE (£ 8L —4, 4V U RXARFTERASH) 2HWT
Mg ELZRIE L, BUSBREOMEEZ 100%E LT, ZhFC >0 THiBRmE
D 50%H0 I G A I IR (RS E) & R 7o,

6.6.4 2 EAEERR

UToORBREIED S b, MEMEZLELE LESEAE. BERETICBWT, KEK

DEAEHNT, WEBIEIC L > TEM L,

1) RO E

(1) fUEHEMEL & FERBIEMAL D FEhic, Rt REEE, %%%E%ﬁﬁ&@%ﬁ
SEELRITL, YYy—VL (FL—F) 377 AF vy 77—k (HF 60 mm)
AW, TL— NMIERE4AKE LT,

(2) FL— Y70 2x 10 oMM (55#0E 5.0 mL) Z R L7,

18
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(3)

(4)

(5)

(6)

(7)

(&)

2)

(1)

(2)
(3)

&3 A%

(L BEISZAZ BT TES L, MIRICRE O

WZ EEERLT

Nh, PRIV, BEEROBRER VLB EIT ST,
ARG FEETE HEAE
e 1 0.883 mL 0.050 mL
SRR bR (0.933 mL)* (0.150 mL)*
S9 mix N & 0.833 mL
ﬁﬁ%%ﬁg& 0.050 mL 0.050 mL
PR RS (CP: 0.100 mL)* (MMC: 0.150 mL)*
wns
*1 () AT, MR BRE O B R IR 2 R R OV PR A IR R0 B

BREE B ﬁm& WIRCTHT I OF ER O RIRO B L R L
6 BFfihT & L7,

B® 6 WpfEl R, IR CTHBMEONTHOE®REZBET 5 & L b, BISIALMHEE
PEMEE T CHIE L, MIBOREBAMAB L, W, FEZ2EM LA AER
ECHIR 2P L, TLWEERRS.0mL 2%, FI2 18 REBEL I -,
ERE2HMOT L —F (KFEF-ORK-Q) 225\ T, EAEABEAEAEROT
DIEFET O 2EFHETNIC LTI R (F A 2/ %K. 10 pg/mL, Invitrogen
Co.) # 0.1 mLINZ7-,

BEKTH, 0.25% Y 772 U %#E (Trypsin 0.25%, Invitrogen Co.) Tififd %
HNL, BODHICE > TEDMEEZ 0.075M LT Y O LK TH 15 7
RELE L, AFATra—)v: §iEE=3:1 WTEE L, HEEL Mz R
TARTZATRICHE 2EHTNICHE F L, OEERI T L— R4 2 H/E

. RLEK L 7ZERIC

U7, METH. 1 HEKEEREL., 2% XL FETH 15 ke L TRéE
KA 2 BB 72,
LEB2MOT L —F (HEE-OLC-@) (I, BEeoHl% EFRFEDOFIET

18 KFREEDK THIZ, WIRTHTH OB E A2 MR L VAR ST A ZEBR IR T
THIZ L, Mok %%mbt(%%ﬁTﬁ@m%i\£%?~5&Lk)o
ZD% IS HEIEMGIRRICHE L 7 U A2 LM F Ly M@ LA R ERLL

BT R e 7 T SR A T O IR &R A MIE L 7=,
AL e AL B i

24 RE VB & 48 RERETALBE D 2 i Z AV IZ R e et PR . 1k B8 4 T AL PR T Je O B b
WiEERTZ, vvy—L (Fb—F) F77AF v 77 —F (Ef 60 mm)
RO, FL— MEEREARE LT,

FL— b0 2x10ME oMK (55EE 5.0 mL) 2B L -,

BRI B®ZI, BISCAAHEBME T THE L, MRICEFEOR W LML
MhH, TRICHED, EREEROBRELOCUHEEZIT T2,

19



T-GO56

(4)

(5)

(6)

(7)

24 Wiy [ AL B 48 Iy [ AL BE
e e ]0.050 mL 0.050 mL
SRR L& (0.100 mL)* (0.100 mL)*
ﬁﬁ%%ﬁg& 0.050 mL 0.050 mL
g ;&ﬁa/ (MMC: 0.100 mL)* (MMC: 0.100 mL)*
7N J=EA

oo () AL BRMEARE OB R ER R B R OB B B R B A R,
FHREL BLICIRIE ., AIRTHHOAME O BEROBELHRE L, LHELEEIC,
24 REME R O 48 HFM RS2 L 7=,
FEH2EOT L — b (FHFEHF-ORV-Q) 2>\ T, Rt EElSAEARTERO
HIEFELT ORI 2BFMRTIC 2L I F (5 A 203 U EHR. 10 ng/mL, Invitrogen
Co.) # 0.1 mLMN% 7,
BERETH, 025% M) 72 VIR (Trypsin 0.25%. Invitrogen Co.) THlE %
HBL, mLDBICE > CTEDZMAZ 0.075M HE T Y U LB T 15 0
BEEALE L, AF AT a— )  EFfEE=3: 1 i CEAT L7, ETL-MEE A
TARTTANKIZOE 2EACH F L, R EERET T L — Y720 2 KE
U7, MMRTET®, 1AM EETEEREL, 2%F AP TN 15 oM%EE LT
e ARIE AR & AR L 72,
BOEBIKOT L— b (EF-OKRO-@) 13, 24 Bl RO 48 Bef D K53 0
ETRHCPER AT O F 4 FEGE L. EISHAE O R IE % 8] 247 AR 25 BRI BE CEl %2
LHER LIz, ZO%, MEEHEMERBRICEL 7 )V A2 AL F Ly MBA LT
EARZER L, HgREEREIEE LY N CHEEZBIE L,

6.6.5 ERXDODHRE

BB F T L — P20 1006, BIRAE Y720 2000 Rk RRBHLIZD
AP BIC O NT, FBERTOBEE BN AR OMROKEZ TR L7, FRIZFERE
OHEAEETSH LI, 2B, FEHOCESNM TN L0570, ROFERT
TRTCEREICL > THRELE,

6.6.6 REAREDODE
e R B ISR L BRFEICRKAI L, MERFEEIEICLUTOLIIZERE -7

LT,
1) HERT
REREEOMBIZLTO LI ICERLIE LT,
X v 7(g) D e ERR (ctg) R VAR (csg) A B ¥ v v T

FROEXEIRESEORM LI 2 H D b0 (3F
LAy P EESEORE LICH D) THoT, Z0
REDRATEROMELLIT THIRZIER BTN D B
nobo,
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Qe oy RTET(ctb) @ WA DR ESEOFEH L LT Tn5s b0 RUGE
Pt AR RESEORE EZH>ThH, TORIN
Bt 3 R DR LL EICHENL TV D 6 D,

Yett oy (BRI 25 a(cte) @ DUSREHIRARH#HL 2 F

Y (KT (csb) D BrR Al oFE B b wmwa@@]www
DAV O B OFEYL RO A3 Y B (R D [l 8 T
TH,.ZFDOE DG EROIELL I %MTmé%®o

e 0 (R AZ i (cse) o ZERAGE R, BRREAERLR Y,
% DA (other) C o Wi AR k(frg) e &

2) BHIRW
USRI GiIN %@%Eﬂfﬂﬁﬁi%%ofb\élﬁl/ﬁ@%{ (Zf5R) L8220 i LT
LertBERRTETERLE,
5k : polyploidy (#ZH{&M{E : endoreduplication & & ¥¢)

6.6.7 e
HIREICBR LTI PR FEE VT, A0 ok icfEn @k okl o
BIREZFOMBOHILE (%) (ZL> TUTO LI ICHT LT,

FE L O H LR ) T L
5% AT e vt (-)
5%LL b 10%K i SEREE ()
10%LL k- B PE (+)
BERTORHERIL, ¥ v 7285004 (TAG) 5 R0WEES (TA) LTy
g, REHERBEICL > TITo 7,
HATHIRO NBERICARERFEEIFRELSRD NG 2 EE S FIE LT,
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7. REHFR

7.1 0 B 12 58 4D 1 AL BR

AT A 1 Bl A SR D F5 £ %2 Appendix 1, Appendix 2-1 ~ Appendix 2-4 [Z/R L7z,

BeBRIR TR INE % OB 2B W T, T T O T 144 ng/mL LA Lo & TH A
WO LN, BRBEOAFHAEITRD bR oT,

AERIE THEOBEIZI B W T, T X TOMLBEE T 144 pg/mL 2L LD H B THERRD
¥ g0 e

BABIEIZ BT D 50%A IS HAE i R L (BERE i) 13, A Rr M A EE O REHE ML
T 125 pg/mL, FERFHEMELT 97 pg/mL, HEHAITEE O 24 FERTQAET 62 pug/mL,
48 BFFJALEEC 60 pg/mL & BE I,

7.2 2EAEETHER

RaEREERBO/BESL Fig.l ~ Fig.d, Table 1 ~ Table 4 } T Appendix 3-1 ~
Appendix 3-4 2R L7z,

BB IRNE % OB EIcB\ W T, EREAEREORBHEMEL Tl 144 pg/mL O FHE
T, FHEMREHTEMENTIE 100 pug/mL YL EO R B THHARD v, @ L BiyE Tid4 <
TOHEBETHHIZRD bR o, BEEOCHERITIRD b Tz,

JUBELAE T R O BER OBE, BRI EE O RBNE LTI 144 pg/mL O A& T, JEMR
BHEEAE TIX 120 pg/mL O HETH HBE O b, EEAEE T T X TOHRETHT
HIZEO b io Tz,

LEREROBZORBR, MEEFTOLIR (Fr v 2E8FER0VWEE) KUEKER
R LEHIC, WTHOMEEIZESWTHEINIEED Lo Tz,

TR MR O A8 BRI B W REHAETH D 72.0 pg/mL IZB N T,
AR BETEINHI RS 50%% BB S 2o 7223, 72.0 pg/mL T OIS TEINH L2 47%
& S0%THITICH o722 &, FRROIRAE TRME L7 24 RefLPR & & 61T RE Mo
MrE o= honhom2 e, REBEOKREHTCICEEEZEZD2LOTHEHED
&l L7
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8. EE
3ttt A FL— NORGREVEREDABEMRT T L2720, Fvy A4 =—
Koo IR —Ri R EAESE MY (CHL/TU) W ROk RaaRRr FEZiE L7,

REARERBROBR, ROAKEEEFO —DSOERETHAIFX Yy v 72 E5 T A0
BRET 2 AT HMIEO IR (TA ) ROHEEROHIMRIT, IO LIz
BWThH, T RTCOFABTEEOHECEETH D S%BREAE R LZTZD, Bt & HE
L7,

F 7o, BRI O 48 BEFRIAERIZ U THESQES G RS 50% L0 Lo ST
BN &2 FERTERP o720, MIRBEMAIMHI LR S0%TEICH 722 & FKORE
TR L 72 24 BERALVEE L & LI BRFMIROBMEE - Aol vk,
RBROBRAHECHELZ 5250 TIXE N EHW L7,

B, TRATOLEECEWNT, RBESREECIRAREERT AT 2L W
EHEAEOHBME X 5%KE T, BEOHEEZENIZH -7, Zioxt LT, Bt
RBETEE LVWRAKEBEREOFENROONT, o T, REIXEUICE S
mrEZLN,

BB, AEBRYEITME Y VA ERERLERBR TR BLY I TS, VF
7~ BEEILEMTHh AL AZ-~FE ) — LTI, CHL/AIUFIKL &2 B 7= YK B s
BTtk mE SN TS,

UEDHERLD, 3-~F2=2A1P U FL— PEIRRBRRJMET TR T, ROMBHEE
FUE N O RERI R E TR L v S fbER LT,
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1) AEEEEE (1987) : <KGET>ROERFRET —FE, pp. 1924, =L - T A -
= R
2) Ishidate M Jr. and Odashima S (1977): Chromosome test with 134 compounds on
Chinese hamster cells in vitro — A screening for chemical carcinogens, Mutat. Res.,
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3) Matsuoka A, Hayashi M and Ishidate M Jr. (1979): Chromosomal aberration tests on
29 chemicals combined with S9 mix in vitro, Mutat. Res., 66, 277-290
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Attached Data |

, HREBRER  A2512
HERRIEE
[3-AFtE_IHUFL— FOE]

RF— : R G o B R
HEH : 201248 B 23 H
W : J~FE=m Y UFL—h(zy FEE:120707K2-1)
HBRER : HAFBIT A7 b OFEE (ATRIE)
B : o277 N VELLTIZRT,
-
g
1 : i 4
. S I
_ )7 4 1 \
T g1\
R ‘ e g i
_ = §§
: e
] f B
25— 3%@ éi
0 T T ¥ T T ¥ T ¥ { T T T ! T T T T J I T ¥
4000 3000 2000 1500 1000 y
xH : TR EMELIBRARBR L T 2R RER ICHE
TAE®] (FERR 2343 H 31 H : A3 0331 8
PR 230329 EE 6 B BRIEASHEE 110331010
)
_ 2012 - 9 5 UV 4
HRBREH

MRS RY Vh—F - F— HEBREHER
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Attached Data 2 (1/2)

Study number: T-G056

CERTIFICATE OF ANALYSIS

Stage:
Date of Analysis:
Test Article:

Test Item:

Acceptance Criteria:

Results:

Judgment:

Regulation:

(Stability of Test Article)

After the end of an experiment

January 23,2013

cis-3-Hexenyl salicylate

(Lot Number: 120707K2-1)

Infrared spectrophotometry

(Attenuated total reflection method)

The spectrum for stability is comparable with that for
characteristics”.

D _: Validation of an analytical method for
the determination of cis-3-Hexeny! salicylate and its stability
study (vehicle: corn oil) by HPLC, and characteristic test and
stability study by IR (Study number: A-2512, Gotemba
Laboratory, Bozo Research Center Inc.)

The spectrum for stability was comparable with that for
characteristics.
The Infrared spectra are shown on the next page.

Passed

“Regulations of Testing Facilities for Studies on New Chemical
Substances etc.”, March 31, 2011, YakuShokuHatsu 0331 No.
8, Heisei 23-03-29 SeiKyoku No. 6, KanHoKiHatsu No.
110331010

Person Responsible for Analysis

Date

Gotemba Laboratory, Bozo Research Center Inc.

12
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110 p —— Cell-growth ratio o 100
= O= TA value
100 & —A=—Poly value & 90
9 p d 50
80 p
4 70
-~ 10 F -
X 19
3 T
0§ 60 » E
x
= v 50 s
€ so0f 2
s )
e 4 40 A
30 40} s
3 {30 &
30 p
4 20
20 p
10 b 1%
08 O T e - e AR A0
NC 42.7 64.0 96.0 144 PC

Concentration of test article(ug/mL)

Fig. 1
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with cis -3-

Hexenyl salicylate
[Short-term treatment : +S9 mix]

NC : Negative Control (DMSO)
PC : Positive control (cyclophosphamide : 14 pg/mL)
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120 p —— Cell-growth ratio 100
= O= TA value 1
110 p —A—Poly value 90
100 &
<4 80
9 |
4 70
80 P
Q) d 60 &
S 70 b <
S >
= =
3 9 <
= 60 50 s
= Z
2 sof g 40 &
g 5
= 40 b
3 {30 =
30 p
4 20
20
4 10
10 p
_.-0
0 & R o e R e s . = =2 A A0
NC 57.9 69.4 83.3 100 120 PC
Concentration of test article(pg/mL)
Fig. 2

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with cis -3-
Hexenyl salicylate
[Short-term treatment : -S9 mix]

NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.075 pug/mL)
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120 p —— Cell-growth ratio 100
= O= TA value 1
110 p —A=—Poly value 90
100 B
4 80
9 p
4 70
80 p
& 60 <
S 70 b >
= L
= E
S 60} 150 ¢
= =
=]
g 50 p 4 40 ~
3 5
= 40 p <
)
4 30
& ( [
30 p
4 20
20 p
4 10
10 p
0 3 Rer 2 ey = — = —-— — 20
NC 21.3 32.0 48.0 72.0 PC

Concentration of test article(ng/mL)

Fig. 3

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with cis -3-
Hexenyl salicylate

[Continuous treatment : 24hr]

NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.050 pg/mL)
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130 ¢ —— Cell-growth ratio | @ 100
= O= TA value
120 p —A—
0 -‘A=—Poly value 8 o
110 p
4 80
100 @
9 b 4 70
~ L —~
c\e 80 4 60 c\c
=4 o T
€ 70 F =
- 2]
B 50 >
§ 60 F 2
=3
e 4 40 Ay
in 50 p !-5
S 4} {130 &
30 P 4 20
20 p
4 10
10 p
0 2 Ror de ey e e e = —Y Ao
NC 21.3 32.0 48.0 72.0 PC

Concentration of test article(pg/mL)

Fig. 4

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with cis -3-
Hexenyl salicylate

[Continuous treatment : 48hr]

NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.050 pg/mL)
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Table | Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated withcis -3-Hexenyl salicylate
[Short-term treatment:+S9 mix]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- * Number of cells with r.mmemal chromosome
Time S9 . growth aberration (%)
(h) mix test article Cells o 0,y Judge- ratio Cells  Polyploid o, Judge-
(ng/mL) observed ctb cte csb cse other  TA(%) g TAG(%0) ment (%) observed cells other  Total (%) ment
100 0 0 0 0 0 0 0 0 100 100 1 0 1
NC 100 0 0 0 0 0 0 0 0 - 99 100 0 0 0 -
200 0(0.0) 000.0)  0(0.0)  000.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (100) 200 1(0.5)  0(0.0) 1(0.5)
100 0 1 0 0 0 1 0 1 62 100 0 0 0
427 100 0 0 0 0 0 0 0 0 - 74 100 2 0 -
200 0(0.0) 1(0.5)  0(0.0)  0(0.0)  0(0.0) 1(0.5)  0(0.0) 1(0.5) (68) 200 2(1.0)  000.0) 210y
100 0 0 0 0 0 0 0 0 87 100 0 0 0
6-18 + 64.0 100 0 0 0 0 0 0 0 0 - 87 100 2 0 2 -
200 0(0.0) 000.0)  0(0.0) 000.0) 0(0.0) 0(0.0) 0(0.0) 000.0) (87) 200 2(1.0)  000.0) 2(1.0)
100 0 0 0 0 0 0 0 0 62 100 0 0 0
96.0 100 0 0 0 0 0 0 0 0 - 74 100 0 0 0 -
200 0(0.0) 000.0)  0(0.0) 000.0) 0(0.0) 0(0.0) 0(0.0) 000.0) (68) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 25 100 0 0 0
144 100 0 1 0 0 0 1 0 1 - 37 100 0 0 0 -
200 0(0.0) 1(0.5)  0(0.0)  0(0.0)  0(0.0) 1(0.5)  0(0.0) 1(0.5) (31) 200 0(0.0)  0(0.0)  0(0.0)
100 5 46 0 0 0 51 0 51 99 100 0 0 0
PC 100 3 45 0 0 0 48 0 48 + 99 100 0 0 0 -
200 8(4.0) 91(455) 0(0.0)  0(0.0)  0(0.0) 99(49.5) 0(0.0) 99(49.5) (99) 200 0(0.0)  0(0.0)  0(0.0)

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

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 ng/mL)
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 2 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated withcis -3-Hexenyl salicylate
[Short-term treatment:-S9 mix]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- - Number of cells with r.mmemal chromosome
Time S9 . growth aberration (%)
(h) mix test article Cells o 0,y Judge- ratio Cells  Polyploid o, Judge-
(ng/mL) observed ctb cte csb cse other  TA(%) g TAG(%0) ment (%) observed cells other  Total (%) ment
100 0 0 0 0 0 0 0 0 100 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 99 100 0 0 0 -
200 0(0.0) 0(0.0)  0(0.0)  000.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (100) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 0 0 0 1 1 62 100 0 0 0
57.9 100 1 1 0 0 0 2 1 3 - 74 100 0 0 0 -
200 1(0.5) 100.5)  0(0.0)  000.0) 0(0.0) 2(1.0) 2(1.0) 4.0 (68) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 62 100 0 0 0
69.4 100 1 0 0 0 0 1 0 1 - 87 100 1 0 1 -
200 1(0.5) 0(0.0)  0(0.0)  0(0.0)  0(0.0) 1(0.5)  0(0.0) 1(0.5) (75) 200 1(0.5)  0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 49 100 0 0 0
6-18 - 83.3 100 0 0 0 0 0 0 0 0 - 37 100 1 0 1 -
200 0(0.0) 000.0)  0(0.0) 000.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (43) 200 1(0.5)  0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 25 100 0 0 0
100 100 0 0 0 0 0 0 0 0 - 37 100 1 0 1 -
200 0(0.0) 000.0)  0(0.0) 000.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (31) 200 1(0.5)  0(0.0) 1(0.5)
100 1 0 0 0 0 1 0 1 12 100 0 0 0
120 100 3 1 0 0 0 4 0 4 - 25 100 0 0 0 -
200 42.0) 1{0.5)  0(0.0)  0(0.0) 0(0.0) 52.5) 0(0.0) 502.5) (19) 200 0(0.0)  0(0.0)  0(0.0)
100 12 33 0 0 0 45 0 45 112 100 0 0 0
PC 100 12 26 0 0 0 38 0 38 + 112 100 0 0 0 -
200 24(12.0) 59(29.5) 0(0.0)  0(0.0)  0(0.0) 83(41.5) 0(0.0) 83(41.5) (113) 200 0(0.0)  0(0.0)  0(0.0)

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

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)
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 3 Chromosome aberration in cultured Chinese hamster (CHL/IU}) cells treated with cis -3-Hexenyl salicylate
[Continuous treatment:24hr]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- - Number of cells with r}umel ical chromosome
Time S9 . growth aberration (%)
(h) test article Cells b b h o o,y Judge-  ratio Cells  Polyploid h Total ¢ Judge-
(ng/mL) observed ct cte cs cse other  TA(%) g TAG(%) ment (%) observed cells other otal (%) ment
100 0 0 0 0 0 0 0 0 100 100 0 0 0
NC 100 1 1 0 0 0 2 0 2 - 114 100 0 0 0 -
200 1(0.5) 1(0.5)  0(0.0) 0(0.0) 0(0.0) 2(1.0) 0(0.0) 2(1.0) (100) 200 0(0.0) 0(0.0) 0(0.0)
100 0 1 0 0 0 1 0 1 100 100 0 0 0
21.3 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 0(0.0) 1(0.5)  0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) 93) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 100 0 0 0
240 - 32.0 100 0 0 0 0 0 0 0 0 - 100 100 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) (93) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 100 0 0 0
48.0 100 0 0 0 0 0 0 0 0 - 85 100 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) (86) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 42 100 0 0 0
72.0 100 0 0 0 0 0 0 0 0 - 42 100 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) 39 200 0(0.0) 0(0.0) 0(0.0)
100 7 20 0 0 0 27 0 27 114 100 2 0 2
PC 100 9 18 0 0 0 27 0 27 + 128 100 0 0 0 -
200 16(8.0)  38(19.0)  0(0.0) 0(0.0) 0(0.0)  54(27.0)  0(0.0) 54(27.0) (113) 200 2(1.0) 000.0y  2(1.0)

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: Pasitive control (mitomycin C, 0.050 pg/mL)
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 4 Chromosome aberration in cultured Chinese hamster (CHL/IU}) cells treated with cis -3-Hexenyl salicylate
[Continuous treatment:48hr]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- - Number of cells with r}umel ical chromosome
Time S9 . growth aberration (%)
(h) test article Cells b b h o o,y Judge-  ratio Cells  Polyploid h Total ¢ Judge-
(ng/mL) observed ct cte cs cse other  TA(%) g TAG(%) ment (%) observed cells other otal (%) ment
100 0 0 0 0 0 0 0 0 100 100 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) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (100) 200 0(0.0) 0(0.0) 0(0.0)
100 0 2 0 0 0 2 0 2 100 100 1 0 1
21.3 100 0 0 0 0 0 0 0 - 107 100 0 0 0 -
200 0(0.0) 2(1.0)  0(0.0) 0(0.0) 0(0.0) 2(1.0) 0(0.0) 2(1.0) (104) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 100 0 0 0
48-0 - 32.0 100 0 0 0 0 0 0 0 0 - 107 100 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) (104) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 92 100 0 0 0
48.0 100 0 0 0 0 0 0 0 0 - 78 100 1 0 1 -
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) (85) 200 1(0.5) 0(0.0) 1(0.5)
100 1 0 0 0 0 1 0 1 49 100 0 0 0
72.0 100 0 0 0 0 0 0 0 0 - 57 100 1 0 1 -
200 1(0.5) 0(0.0)  0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) (53) 200 1(0.5) 0(0.0) 1(0.5)
100 9 47 0 0 0 56 0 56 114 100 0 0 0
PC 100 11 44 0 0 0 55 0 55 + 121 100 1 0 1 -
200 20(10.0) 91(45.5)  0(0.0) 0(0.0) 0(0.0) 111(55.5) 0(0.0) 111(55.5) (118) 200 1(0.5) 0(0.0) 1(0.5)

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: Pasitive control (mitomycin C, 0.050 pg/mL)
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with cis -3-

Hexenyl salicylate

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 withcis -3-
Hexenyl salicylate
[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation”
S9 | time | Concentration | Plate b) Condition of Color of Precipitates/Crystalsf’
. mL Mean (%) & "
mix | (hr) {(ng/mL) land 2 cells medium 1 2)
T00 © - - - -
0 (NC) 0 100 : - - -
88 - - - -
18.0 F——— 8
77 ’ - - - -
88 - - - -
35. ——— 8
? o9 ’ - - - -
88 + - - -
) 9 73 = - - -
+ e8| 2| 144 | 0 o - - -
£ 44 -+ - + +
= 22 + - + gEs
B| s |55 21 = - = -
22 -+ - + gEs
22 -+ - + gEs
150 |33 26 — - = ~
2300 | 1L 10 AAAs - * -
11 +++ - + +*
Concentration of 50% cell-growth inhibition : 125 ug/mL

NC : Negative Control (DMSO)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) 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.
e) - : Nochanges of color

) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
+* : Presence of precipilates adhered to the bottom of the plate.
All calculations were carried out using Excel 2003
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Appendix 2-2
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated withcis -3-
Hexenyl salicylate
[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation”
S9 | time | Concentration | Plate B Condition of Color of Precipitates/Crystalsf)
. mL Mean (%) & "
mix | (hr) {(ng/mL) 1 and 2 cells medium 1) 2)
100 @ - - - -
0 (NC) oS 100 - - - -
71 - - - -
180 |24 84 - - - -
85 - - - -
35.9 %5 92 : : : -
71 + - - -
) 71.9 57 69 - : : -
- leas| 2| 144 12 15 ins - . -
£ 14 ++ - + +
2 0 - - + 4%
Bl oo [ 0 — - - =
0 ++ - + +*
575 i 8 — : - =
150 |14 8 S - . =
0 +++ - + +%
0 TOX - + +*
B0 o 0 TOX - + +*
Concentration of 50% cell-growth inhibition : 97 ug/mL

NC : Negative Control (DMSO)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) 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) - :Nochanges ol color
f) - : Absence of precipitates
+ : Presence of precipitates {loating in the medium.
+* : Presence of precipitates adhered to the bottom of the plate.
All calculations were carried out using Excel 2003
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Appendix 2-3
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated withcis -3-
Hexenyl salicylate
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation”
S9 | time | Concentration | Plate B Condition of Color of Precipitates/Crystalsf)
. mL Mean (%) & "

mix | (hr) {(ng/mL) land 2 cells medium 1 2)

100 @ - - - -

ONO) g0 100 - - - -

85 - - - -

180 |0 71 - - - -

71 ++ - R N

359 |4 71 — - - -

42 + - - -

9 [ 42 = - - .

(2]

- |20 B | 144 |12 14 e - + -
£ 14 ++ - + +*
= 0 TOX - + +*
B | o8 o 0 ToX - - =

0 TOX - + +*

575 0 0 TOX - ¥ -

0 TOX - + +*

0o 0 TOX - + +*

0 TOX - + +*

B0 o 0 TOX - + +*
Concentration of 50% cell-growth inhibition : 62 ug/mL

NC : Negative Control (DMSO)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) 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.
++ : 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 precipitales {loating in the medium.
+* : Presence of precipitates adhered to the bottom of the plate.
All calculations were carried out using Excel 2003
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Appendix 2-4
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated withcis -3-
Hexenyl salicylate
[Continuous treatment : 48hr]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation”
S9 | time | Concentration | Plate b) Condition of Color of Precipitates/Crystalsf’
. mL Mean (%) & "
mix | (hr) {(ng/mL) 1 and 2 cells medium 1) 2)
100 ¥ - - - -
0(NC) o4 100 : : - -
76 - - - -
18.0 ) 81 : : - -
64 ++ - - -
359 5 60 e : - -
47 ++ - - -
71.9 4 45 e : - -
(]
N aeanl B 11 TOX - T +*
48-0 g 144 B 11 TOX : " e
= 0 TOX - + +*
B 288 S 3 TOX - n T
5 TOX - + +*
R > TOX - + +*
5 TOX - + +*
s > TOX - + +*
5 TOX - + *
B0 1o ’ TOX - + +*
Concentration of 50% cell-growth inhibition : 60 ug/mL

NC : Negative Control (DMSO)

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

b) The mean showed as a growth ratio against the negative control value.

¢) 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.

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

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

e) - :Nochanges 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 2003
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Appendix 3-1

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated

with cis -3-Hexenyl salicylate

[Short-term treatment : +S9 mix]

T-GO56

Chromosome aberration test

Study type

Treatment and

Observation”

S9 | time | Concentration Precipitates/Crystals?
mix | (hr) (ng/mL) Condition of cells” | Color of medium®’ B P Y 2
0(NO) - - - -

42.7 - - - -

° N _ _ _

2 | 640 - - - -

+ | 6-18 5 J-r - - -
3 | 960 - - . -

+ N + +*

144 - . - =

PC = = = =

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”at the end
of treatment. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,

shape of attached cells was also altered.

respectively.
b) -
+
c) - : Nochanges of color
d) - : Absence of precipitates
+
o

: Presence of precipitates floating in the medium.
: Presence of precipitates adhered to the bottom of the plate.

41

: 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



T-G056
Appendix 3-2
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with cis -3-Hexenyl salicylate
[Short-term treatment : -S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
S9 | time | Concentration . 5 Lo Precipitates/Crystals”
mix | (hr) (ug/mL) Condition of cells™ | Color of medium D 2
0 (NC) . - : §
579 : : : :
+ - N _
% 69.4 n : - -
- le18] B | 833 s - - -
45 “+4 - - -
Pt 100 ++ R + N
++ - + -
++ - + e
120 — - B -
PC - - - -

NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.075 pg/mL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed])immediately after addition of the test solutions and™at the end
of treatment. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.
b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.
¢) - :Nochanges of color

d) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
+* : Presence of precipilates adhered to the bottom of the plate.

42



T-GO56

Appendix 3-3

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with cis -3-Hexenyl salicylate

[Continuous treatment : 24hr]

Chromosome aberration test

Study type | Treatment and Observation”
S9 | time | Concentration . 5 Lo Precipitates/Crystals”
mix | (hr) (ug/mL) Condition of cells™ | Color of medium D 2
0 (NC) . - : §
213 - - - -
o - - - R
2 | 320 - - - -
- |240] & = - - -
B | 480 - - : -
++ - - N
72.0 e - - .
PC - - - -

NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.050 pg/mL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of

the test solutions. Precipitates/crystals were observed”immediately after addition of the test solutions and “at the end
of treatment. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.

b) -
+

++

4 -

: 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.

: No changes of color
: Absence of precipitates
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Appendix 3-4

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with cis -3-Hexenyl salicylate

[Continuous treatment : 48hr]

Chromosome aberration test

Study type | Treatment and Observation”
S9 | time | Concentration . . L Precipitates/Crystals”
mix | (hr) (ug/mL) Condition of cells™ | Color of medium D 2
0 (NC) . - : §
21.3 - - - -
o - - - _
2 | 320 - - - -
- 480 B = - - -
B | 480 - : : -
++ - _ _
72.0 o : - -
PC - - - -

NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.050 pg/mL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of

the test solutions. Precipitates/crystals were observed])immediately after addition of the test solutions and”at the end
of treatment. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.

b) -
+

++

4 -

: 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.

: No changes of color
: Absence of precipitates
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