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Fig. 1 Results of the chromosome aberration test in cultured Chinese
hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester
[Short-term treatment: +S9 mix]

Fig. 2 Results of the chromosome aberration test in cultured Chinese
hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester
[Short-term treatment:~S9 mix]

Fig. 3 Results of the chromosome aberration test in cultured Chinese
hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester
[Continuous treatment: 24hr]

Fig. 4 Results of the chromosome aberration test in cultured Chinese

hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester
[Continuous treatment: 48hr]
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Table 1

Table 2
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\NE
Appendix 1

Appendix 2-1

Appendix 2-2

Appendix 2-3

Appendix 2-4

Chromosome aberration in cultured Chinese hamster (CHL/IU) cells
treated with Octadecanoic acid, 1,2-ethanediyl ester

[Short-term treatment: +S9 mix]

Chromosome aberration in cultured Chinese hamster (CHL/IU) cells
treated with Octadecanoic acid, 1,2-ethanediyl ester

[Short-term treatment: —S9 mix]

Chromosome aberration in cultured Chinese hamster (CHL/IU) cells
treated with Octadecanoic acid, 1,2-ethanediyl ester

[Continuous treatment: 24hr]

Chromosome aberration in cultured Chinese hamster (CHL/IU) cells
treated with Octadecanoic acid, 1,2-ethanediyl ester

[Continuous treatment: 48hr]

Results of the cell-growth inhibition test in cultured Chinese
hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

Cell-growth ratio in the cell-growth inhibition test in cultured
Chinese hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

[Short-term treatment: +S9 mix]

Cell-growth ratio in the cell-growth inhibition test in cultured
Chinese hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

[Short-term treatment: -S9 mix]

Cell-growth ratio in the ceil-growth inhibition test in cultured
Chinese hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

[Continuous treatment: 24hr]

Cell-growth ratio in the cell-growth inhibition test in cultured
Chinese hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

[Continuous treatment: 48hr]
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Appendix 3-1

Appendix 3-2

Appendix 3-3

Appendix 3-4
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Results of observation in the chromosome aberration test in cultured
Chinese hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

[Short-term treatment: +S9 mix]

Results of observation in the chromosome aberration test in cultured
Chinese hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

[Short-term treatment: -S9 mix]

Results of observation in the chromosome aberration test in cultured
Chinese hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

[Continuous treatment: 24hr]

Results of observation in the chromosome aberration test in cultured
Chinese hamster (CHL/IU) cells treated with Octadecanoic acid,
1,2-ethanediyl ester

[Continuous treatment: 48hr]
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3.1 HEES
T-G024

3.2 HRERRE
Octadecanoic acid, 1,2-ethanediyl ester DIZFLEEEE M % AV 5 LK B FHER

3.3 HEBE#®
IFHEOREEME (CHL/IU M) Z2HAVWT, AEBRDEORAEERESZREDHE
PHLMNZ LT,

3.4 HEBREEHE
BAREHE EEELF FEETHR LEDEREXMNKRE
T100-8916 HRHATRAXENE1TE2E 25

3.5 HERZHEE
BRXEER SV p—F R F—
T151-0065 REEREEAXKILET 36-7

3.6 EREMME

HAESHERY Y —F o ¥— FEBFERT
T156-0042 FEERHHARPIRA 1-3-11

BREHER Y VS —F ¥ — HEBEHZEH
T412-0039 Ff BREBRE T E £ 1284

37 HERBARE
BB A : 20114 10H 25H
R ESEA : 20114 9H 218
EERBRSEH : 20114 118 4H
ERKTH : 20114 12 A 19H
HBKETH : 20124 3H 23H

38 HERHEEE
BRASHER ) VS —F & — FRBFZRT HFEH
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39 HEELE
WRWEREELE
LS EEE
HERE Y E

B0 FRIBENTELUI - HROEERICEEZRETRVVOHIE
EBEUVHABRITEZEICEDENMN -2 &

RRHBEIRDR P TZ e E b ole, TRTDHZ B TE R oTRBROEEME
KEEZRETRVOHIFERE LT, KEMAFN CORBRMERETEHIM P, REEEN
FRHGHDO LBEZDOTNCHE LTz, LOLAERS, % BICERIN-HBRME DR ENHE
DEEBIZBWTEFRRO O hocZ b h, RROEBHEEICEEL RIETZ Lidhk
Mholo L Hr L7,

3.1 BEHRE

HEEEE RRIEELEEL D) B, TE&XE, £57 4%, LAKERRUH
LEfE (BRRBEZIELR) 13, BREEEV VS —F v & — HBREFRFTOEEHE
R CREBEERNE 10 FREETS. PRETROBREZOVWTE, EESHE
EXALR BETER LEPELZLMEZRLHERSERY Vb —F v & —RTHE
L. TONBEERET B,

3.12 BEEBREEEORES - GOMEUVEORA

I J012 &3 A 23n -

BRREERY VY —F & — HEHER B
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4. EH

Octadecanoic acid, 1,2-ethanediyl ester DA REFREOFELRFTTH-D, F¥
A ==K e NA AR — i B R (CHL/IU) AW e R ERR L2 F=E L,

IR AR BABR OB R 2 Hlz, ERFEAERE T 5000 pg/mL 2 HEAEE LTLUT
A2 TR 3 HEL. EHAEE T 5000 pg/ml 2HREHAEE UTUTAK 1.5 T8 4
RAEZREL, LEKRERFRREERL -,

LEFRFRROBR. LAKBEREDO—oDHEETHLIX ¥ v V2 HERV ALK
BREZHTOMBEOHER (TA H) ROEEEOHARI, WThOLEGEIZBNT
b, TRXTCOHETREOHERETH D 5% KRR LIclzd, BELHELE,

BB, TATOMERICIEN T, B R G A A R 2 E T 5 R Ok
RO MBS 5%KRET. RECHEERENICH 7, HICKH LT, BB
UL EEBEREOBENED b, o7, RBILENICERShE L E X bh
77

PLED#EREM B, Octadecanoic acid, 1,2-ethanediyl ester IIARERSM TIZB W T, $f
FEERERCLREEEMETIIFER LRV LR LT
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5. #s

EA5EE EXELR FETER CFEWEREXMREOKIEIZ XL Y, Octadecanoic
acid, 1,2-ethanediyl ester DZEMEFHlO—]R & LT, IFLEOREEMIE (CHL/IU) %AW
LHREFERERRETEHRLZOT, TOREEHET S, 28, ARBRIFUTOEELZ B
SFL. A RTA IR LU CERE LT,

5.1 Good Laboratory Practice (GLP)
o FHMEDER CRIRBRLTERT IRBRIERICEE T 5 K
(R 2343 A 31 H, AR 03315 85, Rk 23-03-29 FHE 6 B,
RIRAEFEE 110331010 5)

52 EEEUREBRAAFS1Y
o [FHMAFWESIRIRBROFIEC OV
(ERL 2343 H 31 H : EEFR0331FE 75, FRL23-03-298F/E S5, REE
FH5 110331009 %)
. TOECD Guidelines for Testing of Chemicals 473 |
(OECDHEL : 199747 A 21 H)

10
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6.

6.1
6.1

HRIZBT MR (

ABRMHRUAE

HFERYERVRE
A1 BEME

fEATT

EE

ZAy

B4

CAS &%
BRATREERE
W OUTRPER

Flk R

TEiRE

oy hEE

@ bl (KOHmg/g)
AFE

B EOER

RIS :
PRI P D IR B

RRYEFORENE -

RIFGET

#)

Octadecanoic acid, 1,2-ethanediyl ester
PATT IV VBRF LT Y a—
627-83-8

2-767, 2-2492

CisH7404
594.99

HEDOT7 L —Z7Ik

%1 63°C

73 ~79°C

248°C (7 V—7F v FEEHK)

THha—N TR m—FUZET AKIZETFIZ U,
DCH0971

201.6

25¢g

TEEGZOBR E+7IATV, v R 7, REIRESE, REPE
Zo@EORREELZER L, EEOBEMER <, T HW
#ix., P, BEZRLEY, 3BV ETH,

wEET (BFAME - 1~10°C) | B

WRBFERT (2.2 ~11.0°C)

HEBSEFERT (2 ~ 8°C)

EBKR TR, MXESHEAR YV V—Fk ¥ — HEBHE
I CHBRMEDOREESTEER L, REThoTZ L %
R LT,

G ERT RMERTE., £LFEBEEMERTS
TR ORI KR ERMRFE

11
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fiff F % oD AL ER D PEBRWMEOEREBIIRZER T HERER. TNTHEELL,

6.1.2 Bk

L F : 05 WNBAINAREFVAF LT —RF R U LAKEBK
(B&#R & 0.5 w/v%CMC-Na /K EK)

oy hEE : C20111101, C20111116

g : EE&:L!

RFHIE D AR

RIEFHH s EEWRRERT ERMRRRE AEE

R ORI H o BERTRABR & FhE L 72 R B A K (50.0 mg/mL), DMSO

EO7 & F (500 mg/mLIZAREThHoTe, TDH, A
JUVBMOAGKEABTTYVOSLAENRDL 05
w/v%CMC-Na /K¥ R TRE(S0.0 mg/mL) L7z & & 5, BEF
RIRBIRER X bR 0D, 0.5 wv%CMC-Na K&K
FRWAZ & & LT,

G © ARV AFALELE—RF R A (BEAEKEF. L
FREER S, Lot No.0115) ZEHAK (BAEFH,
MRS RFHIE TS| Lot No.1DSON) IZHEAEL T 0.5
wive KR E L, BEEAKBEZ LT,

6.2 HERRDOAH
6.2.1 AHAKE

1y

2)
)

)

R S FE R PR

WERW'E 1.0000 g ZFEEL, X/ VBEOHASKLABEEZHAVTTI OS5 L, 20 mL
AATFGAARCHL, BECERABALEBICART v 7 L TREBERE D 50.0 mg/mL %
IR (71— MZ 0.500mL #A0 L 72 BRO BB EE « 5000 pg/mL) ZFRE L7z, W\
T, 50.0 mg/mL BEKZ Ak 2 (FBREDOHERIK 10 mL : FE 10 mL) TIEK 9 B
AR L. 25.0. 12.5, 6.25, 3.13, 1.56, 0.781, 0.391, 0.195 %} 0.0977 mg/mL @
10 BREBRBEOEBRK LA L 1=,

BEERERR

SRR ALY

WERME 1.0000 g ZFEERL, A/ UvBOAGKLABELZANTT YOS L, 20 mL
ARATFTRAARBL, BETBRALEBICART v 7 LTREEE®D 50.0 mg/mL &
IR (71— M 0.500 mL I L 72BR O RAEIREE - 5000 pg/mL) ZFRAE L7, &K
T, 50.0 mg/mL BRERE A 2 (FIREOHBRIK 10 mL : I 10 mL) TIEK 2 B
BEAIR L., 25.0 RN 12.5 mg/mL @ 3 JEEBFEOMBRIR AR L7z,

EE AL Tk

WEBE 1.2500 g ZFFERL, A/ VRO LABEAVWTT VD& L7, 25 mL

12
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AARATFAIZHL, BETRA LEZRICAAT v 7 L TREERED 50.0 mg/mL %
IR (77— M 0.500 mL 3N U 72 BEDBAKIREE : 5000 pg/mL) ZFHE L 72, ®W
T, 50.0 mg/mL BERE A 1.5 (FBEOHSIR 16 mL : I 8 mL) TIEK 3 B
FEABR L, 33.3, 222 KN 14.8 mg/mL @ 4 JEEEERRE DO BRIK AR L 7=,

6.2.2 FAHIEE
FARFCTBL L7, 28, BRI T~ CRPR LEAILS L,

6.2.3 REMH
PRMECEEZ M UIZERNC, g, BE RE FeE0ROoFEEZARMEDT
A TEIR L, HRIEPRETHD Z L 2R LI,

6.3 RBHE
6.3.1 [EHExIEE
B L L TRV 0.5 ww%CMC-Na KSR 2 sl & Uiz,

6.3.2 [GHEXE
1) ARG
vru7+A773I K (CP)

oy &S :  CDL2851

&t D AR TEKASH

e : AEFER (97.0%LLE)

REFTIE D AR, B

RTFHET : EEWED ERMRERERE GRE

2) FEMRBHEHE
<4+ C (MMC)

oy hES : 557AJL

BT : BREREE Y RSt
Al . 2mg (Ji) /&

RTFEFE . EE., X

RTFGET c BORRFSRT KR MRaRBRE

3) FREGIE

FARTTRCHBFIITY., BRAKIE TN C—EHRHEER LR ICERALSS LT,

() LefRERR ARfoamE REHEEL
CP 0.0140 g % yBRBEE 77 AT v 7®RILE (50 mL) PR Lz, ZHICEEE
Bk (BARERKE., RSt RERETR, oy &5 1 K0J96) % 20 mL AT
WFE L. 0.70 mg/mL BFKZFAM Lz (BEEIK 4.900 mL I 0.100 mL %M x 72, D
BFORABEN 14 ng/mL)

13
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(2) PafRERR EREAERE  FERBENEE R OB AL
MMC ® 2 mg RIEAA TVCEBRBEEK (BAERFS, BRELKFHETE, ©
v & K0J96) ZENF T2 mLMATHEMAELE (1 mg/ml) , KRIT, ZOEBK
ZNH 20 TIEK 2 BePEA R (IAWK 0.250 mL : AEFR AR 4.750mL) L. 0.050 B ®
0.0025 mg/mL DK % TR U7z (ERFHAEE TriE& K 4.850 mL 12 0.0025 mg/mL
RIZ 0.150 mL %, EHrAAEE CIIEE&IR 4.900 mL i 0.0025 mg/mL ¥ 0.100 mL
EMxlz, ZOROEKEBEIXZNLEH 0.075 XT10.050 pg/mL) ,

4) e RE OBIRFEH

BEEBERBRTA FF4 2 (iR 5.2) IZEASHEREIN TS Z & ROKEME TR

DHEBHIRS THHZ 06 CPEUIMMC &R L7,

6.4 {EFAMEKk
6.4.1 HiRA#E

F ¥ A =—R « NARZ— OB RBHEFMI(CHL/IU) ZE Ve, B a—< A2y
ARG AL 7 D35 20104F 10 A 13 BIZAFE L., BERE LEMBRIZOWCESMIC
MR OMIRREEZEM L C, HRMABEETHD Z & (BEEPRE, HIRMAEMERR 15 ~ 20 B
FDAA, BB OFEN 25 K, v 27T A<EDOFBERNRY) BNERShEZLO%
30 MER LI CTRERICER L7z, 728, AR OMBEASUIMMRBEAEMmAIRAR ik 17 ##
. LEAERERBROGRFQEE T 21 ##%, ERABETIII#MRTHo 72,

6.4.2 HR3D:EIREHR

HRBEOLRAFERFTHEARMMENZ &, FEx OFEHEICK L TEREZESE N &,
ERT—FZLZVZ L RCEAEOBEEMRZ AV RafBRERRICES AL T
NWBZ b, AfakkEBIR LT,

6.4.3 EEEH
IREBA A BB 2 V., COLIBE 5%, {BE 37°C, SBELRGTTEE L,
HERIZ2~4BZ LI To 72,

6.5 S9mix RUIBFERDAR
6.5.1 S9 mix

SO ROVEEER (S9,/ a7 77 #—CEv b, oy FEE:C110909061 &K X C111007071.
FV = X NVEERTERNESH) 2BAL. SOmix 28 L, FARIERBICIT- T,

1) S9
£ PR 89
uy MEE : 11090906, 11100707
f8EH : 201149 A 9H (=2v MEF : 11090906)

20114 10H 78 (2> &5 :11100707)

14
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2)

3)

P

1w

FEWHE

&5k :
BREHREROCREGE -

HRIFHIE
fE AR

RIFGET
FHIEES
2y

7y MES
BER

RIFHIE
fE AR

RSB

S9 mix DR
S9 2mL
HEER 4.7 mL

6.5.2 EER

Minimum Essential Medium (MEM)(GIBCO™., Cat.No.11095)iZ3E#@i{t. (56°C, 3043) L
7= 4 fuiE(bovine serum, BS) % 10 v/v%¥AN L 72558 IR(BS-MEM) % V7=, FREBZ DR
BRITOERRAE LT,

1y

4 M 3E
oy hEE
BGETT
RIFH

v b:-SD%
HE
7 B

Tz ) A ANVEFZ—) (PB) KR5,6-X2 75K (BF)
FEREN# 5-

PB 4 HMH 30+60+60+60 mg/kg body weight

BF 1H 80 mg/kg body weight

IR (=70°C BAF D%y HHEE)

20123 A 8H (my F&ES : 11090906)

20124 A 6 H (2y MES :11100707)

FORWIERT B EFARREE BRE7 Y —9—

avyJE¥—C

'C11090706, C11100507

201149 A 7H (=2 v FES : C11090706)

20118 10H 5B (my F&E%S : C11100507)

#HER (=70°C AT OB EEE)

20123 6 H (vy FEE : C11090706)
201244 A 4H (v2y F&ES : C11100507)
R HBRYEREARTFE BREZY —¥—

20 mmol/L HEPES #E&&K (pH 7.2) 1.34 mL
50 mmol/L ¥E{b~ 7 X T 7 AKIEHK 0.67 mL
330 mmol/L ¥4kh U 7 LKIFIK 0.67 mL
50 mmol/L 7' /L 22— %-6-V »EE/KIKIE 0.67 mL
40 mmol/L Bk Bl = aF 7T I K75 =V

VX7 VvAF FY B (NADP) KIEK 0.67 mL
FERIK 0.67 mL

8117878
Invitrogen Corporation

W (—20°C LA T OB EE)

15
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RIS D REAERT RRAMRARE W
2) MEM

vy bES : 951548, 1007551, 1023152

&t : Invitrogen Corporation

RIF 515 D W

RIFHHT D REATERT REPRMRREBRE M

6.6 HREAE
RKEBRIID TR LIEAT—ONEICER LT,

1. RSB TE PN B SERFR AR RETEME
FERETEE

ERT AL 24 B ALER

48 FffE] AL B

2. B R EERR AP U BN REHEE
FERBNE M

EGAERTE 24 FERE AL

48 BERfEALER

16
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6.6.1 HAIFE
UTOXSCEDEREXBFEFERLEI ANV E, Yy —VRUERT A FT TR
£ U TR ZAT o 7,

g o R e
ERELEE  ABTEED +
HREEAEE ERENEEL -
V| B LR 24 BRRALER 24-
| CEfeame: 48 Bmas 48-
vo| B EREE NC
B Y E AR FRBEND 1, 2, 3 nDFEBE
B Mt R B PC
[Fl—LEEEN C DB D. ®. ®. ®
o | .
e g = 2 g RBREE Lo Pa—FRNEELIZED
% i?fki;;g%iAk otz T01] ~ 199] FTO 2 HTOEE
% < al RURAT A ROBEERTHES

6.6.2 FAEDHTE

1) HERRsETE IR
BEERAE%L 5000 pg/mL & L, BLTALK 2 THER LK 2500, 1250, 625, 313, 156,
78.1, 39.1, 19.5 K 9.77 ug/mL OFF 10 HEZRE L, /2. ZHRaMExREE
BRI,

2) BafRERR
SERFEAAERTE TIXS000 pg/mL Z BB A EE LTUT A2 THER LEFHIFAES.
HEFTALERIE TR 5000 pg/mL 25 EAEE LTUT, AL 15 THIRLEZF 4 HESR
BRELE, £, WTFhoOHA b TR REE R OBt B2 8% 72,

6.6.3 HARSISTEHNHIEER

LERRERROARLRETHIOOTHARLE LTER Lz, 28, UToRBRER

fED 55, BEMEENEL LEESIE. BEERETEBVWT, BEFOREZHAWVWT, &

BB EIC X > CEM Lz,

1) ERFFELEEOREEE & IERENEMH L, EFOEED 24 FFRABE L 48 KEfEAL
HOENETNIZ, BENBHEROERDELERLR T2, Yy —VIRITI7RXFy
77— (B 60mm) AW, K8 28K& Lz,

2) FL— %Y 2x10MEOHIRE (EEWES0mL) EEELL,

3) KEE 3 HRIC, BISAIAEBEMET CEEL., MRIZEEDRWIZ L 2EELTH
5, TRIZHEV, BREOBRERCMLEEZITo T,
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4)

5)

6)

7)

SRR AL R HEr A R
BTSN FERBHENAL | 24 BRI 48 B ALER
BRBREE 1.333 mL 0.500 mL 0.500 mL 0.500 mL
S9 mix FRINE 0.833 mL
W - BB 0.500 mL 0.500 mL 0.500 mL 0.500 mL
wnE

BHLEDICHRME., AIRTHHOFERCEBROGBEHER L, ERFEAEEICS
Wi 6 BRRE. ESRALEREEIC DWW TR 24 BRI R ON 48 BRI E LT,

SRR ALERE O RETE ML R OIERBHEELIZ W TIE, B8 6 BERIBICIR O
BOEONHOFRZBRT I L L b, B HEEBET CEZRL, MizoRk
BEMELEZ, KOT, FOEZ2HRMNU-AEAER CHREZEE L, FTLVEE
R 5.0mL &N %, FiZ 18 R 2T 7=,

BEERETHR, IR CTHHOFEEZHEE L., BICHEOREEENAAZEMET T
BEL, R L (ERNELABEORERTROBRIZ. 387 —%LLE) . K
W, MR ABAEKERAF LTV a—v (FE 99%Ll L) THdE - EEL.
0.1%7 U AZNALF Ly METHREA LT,
HEMRBERNEER (E/BLv—4%, 2V AN ETERNSH) 2HWTH
FBEZEIEL., BETREOEE 100% & LT, TRENIZ OV THBRME D 50%
FERRIETEIIHIRE (BIEE) ZRD7=,

6.6.4 FBEEEFER
UTORBRBEDS b, EEEZSEL LELEAE, BERETICBWT, HEFORH
REAWT, BEBECL > TEB L,

1y

LS LD S

(1) RBTEEAEFERENEECO TR TN, B REE. SR ELEEE L Bt

BEELRT, Yvy—L (FLr—1F) BF792Fy 77—k (ER60 mm) &M
W, Fl— MIgRF 4K E L,

(2) FL— 1YY 2x10*E O (FEEIES5.0mL) ZHE L,

(3) ¥#E 3 HRlC, BN AEZEBEMET CEEL,

MEICREORN L 2FEZELTH
B, TRIZKEV, BERROBREERVCALE 2T T,

RFHE AL FERBEE ML
o e s = 1.333 mL 0.500 mL
HRIRRE & (0.933 mL)* (0.150 mL)*
S9 mix HRIME 0.833 mL
- 5 0.500 mL 0.500 mL
%@ﬁ%%g{& (CP: 0.100 mL)* (MMC: 0.150 mL)*
winZ

() Wik, BESBROBERRERR OB BYERANESRT,
@) FEREHICEHMNE, RBECTHHOFERCEREOAEZHER L., 6 KRS LT,
(5) k& 6 FF%IC, RIRCHBDEOHHOFELBE T2 L & bz, BISLMMHZER
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(6)

Q)

®

2)
ey

)
3)

CY

&)

(6)

METCHEL, MEOREBERER L, KT, FOEEZRMNLZ4AEBRERT
MRZUER L, FTLOLRERSOmL 2%, FiC 18 IFREE LT -,

EH 2OV — b (HBEF-ORV-Q) 1225\ T, RakBEERER D - D5
BRTOH 2EMANCaAEI F (FRAaVV UK, 10 pg/mL, FGHisk T3k
K&th) 201 mL Mz,

B TH, 025% b Y 7V 8K (Trypsin 0.25%. Invitrogen Co.) CHIK % F28
L. ELOBERC X > TEDZHEZ 0.075M LT V 7 AEKE TH 15 SRR RELE
L. AFATa—)v  Fig=3: 1IKTEE LT, BELI-MBERTA FTTF R
I HICOE 2EANCE T L, RBBERIIS L — Y720 2ER LT, MEET
%, 91 BEKFEEL, 2%F AT TR 15 o6 U TRaREREZERLE,
BOEH2BOT L — (HEF-QRTC-@) 1%, ¥ 6 Rtk L ABEDGFIET 18
RHFEOK TRIC, AR TITHOAER2HA L, FICEIMHEEMET CEE
L. HiJROREZHER L (BERTHOKBERIZ, 887 —FL LK) . 20%,
FIRETEMBIRBRICE L 7 VR Z AL F Uy MEA LZERZER L, BEHk
EEANEEEZ AV CHREEZHE L,

HEH AR TE

24 FEREALER b 48 IREfEALER 0D 2 L E i Rt st BRAE | #EBR W B AL B I OV itk PR
BRI, vr—L (FL—1F) BFFRFv 7 FL—b (EE60 mm) &AWV,
FU— MIgHEAKE LT,

FL— b4 2x10* O (EEWE S.0mL) ZEELL,

R 3 BRIC, BAHEEBRHET CTREL, MRICEFORWI L 2R L TR

b, TRIZHEV, BERBORERVAEZITo T,

24 B ALER 48 R AL
e e 0.500 mL 0.500 mL
BRBRRE (0.100 mL)* (0.100 mL)*
gﬁ ﬂﬁgﬁgﬁ 0.500 mL 0.500 mL
AIRPTRIR (MMC: 0.100 mL)* (MMC: 0.100 mL)*
onE

* () WL, BiERREOEBRBREERVBESBRYERENEELRT,
BEEL LICTHENE, HIR CHTHOAER CIEERO B ERER L, 24 BRI R O 48 BRi
R®E L,

R 2HDT L — b (HFEEF-ORV-Q) 1Z2oW\WT, LaRBEAERERD - O
BRTOH 2BMENCaLEI F (FALYUEK, 10 pg/mL, FRMsR T2k
R&th) % 0.1mL Mz 7z,

et RIEROIERICEE L. BRI BB R OB ELEBEIC OV TS RIR 2 FEE
L. $TLWESEIK 5.0 mL 230 L2 E a2 B U2, B TH. 0.25%
MY VU (Trypsin 0.25%. Invitrogen Co.) THEfRZ R L. BLOEEC K -
TEDT-MIEZ 0.075SMEL T Y U AR TR 15 SEEIRGAE L, AFALT L a—
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(7

v BER=3 1R CEE L, BELEMIREERTA FHT R 1Kic>% 2T
BFLE, RAERERISV— Y720 2ER- L7, MBEETHE, 9180 k2
K[EEL, 2% X AV TH 15 oY% U CRafEREZIER- L,

BOEH 2OV — b (BEE-QORV-@) I, 24KV 48 B OBEEOKT
RICHIR CHTHOE R 2R L, BICHORIEZ B SO Z M TR LIS
Uiz, Z0%, MEBEFEMHRRICETC 2 VU RZ AL F Uy M RE LTEREIE
WL, HEMREENEEEL AW CHREEZRE LT,

6.6.5 BEXDEE

FEMET T L — Y4720 100, FEEXZY 200 HOREHENIEEBRLEZSZEH
gz oNT, BEREOBELEEZFHOMBROK L& L, RECEEEDHEK
ERRE L, B, FENCBERRIMTOND X 5ICT5 ), RAKERITTERE
ko TBER L,

6.66 REBHREEDHE
LeARBIIBERRE CEWARFICKAIL, BERERFEIECUTOL S ITER - HHL

o
1)

2)

BERY
R EBREOBEIIUTOLIICERELSELE,
Xy v 7 (g : B hR (et RURAER (s B ey v 7 L iTR

BRI RS EORE LB R 2355 b0 FEREES
NRESEORE EICH D) THoT, ZOEINRLEES
BROELL T CHBRRIELREHMABIRDONDE B D,

ey R (ctb) - WA BSREASEORE EXSIXITRA TS SO R H Y
GBI ESEOR EICH > TH, TOE I NGESLS
EOELL EIZBENTWD B D,

Yeta RIS M (cte) @ DURREHIRASHRR L,

Gufa (AR GIWT (csb) WA B REEORE E2X LI TN TBVEBREERRD L
NN ORCERETMNALREAEORE LIcH>ThH,
DR IPEESEDRULICEEN TS 5D,

Yo (KR AT Hi (cse) : ZERERAERK, RREAEKR L,
% Ot (other) 1 WA b((frg) 72 £,
BHIRT

LB, FOMRBAEAER> THWIEAOE (ZiHE) L2y, LS
BERHIRE L ER L.
e : polyploidy (BZPN{Z/M{AK : endoreduplication % & ¢)
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6.6.7 HIEE#E
MBI LTI ZNFERE AT, GO O NTR VI aE ORI Nk
REZFEOMBOHER (%) ICXoTUTO X ICHE LR,

RO HEE ) E FLE

5% e o)
5%LL E 10%RH St ()
10%L4 B M )

BEREFEORMHERIL, Xrv v 72808546 (TAG) EEE2WVWEE (TA) LT,
BAHEIIREICL > TiTo 7,
EEMROERFIZAERKTEIEBRAERIRO ONEHEEBELHE L,
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7. BABERRUEE

7.1 FHESEFEIMEIHER

755 % Appendix 1, Appendix 2-1 ~ Appendix 2-4 (27X L7z,

ZALIRIEIT T B 50% MG REMGIRE (BERME) 13, SRR B ik Kk QNG AAERE O
24 FEEALE CrIB MM BT 5000 pg/mL PA_E & EEFLERE O 48 BERIALE X 3372
pg/mL & EH iz,

7.2 REAKEEHER

#EH % Fig.1 ~4, Table 1 ~4, Appendix 3-1 ~ Appendix 3-4 IZ7~ L7z,

REEBRERROBR, 2AKEEREED—DDBIETHLIX Yy v T2 VLARK
BEEEHETOIMBROMEERER (TA ) ROGEEEOHERII, WTHLOLEFIEIZEBNT
b, TRTOHETREEL R LD, BELHE L,

TARTOLEIEICE VT, R B TR AKEERY 2H T 5 MR CREEED H
BT 5%KME T, BEOHERENICH Tz, TS LT, BHESBRETIEIELY
LEKRBEREOFREBBO LN, - T, RBRIIENCERINTZEELX b,

B, AEBRYEEERTARAT T VB ORO=F LY a— ik, R AV
DIEIREAREERRR, VR 73 —<HlREAWVWAELGFERERERAER KL O CHO #
faz AV AREEEERR VTRELRESLTWS,

PLED# RN B, Octadecanoic acid, 1,2-ethanediyl ester X AREBR LA TIZBWT, $ef
FEEREFROCLRAHREMEEEIFR LRV ERER L
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Fig. 1

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Octadecanoic acid, 1,2-ethanediyl ester

[Short-term treatment : +S9 mix]

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (cyclophosphamide : 14 pg/mL)
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Fig. 2

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Octadecanoic acid, 1,2-ethanediy! ester

[Short-term treatment :-S9 mix]

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (mitomycin C : 0.075 pg/mL)
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Fig. 3 _

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Octadecanoic acid, 1,2-ethanediyl ester

[Continuous treatment : 24hr]

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (mitomycin C : 0.050 pg/mL)
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Fig. 4

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Octadecanoic acid, 1,2-ethanediyl ester

[Continuous treatment : 48hr]

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (mitomycin C : 0.050 pg/mL)
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Table 1 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with Octadecanoic acid, 1, 2-ethanediyl ester
[Short-term treatment:+S9 mix]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- ~ Number of cells with rTumerlcal chromosome
Time S9 . growth aberration (%)
(h) mix St ATHCle—Fg ) Judge- ratio  Cells Polyploid g, Judge-
(ng/mL) observed ctb cte csb cse other  TA(%) g TAG(%) ment (%) observed cells other  Total (%) ment
100 1 0 0 0 0 1 0 1 100 100 0 0 0
NC 100 0 0 0 0 0 0 - 99 100 0 0 0 -
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) (100) 200 0(0.0) 000.0)  0(0.0)
100 0 0 0 0 0 0 0 0 99 100 0 0 0
1250 100 0 1 0 0 0 1 0 1 - 99 100 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) (99) 200 0(0.0) 000.0)  0(0.0)
100 0 0 0 0 0 0 0 0 99 100 0 0 0
6-18 + 2500 100 1 0 0 0 0 l 0 1 - 99 100 2 0 2 -
200 1(0.5) 000.0)  0(0.0) 0(0.0)  0(0.0) 1(0.5)  000.0) 1(0.5) 99) 200 2(1.0) 000.0)  2(1.0y
100 0 0 0 0 0 0 0 0 99 100 0 0 0
5000 100 1 1 0 0 0 2 0 2 - 99 100 0 0 0 -
200 1(0.5) 1(0.5)  0(0.0) 000.0)  0(0.0) 2(1.0)  0(0.0) 2(1.0) (99) 200 0(0.0) 000.0)  0(0.0)
100 8 75 0 0 0 75 0 75 99 100 0 0 0
PC 100 12 77 0 0 0 78 0 78 + 99 100 0 0 0 -
200 20(10.0) 152(76.0) 0(0.0) 0(0.0)  0(0.0) 153(76.5) 0(0.0) 153(76.5) (99) 200 0(0.0) 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 (0.5w/v% sodium carboxymethyl cellulose solution)
PC: Positive control (cyclophosphamide, 14pg/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 with Octadecanoic acid, 1, 2-ethanediy! ester
[Short-term treatment:-S9 mix]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- Number of cells with r?umerlcal chromosome
Time S9 . growth aberration (%)
(h) j lestarticle Cells b b I TA% TAG( Judge- ratio Cells Polyploid h 1o Judge-
(ng/mL) observed ct cte cs cse other (%) g (%) ment (%) observed cells other Total (%) ment
100 1 0 0 0 0 1 0 1 100 100 0 0 0
NC 100 0 0 0 0 1 0 1 - 100 100 0 0 0 -
200 2(1.0)  0(0.0)  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 0 0 0 0 0 0 100 100 0 0 0
1250 100 0 0 0 0 0 0 0 0 - 100 100 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) (100) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 100 0 0 0
6-18 - 2500 100 0 0 0 0 0 0 0 0 - 111 100 0 0 0 -
200 0(0.0) 0(0.0)  0(0.0)  0(0.0) 000.0) 0(0.0)  0(0.0)  0(0.0) (106) 200 0(0.0) 0(0.0) 0(0.0)
100 1 0 0 0. 0 1 1 2 100 100 0 0 0
5000 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 1(0.5)  0(0.0)  0(0.0)  0(0.0) 0(0.0) 1(0.5) 1(0.5)  2(1.0) (100) 200 0(0.0)  0(0.0) 0(0.0)
100 5 26 0 0 0 30 1 31 111 100 0 0 0
PC 100 2 29 0 0 0 30 0 30 + 111 100 0 0 0 -
200 7(3.5) 55(27.5) 0(0.0)  0(0.0) 0(0.0) 60(30.0) 1(0.5) 61(30.5) . (a1} 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 (0.5w/v% sodium carboxymethyl cellulose solution)
PC: Positive control (mitomycin C, 0.075ug/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 Octadecanoic acid, 1, 2-ethanediyl ester
[Continuous treatment:24hr]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- * Number of cells with r}umerlcal chromosome
Time S9 . growth aberration (%)
(h) fest article Cells b b 0 TAG(® Judge- ratio Cells Polyploid h 1 Judge-
(ug/mL) observed ct cte cs cse other  TA(%) g AG(%) ent (%) observed cells other  Total (%) ment
100 - 1 0 0 0 0 1 0 1 100 100 0 0 0
NC 100 0 0 0 0 0 0 0 - 99 100 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) (100) 200 0(0.0)  0(0.0)  0(0.0)
100 1 0 0 0 0 1 0 1 77 100 0 0 0
1480 100 0 0 0 0 1 0 - 77 100 0 0 0 -
200 2(1.0) 0(0.0) 000.0)  0(0.0) 0(0.0) 2(1.0) 0(0.0) 2(1.0) {(77) 200 000.0) 0(0.0)  0(0.0)
100 0 0 0 0 1 0 1 77 100 0 0 0
24-0 - 2220 100 0 0 0 0 1 0 1 - 88 100 1 0 1 -
200 2(1.0) _ 0(0.0) 000.0) 0(0.0) 0(0.0) 271.0) 000.0)  2(1.0) (83) 200 1(0.5)  0(0.0) 1(0.5)
100 1 0 0 0 2 0 2 77 100 0 0 0
3330 100 0 0 0 0 1 0 1 - 77 100 0 0 0 -
200 2(1.0) 1(0.5) 000.0)  0(0.0) 0(0.0)  3(1.5) 000.0)  3(1.5) (77) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 0 1 0 1 55 100 1 0 1
5000 100 0 0 0 0 2 0 2 - 55 100 0 0 0 -
200 3(1.5) 0(0.0) 0(0.0) _ 0(0.0) 0(0.0) 3(1.5) 0(0.0) 3(1.5) (55) 200 1(0.5)  0(0.0) 1(0.5)
100 6 34 0 0 0 39 0 39 99 100 0 0 0
PC 100 11 26 0 0 0 34 0 34 + 99 100 0 0 0 -
200 17(8.5) 60(30.0) 0(0.0)  0(0.0) 0(0.0) 73(36.5) 0(0.0) 73(36.5) (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 (0.5w/v% sodium carboxymethyl cellulose solution)
PC: Positive control (mitomycin C, 0.050pug/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 Octadecanoic acid, 1, 2-ethanediyl ester
[Continuous treatment:48hr]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- - Number of cells with qumcrlcal chromosome
Time S9 . growth aberration (%)
(h) jx festarticle Cells b b o TAG(® Judge- ratio Cells Polyploid b Total (© Judge-
(ng/mL) observed ctl cte cs cse other  TA(%) g AG(%) ment (%) observed cells other otal (%) ment
100 0 0 0 0 0 0 ] 0 100 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 104 100 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 0 0 0 0 0 0 0 74 100 1 0 1
1480 100 0 0 0 0 0 0 0 0 - 70 100 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) (71 200 1(0.5)  0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 ] 59 100 0 0 0
48-0 - 2220 100 1 1 0 0 0 2 0 2 - 64 100 0 0 0 -
200 1(0.5) 1(0.5)  0(0.0) 0(0.0) 000.0) 2(1.0) 0(0.0) 2(1.0) (60) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 44 100 0 0 0
3330 100 0 0 0 0 0 0 0 0 - 39 100 2 0 2 -
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) (41) 200 2(1.0) 0(0.0) 2(1.0)
100 3 | 0 0 0 4 0 4 19 100 2 0 2
5000 100 1 1 0 0 0 2 0 2 - 19 100 0 0 0 -
200 4(2.0)  2(1.0) - 0(0.0) 0(0.0) 0(0.0) 6(3.0)  0(0.0) 6(3.0) (19) 200 2(1.0)  0(0.0) 2(1.0)
100 16 62 0 0 0 65 0 65 80 100 0 0 0
PC 100 14 62 0 1 0 68 0 68 + 84 100 0 0 0 -
200 30(15.0) 124(62.0) 0(0.0) 1(0.5) 0(0.0) 133(66.5) 0(0.0) 133(66.5) (80) 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 (0.5w/v% sodium carboxymethyl cellulose solution)
PC: Positive control (mitomycin C, 0.050ug/mL)
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Appendix 1
Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Octadecanoic acid, 1,2-ethanediyl ester

NC : Negative Control (0.5w/v% sodium carboxymethy] cellulose solution)
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Appendix 2-]
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Octadecanoic acid, 1,2-ethanediyl ester
[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®

S9 | time | Concentration | Plate w| Condition of | Color of Precipitates/Crystals”
mix | (hr) (pg/mL) 1 and 2 Mean (%) cells? medium® 1) 2)
0 (NC) »1%%3) 100 : : : :

9.77 % 120 : - * *

19.5 % 113 : - * *

39.1 % 120 : - * *

) 78.1 Wi% 120 E E

vlemsf | s | 113 - - : *
3| 31 “1%- 113 : - * *

625 % 106 : - £ :

1250 '“1"?% 113 : - - *

2500 ~-—% 106 . - i *

5000 —g- 93 - - * *

Concentration of 50% cell-growth inhibition : above 50 ug/mL

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
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 suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and Jat 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.
e) - : No changes of color
f) - : Absence of precipitates

+ : Presence of precipitates floating in the medium.

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 with
Octadecanoic acid, 1,2-ethanediyl ester
[Short-term treatment:-S9 mix]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®

S9 | time | Concentration | Plate o) Condition of Color of Precipitates/Crystalsﬂ

mix | (hr) (ng/mL) 1and 2 {Mean (%) cells” medium® 1)) 2)

0 (NC) %a) 100 . : - -

9.77 % 89 - : * *

19.5 —gg— 94 i - * *

39.1 723 94 - - ! *

) 78.1 —1§§~ 100 :“t :“t

- | 618 % 156 |=ig- 100 : - * *

5| 313 —%% 99 : : * *

625 ——g% 94 - - * *

1250 Vgg 94 - - * *

2500 %‘ 94 - - * *

5000 —g—g— 84 : - * *

Concentration of 50% cell-growth inhibition : above  5((0() pg/mL

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
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 suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and 2at 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.
e) - :No changes of color
f) - : Absence of precipitates

+ : Presence of precipitates floating in the medium.

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 with
Octadecanoic acid, 1,2-ethanediyl ester
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®

S9 | time | Concentration] Plate M ) Condition of Color of Precipitates/CrystalsD

mix | (hr) (ng/mL) 1 and 2 |Mean (%0) celis? medium® D 2)

100 @ - - _ -

0 (NO) 99 100 - - : -

125 . - — —

9.77 112 119 - - T -

1112 . - T "

19.5 1 113 - - " -

125 . - T -

39.1 99 113 - - T -

112 B 3 T —

) 78.1 90 106 - - . n

- | 240 B 112 - : T ;

24-0 g 156 D 113 - - " T

o 112 3 : n n

5| 31 o 106 - . - -

112 3 - - -

625 11 113 - - " -

| 112 - - + n

1250 125 119 : - T T

112 T - m "

2500 (52 106 L : £ !

5000 |1 75 +t - + +

73 ++ + +

Concentration of 50% cell-growth inhibition : above 500 pg/mL

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
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 suspensions. Precipitates/crystals were observed Dimmediately after addition of the test suspensions and at the
end of treatment.
d) - : 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.
++ . 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.
e) - :No changes of color

f) - : Absence of precipitates
+ . Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2003
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Appendix 2-4
Celi-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) celis treated with
Octadecanoic acid, 1,2-ethanediyl ester
[Continuous treatment : 48hr]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®
§9 | time | Concentration | - Plate y| Condition of | Color of Precipitates/Crystals”
mix | (hr) (ng/mL) 1 and 2 Mean (%) cells? medium® 1) 2)
ooy [HOTH 00 : : : :
9.77 —18—2~ 95 : : : j:
19.5 —gj 9 : : : :
39.1 % 92 ' i i
78.1 vgg 87 j: j:
o
- | 48-0 % 156 %ﬁ% 102 : : " :
5| a3 o 100 : : : :
625 |3 95 : : : Z
1250 % 82 : i j:
2500 —% 65 g : * :
5000 % 22 :ij: - JJ: i

Concentration of 50% cell-growth inhibition : 3372 pg/mL

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
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.
c¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test suspensions. Precipitates/crystals were observed immediately after addition of the test suspensions and “at the
end of treatment.
d) - : 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.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape of

attached cells was also altered.
e) - :No changes of color

f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.

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 Octadecanoic acid, 1,2-ethanediyl ester
[Short-term treatment : +S9 mix]|

Chromosome abrration test

Study type | Treatment and Observation® »
S9 | time | Concentration . b o Precipitates/Crystals®
mix | (hr) (ng/mL) Condition of cells”| Color of medium D )
0 (NC) - : . -
- a T —
% 1250 : - * :
+ |618| 5 | 2500 - - n "
7 - _ T -

o
= | 5000 - - + T
- - T -
PC i - - -

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (cyclophosphamide : 14 pg/mlL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions 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.
¢) - : Nochanges of color
d) - : Absence of precipitates

+ : Presence of precipitates floating in the medium.



T-G024
Appendix 3-2
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Octadecanoic acid, 1,2-ethanediyl ester
[Short-term treatment : -S9 mix]

Chromosome abrration test

Study type | Treatment and Observation®
S9 | time | Concentration . b) .9 Precipitates/Crystals®
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D >
0 (NC) - : : .
- " T —
% 1250 - : * :
- le18] & | 2500 - - n n
% - - v —

o

= 5000 - - + T
- 3 n -
PC - - - -

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
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 suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and Dat
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.
¢) - :No changes of color
d) - : Absence of precipitates

+ . Presence of precipitates floating in the medium.
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Appendix 3-3
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Octadecanoic acid, 1,2-ethanediyl ester
[Continuous treatment : 24hr]

Chromosome abrration test

Study type | Treatment and Observation®
S9 | time | Concentration . b 9 Precipitates/Cry stals?
mix | (hr) (ng/mL) Condition of cells”| Color of medium D )
0(NC) - - - N
1480 - : + +
- : T -
Q
;E') 2220 - - i T
- 24"0 < ; - - __::
2 | 3330 -
= + - " -
++ - n —
5000 - : * :
PC : - - -

. NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (mitomycin C : 0.050 pg/mlL)
a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test suspensions. Precipitates/crystals were observed "immediately after addition of the test suspensions 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) - : 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.
++ : 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
+ : Presence of precipitates floating in the medium.
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Appendix 3-4
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Octadecanoic acid, 1,2-ethanediy! ester
[Continuous treatment : 48hr]

Chromosome abrration test

Study type | Treatment and Observation®
S9 | time | Concentration o b oy PreCipitates/Crystalsd)
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D >
0 (NC) - - . -
1480 } - - + + |
) - - + +
g 2220 }—- i : - + n
- 1480 < i - I i
7 | 3330 ! -
= ++ - ¥ .
At - " —
5000 e ) * :
PC : - - -

NC : Negative Control (0.5w/v% sodium carboxymethyl cellulose solution)
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 suspensions. Precipitates/crystals were observed 1)immedia’tely after addition of the test suspensions and Dat
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.
+++ : 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
+ : Presence of precipitates floating in the medium.
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