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FTOBRBREFRERICREREEREE 10 FRRTFT 5, K TROREFEIIONT
. BEAEFBE ER-AEELER FEATER LEPEZEHRELHERAKER
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4. EH

2-NNXHTH - ANF X T U OYROEREEBEREOAELRFT 720, F v
A ==X« NHAZ—ERBRHEFMN (CHL/IU) % HuW 723008 8w il Bk 2 £ i
L7,

Yt KR ERBOAELZHRTT D720, 2700 pg/mL ZimHAEL L. LFAK 2
THN LG 8 HEAHRE L., MIHEEmbIRREZIT 70, ZOME. Bk Ak
DORBIFEMEAL TIZFBAETH D 338~84.4 pg/mL 1BV T 50%LL E oM EM % R
U, FERER AL ERVE O FEREHTE VEAL B ONE AL R 5 TlE, X TOHE T 50%LL Lo
FaFMEIXR O DAL D o 7o, S0%AMA NI B B (BERS M) 1. ARERA] LB 1L O (TG
PEIETIE 50 pg/mL & B H S v, R ALERYE O FERGETE ML M OV foe AL BR L C IR
MEnzehroie, BLEDORERNG | R MAEEOMREEMEL TiX 84.4 pg/mL % fix
EmHAELE L, LAk 1.5 THIN U S HEZHRE Lz, MO O IERHHE
b QN R AL BRE Tl 50% 2L EOMBHEMEITR D SR N -7 b DD 84.4 pg/mL
BV Tho & bMWHIIREEZ /R L7272, 2700 ug/mL ZixEm HEE L, L FAL
2 CHR UG 6 HEZHE L, ROERRFRBREZ Ei L 7=,

et K REHBROMBER, ROERIBEREDO ~DDRETHIX Y v T2 a0

BERREEZAET MO HBLE (TA H) KOHEEEOHBE (Poly fA) X, WTh
DOUFEIZBNTH, TRXTOHBETEREOHERETH D SURMZR LI,
Padt & E LTz,

BB, TRTORBEIEICBW T, B R CIT GRS R T 2 A7 oMk ;
EEAR O BB IL 5% AW T, BIEOHERLENICH -7z, Uk LT, BiExt
R CIIE LVWROERIBEEREOFREN/RBOOLNTZ, LEN-> T, REBRITEYICHE
InfcEZ BN,

PLEDFERNDS  2-~"FH T H - l- ANV T F2 T TR RBREETICBWT, e
R B R OB R R 2 FHR L e s LT,
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5. #&
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2KV T H Ul ANFAFR T U OREMF MO —BRE LT, ITILEEEMNE H
WAY AR B ERBR A ER L =D T, FOMEELRET S,
B, BSFLI-EMENOMER L -FRBR T A R T7A4 2 IXLUTFTo®EY Th b,

1) GLP

o [HBLFWE % 4% 5B 2 F i 5 iR B it sk (B9 D AR
(FRk 2343 H 31 B, FEAEF 03315 8 5. Fhk23-03-29 ®JHHE 6 5.
BRRAE34E5 110331010 =)

2) FHERBRIAL KT A
o [HHLEYESF IR LI O FIEIZONT]
CER 2343 A 31 H @ FE¥ 03315 75, FAk23-03 20 G855, B
PR35 110331009 &)



T-G192

6.

6.1
6.1

6.1

ABRMERUAE
BHEMER VS

1 HERME
Witk - I
E2xin ; 2-AXHTh AN T
GlEs : 12-TARX AT XTI
W RS TR : 2-Hexadecyloxirane . 1,2-Octadecylene Oxide
CAS %75 : 7390-81-0
BWATREREES (2)-220 ({LFFE)

A AR M

~{CH:}5CHa

Q

5y 1K : C1sH360

o : 268.49

WELRIRRE (20°C)

; ESREN

2N : A B

@ : Ff~2< 93Tl f

il R : 27°C (R R

W LU I o A : 137°C/0.1kPa

oy hE e : WYGZL

fiE (GC) : 90.8%

TR A7 S D WREET (A BREN FFAE  1~10°C, EIME 3.4 ~5.4°C,
201549 H 15 H~20154 11 H 9 H) . &, Bhig.
B % 2 58 e i

7 : WY 72 5 FICB W TR E,

B EovEE ; EEGOMT Z 3 T, ~ 27 (REIRSE, (Ri#

FREOWEYI 2RERZEM L, BEEOZEMZL <,
WMo, £, BEL2RSEN, 2P 02T 5,

i FH % D KL : FERZEOKRET, RBRETRETHEFELZ,
2 oy

oy : Vil VA

7y & : DCR2620

g e : 0GR T34
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RAF T 15 ; e
PR AF 55 i : FORMEFERT B2 Ml e el iR ==
6.1.3 BEOEIREH

HERRBTRRBR OFE R EH AR O DMSO IZRE., 71 b B RS\ Z2 R LT
TEML, B LTTE N EHWS D EE LT,

6.1.4 A AE
6.1.4.1 0 B 15 B8 #0051 At BR

WEBR'E 0.5947 g (MIEHT 0.540g) 2 2mL A AT T A THELTZ, WK%
BMUL, BB L-BRIC, ARXT v 7 L CRERED 270 mg/mL #BIK (71— R
0.050 mL 7N L 7Z B D F &4 2700 pg/mL) ZFHE L2, KW T. 270 mg/mL #%
BRIR 2 b 2 (IR EE ORI 1 mL @ B4 1 mL) THAEK 7 BeBEAR L., 135, 67.5.
33.8, 16.9, 8.44, 4.22 ¢ 1X2.11 mg/mL O 8 J& B D W8k 2 L L 7=,

6.1.4.2 Z2EAEEHR

WeBRE 0.5947 g (FIEHT £ 0.540g) Z 2mL A A7 T AL, A%
WML, BB L%, AXT vy 7L THREKRED 270 mg/mL #BIK (7L — MZ
0.050 mL %N L 72 BR D B i IR FE - 2700 pg/mL) ZFHEIL7-, ®WT, 270 mg/mL #
BRi N 2 (BIRE ORI 1| mL @ B4 1 mL) THAR 5 BRFEAR L. 135, 67.5,
33.8. 16.9 }¢ 1" 8.44 mg/mL D HERK 2 F 8L U7, HIZ 8.44 mg/mL #BRIHE A 2~ kE 1.5

(IR DOHHUL 1 mL : FEBE 0.5 mL) THER 4 BEEEAR L, 5.63, 3.75, 2.50 KO}
1.67 mg/mL Dt 10 i & BE P D SRk & R Hd L 7=,

6.1.5 SRS RE
FERICHRE L 7=,

6.1.6 HEREORE M
FAREFBLOD 72 b Ho i L 72 > o 7,

6.2 XEME
6.2.1 B 14 it BB
WL LTHWL T braiExtie L,

6.2.2 5 14 i B
1) FEARETEMEER
~A h~A v C (MMC)
=y hEE : 575AEA

11
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f3EIT : B Y RS
WAk : 2 mg (Jiffi) /)R
TRAF 1k : R,
TR AF 55 P : BRHFZEET K52 A0 R e B =

2)  AREHEPE(L R

vrm 7 A77 IR (CP)
2y hES : WEF3430
g oo : e pi s T3 pk S 4k
ol g : AfbER (97%8L F)
RAF 7 1L : W (FREME : 1~10°C) | ¢
TR AF 5 T : FRAFZERT  Rr R aBE M

3) AR HE
FHRII A CTHMICAT 5 72,

(1) MMC
MMC @ 2 mg R ANA TOVICABRBER (AAREKR G RS KBRS T
2y FES KS5E97) Z2mL MR T&EM L (1 mg/mL) , KIZ, ZOWK%
NEE 20 THER 2 BEREATIR (A 0.250 mL : A A 4.750 mL) L. 0.050
SO 0.0025 mg/mL O ¥FIE 2 R U 7= (R AL EEvE o JEREHE ML CIiis & K
4.850 mL {2 0.0025 mg/mL A% % 0.150 mL Al % 7=, H f5¢ AL L ¥E Tl 2K 4.900
mL (2 0.0025 mg/mL A% 0.100 mL 1z 7=, ZORORKEEIX, ThEh
0.075 pg/mL % 0 0.050 pg/mL) .

(2) CP
CP 0.0140 g % y MKW K 7 7 A F v 7 mikE (50 mL) ICHFHL7, ZHhicsE
AR (AAREKR T, MASHRERIEKE T vy &5 KSE97) % 20mL
MZ CEMRL, 0.70 mg/mL AR Z TR L 7= (F55& K 4.900 mL (2 0.100 mL %
2T, ZOREDREIREIX 14 pg/mL)

4)  BHYEXTIRYE OB

wmIERBR AT A N7 4 v (Hid 5. 2) CHEARHERIATWD 20,

6.3

{5 A R R AR

6.3.1 0 B Bk

Fx A =—X s NAAZ— DM RMRMEF ML (CHL/IU) Z H\Wio, MMSZAT B
NESKELARAFZE AT JCRB M N 7 6 2014 45 4 H 2 BHIC AT L., WHESRE LM
JlZ oW CTEMICHROMIRRAEZE L T, MR/ BEETHD Z & (BEFRE,
HERLAE IR 15~20 RERILAN . B R D 0N 25 K, ~A a7 T A~ EDIHYEN
RN) BHERINTZH O % 30 MEALAN TRERICHER Uiz, 6 o f B ik 2R i3k
e s SN R C 15 Mk, R BRERBR T 21 R Th o7,

12
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6.3.2 a0 ERE R
BB A FT 4> (A 5. 2) ICHEANERSA TV S0,

6.3.3 EEEH
IR ABEH I E & AV, COLIBE 5%, IRJE 37°C, miBESRME T CEE L, f#t
RiZ1~4 AZ &7,

6.4 SO Mix RUEERDFAH
6.4.1 S9 mix

S9 M UMifE#HE (S9,/ 2777 2 —C &y b,

2y NEEF

C150522021 KO

C150717041) ZIEAS L. SO mix ZFAR L7=, FHEUIHIFICIT - 7=,

1) S9

4 R S9

EIT AV = VEER TR A St

a2y NES 15052202, 15071704

fiEA 20155 H 220 (v hES @ 15052202)
201547 H 170 (my &S @ 15071704)

- R 7 v h-SD %

W n - 7 W n -

=X /A 7z ) )L EH— L(PB) KN 5,6-X2 7 T R (BF)

#5951k : i e PN % -

5Lk O G & PB4 H [ % 5 30+60+60+60(mg/kg 1A )
PB # 45 -3 H H BF $¢5- 80(mg/kg K E)

i 1 R 20154F 11 H 21 B (= v &5 @ 15052202)
2006 -1 H 16 H (=2 F&E& @ 15071704)

R AT 715 W (=70°C LLF)

TR A7 55 BT WHRBFZEET HEEMRRRE @8KE7 ) —V%

2) fEBEFR

44 B a7y 7% —C

g F V= HOVEERE TR A S

2y FE C15052002, C15071504

& A 20155 H20H (=7 h&% @ C15052002)
2015 7H 15 H (= hE5 : C15071504)

TrAFT7 14 W (=70°C LLF)

5 I BR 20154F 11 H 198 (= v &% : C15052002)
20061 H 14 H (v FES : C15071504)

RAFS T HORARgEET iRk BEREZ Y -9

13
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3) S9 mix OFEL (1 mL H)

K : 0.7 mL

S9 : 0.3 mL

MgCl, : 5 pmol/mL

KCI : 33 pmol/mL

TNa—A-6-1 g
5 pmol/mL

bl =aF o 7 I RTT =0 UX 7 AT R UEE(NADP)
4 umol/mL

HEPES #% it (pH7.2)
4 pmol/mL

6.4.2 BEE®
Minimum Essential Medium (MEM)(GIBCO™ . Cat.No.11095)(Z3EM1t. (56°C. 30

57) L7 iiE(bovine serum, BS)% 10 v/v%isil L 72853 i (BS-MEM) % W\ 7=,
% OB R IRIT R LT,

1) A1k

oy hEE : 1517948

DS ESTH : Life Technologies Corporation

RAF T 15 : M (=20°C BAT)

PR A7 S B : RO IERT B laikB s m i
2) Minimum Essential Medium (MEM)

2y ES : 1697799, 1707776

5T : Life Technologies Corporation

PRAFITIE : 17 Tk

PR A7 S B : RO IERT  Era M iaikB s e

6.5 HEAE"
HERILL IO R L AT — DA E LT

1. A e 384 7 1) 3R R L IRy ] 4 B v REHE AL
FERFIE MEL

I e AL B 7K 24 IR Fi 4L PR

2. Yot R BLE SRR L TRy ] A B v REHE A
FERFIE MEL

1 e AL B UK 24 I Fi] 4L PR

6.5.1 Al 770
UTOEICEDEZREFNERFETLLETVE, V¥ —LRUBATA RS T R
(CHEAF L CRkBI AT - 72,

14
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*f

g | VFE paEe -2
BRI AL REHTE ML +
o | EERAELE JERBNE AL -
v | GEBALELYE 24 R ALER 24-
R NC
Yo s BREND 1. 2. 3.0 OED
5 P St R B PC
Rl — AL B RE PN C 0 3k ] 1. 2.3
g%
&, HBE L a L o — 2 N EELEIZE -
1L i*f(fmi;;ééybc = To1) ~ 199] if@Z#ﬁ@%ﬁ&f)\X']%
% - " RO & # T HE S
6.5.2 BENDERE
1) 5 A G 5l B )
keamHETELRBEERBRT A N7 4 (B 5.2) TEDH LA 2700 pg/mL
(10mM AHY) & L. BAFAL 2 THIR L 1350, 675, 338, 169, 84.4, 42.2
OV 21.1 pg/mL OFF 8 HEEZRE LIz, £72, ZHICEMEREE 22T 7=,
2) Gt fR B U
O LBV E O RBIEMEAL CIdRkm A &% 84.4 pg/mL & L, L FAK 1.5 T
R LU7256.3, 37.5, 25.0 XN 16.7 pg/mL OFF 5 &%, 55 R ALEVE O FEH
TEMEAL M OV e AL BRI Cld e JH B2 % 2700 pg/mL & L, LA FAK 2 THRLZ
1350, 675, 338, 169 X 1*84.4 ug/mL DFF 6 HEARE Lz, ZHICEarExm®
M OB ME S IR BE 2 3% 1T 7=,
6.5.3 0 Ao 158 BiE 410 1 L ER
PR ERBROAELZRETHEOOPIHARE L TCEMLEZ, 2B, LTFOR

BEED S b, BEMEAZMLEL T L5561, BEERE FIZEWT, WEFEOREZ M

ANGN

1)

2)
3)

ﬁﬁ%&’f/ﬁ \—':]:O“CS‘%}}IE L/fx.o

FELIE [ AL BRIE D AHHE VAL & FEARETE ML
(2 BEYEM IR OB E LB 2RI e, vy —L (FL— ) 37T X

b a0
Fv 7 Fr—r (HEE
L — YD

60 mm) % AV

3% 3 H R BISIACAHZZBAEE T TRl ISR 3 0 2

BB IR DB M OVLER 2 F it L 7=,

BRI REE LT,

2X 10 HDO#I (35380 5.0 mL) Z#EFE L 7=,

& E MR, TR

gL IR ] 4 R v T ot AL B Ik
FECHE ML RS 24 B R AL PR
BRKEREE 0.050 mL 0.883 mL 0.050 mL
S9 mix {RINE 0.833 mL
Re P of e
BRI B 0.050 mL 0.050 mL 0.050 mL

15

HEAEALERVE O 24 BRI O F U 2E

(ZHEV



T-G192

4)

3)

6)

7)

(D

(2)

(3)

8)

9)

BB LB . IR THIHH O BR O RIKO AT 2 iR L, iRtk MR
SLERYE TIE 6 RERA], L ALBRYE Tl 24 RERIEE 28 L 72,

6 E#F'ﬁiﬁ%&% ERFEABEEIZ DWW T, HEFRRICHTEORELHR T 2L &

. BISTALFEZEBAMASE N CMROMRREE MR L7z, W T, FIMiE &K 2% &

ﬁéi?ﬁ%btiﬁﬁﬁ%fﬂ%%%@b\ﬁbm%%ﬁSOmL%Mi\E
2 18 BEf B8 L7z,

BERE TR, NIRTHBRYEONT MO A BIET 2 & & b2, B 2B
BT CBIZEL, MmO REA MR L GERMAEEORBK TROBRIZ. &
Er—x2Lt L),

HKNT, LLFOTEIZHEN, &7 L — N OMade g 2 HJE Lz,

YT L — N OB EW # BEFE L. Phosphate-Buffered Saline (—) (PBS (-)) % i
BMZ 7L — b &2%ELE,

PBS(H)ZBEFE L. 025% ~ U 7 & i#k (Trypsin 0.25%. Life Technologies
Corporation) % 1 mL Iz, 5 pMEE Lo,

Ry T S TTHIEE FEE - S %, S L— MZH LY 10%BS-MEM
B2 1 mL RN L, M ERGH S &2 W CRIIR IR B 2 JE Lz, mERE RO
FHECE X, 8 KM OESE O/ NE S 1 AL AP TN U b O Z R e 10 i 5k
(RCC : Relative Cell Count) DF-HIZH W=,

RONTHIIREN D, X LITEV ., BEIETRREEAE 100% & L 74 BF o A5 kRO

fa% (RCC) #H M L7,

(BB BAL BB IZ 61T 2 Ml %0 <100
(B2 P FRBF 12 31T % Al %)

RCC (%) =

(X 1)

HREE N HI R (=100-RCC) *ZHH L., 50% 2 #de 2 SOEBNNE . 50%H
ol S G P ) R (RS i) 2 B L7,
*EHEENOUTOHAIZO0E L TH -,

6.5.4 REREEHAR
MTOD.EC%%M’E@OB EFEMEZzLELET 250013, BRERETICEBW T, WEF

1)

2)
3)

FEAEHNT, EEEBIFEIC X > TERL 7,

0 IRE T AV ER VE O AREHTE ML & RIS MR L, L BRIE D 24 R O Z 2
AU, BRI RERE, SR B AL BRRE N OB Mt IR 2k T 72, v — L (L —
) i77x%y&7 L—h (HEZ60mm) ZHW, KB 3K (&1, 2 &
W3) &L, 2L, Bt 2 e (Bi&m-1 K ¥-2) & L7,

FL— R4 0 2x 10 E O M (B 5.0 mL) AL,

e 3 BARIC, BINCACAR ZEBMEE T CHIARIC B E N7 2 & 2 ER%. TRICK

16
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VW, BRI ORER O 2 Ei L 77,

RIS AL REHE AR 24 IRf AL BE
e - 0.050 mL 0.883 mL 0.050 mL
SRR S B (0.150 mL) * (0.933 mL) ’ (0.100 mL) *
S9 mix ¥ & 0.833 mL
R P R - HRBRIK - 0.050 mL 0.050 mL 0.050 mL
BE et BB DI RN & | (MMC: 0.150 mL) (CP: 0.100 mL) * (MMC: 0.100 mL) "

() PR, BRE S IR RE O B A R IR 55 R e OV R R A BT RN B A T L7,

4)  WRBRUGALER: . IR THTH OB BE R O3 O (i 2 TR L. AR AL ER VA TR
6 FER] . ELfE WU VL Tl 24 BERTES 2 L 72,

5) 6 MREEE %, ERRBAEEICHO W TIZAR THBRWE O H %2, 8 S 228
BT ORELZ R LT, RWNT, I 2%E 720 X5 FMiGausmL 7o 48
AR T Z T L, BrLWERIR 5.0 mL 2001 %, 2 18 BpRijEs# L7z,

6) FHE2HKOTL— b (BFHEF-1 K-2) 12O\ T, PEEBERERERD D
BERETORMN2KEMAENCarEI R (FA2 VY @K, 10 pg/mL) % 0.1 mL
mzi,

7) WEEETHR, T — FOBEBIREELEICB L GEGEALEE O ER Y B LB EE IC
OWNWTIER R ZFEIEL, T LWVE#HK 5.0 mL Z@LEICHMLEZ) | 0.25%
U 7 R (Trypsin 0.25%., Life Technologies Corpration) Tl i % | 23
L. B - 0B L7z, ROT, mO0EEC K-> TEDT-MIEE 0.075M 1k
VU LR TR 1S S ERELEE L, AF T v a— b BERE=3 : 1 % CTHEE
Lz, BE LM E AT A RHTT A 1TKICOE 2EFTICH T Lz, JLafsER
7L — Y70 2 BER U7z, MR T, A9 1 B EZERHEE L, 2%F A
P THI 15 e U Ce AR 2 ERL L 7=,

8) EAHKEEIKOT L — b (K&K E-3) &, WIR CHBRWEON %, BT Ar M 2
PSR CHIIR OIRAE 2 iR U7z CERFRILERIE DR/ TRFOFERIZ, 257 —
L Liz) o 0%, MEMEIEMEIFERICHE U Gl E L2 WE L, RCC &
HL7-,

6.5.5 018 D ER R L

RCC B HICIIEREE AV, TrROKKICHE-> TRIE LT,

1) MRS DWW ik, mEREEAICI T D 8 K O FHEE O FEIE O /N R
Lz T AL, BECTER L (EAL 0 3HEE O E¥E x 10* cells/mL)

2) RCC (HHZHE) ITOWTIE, 1) ORFEEZHWTEHE L, /WEE | L2 U
TALERE L TERLE,

6.5.6 EXDEHE

BEME T T L — F4E720 100 Ok A R <SRBI LR T HMG 285 L, #
EREOME R 2R OMB O ETER L, FRFICEEEO HB bRk LT,
PO REROBRIZTTITT 74 METir- 7=,
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6.5.7 Z2EAREEDHE

L REFIIHERE EHRORFICRINL, BERERFIIEIZUTOLIITESE - »
LT,

1) R H

et KR ORBIIL TO LI ICER L L,

Xy v 7(g) : Gt (R B (ctg) R O K Bl (csg) e X v v 7 &
TR AR OIS RO R LI nd 56 0 (3
ey QA RO RN EichH D) ThoT, £D
TIN5 R O LLT TR 72 3E e A 5 A 25 38

55 b D,
Gefa 53 (R B) I (ctb) Wr Fr 3 ge e R O Rl B2 S 13T T D b DK OFE

et TR DY ROl Eicdh > TH, DR IN
et 3R OMELL EICBEn T\ D b o,

Yuta oy (R B ZS i (cte) - VU SR 2R M 7 &

Y e (KT EN T (csb) - W A YR O [ 2 B TR 0 B AR
Hivend Ok OGN YR o R Ficd
> Th, TORIVEAZEOIEL LIZHEATHD b

D,
Yutt (R A2 M (cse) CEFRG AR, BRIRY AR B
% DAttt (other) : Wr b (frg) 72 &£

2) EEgRE
et R BN, EDOMBNRAKFF-> TV HEA O (ZfEER) L8Ry, FbLz
GHErBRRELERE LT,
i 5k : polyploidy (BZWN{ZMNA : endoreduplication % & T¢)

6.5.8 I E R AE
FIFEICE L CIEME A FREZ WP, FiE D 0 DTV Ak o iE N )z
BHEE 2 SMBOEBEER (%) X2 TUTOLHITHELZ,

LA R o HH B =R ) E s vE

5% A it B M (-)

5%LL b 10% A7 SeftE (£)

10% L4 k= B ()
BERF OMHBERII, Xy v 725084 (TAG) EE&F WA (TA) Loy
. MEHEIIZE I TITHo 7=,
FLE ARG O BRI H EAR A E IR BMELNR D b & 2 Gtk & HE L,
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7. HEBER

7.1 0 e 18 g 400 1 &8 B

fE 8 % Appendix 1. Appendix 2-1~2-3 {Z/R L 7=,

PRI AL D BT OB R OB RIR O A2 bix, T X TORBET 338
pg/mL LA EDO M & TH AR O 5L, BREEKOGRZLITRD b Rirolz, MidE
PEDFRIE Td D RCC ZIE LIfER, MRMABEORBINEMEITIIHRHETH
% 338~84.4 pg/mL 23T 50%LL E oMM 2 7~ U, LR AL 8 15 o FEAGHTTE
b e ONEL G AL BRE Tl 50% L E oAl B MR IZER D B AL 72 5> 5 720 50 %0 i Fa #7352 B (13K
WS AIE) 1 R AT AL ER V5 O AT ML TiE 50 pg/mL &R H & v, SEEERLERYE O FEAR
B PEAL K Ol e AL B L CIE R SN2 o T,

7.2 Z2EAEEHR

i B & Fig.1~3, Table 1~3, Appendix 3-1~3-3 [Z/R L7z,

PEBRIR RN AL S BT OB B OB 8RIR O A A i, R L ERYE o S L
TIERRD b, FEIFRALEETE O FEAEHTE ML e O fpe AL B 15 T T 338 pg/mL LA B
METHHARD HiL, BEEROAFHEITRD bR oT,

WG R OHBLE (TA) 1, FRRHQEEOIERBIE ML TIL 2700, 1350, 675,
338, 169 TN 84.4 pg/mL T 0, 0.5, 0, 0, 0 XKV* 0% CThd o 7o, FIFRHLITEDR
HHE ML TIX 84.4, 56.3, 37.5, 25.0 %X T¥16.7 ug/mL T 1.0, 0.5, 0, 0 X0 0.5%C
& oo, WFEALERETIX 2700, 1350, 675, 338, 169 K (F 84.4 pg/mL TEALEI 0%
Th-o7-,

B BE (5 5UAR  Poly) o HIBLER I3 BN i) AL B vE o FERGHTE ME AL TIX 2700, 1350,
675, 338, 169 %X U*84.4 pg/mL T 0, 0.5, 1.0, 0, 0 XN 0.5% CTd o7z, HEEHLL
PRVEORFBHEMEL TIX 84.4, 56.3, 37.5, 25.0 X ¥ 16.7 ug/mL T 0, 0,0, 0 XN 1.0%
Tdholz, HEALEETIL 2700, 1350, 675, 338, 169 }x ¥ 84.4 ug/mL T 0.5, 0.5,
0.5. 0. 0 KT} 0.5%Tdh -7z,
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8. EX,

2-NNXHTH - ANF X T U OYROEREEBEREOAELRFT 720, F v
A ==X« NHAZ—ERBRHEFMN (CHL/IU) % HuW 723008 8w il Bk 2 £ i
L7,

Yt KR ERBOAELZHRTT D720, 2700 pg/mL ZimHAEL L. LFAK 2
THN LG 8 HEAHRE L., MIHEEmbIRREZIT 70, ZOME. Bk Ak
DORBIFEMEAL TIZFBAETH D 338~84.4 pg/mL 1BV T 50%LL E oM EM % R
U, FERER AL ERVE O FEREHTE VEAL B ONE AL R 5 TlE, X TOHE T 50%LL Lo
FaFMEIXR O DAL D o 7o, S0%AMA NI B B (BERS M) 1. ARERA] LB 1L O (TG
PEIETIE 50 pg/mL & B H S v, R ALERYE O FERGETE ML M OV foe AL BR L C IR
MEnzehroie, BLEDORERNG | R MAEEOMREEMEL TiX 84.4 pg/mL % fix
EmHAELE L, LAk 1.5 THIN U S HEZHRE Lz, MO O IERHHE
b QN R AL BRE Tl 50% 2L EOMBHEMEITR D SR N -7 b DD 84.4 pg/mL
BV Tho & bMWHIIREEZ /R L7272, 2700 ug/mL ZixEm HEE L, L FAL
2 CHR UG 6 HEZHE L, ROERRFRBREZ Ei L 7=,

et K REHBROMBER, ROERIBEREDO ~DDRETHIX Y v T2 a0

BERREEZAET MO HBLE (TA H) KOHEEEOHBE (Poly fA) X, WTh
DOUFEIZBNTH, TRXTOHBETEREOHERETH D SURMZR LI,
Padt & E LTz,

B, TRTOMBEICRBW T, BEEREECIIRaREERY 28 3T 5/ kT
BHEAR O HBLHEE L S%ARM T, BIHEOHEERENICH 7=, ZCx LT, Bitxt
MEETIIZE L WRAKREBEERTOFRENRBDO LN, LN -o T, REBRITEYICEE
InrEE LN,

Fo. AEBWEIT Ames B TR OLHRESL TS,

PLEDRERENS  2-~"F T H - l-ANVFTFT T I ARARBREMETICBWT, YA
R ERE L OREREMBEEEZFHER LV R LT,
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Fig. 1

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with 2-
Hexadecyloxirane

[Short-term treatment : -S9 mix]

NC : Negative Control (acetone)
PC : Positive control (mitomycin C : 0.075 pg/mL)

Cell-growth ratio was shown as the RCC.
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Fig. 2
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with 2-
Hexadecyloxirane

[Short-term treatment : +S9 mix]

NC : Negative Control (acetone)
PC : Positive control (cyclophosphamide : 14 pg/mL)

Cell-growth ratio was shown as the RCC.
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Fig. 3
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with 2-
Hexadecyloxirane

[Continuous treatment : 24hr]

NC : Negative Control (acetone)
PC : Positive control (mitomycin C : 0.050 pg/mL)

Cell-growth ratio was shown as the RCC.
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Table 1 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with 2-Hexadecyloxirane
[Short-term treatment:-S9 mix]
. . Number of cells with numerical chromosome
. Conc. of Number of cells with structural chromosome aberration (%) .
Time S9 test article ROCC a.berratlon (%)
® (ng/mL) ob(i:j’ifse d ctb cte csb cse other  TA(%) g TAG(%) J:iii‘:_ (%) ob(;::/se d PO?:l)llsmd other  Total (%) Jrliiii_
100 0 0 0 0 0 0 0 0 100 1 0 1
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) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 1 0 1
84.4 100 0 0 0 0 0 0 0 0 - 108 100 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 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
169 100 0 0 0 0 0 0 0 0 - 112 100 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
6-18 - 338 100 0 0 0 0 0 0 0 0 - 122 100 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 2 0 2
675 100 0 0 0 0 0 0 0 0 - 108 100 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 2(1.0) 0(0.0) 2(1.0)
100 0 1 0 0 0 1 0 1 100 0 0 0
1350 100 0 0 0 0 0 0 0 0 - 127 100 1 0 1 -
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) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
2700 100 0 0 0 0 0 0 0 0 - 124 100 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 2 19 0 0 0 21 0 21 100 0 0 0
PC 100 4 19 0 0 0 23 0 23 + - 100 0 0 0 -
200 6(3.0)  38(19.0)  0(0.0) 0(0.0) 0(0.0)  44(22.0) 0(0.0) 44(22.0) 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 (acetone)

PC: Positive control (mitomycin C, 0.075 pg/mL)
RCC(%) showed cell counts of tast article treatment group against that of negative control.
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Table 2 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with 2-Hexadecyloxirane
[Short-term treatment:+S9 mix]
. . Number of cells with numerical chromosome
. Conc. of Number of cells with structural chromosome aberration (%) .
Time S9 test article ROCC a.berratlon (%)
® (ng/mL) ob(i:iifse d ctb cte csb cse other  TA(%) g TAG(%) J:iiii_ (%) ob(;::/se d PO?:l)llsmd other  Total (%) Jrliiii_
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) 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 1 0 0 0 1 0 1 100 1 0 1
16.7 100 0 0 0 0 0 0 0 0 - 96 100 1 0 1 -
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) 200 2(1.0) 0(0.0) 2(1.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
25.0 100 0 0 0 0 0 0 0 0 - 79 100 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
6-18 + 37.5 100 0 0 0 0 0 0 0 0 - 66 100 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
56.3 100 0 1 0 0 0 1 0 1 - 43 100 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) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
62 0 2 0 0 0 2 0 2 23 62 0 0 0
84.4 38 0 0 0 0 0 0 0 0 - 38 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) 200 0(0.0) 0(0.0) 0(0.0)
100 7 73 0 0 0 74 0 74 100 0 0 0
PC 100 3 64 0 0 0 64 0 64 + - 100 0 0 0 -
200 10(5.0) 137(68.5) 0(0.0) 0(0.0) 0(0.0) 138(69.0) 0(0.0) 138(69.0) 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 (acetone)

PC: Positive control (cyclophosphamide, 14 pg/mL)
RCC(%) showed cell counts of tast article treatment group against that of negative control.
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Table 3 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with 2-Hexadecyloxirane
[Continuous treatment:24hr]
. . Number of cells with numerical chromosome
. Conc. of Number of cells with structural chromosome aberration (%) .
Time S9 test article ROCC a.berratlon (%)
® (ng/mL) ob(ifiifse d ctb cte csb cse other  TA(%) g TAG(%) J:iiii_ (%) ob(;:rli/se d PO?:l)llsmd other  Total (%) Jrliiii_
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) 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
84.4 100 0 0 0 0 0 0 0 0 - 80 100 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) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
169 100 0 0 0 0 0 0 0 0 - 97 100 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
24-0 - 338 100 0 0 0 0 0 0 0 0 - 95 100 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 1 0 1
675 100 0 0 0 0 0 0 0 0 - 87 100 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 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 1 0 1
1350 100 0 0 0 0 0 0 0 0 - 79 100 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 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 1 0 1
2700 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) 200 1(0.5) 0(0.0) 1(0.5)
100 2 21 0 0 0 23 0 23 100 0 0 0
PC 100 6 25 0 0 0 31 0 31 + - 100 0 0 0 -
200 8(4.0)  46(23.0) 0(0.0) 0(0.0) 0(0.0)  54(27.0)  0(0.0) 54(27.0) 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 (acetone)

PC: Positive control (mitomycin C, 0.050 pg/mL)
RCC(%) showed cell counts of tast article treatment group against that of negative control.
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Appendix 1

Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with 2-
Hexadecyloxirane

NC : Negative Control (acetone)

Cell-growth ratio was shown as the RCC.
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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 2-
Hexadecyloxirane

[Short-term treatment : -S9 mix]

Cell-growth inhibition test
Study type Treatment and Cell- Observation”
. RCC? growth —
S9 | time | Concentration %) inhibition |Condition of|  Color of Prec1p1tates/Crystalsﬂ

mix | (hr) (ng/mL) ratio(%)” cells? medium® 1) 2)
0 (NC) 100 0 - - - -
21.1 96 4 - - - -
42.2 108 0 - - - -
o | 844 7 23 - - - +
- |6-18 § 169 85 15 - - - +
i 338 100 0 - - + +
=1 675 96 4 - - + +
1350 108 0 - - + +
2700 115 0 - - + +

Concentration of 50% cell-growth inhibition: 2700  pg/mL

NC : Negative Control (acetone)
a) The plate in the negative control group was regarded as a 100% growth.
b) Cell-growth inhibition ratio was shown as 100 - RCC. The value was regarded as 0%, when value was 0 and fewe:

¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

d)

e)

of the test suspensions. Precipitates/crystals were observed l)immediately after addition of the test suspensions and

Yat the end of treatment.

+

: 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.

: No changes of color
: Absence of precipitates
: Presence of precipitates floating in the medium.

All calculations 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 2-
Hexadecyloxirane

[Short-term treatment : +S9 mix]

Cell-growth inhibition test
Study type Treatment and Cell- Observation”
: . RCCY | growth ”» — 5
S9 | time | Concentration %) inhibition | Condition of| ~ Color of Precipitates/Crystals

mix | (hr) (hg/mL) ratio(%)” cells? medium® 1) 2)
0 (NC) 100 0 - - - -
21.1 81 19 + - - -
42.2 56 44 -+ - - -
o 84.4 22 78 +++ - - +
+ | 6-18 § 169 15 85 et - - +
i 338 44 56 +++ - + +
= 675 63 37 -+ - + +
1350 96 4 + - + +
2700 100 0 + - + +

Concentration of 50% cell-growth inhibition : 50 png/mL

NC : Negative Control (acetone)
a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RCC. The value was regarded as 0%, when value was 0 and fewe:
¢) 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 l)immediately after addition of the test suspensions and

Yat the end of treatment.

: 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.

: 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
: Absence of precipitates
: Presence of precipitates floating in the medium.

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 2-
Hexadecyloxirane
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | rreatment and Cell- Observation”
- . RCC? growth — — 5
S9 | time | Concentration %) inhibition | Condition of|  Color of Precipitates/Crystals
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
21.1 97 3 - - - -
42.2 94 6 - - - -
o | 844 71 29 T - - T
- | 240 § 169 80 20 + - - +
2 338 80 20 + - + +
=1 675 91 9 + - + +
1350 94 6 + - + +
2700 94 6 + - + +

Concentration of 50% cell-growth inhibition: 2700  pg/mL

NC : Negative Control (acetone)
a) The plate in the negative control group was regarded as a 100% growth.
b) Cell-growth inhibition ratio was shown as 100 - RCC. The value was regarded as 0%, when value was 0 and fewe:
¢) 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 l)immediately after addition of the test suspensions and

Zat the end of treatment.
d) - : Mostofthe 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.
e) - :No changes of color
f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.

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 2-Hexadecyloxirane
[Short-term treatment : -S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”

S9 | time | Concentration Precipitates/Crystals®

" b) . c)
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2

0 (NC) ; i ] ]

84.4 + - i

169 - - -

338 - -

675 - -

C.‘“
o
Test article

1350 - -

2700 - -

PC ; - - -

NC : Negative Control (acetone)
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”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.

+ : 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.

)

d

: No changes of color
: Absence of precipitates

+ : Presence of precipitates floating in the medium.
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Appendix 3-2
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with 2-Hexadecyloxirane
[Short-term treatment : +S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
ns1i9x t(IIIE ; CO?:;EESIOH Condition of cells” | Color of medium® lf;rempltates/Crystalsc;))
0 (NC) - - - -
16.7 + - - -
5 | 250 ++ - - -
+ |618] 5| 375 ++ - - -
é 56.3 +++ - - -
84.4 +++ - - -
PC - - - -

NC : Negative Control (acetone)
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 suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions 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.

+ : 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
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Appendix 3-3
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with 2-Hexadecyloxirane
[Continuous treatment : 24hr]

Chromosome aberration test

Study type | Treatment and Observation”

S9 | time | Concentration Precipitates/Crystals®

" b) . c)
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2

0 (NC) ; i ] ]

84.4

169

338
- | 240

675

Test article

1350

[+ + ]+
[+ ]+ ]+

2700

PC - - -

NC : Negative Control (acetone)
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)immediately after addition of the test suspensions 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.

+ : 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.

)

d

: No changes of color
: Absence of precipitates

+ : Presence of precipitates floating in the medium.
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