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— i B SRR S (CHL/TU) % A 7 Y (R F R 5B & i L 7

PR BRERBOHELZHET D720, 1900 pg/mL ZHmHEE L, ITFAK 2
TAHAMUZZE 8 HEZHRE L., MIEEMERREZIT 72, TO/MR, X ToL
ET 119 pg/mL BL EDO R EIZIH VT 50%LL EOMIRENEZ R Uiz, 50% 0 fa 57 il 352 B
CHBERSAED) 1. BLIRFRA] AL BR L D FEAHNE MEAL TIE 85 pg/mL, A0 IRE AL BR 1% oD RGHE 1
{ETI% 100 pg/mL, HEFALHETIE 84 pg/mL LRS-, U EOHENSL,
TOLBIETII9ug/mL ZREHEE LU TAKI3I THRLESHEZHRE LT,

P RERBROME, OAEREERTO—2OBIETHLIX v v &2 E /R0
BRREEZAET MO HBLE (TA ) KOHBEEEOHBE (Poly fA) X, W
DOMFEIZBNTH, TRXTOHBETEREOHERETH D SR ZR LI,
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WEETIEE LWRAKEBEREOFELROLNTZ, Lo T, RBRITHEYICHEE
IhiceEZ2 BT,
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il T : TG T35 0

PrRAF 71k : =R

PRAF 5T : WHRIFSEET BRI B =
6.1.3 BEDERER

AR RTRBR O R, EH KL T DMSO ICRE, 7% F> ImL I YE 190mg
EWRRCEZ S, WL LTT R N EHVWD I EE LT,

6.1.4 SRR AL
6.1.4.1 0 Ren 158 578 410 1) 554 B

PERME 03800 g Z 2mL A AT T AWK LT, WAL, e L 7-#%I12,
AAT w7 U THREIRED 190 mg/mL g5k (7L — FIZ 0.050 mL i1 L 72 B D
FIEEE 2 1900 ug/mL) ZFAE L 72, W T, 190 mg/mL #BRIE 2 Akt 2 (FIRE DO
BRI 1 mL @ B0 1 mL) THER 7 BEREAR L. 95.0, 47.5, 23.8, 11.9, 5.94, 2.97
SOV 1.48 mg/mL D 8 = FE BEE O g Rk & fi 3 L 7,

6.1.4.2 ZEAREEHAR

PERY'E 0.9500 g % SmL A A7 T A IR L 7=, IR B2 RN L W AiE L7212,
ARAT w7 U THRERED 190 mg/mL #8E (7L — ~Z 0.050 mL R0 L 72RO fix
FEPREE © 1900 pg/mL) ZFAR L7=, WU T, 190 mg/mL # BRI &2 A bk 2 (KR E D #
BRI 2 mL : B4 2 mL) THAK 4 BB L. 95.0, 47.5, 23.8 XM 11.9 mg/mL ®
BRI 2 B U 72, BEAZ 11.9 mg/mL #BRIK & 2 B 1.3 (%R FE O B BRI 3 mL : 545 0.9
mL) THER 4 BEPBEAIR L. 9.13, 7.03, 5.41 KN 4.16 mg/mL Dt 9 J2 B BB o g Bk
AR LT,

6.1.5 EHELL N

JHRFICTRR L 72,
6.1.6 WERBR DR E

ML D 72 FEfi L 72 2r o 72,

6.2 xEEYE
6.2.1 fE 14 xt R
WL LTHWAT B F o ZatstiB e Lz,

6.2.2 15 1% >t R

1) FEMEHHTEMEAL R
~A h~A43 > C (MMC)

11



T-G193

7y hES : 575AEA
5T : W EEx ) VRS
4 : 2 mg (Jiffi) /)R
R AE 15 : iR,
TR A5 : HORHFZERT B 2% Al o el =

2)  AREHEPE(L R

a7 277 3K (CP)
2y 5 : WEF3430
LSS : e T3 pk S 4t
ol : AR (97.0%0L F)
PR A7 515 : e (FFREM : 1~10°C) | L
TR AT 55 BT : FRAFZERT KRB E M

3) WHEJGIE
BT A CHERICIT - 72,

(1) MMC
MMC @ 2 mg FRHE A A T AR BER (HAREKR T RS KRR T
7y NS KSE97) Z2mLMA CEML7 (1 mg/mL) , KIZ, ZOEWK%E
NEE 20 THER 2 BEREATIR (A 0.250 mL : A A 4.750 mL) L. 0.050
JZ T 0.0025 mg/mL DK 2 fA8 U7z (R R B VE O JERENE ML TIXRE B IR
4.850 mL {2 0.0025 mg/mL &K % 0.150 mL A % 7=, # f5¢ AL BR V5 CIL B # K 4.900
mL (2 0.0025 mg/mL A% 0.100 mL i1z 7=, ZORORKEEIX, ThZEh
0.075 pg/mL % 0.050 ug/mL)

(2) CP
CP 0.0140 g % y MKW K 7 7 AF v 7 mikE (50 mL) ICHH L7, ZHhicsE
AWK (AARER ., MASHRKERIETYS, vy FES  KSE97) % 20mL
Mz CTEML, 0.70 mg/mLIFERZ L7 (B5&HK 4.900 mL (2 0.100 mL %
ATeo ZORFOREERET 14 pg/mL)

4) BT R E O AR PR

wmIEREBR AT A N7 A > (Fid 5. 2) IZHEARHERI A TWD 20,

6.3

15 AR e ek

6.3.1 HH R BE

Fx A==+ NAAZ— DM KMRMEFMIL (CHL/IU) Z H\Wio, MSZAT B
N SRR GE T JCRB MR 7 725 2014 4 4 A 2 HIC AT L. BURSIRAE L 7=/
Jiz oW CEBMICHEOMRBAEZ £l L T, MIRSEETHD Z & (HEHRPIE,
AR RE IR 15~20 BEEIDAN . YR B DN 25 K, v A 27 7 X~ F D50
2N) DHER SN D% 30 MKARLAN TRERICEER U7z, 8 F e AR kA B i
R s 5l Bl B T 17 kAR, Yk BB T 22 kR ThH o 7,
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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

C150619031 & O

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

1) S9

4 R S9

EIT AV = VEER TR A St

oy & 15061903, 15071704

fiEA 20156 H19H (= v h&ES @ 15061903)
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 12 H 18 A (= v R : 15061903)
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) filil%EH#

44 B a7y 7% —C

fET FV = 2 VEERE TEMRA S

2y FE C15061703, C15071504

& A 20156 H17H (=7 h&EH : C15061703)
2015 7H 15 H (= hE5 : C15071504)

TrAFT7 14 W (=70°C LLF)

5 I BR 20154F 12 H 16 B (= v &% : C15061703)
20061 H 14 H (v FES : C15071504)

RAFS T WRHFZEAT BrEMmeRAiRE BEEZ Y —9
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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 T

PR A7 S B : FORMTIERT i laskB 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,
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g % P
R RENE ML +
o | EERAELE JERBNE AL -
v | EHBALERYE 24 KR ALER 24-
REE NC
Yo e R EREND 1. 2. 3--n OEEE
B 1 St PR B PC
[l — WL BE BE PN C 0 7k 1 1. 2. 3
;i%
@ HERE R L oL Ea— 2 RN EESICE DR
(N 51%(72 i;;é;f“ = To1) ~ [99) if0)2$110>§77&0274’
i o MeLE & ROt E TR R
6.5.2 AEDERTE
1) B 8 5 ) SR
ke EEBEBEERBRTA N7 4 (AR 5.2) TESH T 1900 pg/mL
(10mM 1) & L., BLFAK 2 THIN L 950, 475, 238, 119, 59.4, 29.7
KN 14.8 pg/mL OF 8 EEZHRTE Lz, £7-. TR IREE 2% 7=,
2)  Gefo ik BB
I AE% 119 pg/mL & L, BLFAL 1.3 THIR L7 91.3, 70.3, 54.1 L 41.6
pg/mL OF 5 HEZHE LTz, T AVTEEMERHREE &K OG5k RBE 2 3% 1 7=,
6.5.3 0 R 1 5E 4D 1| 5 B
P KBREABROABEZRTETH2OOVHARE LTEMLEZ, 2B, UTOR

BEED O b, BEMSEAZMLEL T L5561, BEERE FIZEWT, BWEFEOREZ M

ANGN

1)

2)
3)

4)

5)

ﬁﬁ%&’f/ﬁ \—':]:O“CS‘%}}IE L/fx.o

FELIE [ AL BRIE D AHHE MEAL & FEARETE ML

iz
%y77v—b(£i

o BEME S FRRE M OVl B i 2 AL B
60 mm) % HV

HEAEALERVE O 24 BRI AL O F U 2E
AR, v¥y—LV (FL—hK) T7T7 A
A REILKE LT,

FL— Y70 2X 10 ORI (353K 5.0 mL) 24 L7,

3% 3 H R BISLACAHZZBAEE T TR ISR 3 0 2

FEBIR DB M OVLER 2 F it L 7=,

& ERERE ., TRIUWEW,

gL IR ] 4 R v T ot AL B Ik
FEARFHE 1L S 24 B R AL PR
BRKEREE 0.050 mL 0.883 mL 0.050 mL
S9 mix RN E 0.833 mL
Re P of B
BRI B 0.050 mL 0.050 mL 0.050 mL
BEER LR % . AR CHTHH O F B OB R0 O il & fed U 7=, WERRT% . Jo IR
PLERYE CIE 6 R, B UER VL Tl 24 BERIRE B L 72,

6 RFfRE &%,

15
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6)

7)

(D

(2)

(3)

8)

9)

BT, BINCALFEZEBAMEE N TR ORREZ R Lz, KW T, FiMiEEH 2% &

RHEOWMUABBER CHEAZEE L, FrLWEERIK S0 mL Z2Nx, &

W2 18 MRS LT,

HEEE TR, NIRCTHEBDEOIHOFEZBIEZE T2 L L I, BN F 2B

BT CHBEL, MIEOKREZ MR Lz GERFRAHEOREK TROMRIX, &

ETF—H L L) .

RNT, LLFOTEIZHEN, &7 L — N OfRade g 2 HE L,

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

PBS(H)ZBEFE L. 0.25% ~ U 72 & i#k (Trypsin 0.25%. Life Technologies

Corporation) % 1 mL Nz, % 5 7 fEfE L7z,

By T IR A R - kS %, L — MIZH LW 10%BS-MEM

B2 1 mL RN L, M ERGH S 2 VD CRIIR IR B 2 JE Lz, mEREH RO

FHECE X, 8 K OESE O/ NE SR 1 AL AP TN U b O Z R 0 i 5k
(RCC : Relative Cell Count) DF-HEIZH W=,

BONTHIIIREN D N LITEV, BEIETREEAE 100% & L 7245 B o A5 5t RO

fa%k (RCC) #H M L7,

(BB AL PR IS 5 1T D M%) <100

RCC (%) = (BT FEREIC 50 % A B0

(X 1)

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

6.5.4 R2EAEREHER
ITOMBRBIED S b, BMENEZLE L TLH61T, BEERE FICBW T, WEKF
Das 2R T, WMEBRIFICL > TEE L7z,

1)

2)
3)

R AL ER VE O RS ML & FEREE ML . BB LB IE D 24 FRRILEE O Z 2
AT, BEPEXTRREE, #BR E VER R OV R 23 T 7=, v — L (P L —
M) X779 2F v 7 7Fr—F (E£60mm) ZHVW, FHE3IHK BE -1, 2 &
W3) & L7, 2L, Bt 2 e (B&m-1 K O¥-2) & L7,

TL— Y720 2x10 M E oM (B3 5.0 mL) ZHERE L 72,

Bede 3 HAZRIC, BINAALFE ZBAMEE N CRIFBIC B E BN/ 2 & 2 fkiltk, FTRICHE
VN, BRI O BR R K OMLEE & F e L 7=,

16
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4)

5)

6)

7)

8)

FERHHE AL RBTEPEAL 24 [ R AL B
e e 0.050 mL 0.883 mL 0.050 mL
SR iR (0.150 mL) * (0.933 mL) * (0.100 mL) *
S9 mix RN E 0.833 mL
Bt BR - b BRI - 0.050 mL 0.050 mL 0.050 mL
BE M 5o PR BT e TN & | (MMC: 0.150 mL) (CP: 0.100 mL) " (MMC: 0.100 mL)

£ () IR B o R OO B 38 I I 25 B X OVBB M R BB R VRN B A o LT,
PR B AL ER S . IR THT H 0 A B J NS 280 o0 (i 2 e R L. R ALER VL T
%6 REfA], e ALBRYE TiX 24 FRIES R L 72,

6 W B 14 . R IAEREIC S W CIX IR THEBR W O AT & BN AE ZE5R
BT OREZ R LT, IRWNT, I 2%E 720 X5 PG ausimL 7o 48
B T Z BE L, BT LWEERIK 5.0 mL Nz, HIZ 18 KFE:# L7,
LD T L — b (K& T-1 R-2) 2oV T, Yk Bls HEAERD - D
BT O 2 BRI 28I R (T A 2b v UK, 10 pg/mL) % 0.1 mL
mz 7=,

BB TR, 7L — FPORERRZZELFICBE L, 0.25% bV 72 UK (Trypsin
0.25%. Life Technologies Corpration) THfL A FIS L, UL - = L7 BEL 72,
WNT, mLDEEC L > TEDZMAEZ 0.075M b H U 7 AR TR 15 47 [H
REELEE L, AF 7 va—)b: FEiE=3 : 1 W CHEE L7, BEEL-Miaz <
TARTTAIKICOE 2EANCH T Lz, JOEERTIT L — FYS720 2 #KfE
B, MR TH. 1 B EZEREE L, 2% 5 T 15 et LT
Yoo (R AR A AERL L 72,

BHHM IO T L — b (BEFEF-3) 1L, WIRCTHEBRYE O H%Z . BINLALAE %
PSS CHIIE DR BE 2 i L2 (EFFRLEE OB TROM RIX, 257 —
2L L) . 0%, MAAEEMHEEREBRICHE L CHREEZHE L, RCC 2H
L7,

6.5.5 #AE D Bk Ly
RCC HEHIZITFERMEEZ AV, Tl O EIZH/E-> TRHE L 7=,

1)

2)

MR IC oW TR, MERFHREARICR T D 8 Kl O FHHl O I E D /N 1
(L2 PIHETIA L, BB THRR Lz (AL 3B O FHE x 10 cells/mL) .
RCC (AWH) IZOWVWTIE, 1) OFRRMEEAOCTHE L, DEEHE | L& U
TALEELE L THERLE,

6.5.6 BADEE
BB T T L— b0 100 fHOREOED R R Lo R THGR2EE L,

18 5

HoOMB LR 2R oMo 2k L, RRICEEEO BT B LR L 7,

RERIERDOBRITT XTI T4 METIT o7,
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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 BT (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. HERHER

7.1 0 e 18 g 400 1 &8 B

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

PERIR I AL O BT OB R OB RIR O A2 bix, T X TORBET 238
pg/mL LA EDO M & TH AR O 5L, BREEKOGRZLITRD b Rirolz, MidE
PEDFEIECTH H RCC ZWE LR, T X CTOMAEVET 119 pg/mL LL O H £ T 50%
UL BRI Z R U, 50%M Rl i B CBERSfE) 1300 55 R AL BR 7% o0 FR ARUHHE AL
TIE 85 pg/mL., K RF [ ALEEYE O ARG PEE Tl 100 pg/mL, HfEALPRVE TlE 84 pg/mL
R ENT,

7.2 Z2EAEEHR

At % Fig.1~3. Table 1~3, Appendix 3-1~3-3 |[Z/R L7,

P BRI RN AL D W H O L O R E O GBI, TR TORBETED bR
o T,

M B O HBLE (TA) 1%, ERMAEE O FEREHEME/ TIX 119 pg/mL 2B W
THEBOMBEABE KT TOX & HE S 4L, 91.3, 70.3, 54.1 X1V 41.6 pg/mL T
0. 0.5, 1.0 XN 0% Tod o 7o, FLRFRHIALERE O RBTEME(LTIL 119, 91.3, 70.3, 54.1
KON 41.6 pg/mL T 3.5,0,0.5.0.5 XN 0.5% Td o 7=, BfGEAEEICHS VT 119 ng/mL
TR EBOMBEABE LR TOX L HE S, 91.3, 70.3, 54.1 X T 41.6 pg/mL
TENZEN 0% Th o7,

By B (28R, Poly) o HIERRL, FE M I ALHRvE O JEEHITE MEAL TiE 119 pg/mL
IZBWTHEROMRABIZE KT TOX & HE S4.91.3,70.3,54.1 XV 41.6 pg/mL
TO,0, 0 XD 1.0%Td o7, FRFMAIREORBEM/TIX 119, 91.3, 70.3, 54.1
F N 41.6 pg/mL T2.0, 0, 0, 0 KT 0% T -7, HFAHEETIE 119 pg/mL 128
WTEUER O ML A B KT TOX & fE S 41, 91.3, 70.3, 54.1 21N 41.6 pg/mL
TENZEN 0% Th o7,
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Decyloxirane DY AR B EFHKEOFE LR T 5720, F¥ A =—X - "L RH
— il B SRARME A (CHL/IU) Z H W 7= Y iR B ik B 2 i L 7=,

PR BRERBOHELZHET D720, 1900 pg/mL ZHmHEE L, ITFAK 2
TAHAMUZZE 8 HEZHRE L., MIEEMERREZIT 72, TO/MR, X ToL
ET 119 pg/mL BL EDO R EIZIH VT 50%LL EOMIRENEZ R Uiz, 50% 0 fa 57 il 352 B
CHBERSAED) 1. BLRERE] AL BR L D FEAHNE MEAL TIE 85 pg/mL, A0 IRE ) AL B 1% oD ARGHE 1
{ETI% 100 pg/mL, HEFALHETIE 84 pg/mL LRS-, U EOHENSL,
TOLBIETII9ug/mL ZREHEE LU TAKI3I THRLESHEZHRE LT,

P RERBROME, OAEREERTO—2OBIETHLIX v v &2 E /R0
BRREEZAET MO HBLE (TA ) KOHBEEEOHBE (Poly fA) X, W
DOMFEIZBNTH, TRXTOHBETEREOHERETH D SR ZR LI,
Bk & CHE LT,

BB, TRTOLBEIEIZBWNT, BRI RS ER T 28 T 2L,
EHAARO BB L 5% AN T, BHEOHERXRENIZH -T2, Tk LT, BBkt
BEETITEFE L WRAKEERTOBREIRBD LN, LEN- T, ABRITEYICEE
Inr=EE LN,

Fo. REBRWEIT Ames RER TR O L HMAE SN TV D,

ML EDOFERN G| Decyloxirane IFARER S TIZH W T, Y AERT RO @
B R ZFR L2 Efm LT,
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Fig. 1
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Decyloxirane

[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.
TOX : Chromosome observation could not be done because of severe cytotoxicity.
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Fig. 2

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

[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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110 ¢ —f— RCC = 100
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NC 41.6 54.1 70.3 91.3 119 PC
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Fig.3

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

[Continuous treatment : 24hr]

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

Cell-growth ratio was shown as the RCC.
TOX : Chromosome observation could not be done because of severe cytotoxicity.
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Table 1 Chromosome aberration in cultured Chinese hamster cells(CHL/IU) treated with Decyloxirane
[Short-term treatment:-S9 mix]
. . Number of cells with numerical chromosome
. Conc. of Number of cells with structural chromosome aberration (%) .
Time S9 test article R(?C a.berratlon (%)
(h (ng/mL) ob(;eeﬂlse q ctb cte csb cse other TA(%) g TAG(%) Jrl;de%let_ (%) ob(;gilse d Po(l:};[l)llsld other  Total (%) Jrlildeii_
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 1 0 1
41.6 100 0 0 0 0 0 0 0 0 - 87 100 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 2(1.0) 0(0.0) 2(1.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
54.1 100 0 2 0 0 0 2 0 2 - 87 100 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) 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 - 70.3 100 0 1 0 0 0 1 0 1 - 72 100 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
91.3 100 0 0 0 0 0 0 0 0 - 9 100 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)
0 0 0 0 0 0 0 0 0 0 0 0 0
0 0 0 0 0 0 0 0 0 0 0 0 0
119 0 0 0 0 0 0 0 0 0 TOX 0 0 0 0 0 TOX
0 0 0 0 0 0 0 0 0 0 0 0 0
0 0(0.0) 0(0.0) 0(0.0) 0(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 1 22 0 0 0 23 0 23 100 0 0 0
PC 100 2 18 0 0 0 19 0 19 + - 100 0 0 0 -
200 3(1.5)  40(20.0)  0(0.0) 0(0.0) 0(0.0)  42(21.0) 0(0.0) 42(21.0) 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 (aceton)
PC: Positive control (mitomycin C, 0.075 pg/mL)
RCC(%) showed cell counts of tast article treatment group against that of negative control.
TOX: Chromosome observation could not be done because of severe cytotoxicity.
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Table 2 Chromosome aberration in cultured Chinese hamster cells(CHL/IU) treated with Decyloxirane
[Short-term treatment:+S9 mix]
Conc. of Number of cells with structural chromosome aberration (%) Number of cells with numerical chromosome
Time S9 test article RCC aberration (%)
o -
(h) (ug/mL) Ob(sjglvse g b cte csb e other TAC%) g TAGE) I‘Il]deii %) Ob(;glvse 4 P"Z‘l’lls‘”d other  Total (%) Jr‘;‘lii'
100 0 0 0 0 0 0 0 0 100 2 0 2
NC 100 0 1 0 0 0 1 0 1 - 100 100 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 3(1.5) 0(0.0) 3(1.5)
100 0 1 0 0 0 1 0 1 100 0 0 0
41.6 100 0 0 0 0 0 0 0 0 - 84 100 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 1 0 0 0 1 0 1 100 0 0 0
54.1 100 0 0 0 0 0 0 0 0 - 82 100 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 1 0 0 0 1 0 1 100 0 0 0
6-18 + 70.3 100 0 0 0 0 0 0 0 0 - 38 100 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
91.3 100 0 0 0 0 0 0 0 0 - 75 100 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 4 0 0 0 5 0 5 100 3 0 3
119 100 0 2 0 0 0 2 0 2 - 28 100 1 0 1 -
200 2(1.0) 6(3.0) 0(0.0) 0(0.0) 0(0.0) 7(3.5) 0(0.0) 7(3.5) 200 4(2.0) 0(0.0) 4(2.0)
100 6 66 0 0 0 67 0 67 100 0 0 0
PC 100 8 64 0 0 0 66 0 66 + - 100 0 0 0 -
200 14(7.0) 130(65.0)  0(0.0) 0(0.0) 0(0.0) 133(66.5) 0(0.0) 133(66.5) 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 (aceton)
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 cells(CHL/IU) treated with Decyloxirane
[Continuous treatment:24hr]
Conc. of Number of cells with structural chromosome aberration (%) Number of cells with numerical chromosome
Time S9 test article RCC aberration (%)
o -
(h) (ug/mL) Ob(sjglvse g b cte csb e other TAC%) g TAGE) I‘Il]deii %) Ob(;glvse 4 P"Z‘l’lls‘”d other  Total (%) Jr‘;‘lii'
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
41.6 100 0 0 0 0 0 0 0 0 - 102 100 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
54.1 100 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 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
24-0 - 70.3 100 0 0 0 0 0 0 0 0 - 72 100 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)
66 0 0 0 0 0 0 0 0 66 0 0 0
34 0 0 0 0 0 0 0 0 34 0 0 0
91.3 75 0 0 0 0 0 0 0 0 - 6 75 0 0 0 -
25 0 0 0 0 0 0 0 0 25 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)
0 0 0 0 0 0 0 0 0 0 0 0 0
0 0 0 0 0 0 0 0 0 0 0 0 0
119 0 0 0 0 0 0 0 0 0 TOX 0 0 0 0 0 TOX
0 0 0 0 0 0 0 0 0 0 0 0 0
0 0(0.0) 0(0.0) 0(0.0) 0(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 5 22 0 0 0 25 0 25 100 0 0 0
PC 100 2 25 0 0 0 26 0 26 + - 100 0 0 0 -
200 7(3.5) 47(23.5) 0(0.0) 0(0.0) 0(0.0) 51(25.5) 0(0.0) 51(25.5) 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 (aceton)
PC: Positive control (mitomycin C, 0.050 pg/mL)
RCC(%) showed cell counts of tast article treatment group against that of negative control.
TOX: Chromosome observation could not be done because of severe cytotoxicity.
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Appendix 1

14.8

29.7 59.4 119 238 475

Concentration of test article(ng/mL)

950

1900

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

Decyloxirane

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
Decyloxirane
[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 - - - -
14.8 90 10 - - - -
29.7 93 7 - - - -
o | 594 88 12 - - - -
- | 6-18 § 119 0 100 TOX - - -
i 238 0 100 TOX - + +
& 475 0 100 TOX - + +
950 0 100 TOX - + +
1900 0 100 +++ - + +
Concentration of 50% cell-growth inhibition : 85 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 solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.

d) - : Mostofthe cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape

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

e) - :No changes of color
f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
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

Decyloxirane

[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | reatment 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 - - - -
14.8 95 5 - - - -
29.7 95 5 - - - -
o | 594 125 0 - - - -
+ | 6-18 § 119 27 73 - - _ ;
2 238 0 100 TOX - + +
& 475 0 100 TOX - + +
950 0 100 +++ - + +
1900 0 100 +++ - + +

Concentration of 50% cell-growth inhibition : 100 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 solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at

the end
d) -
1+

TOX :

of treatment.

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

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.
There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.

: 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
Decyloxirane
[Continuous treatment : 24hr]

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 - - - -
14.8 105 0 - - - -
29.7 105 0 - - - -
o | 594 84 16 + - - -
- | 240 § 119 0 100 TOX - - -
i 238 0 100 TOX - + +
& 475 0 100 TOX - + +
950 0 100 TOX - + +
1900 0 100 TOX - + +
Concentration of 50% cell-growth inhibition : 84 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 solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at

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.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.
e) - :No changes of color
f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
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 Decyloxirane
[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 ] ]

41.6 - - - -

54.1 - - - -

70.3 + - - -

91.3 -+ - _ _

*
>
Test article

119 +++ - - -

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 solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

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

+ : 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

d) - : Absence of precipitates

32



T-G193
Appendix 3-2
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Decyloxirane
[Short-term treatment : +S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
msigx t(IIIE ; CO?:;EESIOH Condition of cells” | Color of medium® lf;rempltates/Crystalsc;))
0 (NC) - - - -
41.6 - - - -
.%_j 54.1 - - - -
+ |618] 5| 703 + - - -
é 91.3 ++ - - -
119 T - - -
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 solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

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

+ : 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 Decyloxirane

[Continuous treatment : 24hr]

Chromosome aberration test

Study type

S9 | time
mix | (hr)

Treatment and Observation®

Concentration

Precipitates/Crystalsd)

(ug/mL) Condition of cells” | Color of medium® 1 )

- | 24-0

0 (NC) ; i ] ]

41.6 - - - -
54.1 - - - -
70.3 + - - -
91.3 -+ - _ _

119 TOX - - -

Test article

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 solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

b) -
+

+++

TOX
c) -

: 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.

: There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.
: No changes of color
: Absence of precipitates

34



T-G193

EHEEREE (1/2)

ABRES : T-G193
AR R E : Decyloxirane DIFHIHTEMB 2 AW 2 L& KR ER

ARBRIIUTREARTEELZETFLTCERINZZ EERIEHLET,

e [HHBEYEZIIRIRBRLERTIRBRGERICETAERE] (ER 2343
A31 B.EA30331 585, Fak 230320 FHE 6 & HBIEAFKE 110331010
)

B, AEERTRO@E) B LE L,
lﬁ/éf£¢9HZLa

KR ) —F 27—
B M MERAEFT

REBREEERV
H H WA A BEEHE~OD

W5 A
R EE 20154 108 23 H 20154 108 23 H
RBRHEELESE (1) 20154 11 B 6 R 2015 11 A 9H
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