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4. EH

2,5.8,11,14,17-hexaoxanonadecan-19-0l OYEEBR EFREOFE L BT D720,
F oA ==X« NARAZ i HRAMEFMA (CHL/IU) % 7o Yo (R 55 35 2
Ehti L7,

Yt KR FERBOHELZHRTT D720, 3000 pg/mL ZimAEL L, LFAK 2
THRLZG 8 HEAHE L., MuHEmBRREZIT o7, ZO/ME, X Tolp
15T 50%% 2 2 MRS P E FIERR O AT, S0% MRl e (BERE) 135
MR o 7o, BLEORER KD | FR QB E K ONERALELYE & 61T 3000 pg/mL
EREHEE L UTAK2 THIR L3 HEZHE L ROKREHEBRZ2 EiE LT,

et (KB FEHBROMER, RORKBEEREO —S0ORETHIX Yy v TG T 0
BRBEEEZGT 20 HEE (TA E) ROEEEOHBFEZ, WTOLEEIC
BWTH, T RXCTOHETCERMEOHTEERETH D SR EZ R LTZ2D, B L HE
L7,

REB, TRTORBEIECIB W T, BRI imEE R T 2 A7 oMk ;
EEAR O BB IL 5% AN T, BIEOHELEENICH -7z, Tk LT, Bikxt
RECIHE LWVWRAERBEREOFENRBOONTZ, LEN-> T, RBRITHEYICHE
IncLEZ LN,

IEDORENS, 2,5,8,11,14,17-hexaoxanonadecan-19-ol [ZARRER S FTizB W T,
Yuth (RIS B H L OV e R BE 2553 L B ks LT,
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B, BSFLIEEROER L 7-2FERBR T A RT3 TOHEY 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]
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PR35 110331009 &)



T-G182

6.

6.1
6.1

6.1

ABRMERVAE

HEMERUVFE

N wWEME
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4 Fr

B4

JEE A FR

CAS &5

B AN B
1 O oR M R

5y
5T

WEHREE (20°C)
2N

@,

W RS/ B
7y N

fliE (GC)

PRAT S
P75 T

2 e

B FoEE

i 1% 0 JLFR

2 gL

Z 2R

7oy b

2,5,8,11,14,17-hexaoxanonadecan-19-ol
ANFYZFL T a—LE S AF LT )L
Hexaethylene Glycol Monomethyl Ether
23601-40-3

(7)-97. (2)-444 ({L.5FIE)

O ] O

H(OCH,CH,;)sOCH;
Ci13H»304
296.36

AR

7 W

Wt~ e
167°C/0.1kPa
YN4XC

98.6%

AT (TR JEN  F A B : 1~10°C, EHIE:3.4 ~8.0 °C,

201547 H 2 H~20154 11 A 17 B) | &, BHiE,
B B 1% 22 8 e d

HRHFZERT R B R

WG IR AT EE
FEBRKTH, MREER YV —F v ¥ — MBS
WFFEFT CHEBR WL D 22 EME A FEFR LT,
EXEGOWK % 51217, v A7 | (REIRSE, R
FREOWUIRRERELEMN L, BEEOHMAZ <,
Bofngix, B, ESEEIED, Y0 ET 5,
A% OEREIL, BERRK THECEELL,

TE 5 K
4K76N
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il T : (bR K 5 LK T 85

PrRAF 71k : =R

PRAF 5T : WHRIFSEET BRI B =
6.1.3 BEDERER

AR ATRBR O R, EHAK (30.0mg/mL) [CEMBELI-Z b, B E L CHES
HAAKZHWDZ L L LT,

6.1.4 SRR AL

6.1.4.1 0 e 15 5ig 40 1 5t B

PERY'E 0.300g & 10mL A A7 T A TR L 72, IR B2 RN L W fif L7812,
ART w7 L ChmIRED 30.0 mg/mL #HRIE (7L — M2 0.500 mL R0 L 72 B &
FEIEE £ 3000 pg/mL) ZFHE L7z, KWT, 30.0 mg/mL #ERIK & AL 2 (BIRED
PEERIK S mL : ¥ 5 mL) THAR 7 BepEAR L. 15.0, 7.50, 3.75, 1.88, 0.938, 0.469
ST 0.234 mg/mL O 8 i FE BB D gk 2 g L7,

6.1.4.2 ZEAREEHAR

PERME 0.300g Z# 10mL A A7 T AWK LI, WAL 8L 7-#%I12,
ART v 7 L TChREREED 30.0mg/mL #HKE (7L — M2 0.500 mL #0 L 72 BE D i
IR - 3000 pg/mL) ZFRML L7=, KW T, 30.0 mg/mL BRI Z AL 2 (FEED
PEBRHE 5 mL ;I 5 mL) THER 2 BEBEAR L. 15.0 X T 7.50 mg/mL @ 3 = B g
DEBRIR & PR L 7=,

6.1.5 ARERAE
PR C AR L 72,

6.1.6 HEREDORE M
PRI O 72 b F i L 72 7> o 7,

6.2 X EEYE
6.2.1 FE 14 xf BR
Vi L U C AW AN KA RSB L LTz,

6.2.2 5 14 >t B
1)  FERFHE AL R
~A h~A43 > C (MMC)

7y hEE : 575AEA
g T : W e Y S

11
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Akl : 2 mg (/i) /iR
R AT 715 : iR,
RAF 5 PT : B TR BE A M R =

2)  REHEEAL R
a7 4 A7 57K (CP)

a2y NES : WEF3430

R : FOEMiSE T ¥t

i : AleFH (97%LL F)

RAFH1E : Wi (GFPR#E : 1~10°C) | Y
EX2ZBh : HORARIERT B B e

3) wREITIA
T2 THERZIT - 72,

(1) MMC
MMC @ 2 mg Fe¥E A T VIZAEBRRE R (HAREKR T XS KM T
7y NS K4K96) Z 2mL iz THEM L7 (1 mg/mL) . KIZ, ZDOEWK%
AHE 20 THER 2 BepEAIR (JRK 0.250 mL : AR 4.750 mL) L. 0.050
TR 0.0025 mg/mL DR 2 8 U7z (G REAT AL BEVE O FERGETE YEL TIERE B IR
4.850 mL (Z 0.0025 mg/mL ¥ {8 % 0.150 mL Il Z 7=, i e AL B V5 T I RS # K 4.900
mL {Z 0.0025 mg/mL &K% 0.100 mL Nz 7=, ZORROKRKEEIX, ThEth
0.075 pg/mL % * 0.050 pg/mL)

(2) CP
CP 0.0140 g Z yMILEE 7 7 AF v 7 mikE (50 mL) (TR L7, ZhicE
M (AARIERS, RS RE/IETY vy FES : K4K96) % 20mL
MZTEML, 0.70 mg/mL mR &R L7- (B52& WK 4.900 mL {2 0.100 mL %
ZTeo ZOREORKEIREET 14 pg/mL)

4)  BEYEXTRRYE ORI EE T

BRI A F T4 > (R 5. 2)) [CHEANHESNA TS0,

6.3 {35 FA #E A #%
6.3.1 HH R BE

F A ==X« NARAZ— OB KEMEFMIL (CHL/IU) % H\Wio, MMSZi7TEE
NESRILARRFGEET JCRB Ml /N> 7 v 5 2014 4E 4 A 2 BICAF L., BURSERIE L 7=#0
Fiz oW CEBMICHEOMRBAEZ £l L <, MRA/SEETHD Z & (EHRPIE,
AERAE NIRRT 15~20 RERIDAN . Je iR DB D 25 K, ~A a7 T A EDIHYEN
RN) BHERINTZH D% 30 MENLAN TRERICHMEH Uz, 6 F R o f B Ak SR 13k
Jiel B4 T8 B0 R T o6 RN, R BB T 1Lk ThH o 72,

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
6.4.1

S9 mix R V&K DS

S9 mix

SO RO (89, 2777 ¥ —CtEy b, By &S : C150522021) #i{BE L.
S9 mix M L7=, BT HREIZAT - 72,

1)

2)

3)

S9

4 FR

g oo
oy hEE
fiEA

i - R
Il - M
P YE

K57k

Gk O &

i PR
R AF 5
A5 i
Hili i S5
4 B
BT
0y hEE
i H
TR AF 715
fiff IR
R A7 i

7K
S9
MgCl,
KCI

S9 mix OfHFL (1 mL H)

S9
FV = 2 VEERE TERA S

15052202

201545 4 22 H

7 v -SD %

7 i -

7z )NV E X —L(PB) L TN5,6-X Y 7 TR (BF)
i e PN % -

PB4 H [k £ 5 30+60+60+60(mg/kg 4 )

PB # 5 -3 H H BF 5 80(mg/kg &)

2015411 4 21 H

W (=70°C LLF)

WRFZERT RrEMaRR=E BEE 7Y —3

a7y 7 %—C

AV o HOVEER TR A S+

C15052002

201545 H 20 H

HWE(=70°C LLT)

20154 11 H 19 A

WRAFGEET BErEfaRbsE BERET7 Y —W

0.7 mL

0.3 mL

5 pmol/mL
33 pmol/mL

13
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Ta—R-6-1 Uk

5 pmol/mL

bl =aF o 7 I RTT =0 VX7 LAEF R UER(NADP)
4 pmol/mL

HEPES #& itk (pH7.2)
4 pmol/mL

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

57) L7y (bovine serum, BS)%Z 10 v/v% il L 7285 & K (BS-MEM) % W\ 7o,
i % DR IRIT W IR LT,

1) A1k

2y b : 1517948

LSS : Life Technologies Corporation

PRAF 7 15 ; MW (=20°C BAT)

A7 5 AT : RORHRZERT BRI BR s R
2) Minimum Essential Medium (MEM)

7y hES : 1687974, 1697799

LSS : Life Technologies Corporation

RAFIT 1L : 1 TR

TRAF 5 BT : FORMRSERT  Br e Es e

6.5 HERAE"
HERILL TR L AT — OB E LT

1. 0 e 4 7 o) 3 B J IR P AL L 9% RGP
FERFHE ML

LB IR 24 K¢ [ LB

2. Yuth R B H SR J IR P AL L 9% RGP
FERFHE ML

LB IR 24 K¢ [ LB

6.5.1 Ak
UTFOE I cED e Xt kTa2R LT~ LE, Yy —LERATA RT T2
ZBE AL CERB A AT o 72

14
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g % IR
R RENE ML +
o | EERAELE JERBNE AL -
v | GEBALELYE 24 R ALER 24-
REE NC
T 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%
&, HBE L a L o — 2 N EELEIZE -
1S 51%(72 i;;é;f“ = To1] ~ 199 if@ﬂrﬁa)%a—&o;vm’
E I—Relz & R OB % R TR
6.5.2 AEDERTE
1) B 8 5 ) SR
M EEZBEERBRT A N7 42 (Fik 5. 2)) TED B 3000 pg/mL
(lomM A/HY) L L. LLFAK 2 THR L 1500, 750, 375, 188, 93.8. 46.9
P X234 pg/mL OF 8 IEEZHRT LIz, £7-. TR IREE 235172,
2)  Gefo ik BB
B A% 3000 ug/mL & L, LATFAK 2 THIR L7 1500 X OV 750 pg/mL O Ft
SHEZZRE L, TN BBEE M OG M FREE 2 5% 1) 7=,
6.5.3 0 R 1 5E 4D 1| 5 B
P RBRFHRBROABELZRTET D200 FHARE L TEm L, 2B, LTFToOR

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 0.500 mL 1.333 mL 0.500 mL
S9 mix RN E 0.833 mL
Re P of B
BRI B 0.500 mL 0.500 mL 0.500 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 7= 4 BF o A5 kRO

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 0.500 mL 1.333 mL 0.500 mL
SR iR (0.150 mL) * (0.933 mL) * (0.100 mL) *
S9 mix RN E 0.833 mL
Bt BR - b BRI - 0.500 mL 0.500 mL 0.500 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,
BB AR . PR THI H O 8 J OB5 28 1R o0 (3 % sl L . FLIRRRE AL B YA © I
6 WEfH ., HEHCALEEE ClT 24 FEEEE SR L 7=,

6 W B 14 . R IAEREIC S W CIX IR THEBR W O AT & BN AE ZE5R
MBI CHIMORREA MR LTz, IRWT, K 2%E 72D X 54 MmiEERmL £
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 2EANICH T Lz, ROEERTI T L — FYS720 2 KE
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 B o H K Ly
RCC FHIZITRREE Vv, TRROHTBITHE > TEHEAE L7z,

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 (HEH) 1220 TIE, 1) OFRRMEEHWCTEHE L, DMEEE 1 &2 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 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 Be 1 5iE 40 1 5L R

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

PEBRIG RN FE S5 T O A R ORI O GHEIL, TR TONEETRD O
inol, MREEOEE THS RCC ZHIE LR, T X TOLEET 50%% B
2 5 AP FEENHIE R TR D H AT 50%MAaHmGl iR (BEE) TR S o
7=,

7.2 ZREAFAEEHAR

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

BRI EE 5 T O F R ORI O GHEIL, TR TOMEETRD O
2o T7,

G R O HBLE (TA) 13, B AEEE O JERETEE(E TIX 3000, 1500 &Y 750
pug/mL T 0.5, 0 XX 0.5% CTd o7z, FEFHFALERE O EHEME(E Tl 3000, 1500 &
750 pg/mL TENEI 0.5% Th o 7o, HHFALIETIL 3000, 1500 & T 750 pg/mL
TO0.5,. 0 L* 0% Th-oT=,

B R (EER) OMBRIT, ERFEAEE O FERFHHE ML TIX 3000, 1500 &
W 750 pg/mL TZENEI 0% T o7z, EHRFEEE O MRBHHEMEL TiX 3000, 1500
KON 750 pg/mL T 0.5, 0 XN 1.0%Tdh > 7=, EFLEE TIX 3000, 1500 &Y 750
pg/mL TO0.5, 0 XM 0% Todh o7,
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8. EX,

2,5.8,11,14,17-hexaoxanonadecan-19-0l OYEEBR EFREOFE L BT D720,
F oA ==X« NARAZ i HRAMEFMA (CHL/IU) % 7o Yo (R 55 35 2
Ehti L7,

Yt KR FERBOHELZHRTT D720, 3000 pg/mL ZimAEL L, LFAK 2
THRLZG 8 HEAHE L., MuHEmBRREZIT o7, ZO/ME, X Tolp
15T 50%% 2 2 MRS P E FIERR O AT, S0% MRl e (BERE) 135
MR o 7o, BLEORER KD | FR QB E K ONERALELYE & 61T 3000 pg/mL
EREHEE L UTAK2 THIR L3 HEZHE L ROKREHEBRZ2 EiE LT,

et (KB FEHBROMER, RORKBEEREO —S0ORETHIX Yy v TG T 0
BRBEEEZGT 20 HEE (TA E) ROEEEOHBFEZ, WTOLEEIC
BWTH, T RXCTOHETCERMEOHTEERETH D SR EZ R LTZ2D, B L HE
L7,

B, TRTOMABEICBWT, EEREECIIROa R ERY 28 3T 2k
BHEAR O BB E X S%ARM T, B EERENICH -7, i LT, Bt
MEETITIZE L WA KREERTOFBENRBDO LN, LN - T, REBRITEYICEE
Ehr-EZLNE,

Fo. AEBYWE T Ames B TRRM QL HRESL TS,

L EofES»6 . 2,5,8,11,14,17-hexaoxanonadecan-19-ol IZAKBRSH: FloB W T,
Yt AR B M ORI R E 2F R LW e LT,
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Fig. 1
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Short-term treatment : -S9 mix]
NC : Negative Control (water for injection)
PC : Positive control (mitomycin C : 0.075 pg/mL)

Cell-growth ratio was shown as the RCC.
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130 ¢ —&— Cell-growth ratio = 100
=<O==TA value
120 p -
=\ = Poly value d 9
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Fig. 2
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Short-term treatment : +S9 mix]
NC : Negative Control (water for injection)
PC : Positive control (cyclophosphamide : 14 pg/mL)

Cell-growth ratio was shown as the RCC.
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130 ¢ —&— Cell-growth = 100
ratio
=<O==TA value
120 p
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[
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Fig. 3
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Continuous treatment : 24hr]
NC : Negative Control (water for injection)
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 2,5,8,11,14,17-hexaoxanonadecan-19-ol

[Short-term treatment:-S9 mix]

T-G182

Conc. of

Number of cells with structural chromosome aberration (%)

Number of cells with numerical chromosome

Time S9 test article RCC aberration (%)
. N -
() mix (ug/mL) ob(;:ii/se d ctb cte csb cse other TA(%) g TAG(%) Jrideiet- (%) ob(;gifse d Poi}érfllsold other Total (%) Jrl;degni-
100 0 0 0 0 0 0 0 0 100 0 0 0
NC 100 2 0 0 0 0 2 0 2 - 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) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 100 0 0 0
750 100 1 0 0 0 0 1 0 1 - 85 100 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) 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 - 1500 100 0 0 0 0 0 0 0 0 - 89 100 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
3000 100 0 1 0 0 0 1 0 1 - 85 100 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 5 20 0 0 0 24 0 24 100 0 0 0
PC 100 2 23 0 0 0 24 0 24 + - 100 0 0 0 -
200 7(3.5) 43(21.5) 0(0.0) 0(0.0) 0(0.0) 48(24.0) 0(0.0) 48(24.0) 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 (water for injection)

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 2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Short-term treatment:+S9 mix]

. . Number of cells with numerical chromosome
Conc. of Number of cells with structural chromosome aberration (%)

Time S9 test article RCC aberration (%)
. N -
() mix (ng/mL) ob(;:ii/se d ctb cte csb cse other TA(%) g TAG(%) J;i%: (%) ob(;zﬂlse q POIC};IIJIISOld other Total (%) Jﬁldii-
100 0 1 0 0 0 1 0 1 100 0 0 0
NC 100 0 1 0 0 0 1 0 1 - 100 100 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 1 0 0 0 0 1 0 1 100 1 0 1
750 100 0 0 0 0 0 0 0 0 - 116 100 1 0 1 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) 200 2(1.0) 0(0.0) 2(1.0)
100 1 0 0 0 0 1 0 1 100 0 0 0
6-18 + 1500 100 0 0 0 0 0 0 0 0 - 114 100 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) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 1 0 1
3000 100 0 1 0 0 0 1 0 1 - 112 100 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 1(0.5) 0(0.0) 1(0.5)
100 14 71 0 0 0 75 0 75 100 0 0 0
PC 100 5 61 0 0 0 62 0 62 + - 100 0 0 0 -
200 19(9.5) 132(66.0) 0(0.0) 0(0.0) 0(0.0) 137(68.5) 0(0.0) 137(68.5) 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 (water for injection)

PC: Positive control (cyclophosphamide, 14 ug/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 2,5,8,11,14,17-hexaoxanonadecan-19-ol

[Continuous treatment:24hr]

T-G182

Conc. of

Number of cells with structural chromosome aberration (%)

Number of cells with numerical chromosome

Time S9 test article RCC aberration (%)
. ) .
() mix " mL) Ob(;Zﬂfe 4 o cte csb cse other  TA(%) ¢ TAG(%) J;deiet' (%) Ob(;:ilvse q P"iyefl’lls‘“d other  Total (%) J;dii'
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 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
750 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 00.0)  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
240 - 1500 100 0 0 0 0 0 0 0 0 - 123100 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
3000 100 0 0 0 0 0 0 0 0 - 92 100 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 1(0.5)  0(0.0)  1(0.5)
100 4 23 0 0 0 26 0 26 100 0 0 0
PC 100 7 20 0 0 0 26 0 26 + - 100 0 0 0 -
200 11(5.5) 43(21.5) 0(0.0)  0(0.0)  0(0.0) 52(26.0) 0(0.0) 52(26.0) 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 (water for injection)

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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NC

Appendix 1

23.4

46.9 93.8 188 375 750

Concentration of test article(ng/mL)

1500

3000

Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
2,5,8,11,14,17-hexaoxanonadecan-19-ol

NC : Negative Control (water for injection)

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
2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type | Treatment 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 - - - -
234 118 0 - - - -
46.9 102 0 - - - -
o 93.8 111 0 - - - -

- | 618 § 188 114 0 - - - _
2 375 107 0 - - - -
= 750 105 0 - - ; ]

1500 107 0 - - - -
3000 98 2 + - -

Concentration of 50% cell-growth inhibition : above 300  pg/mL

NC : Negative Control (water for injection)
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.
e) - :No changes of color
f) - : Absence of precipitates

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
2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | rreatment and Cell- Observation”
. RCCY | growth — - n
S9 | time | Concentration %) inhibition | Condition of| ~ Color of Precipitates/Crystals
. 0
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
234 100 0 - - - -
46.9 106 0 - - - -
o 93.8 112 0 - - - -
+ [6-18] 2 | 188 115 0 - - - -
<
» 375 98 2 - - - -
o
= 750 108 0 - - ] -
1500 98 2 - - - -
3000 100 0 + - -

Concentration of 50% cell-growth inhibition : above 300  pg/mL

NC : Negative Control (water for injection)
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.
e) - :No changes of color
f) - : Absence of precipitates

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
2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | Treatment 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 - - - -
234 92 8 - - - -
46.9 89 11 - - - -
o | 938 83 17 - - - -

- | 240 § 188 91 9 - - ; _
2 375 109 0 - - - -
= 750 106 0 - - ; ]

1500 102 0 - - - -
3000 96 4 - - -

Concentration of 50% cell-growth inhibition : above 300  pg/mL

NC : Negative Control (water for injection)
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.
e) - :No changes of color
f) - : Absence of precipitates

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 2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Short-term treatment : -S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
89 | time | Concentration o b) ) Precipitates/Crystals”
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2
0 (NC) - ; _ i
_ié 750 - . j i
- |618| E | 1500 ] ] - -
& | 3000 ; ] - -
PC - ; j i

NC : Negative Control (water for injection)
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 1)immediately after addition of the test solutions and”at the end

of treatment.
b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
¢) - :No changes of color
d) - : Absence of precipitates
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Appendix 3-2
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with 2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Short-term treatment : +S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
89 | time | Concentration o b) ) Precipitates/Crystals”
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2
0 (NC) - ; _ i
_ié 750 - . j i
+ | 618 & [ 1500 - ) - -
& | 3000 ; ] - -
PC - ; j i

NC : Negative Control (water for injection)
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.
¢) - :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 2,5,8,11,14,17-hexaoxanonadecan-19-ol
[Continuous treatment : 24hr]

Chromosome aberration test

Study type | Treatment and Observation”
89 | time | Concentration o b) ) Precipitates/Crystals”
mix | (hr) (ng/mL) Condition of cells™ | Color of medium D 2
0 (NC) - ; _ i
_ié 750 - . j i
- |240| E | 1500 ] ] - -
& | 3000 ; ] - -
PC . j

NC : Negative Control (water for injection)
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 1)immediately after addition of the test solutions and”at the end

of treatment.
b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
¢) - :No changes of color
d) - : Absence of precipitates
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