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TRYERTFERLSE
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AEBRAESE

310 PRYDCENTELGALBROBEHICEEZRETRVLOD
SEERUVBRBRHEE AN 222 L

FRBRIEBWTTFRT SN CERP - LRBROBEEECHBLRETRVOH

SEREORBRHBEELDRP I &3 RroT,

311 EBHRE

RBHEEZERA (FEEFL) | RBXE. £7 %, LEARERARUHREEE (B
KREZOFEAZSE) BHRREER S VY —F o 7 —HBREFERFTOEREER
RICEKRBEEREE 10 FRRTFET 2, BB THRORTFEL2VTIR, EE57BE
EEXARRT FETER (CEYEHREIRELHRAESHER Y VY —FELF—@T
BEL, TORBERET S,
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4. EH

R TNLOROEREEFEREOARERTT 5720, Fr A =—X « NLARAH—
Bt R SRR HEZSEA D (CHL/IU) 2 H Wt kB ERBR A2 £k L 72,

REEBRTHRBROAEBLHRET 5720, kmAE%L 1200 pg/mL & L, LLTFAK 2
THRLEEF SHELZRE L., MRMEMEIHREIT 72, ZOHKR, TxTo0m
T 50% % A D MRBEEIEERIEERO bR oo, D EORKRELD, T
BET 1200 pg/mL ZicmH=EE L, AT AK 2 THR UG 3 HEZREL, 4
AR BB A E L7,

POERREABOME, ROKEERTO—DDEETHILIX v v 2 EE WV
BEEE AT AMBOHEE (TA ) ROEHEEOHR LT, Wiz
BWTH, ¥ _RTOHBTEMHOHERETH D S%URMAER LD, B & HE
L7,

B, TRTOLEEZBNT, BHERECIREAKREERE LA T 2/ LW
BEAEOHBIRBEIT 5%RHE T, BEOHMERLRENIZH -7, ZTHICH L T, Bkt
BETHE LWEAEABERTOFRP/BD LN, Lo T, HBRITEEICER
SnlzbtEZ2 BN,

PLEDRERNS, SR FIVEARBREETIZE N T, BB HERE LR AR
BMREEZHERE L2V EHim LT,
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EAGEE EERLR FEETHER LFHELEMHKREOKEIZLY, B
FADLEEVREMDO—EE LT, IFLEOEZEMA (CHL/IU) % B 5 Qe (kR E
RBRLERLIZOT, ZORELHET D, B, ARBRIZLULTOREEEFL, F
A RT A NZHEM L THEM L7,

1) GLP
s [HHEWES IR RRAE i+ 2 R B % (BT D AN
(2343 A 31 A, A% 0331 % 85, F)L 230329 BF 6 =,
IR 110331010 &)

2) EHRBRAARFS1 Y
o THEHATHMESEIZRIARBO FIEIZDONT)
(CERp 233 A 31 H : KRR 0331575, Frk23-03-298FH 55, &R
HRAFEH 110331009 =)
. TOECD Guidelines for Testing of Chemicals 473 |
(OECD BF4% : 19974 7 H 21 H)
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6. HEBMHERUFGE

6.1 HEMERVBE
6.1.1 HERYE

fifs #

LCS TR

& B

B4

2y FEE

AF i

CAS &5

s SO R

T
HFE

s

v

A5

RRE

SYERAR AR

s e

U -
31K A

5

(RIS STPIRAY CR 7N
BB ] o 00 % E M

PR A7 1
RAEG T

Do HFn LoEER

AR St
Sigma-Aldrich Co. LLC.
=T

Ethyl lactate

MKBJ 4932V

20.1935 g (T-G092 A X L T)
97-64-3

O

C5H1003

118.13

>98.0 %

_550( *

154°C *

3.75 mmHg (25°C) *
-0.18 *

1.042 g/ecm?® *
5.83x1077 atm m>/mol (25°C) *
46.1°C *

400°C *

FUFERTEIN

ERETHR, KSRV —F v 7 — S
TR TR E DL EME A LT,

WET (EHE :2.7~8°C, 201347 2 H ~2014 4
1A30H) . &k

R R E R fF=E

B GAFRT HESERTEN VELEE

EEGZ OB E /02 T, v A7 RERSE, R#
FREOEUZREELEFAL, BEOEMZI S,
BOFNEIX, F,HEZREL, 230 ET D,
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il I £ oD AL HE : HeBR W E O 7% I3 EN

AHERE., TRTEFEL,
* o OMSTAT IR B BRI S A AR AR L E R A E Y A7 & (CHRIP) @
HHRiC L5,

6.1.2 oyt

2 FR : A A K

oy hEE : 3D84N, 3D9IN

A& : HAER T

o : RS KRR T I
TRTFH i : i

PR AE S P : FUAFZERT KR MR =

6.1.3 AEOREINER
HEARATRBR O R, EHHAK (12.0mg/mL) (IS LIZZ &6, Wil e UTHES

AKE AW,

6.2 HBERREROAH

6.2.1 RRAE

1) A0 Hod 38 50 0 1 A Bk
HHBRY'E 0.1200 g% 10 mL A A7 7 A L, WEZEML, BRLE
Bz, AAT v LTHREEBED 12.0 mg/mL K (7 L — FIZ 0.500 mL &0
L7 O RAAEE - 1200 pg/mL) ZWEL7Z, RWT, 12.0 mg/mL R Z Ak
2 (BBEOBRIE SmL : FE 5mL) TIEK 7 BBEAIN L. 6.00, 3.00, 1.50,
0.750, 0.375, 0.188 &7} 0.0938 mg/mL O 8 I BRSO Bk 2 8L L /-,

2) Gt fREERER

WEE 0.1200 g% 10 mL A A7 T A IR L7z, WEEEZIRML, WRL-
B, ARAT v 7L THRSEED 12.0 mg/mL EK (7L — M2 0.500 mL &0
U7=BE DR HEIRIE 1200 pg/mL) Z# B LU 7=, RWT, 12.0 mg/mL F R % AL
2 (B BE ORI SmL : %I SmL) TIEXR 2 BFEAR L., 6.00 X T 3.00 mg/mL
D3 REEMEOEBRIREFE LT,

6.2.2 SRESAE
WL L 7=,

6.2.3 REM
IR O T | 2 EVERERRIL E I L 2252 - 72,
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6.3
6.3.1

xtRYE
B 1% x4 R

W U THW D ES KA

6.3.2 5 14 %t iR
1) FEMRBHEMEA R
<A h=A43 2 C (MMC)

Rt e L,

oy EE 566ABB
o WAREE ) R4
73l 2mg (FMl) /A
RAEFIE ik,
RIEH T HARRFSERT KB MR =

2) ARETEMEIER

rmu7 4 A7 7 IR (CP)

2y NEE WEF3430
BET i T2 XSt
il i AAbFH (97.0%LL 1)
TRAT 7 5 Wig (Fra#m 0 1~10°C) | X
R AF S5 BT HAHFIERT REREMIEERE WEE

3) FAHGE
TEGT T N THRRZT - 72,

(1) MMC
MMC & 2 mg TRE A A TICEBER R (B AEREF, RS REMETIE,
oy h&EE K3E91) Z2mLMx THEMLE (1 mg/mL) . RIT, ZOREY
INH 20 THEYR 2 BePEAIR (RR 0.250 mL : A2FAEIR 4.750 mL) L. 0.050
MY 0.0025 mg/mL DOERZ R U7 (SRR O FERBHL ML i &R
4.850 mL {Z 0.0025 mg/mL A& & 0.150 mL Jl % 7=, HE {5 AL 35 T 13 B 318 4.900
mL {2 0.0025 mg/mL i#iE % 0.100 mL M X 7=, ZDORORKKEEDZ, ThEn
0.075 pg/mL KT 0.050 pg/mL) .

(2) CP
CP 0.0140 g % y BIRE W 7 7 A F v 7imik® (50 mL) [ZFEERL7-, ZhickE
HEHK (AAERS, MASHRXKERETS, =y FES  K3E91) % 20mL
Mz CHEM L, 0.70 mg/mL IEE 2 38 L7~ (B52E 4.900 mL (2 0.100 mL Z N
R1e, ZORDOREREIZ 14 pg/mL)

4)  [EMEXTHRYE OEIR B M

BIERBRT A NT A4 (HDE5. 2)) EABHERISATWD 2D,
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6.4  {EFAMEK
6.4.1 HH R AR

Fx A =—R - NARAFX—ORiM KRB M (CHL/IU) ZHWe, Ea—<v
YA AFREIR N7 005 20104 10 H 13 BIZATF L, EESRELZMEICS
WCEBRICIEOMERBELZERE LT, MMRABEETHS Z L (KRB, Ak
DIRER) 15~20 BEE AN, YRGB O N 25 K, = A a7 7 A< EDGYIR 72\
MR I N H D% 30 MECLIN TERERICZHE U, fE FH BRE oo Ml Fa ik 1 2500 40 A g 5
IHIRBR T 17, RAOAERERBR T2 TH o,

6.4.2 e 0 ERE
EHBRTA NI A4 2 (A5, 2)) ICHEAPHREIN TV D20,

6.4.3 EEEH
[REE T ARG AEE & H . COLBIE 5%, IR 37°C., BBELET TORE LML, f#
RIT1~4 B2 LI o7,

6.5 SO mix RUIEERDAHR
6.5.1 S9 mix

SO RO\fiEEHE (S9/ 277747 —C vy, By FER: C130809051 KO
C130712041) #EA L. SO mix ZFAH L=, BEIIHREIZIT- 1,

1) S9

4 FR : S9

s : F V2 VER T ERA ST

oy & : 13080905, 13071204

& 1 : 2013 8H 9 U (my F&E : 13080905)
20137 H 12 0 (v v &5 0 13071204)

i - R : 7 v h-SD %

N e : 7 Hikn - o

FEWE : Tz ) NV E X — L (PB)RTN5,6-X2 Y 7 TR 2 (BF)

w55 : HERE N & 5

BHEHBELEOCREE PB4 H [ E# i & 5 30+60+60+60(mg/kg (A H)
PB {5 3 H H BF &5 80(mg/kg /K &)

{5 FH 5 R : 20142 A 8H (v &% : 13080905)
2004 1 H 11 H (my h&Ew 0 13071204)
RT7H 15 : H R (=70°C LAT)
RAZ BT : RHARFFERT RrRMlRERE BEE 7Y —W
2) flimEFE
Eapir : a7y 7 ¥ —C
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I : F ) ZOVEER T ERA S
2y N5 : C13080705, C13071004
i H : 20138 A7H (m2v h&E : C13080705)
2013 7 A 100 (v v hFE 'S : C13071004)
RAT & : W E(=70°C LLT)
ok A TR : 2014 -2H 6R (my h&EH : C13080705)
20014 1 A9H (my &% : C13071004)
R BT : WRAFSEET HEMERRE BEREZ Y —F
3) SS9 mix DAL (1 mL H)
K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 umol/mL
KCI : 33 umol/mL
T a—2-6-1) Lk
: 5 pmol/mL
BB =—aF T I RT7T=20 VX7 A KU CBR(NADP)
4 pmol/mL
HEPES #% & itk (pH7.2)
4 pmol/mL

6.5.2 EER
Minimum Essential Medium (MEM)(GIBCO™ | Cat.No.11095)iZ E@11k (56°C. 30

77)

L7z (bovine serum, BS)Z 10 v/v% ¥ L7ZH5 R HZ(BS-MEM) & I\ M7z,

B OREFRIIOERT LT,

1)

2)

6.6

A IIE

1y R : 990250, 1127560

LSS : Life Technologies Corporation

REFH Ik : M (=20°C LLF)

RIE5 AT : WA SERT  EEMIEREE G

Minimum Essential Medium (MEM)

wy hES : 1374776

3k 5T ; Life Technologies Corporation

RIF T 1% : i (Pl 1~10°C)

RAF BT ; REAFERT  HRAaREE SR
e E Y

REBITU TR LEAT =V DIz L 72,
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1. 0 e 368 Sl 4 ) 5 BR LR ] AL B T FEARBHE L
FREHEPEAL
e LB v 24 By AL EE

2. BB R BE B Sy ] AL B R AR
REE A
A ot L ER 24 Ky [ AL B

6.6.1 il A &
LTFToL cED R XNidHTE2R LT E, Yy —LVREOATA K
\—-/Hljj'fil_ LT”&E[J%{T/D%&-O

g e T
R A E  JEABIE L -
o | EREE T RHENL +
v | EEREALER 24 BRRALER 24-
|| Rt e R NC
T IR EEENG L. 2. 30 OKE 5
K5 4 xf R A PC
7l — ALFR B PN 0D 7k Bl 1. 2. 3
x HEp KR L A 24 (2 B
X I RRFE DL T P o PNEIEAICEND
s j%%ii;;é%iA“ o7 [01) ~ 199] £TD 2 /iDES
% - Gl BOAT A FOMEERETHES

6.6.2 FREDRE

1) ol o 400 ) 5l B
REAEE 1200 pg/mL (10mM fHY) & L, BIN& 2 THR L7 600, 300,
150, 75.0, 37.5, 18.8 11938 ug/mL D8 HEZRTE L7, £/, Zhick
ixﬂﬁﬁi‘% i,

2) Bee KR ERR
REHE% 1200 pg/mL & L. LITAK 2 THRLZ 600 X300 ng/mL OFf 3
MEZHT Uiz, ZAUIZ Rt R K O I of B A& 3% 1T 7,

6.6.3 il Ao 3 58 400 1 5L B
RERBRTHBROABRLZRET 52700 FHAKE LTER L, b, LTOR
BBEOI H, MEMEZLELTI2EGIE, BERKE TICBWT, BEFOHREEZH

WT, MEBREICL > TEBE LK,
1) GERFRALEE O HHEMEL & SERBHE ML, EREAME D 24 RFFABEOENZE
AU, MR R OB E LB AR T, Yy — L (FL—F) 377 2A
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2)
3)

4)

3)

6)

7)

(1)

(2)

(3)

8)

9)

Fwv 77 L—bF (EE60mm) AW, &8 1L L7,

— FY7= 0 2X 10 EDOMI (5% 5.0 mL) 28BREL,
B3 3 Bk, BISEATA RS T TR BE S 2 & BHERE, RIS,
HEBROBRER LA ZERE LT,

A1 B R AL R s - .
— S g 0L B Y
TFRBE L AT T AL B
MERERREE 0.500 mL 1.333 mL 0.500 mL
S9 mix IRIE 0.833 mL
‘{@ﬁ% ) %&fﬁ‘“ﬁ 0.500 mL 0.500 mL 0.500 mL
wWinE

WERME A%, AR THHOARE G BIROGR 2R L, EA%, 5

[RALEH VL C i 6 IRFRE], e LB VA T 1d 24 HEREIE &/ L 7o,

6 RERIIFER . AR AEIC DWW, HERRICITHOAELHRT L& &
HiZ, B ZEEME T CHEOREA#RLZ, RKNT, FMEEH 2%E

BRAHEEIRMUZAEMAERKE TMRAEEREL, FTLWERRKR S.0mL 2Nz, &

I 18 REEREE LT,

i%%%%?ﬁ% P’\?EET“%&%%%"@&?&@%?@%%EE?%T% &L iz, BISTALAR = TR

ET T, MaoRELMRE L, (FERFELMIEORERLTRRORRIT

72%?@5' & L) .

WNT, UTFTOFEZEY, &7 — NOMIELE2HE L7,

W T L — N DOREEL %A HEZE L, Phosphate-Buffered Saline (=) (PBS (<)) #% &
BEMAT L— NEHEE LT,

PBS(-)ZHEFE L. 0.25% F U 7T ¥R (Trypsin 0.25%. Life Technologies

Corporation) % I mLMA ., %5 5REE LT,

BT 4 ST AR - S ERB. TL— MIH LY 10%BS-MEM

Beik 2 ImL RN, MERGEBZHO CMREEZHT L, mEREFEZED

AL, 8 RO MO/ AT 1 L2 E A L b 0% 3 poH e %
(RCC : Relative Cell Count) DFEIZH W=,

FONTHIREL L, R LIZEWV., BESREEEE 100% & L7 &8 O

R (RCC) #HEH LT,

(B EURR LT 2 M) *x100
(FEMEXIRREIZ 31 DR %D

RCC (%) =
(2 1)
M FEANHI R (=100-RCC) *ZHII L., 50%%2$kde 2 S0 EMRAE, 50%0

Fo B8 A A VR (BERSME) A HEH U 7=,
*%Jr%ﬁﬂﬁﬂ% OLLTFTOHBEITOLELTHES,

6.6.4 TEAEEAR
ITFoORBRBIED YL, BEMAZVLELTIHHEGE. BEERETICEBWT, BREF
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1)

2)
3)

4)

5)

6)

7)

8)

6.6.5
RCC HHIZITRTEZ AV,

1)

Uf3) L L7,

L— h% 70 2x104E o f A (

P%3E&

=77

(B 60mm) % Hu,
L. B BRERIT 240 (BR&ES-1 K O-2) & LTz,
(%W 5.0 mL) #EEL 7=,
 BISTATAHZABEMEE T CHIBRICEE N2 & %

DEgEERWT, MEREICL > TERLE,

S IR R AL BB vE o0 FUBHE Mk & FERGEITE Rk
AU, PEMEREEE . 4R B LI EE K OV MR okt R 2 3% 1
M EFF7RAF 7T L— |

w\%ﬁﬂ@hfﬁUﬁﬂ%%mbﬁo

BREIR (& 5-1,

THRALERE O 24 BB O F 1 F

vy—L (FL—
2 K

AR . TRITHE

S e [ A0 3

AR 11

(A RO |

i o AL

B ®iEbr L&

0.500 mL
(0.150 mL)*

1.333 mL
(0.933 mL)*

0.500 mL
(0.100 mL)*

$9 mix %bll%

0.833 mL

B - BT
%ﬁﬁ%Mam
wINE

0.500 mL
(MMC: 0.150 mL)*

0.500 mL
(CP: 0.100 mL)*

0.500 mL
(MMC: 0.100 mL)*

* () AR

BB BB O B R PR E B R O TE  E

SN EZ =9,

BRI E ALY . AR AT H DA R OSBRI O (0 2 MR U, SRR ALERE T

6 WFfE ., ERTALEEE T 24 FrfiRS s L7,

6 BRI E ., ERMAEKIC OV TITAR THBRWE O H 2. B S AL 2=
METHEORELZEA L, RWT, M 2%ERDLH5FMBELHEML-4AE
RHEBE TR ZESE L, FLWEEES.OmL 24, ¥ 18R E L,

BEE2MOT L —F (HFEF-1 K-2) 1220 T, addlaZ A ERO =D

BB T ORM2FHETNCa2LrEI R (FAaY ERKR, 10 pg/mL) % 0.1 mL
iz,

BEKTER, 7L — bOBEBREZELEICEB L, 0.25% b U 73 3 (Trypsin
0.25%. Life Technologies Corporation) Tl 4 FI73 L, EUL - &0 758 L7,
RNT, BEOOBEIZ L > TED I EZ 0.075M LB UV ¥ LRETH 15 23
BRI L, AF ATz — b FEiE=3: 1 I CEHE L7, EEL-MinE A
FARTTANRIZOE 2MEPETICH T Lic, e EREI T L— Y720 2 #fE
L7, MIEHETEH, 1B EERTEL, 2%F AR TR 15 pRR6e LT
Qe INREAR ZERL L 72,

BOHER IO TV — 1 (BEEE-3) 13, WIR CHBWE O %, S iE£
BATREE CHIPR OIRRE A MR U7 (R EOEER TROFBRIT, 3% 7 —
2 & L) . 0%, MEEmMGRBRICET CHREBEZMT L., RCC 25K
HL7,

ERIEE DO RFE L

TROH B » TEE L7z,
MBLIR LI >k, MEREF R TR T 5 8 K D FH R D D /MR 1
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&2 WEREAL, BETHETLE (EAL: 3HEOFEHE < 10* cells/mL) .
2) RCC (/) [ZoWTik, 1) ORREEZAVWTHEL., /PEAE 1 LxNE
FALEBEELE LTER ALY,

6.6.6 BARODHE

BMEFTT L — F472D 100 HORGERNE EALZORTHE LB L., 4
EREOBBERE R OMBORZRLE L, FRFCHEEEOHSAE bR,
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Fig. 1
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with Ethyl
lactate
[Short-term treatment : -S9 mix]
NC : Negative Control(water for injection)

PC : Positive Control (mitomycin C : 0.075 pg/mL)
Survival was displayed using the RCC.
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Fig. 2

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with Ethyl
lactate
[Short-term treatment : +S9 mix]

NC : Negative Control(watcr for injection)
PC : Positive Control (cyclophosphamide : 14 pg/mL)
Survival was displayed using the RCC.
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Fig. 3

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with Ethyl
lactate
[Continuous treatment : 24hr]

NC : Negative Control(water for injection)
PC : Positive Control (mitomycin C : 0.050 pg/mL)
Survival was displayed using the RCC.
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Table 1 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with Ethyl lactate

[Short-term treatment:-S9 mix]

T-G092

Conc. of

Number of cells with structural chromosome aberration (%)

Number of cells with numerical chromosome

Time S9 test article RCC aberration (%)
. o -
() mix (ug/mL) osz:rl'ilse q ctb cte csb cse other TA(%) g TAG(%) J;liii_ ) Ob(;‘::/se d Poi}éﬁ)]l:ld other  Total (%) J::iii_
100 1 0 0 0 0 1 0 1 100 0 0 0
NC 100 0 0 0 0 0 1 1 - 100 100 0 0 0 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 1(0.5) 2(1.0) 200 0(0.0) 0(0.0) 0(0.0)
100 1 0 0 0 0 1 0 1 100 0 0 0
300 100 1 0 0 0 0 1 0 1 - 118 100 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 1 0 0 0 1 0 1 100 0 0 0
6-18 - 600 100 0 0 0 0 0 0 0 0 - 113 100 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 1 0 0 0 0 1 1 2 100 1 0 1
1200 100 0 0 0 0 0 0 0 0 - 88 100 0 0 0 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 1(0.5) 2(1.0) 200 1(0.5) 0(0.0) 1(0.5)
100 9 27 0 0 0 36 0 36 100 0 0 0
PC 100 7 28 0 0 0 35 3 38 + - 100 0 0 0 -
200 16(8.0) 55(27.5) 0(0.0) 0(0.0) 0(0.0) 71(35.5) 3(1.5) 74(37.0) 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 test 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 Ethyl lactate

[Short-term treatment:+S9 mix]

T-G092

Conc. of

Number of cells with structural chromosome aberration (%)

Number of cells with numerical chromosome

Time S9 test article RCC aberration (%)
. o -
() mix (ug/mL) osz:rl'ifse q ctb cte csb cse other TA(%) g TAG(%) J:;iii_ (%) Ob(;‘::/se d Poi}éﬁ)]l:ld other  Total (%) J::iii_
100 0 0 0 0 0 0 1 1 100 0 0 0
NC 100 0 1 0 0 0 1 0 1 - 100 100 0 0 0 -
200 0(0.0) 1(0.5) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 1(0.5) 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
300 100 0 0 0 0 0 0 0 0 - 86 100 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 + 600 100 1 0 0 0 0 1 0 1 - 91 100 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
1200 100 1 0 0 0 0 1 0 1 - 93 100 0 1 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 1(0.5) 1(0.5) 2(1.0)
100 13 70 0 0 0 74 0 74 100 1 0 1
PC 100 13 77 0 0 0 82 0 82 + - 100 0 0 0 -
200 26(13.0) 147(73.5) 0(0.0) 0(0.0) 0(0.0) 156(78.0) 0(0.0) 156(78.0) 200 1(0.5) 0(0.0) 1{(0.5)

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

other: including fragmentation

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.
NC: Negative control (water for injection)

PC: Positive control (cyclophosphamide, 14 pg/mL)
RCC(%) showed cell counts of test article treatment group against that of negative control.



8¢

T-G092
Table 3 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with Ethyl lactate
[Continuous treatment:24hr]

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

Time S9 test article RCC aberration (%)
. o -
() mix (ug/mL) osz:rl'ifse q ctb cte csb cse other TA(%) g TAG(%) J:;iii_ (%) Ob(;‘::/se d Poi}éﬁ)]l:ld other  Total (%) J::iii_
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 0 0 0
300 100 0 0 0 0 0 0 0 0 - 107 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 1 1
24-0 - 600 100 0 0 0 0 0 0 0 0 - 98 100 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) 1(0.5) 1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
1200 100 0 0 0 0 0 0 1 1 - 102 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 1(0.5) 200 0(0.0) 0(0.0) 0(0.0)
100 8 35 0 0 0 41 1 42 100 0 0 0
PC 100 8 35 0 0 0 40 0 40 + - 100 1 0 1 -
200 16(8.0) 70(35.0)  0(0.0) 0(0.0) 0(0.0) 81(40.5) 1(0.5) 82(41.0) 200 1(0.5) 0(0.0) 1(0.5)

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

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control (water for injection)

PC: Positive control (mitomycin C, 0.050 pg/mL)

RCC(%) showed cell counts of test 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 Ethyl
lactate

NC : Negative Control(water for injection)
Survival was displayed using the RCC.
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Appendix 2-1
Ccll-growth ratio in the ccll-growth inhibition test in cultured Chincse hamster (CHL/IU) cells treated with Ethyl
lactate
[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type Treatment and cytotoxicity/ Obscrvation ©
S9 | time | Concentration | RCC%” ., w| Condition of|  Color of Precipitates/Crystals
mix | (hr) (ng/mL) cytostasis¥ cells ¥ medium © 1
) 2)
0 (NC) 100 0 - - - -
9.38 103 0 - - - -
18.8 109 0 - - - -
N 37.5 103 0 - - - -
- |68 i-; 75.0 103 0 - - - -
% 150 106 0 - - - -
=1 300 109 0 ; i - ;
600 106 0 - - - -
1200 97 3 - - - -

Concentration of 50% cell-growth inhibition : above  12(0()  npg/mL

NC : Negative Control(water for injection)

a) Relative Cell Count (RCC) was used as a measure of cytotoxicity/cytostasis to set the top concentration. The cell
number were counted per plate. The value in the negative control group was regarded as a 100%. RCC in each dose
showed as a value against the negative control value

b) Cytotoxicity/cytostasis was shown as 100 - RCC.

¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed” immediately after addition of the test solutions and”at the
end of treatment.

d) - :Mostof the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
e) - : No changes of color
f) - : Absence of precipitates

All calculations were carried out using Excel 2003
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Appendix 2-2
Ccll-growth ratio in the ccll-growth inhibition test in cultured Chincse hamster (CHL/IU) cells treated with Ethyl
lactate
[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type Treatment and cytotoxicity/ Obscrvation ©
S9 | time | Concentration | RCC%” ., w| Condition of|  Color of Precipitates/Crystals
mix | (hr) (ng/mL) cytostasis¥ cells ¥ medium © 1
) 2)
0 (NC) 100 0 - - - -
9.38 95 5 - - - -
18.8 98 2 - - - -
w | 375 93 7 - - - -
+ |618 i-; 75.0 90 10 - - - -
g 150 90 10 - - - -
=1 300 98 2 ; i - ;
600 98 2 - - - -
1200 93 7 - - - -

Concentration of 50% cell-growth inhibition : above  12(0()  npg/mL

NC : Negative Control(water for injection)

a) Relative Cell Count (RCC) was used as a measure of cytotoxicity/cytostasis to set the top concentration. The cell
number were counted per plate. The value in the negative control group was regarded as a 100%. RCC in each dose
showed as a value against the negative control value

b) Cytotoxicity/cytostasis was shown as 100 - RCC.

¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed” immediately after addition of the test solutions and”at the
end of treatment.

d) - :Mostof the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
e) - : No changes of color
f) - : Absence of precipitates

All calculations were carried out using Excel 2003
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Appendix 2-3
Ccll-growth ratio in the ccll-growth inhibition test in cultured Chincse hamster (CHL/IU) cells treated with Ethyl
lactate
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | Treatment and eytotoxicity/ Obscrvation
S9 | time | Concentration| RCC%” ., w| Condition of|  Color of Precipitates/Crystals b
mix | (hr) (ng/mL) cytostasis% cells ¥ medium © 1) 2)
0 (NC) 100 0 - - - -
9.38 111 0 - - - -
18.8 111 0 - - - -
N 37.5 108 0 - - - -
- |20 £ [ 750 100 0 - - - -
g 150 100 0 - - - -
= 300 106 0 - - - _
600 94 6 - - - -
1200 100 0 - - - -

Concentration of 50% cell-growth inhibition : above  12(0()  npg/mL

NC : Negative Control(water for injection)

a) Relative Cell Count (RCC) was used as a measure of cytotoxicity/cytostasis to set the top concentration. The cell
number were counted per plate. The value in the negative control group was regarded as a 100%. RCC in each dose
showed as a value against the negative control value

b) Cytotoxicity/cytostasis was shown as 100 - RCC.

¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed” immediately after addition of the test solutions and”at the
end of treatment.

d) - :Mostof the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
e) - : No changes of color
f) - : Absence of precipitates

All calculations were carried out using Excel 2003
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Appendix 3-1
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with

Ethyl lactate
[Short-term treatment : -S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”

S9 | time | Concentration Precipitates/Crystalsd)

(ng/mL) Condition of cells” | Color of medium?

mix | (hr) 1 2)
0 (NC) - - - -
o | 300 - - - -

.2
- |e-18] & | 600 - - - ]
2 | 1200 - - - -
PC - - - -

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 b immediately after addition of the test solutions and? at the
end of treatment.

b) - : Mostof the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
¢) - :Nochanges of color
d) - : Absence of precipitates
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Appendix 3-2
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with

Ethyl lactate
[Short-term treatment : +S9 mix]

Chromosome aberration tcs

Study type | Treatment and Observation™
S9 | time | Concentration Conditi eeall? | Color of modium Prccipitatcs/Crystalsd’
mix | (hr) (ng/mL) ondition of cells olor of medium D )
0 (NC) ] - - -
2| 300 - ) - -
2
+ 618 5| 600 . ) - )
8
= | 1200 - ) - -
PC ] ) - -

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 ' 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.
¢} - :Nochanges 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

Ethyl lactate
[Continuous treatment : 24hr]

Chromosome aberration test

Study type | Treatment and Observation”
S9 | time | Concentration . b _ Precipitates/Crystalsd)
mix | (hr) (ug/mL) Condition of cclls™ | Color of medium D 2)
0 (NO) - - - -
2 | 300 - - - -

8
- {2401 E | 600 - - - -
= | 1200 - - - -
PC - -

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 b immediately after addition of the test solutions and? at the
end of treatment.

b) - : Mostof the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
¢) - :Nochanges of color
d) - : Absence of precipitates
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