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1 EH

Fx A =—ANLAZ =B (CHLIU) 2 HWT, 2-[(2-=Fb~FH -1-A L) A %]
T X =)L invitro (281 D R OR R EFREOFEE B L. 2-[Q-=F A~F P 1A L)
FX N F ) — VTR R ALERYE -S9O ALBR (-SO ALBR), FIRFRIALEEVE +S9 ALBR (+S9 ALER) IS X
ONHLGHALERYE 24 FERDALER (24h ZLEE) 0> 3 3RBR ARSI T L7=.

TlakEt (Rl mEaER - 141, 28.1, 56.3, 113, 225, 450, 900 i3 L OF 1800 pg/mL) i
A, 3 WBRSID 450 pg/mL L EOHET, FEBRIE O BB AR L OMLERRE T IR (AT H 34
Sz, BERIE pH ~ORBIINTHORBRRINT S A AL > T2, -S9 ALBEClE 225 pg/mL LA
b, +S9 LR KON 24h LR T 113 pg/mL DL _E oD T 50% LA b o IR FEINE] 35RO STz,
ZEID S0%FNAHETESHI L (ICs0) 1%, -S9 ALELT 127 pg/mL, +S9 ZLEET 82.7 ug/mL, 24h
ALERC 62.7 ug/mL TH - 7=,

ABR (R RERER) 1L, THRBROMSRIZESE, -9 4FE Tl 10, 40, 70, 100, 130 &
J V160 pg/mL, +S9 ALEEFS KON 24h ALEECIL 5, 10, 40, 70, 100 35 % U8 130 pg/mL @ &% %
E L. BRBRRINOWTNOHEIZB W THNTH e b NTERIK pH ~DEBIIA Lo
7z

OB RORIEFRER LV, -S9 ALFETIX 70, 100 35 L Y130 pg/mL, +S9 ALEEES K T 24h ALFR
TIX 40, 70 35 KLV 100 pg/mL IZ DWW THEARBLEL 2 i L7z, ZDOFER, W T oRBRRSIZB N
Th, HRYEREOYERONEE R B X ORI R O HBUERICH BRI A b ivieho iz,

Fe oot FERE 0D Y 0 (R O R348 B 5 33 30 OV B o0 HHUBRLER e 0 OV B sl BB 0D Y £ (R D A s
WOHBRIIE 2 OERT — 4 OFHHHNTH 7. £, BrEREE T, ROARORKER
O HBESRICHE BRI S, ARBRASEY L GMF T oEE SN EARER S .

UbDzZ End, 2-[-mF~FH -1-A W)F X )T ) — )L ORI K D Ytk o i
W XOEORTE OMBREOMMEIA LIS, 2-[Q-mF A~FH 1A W) A F]=X ) —/Ld
KBRS FIZB W T LA OB I LR BB 2 L S L 7.
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2 HE
F o A = RNL A S RN (CHLIU) % T, 2[@-mF L~F 4 211 )4 F ]
T X ) —/L® invitro IZB 1T D YRR EFH RO F B AR L.

3 MEtB LUk

3.1 W
E2xin D 2-[Q-mF AN F Y LA N EF U] H S — L
A (2-2-=FNAFUNAFINTH ) —L D
Ethylene Glycol 2-Ethylhexyl Ether 2
HEFR 2 : EGEHE
CAS &5 : 1559-35-9
BHRATREHE S (LEFIE)Y « (2)-2424, (7)-97
(a2 : CH3(CH2)sCH(C2Hs)CH,OCH,CH,OH
HEEA
H.,n:/\‘/j/\ T
H.C
fED : 174.28
PEA L E MR D D AMBL EIRIR, A ~ DTN TR
iR, WIRR ISR OISR ; 229°C
51k 106°C
LeEE - B ; 0.88
2y bR : ECP4663
FlLEE : 99.5% (& &
R iR 52 iH H : 2017 426 H 26 H

TRAFEET R L ORI - W (RTreE [2017 4E 6 H 26 H (ARERJia% 32 1H) ~ 2017 4F
12 A 18 H(ARBR OALEE H)]

PRAFSRAT: U (RGP 5.5~ 7.5°C), KU, DL
LZEME (IF GLP) D BE T o Z =0 DRI E O ENE AT (IR JIE) #iRka

AF L, BRI PR E 032 E Td - 72 2 & A RS
L7z (Annex 1).
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£ 10.021 g
: 0.5203 g
 ALFRE, AT, REA T A

CRME A NAY =Ly REWT AR T T 23l L AR,
FEFE Uz, BUAZ MRz, W LI, S DICBRE A ERL
. KIBFLTt., 77 AT 7 BEREBRE B LA, KEiRE
PR 2R U7, REiREMEE LY 2 v FIF P —TIERM LR
DOARL, LERFRHREZ R L.

TR TITBRYEL 0.36009 & 2mL IZER L, i ok
% (180mg/mL) ZFi# L7-. fmie ik (180 mg/mL) %Atk
2 AL, 90, 45, 225, 11.3, 5.63, 2.81 35 L Tr1.41 mg/mL
g 2R L7z

AGRER CIIBRME 0.1603 g 2 10 mL ICER L, Bl il
R (16mg/mL) ZFRH U7, @ik (16 mg/mL) % By
LU, 13, 10, 7, 4, 13K 000.5 mg/mL FARGK 2 FHHL L 7=
D BRI E R R TR SRS U, SRR, TREER TIE 35 LA,
ARFIRTIL 30 3 LANICHER L7z,

D 7 L— FNOTIZHRE L 1 vol%dEIE TR L 7=,
D ALFE, R, REATREEEH L TR, KE L OBfhE

WET T
L FRATRBRIE IBEHIALY T D 7201, PEEBETEM L LTI LT-.

3.3 XEWE R L OF R

331

2R

HikgI%E% (7 L—R):
i

=

e

[P (LK)

Pz

1y hES
B
QBRI

PV AF VAR F T R (DMSO)

(ELF 27— —T\Z KD BIAKLEEF )
e e

: 100.0%

: TWN2527

L PR T ekt
: 2018 425 H 21 H
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BRI B T, AAERFEMAAS LGV AFAALFF S I

AW CHEHEGR 21T o 7. ZORER, BBRWEIX, BARERFES
7K (18 mg/mL) ([Z¥fiEd L OREE RN ECH 7. —F, ¥
AFNVAVEF T R (180 mg/mL) (Z¥EME L=, BUSHE (2L, 3,
BRE) (TR DN oT-. ZOZ LD, YUERBROBAK L LT
MHA RTA o THRSNTOD DA F L ALRF Y Re i L.

3.3.2.1 ZEWFMIALERYE -SO ALEE (-S9O ALER) I8 K ONEREALERYE 24 WEMEIALEE (24h ALER)

E2u
2y hEE
o
it A PR
BhEH
AT

RAFRAT
AR A T HRR

FEL DTSN FS B

: ¥4 h~A > C(MMC)

: 577TAEE

: 102.6%

: 2019 4£ 5 H

R EE R U RS

: MMC 2 mg DA 7231 7 /VIRIZ B ARSI/ R A (7> M E

775 K6CT1, BRASHRGRIETE) 5 mL &0 2 Wfig L7=%, HA
WRFEBRIER (2 v NE5 ; KIA87, MRSt RERILTYE) %
AWTAIRL 53 L 0N10 pg/mL O CHI L= (FRIA © 2017 4
6 47 H). #AROEIZITImg (Jifl) % 1mg & L THE L.

:0.3mL o437k L, -20°C LA T CHfs Rz L=,
: 201846 H 6 H (A% 14F)
P L— FNOHRIZRT L 1 vol%DEIE THn L7-.

3.3.2.2 HIFMHIALEHEE +S9 ALFEL (+S9 ALEE)

AR

2y M
ol EE

50 FH TR
FLEH
GLE RES

TRAFZRAT
AR DA TR

:34-_2 VL (BP)

: NPEZF

: 97.4%

1202147 H 25 H (ML 5 4F)

D BRAERR T3k St

:BP21.7mg &V AFIVANKRF YR (v vy hES ; DSI0526, Fithl

TS 22mLICEML, ZhEEILICYAFLALES
U RERWT 10 AR L, 1mg/mL OFEEICHRELL- (A .
201746 A 7 H). RIS L CEREOMEIII TR T,

20.3mL T L, -20°C LLF CHUfEIRGE L 7-.
12018 4E 6 H 6 A (FAHL 1 4F)
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3.5
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AR ORI B
gl

Hfa 4

il (F A A)
Al o PR

AT
ATF4AH

A TFHFHRAEL
LSS

e S SIS

~ A aST A~

Qb (T—F)
ERSE!

LA ORI
Hr

1

1fig

A7k

75 em2 iR 7 7 A az Hu T, 5.0%C0,,

. o —Z LMEME;H17.52 g2

SR17138

: 7 L— FNOIRIZKE L 1 vol%DEIE THInL7-.

: CHL/IU

P F v A S ANRAL— (BEF v A =— AL AK— (i) Dfif)

D BERHREE, MRS YAk e, RERIEROBIEDOR Y
S L OB OZE BT 2 M2 B LR L /-,

: DS 77—~ A F AT o I RS

12016 £ 8 7 2 H

: 14

:10vol% ¥ A F IV ALKV R A2 G el T 1x108 cells/mL #

R 2R L, 1mL 327 v 7T E LT b O ERIKE RN
TIRIFELTZ.

37.0 °C IZRRE L 7= COx A
NPV =7 ~VATTHRA
] NTHESEL, 3EBHDVE 4 BB ETTo 2.

V% 2 ~— 4 — [MCO-18AIC (UV) ;

s PRERHIAE & RIS O A L7l 2 D CHOEREIEIC LY < A

AT TATF =y I BTN, BETHD Z LRI TWD

: 25
: 13.6 el (BLEHEAE & FIRpIC PR A L 7o iia C oo
(30 BAR (PhRtER - 18, AEER @ 21)

FEREAY)

i A — 27V MEM £3H1 (Code 05900, = > K#&7 ; 739703, 739707, H/K

R R AR AL)

BRI (2 v R %5 1860672, GIBCO) %, 56°C T304y [ H:AH)

L7zt AL

, BARIERFHFERHK (2 NEE; 7TA93,
FRE S K EERSE T45) 800 mLA N 2 i S H7-. A4 — b7 L—7 3
%, BIBETHHAL, REFEHDOTSWREEKFET ) T LR (2 b
5 ; 606H1849, BHH LFHEASHE) 269 mLA N L7z, A ATIC
WERE L7cL-Z v & X UWIHR (2 v MBS LKK2032, FriotifidE L3Rk
X41) 0.292 g/l L OV IR IMIE 2 10% & 72 % L 2 Wi L7-.

I =S AT O /e s = e S

-13 -
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oy hEE : CAM201710A
BEFEA A : 2017 410 A 6 H
&k 7= /2L EZ—)L (1 HH 30 mg/kg % 1 [RIEVENES, 2 B HLLEE

60 mg/kg & 1 H 115 3 HRMMEENEE) B3EL N 56-X Y 7 TR
(7= /e — 85 3 HHIZ 80 mglkg % 1 [RIIEIEN#5) Tl
FHEEIT-7=SIlc: SD 7~ b (M, 78, (K ; 184~2279) DT
FREVR— IO L7 S9 (2 v &5 ; RAA201710A, S9 HEH
o 21.28 mg/mL, AR AL BRIRF OO & B 5 & 1.06 mg/mL) 1.05 mL
2, a7 77 4= v 7 A245mL # Mz ST d. S9mix 1
mL D=7 7 7 X — DRI 2 R E R

SOmix 1 mL D a7 7 7 X —Dp%S R

MgCl, (Pt T3kt SAL6750) 5 umol
KClI (Fot i Tkt LKQ2606) 33 umol
G-6-P (U = ZOVEERE T 3RS 118503) 5 pmol
NADP (AU = > ZOVEERE T 3RS 4E 045407) 4 umol
HEPES #E ik (PH7.2, R ESAEREALZEBFZERT JRO60) 4 umol
PRAFSAt: : -80°C CHfEIRTT
e HIRR cHLE% e v H (BELY 3 HUNIZEA L)

AR 5 1k

3.7.1 TAwaER (R GE A I HER)
3.7.1.1 #HERF

-SO ALER, +S9 WLERIS LN 24h ALFR D 3 FRERR AN DWW TS L 7=,

3.7.1.2 REREE

KEMBEEZRBRIETA RIA4 ORE 10 MM XUE 2 mg/mL DRV (250 1800
ug/mL (79 10 mM IZFHY) & L, BATFAKk 2 TIRF&87-3F 8 A& (1800, 900, 450, 225,
113, 56.3, 28.1, L UN14.1pg/mL) OFRERREARRE L7z, HIZ, RBRZ &Izt i
REZRE LTz,

JLERBHLARTZ L — b (Pretreatment Plate ; PP) 8 KL OEHEIC 2 fed 7L — b &MFHL, 7
L— MBI = 2 RS L7z,

3.7.1.3 MR OFEFE

HE 60 mm D7 L— MZ, 0.4x10% cellsirmL DJEJE OBk Z 5 mL OB L,
5.0%C0,, 37.0°C ICRE L7 CO A > F 2_X—&— [MCO-175 ; N F V=7 ~VAFT

-14 -
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FRUAt] e L.
3.7.1.4 ABRIK O W
BRI O MBI FREAFIECTHEM L, FRMEBRWEIZ W T RIS 21T - 72,
a -S9 ALER
MlaRERE% 3 HHIC Y L — NOBEIRARE L, Frffhsi 3.0 mL, 3RBR#E 30 uL 200z
6 REfEE e L7=. 6 RFMREM%ZRIC T L— O ZFRZE LT PBS (-) 3 mL T 3 [mlfila 4 Hwy,
Bt 25 5 mL A N % C 18 WEREIEE AR L7,
b +S9 AL
IR RE. 3 HHICY L— FOREERAEREL, HrfEssH 25 mL & S9mix 0.5 mL (S9 ™
HAKTEFER) 5 vol%), #RBRIE 30 uL 2 0% 6 FfIEE#E L7-. 6 FRfROBR%IC 7 L — F ik
FrZ LT PBS (-) 3mL T 3 [mlfifa & ¥y, Frftf/ebzH 5 mL & h1 %2 T 18 RefilEs#E L 7.
C 24h JLER
AfaRERERZ 3 H HICY L — FOREERRARE L, Frftfssi 5.0 mL, 3URHE 50 uL 200z,
24 IRFfHIEER L.
3.7.15 FRERIKIC L HHTHOF EDOHER
BRI X 2 RO BRAGIE & #& TR, 3B X 20 o % B R L7z,
3.7.1.6 HERIKIZ L DHEFRIK pH ~DEO A EOMER
MBI & BB O BIAGHE & TS, pH O LD A A FIRMER Lz, B aIcZE
EAFRD HNRWIEAITIE, RBRIELEC X 2 B8R pH ~OF BT b 0 LIl L7,
3.7.1.7 HMEfREEFEEE (RICC) O HIS XU 50%AMIaEEFH NS (1Cs) DFH
PPIEIOEEKR THO T L — MEIZLL T O AT 5 7. 7 L — F DA FRZE L TPBS
(-) 3.0 mL THIIEZ BEVY, 0.02%EDTA-0.25% kU 7’ > 0.5 mL & iz CHllaZ FIBEL, #
ToIZHEM 5.0 mL N2 CTEXy T ¢ 7 UMIiRiER 2 i3 U=, Z OMIiZ iR o —
HABRE L, MERGH R 2 O Cifa sz R L7z,
%7 L— bk v, WU LY Relative increase in cell counts (RICC) Z & H L,
ARRAEEICZ OBELZ R L7z, 7ed, RICCRADMHEE Ro7-56130 & L.
BT L — N OMIBRHE AL (GLPERE TIRFOAIRAEL — PP OABRIE)

RICC = x 100
X L— b ORI NS (JLEEHE TIRFOMIIALL — PP ORI %)

* 5 PP 2 Ke DRI % V7=
RICC 7% 50%LL F % TIEF L 723 BRRINT OV TIE, S0% MM (1ICs) A
L72. ICsolZ, RICC 2350% & 725 sz kide 2 HEORERZ AW THEIB L.

-15 -
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3.7.2 AR (YRR EER)
3721 HRERRG
-S9 JLBH, +S9 ALER IS KON 24h ALEE D 3 BABRR SN OV TR L7z,
3722 RABREE
a PERE
Tl iRBR OFE R, 1Cso 1%, -S9 ALFLT 127 pg/mL, +S9 KLFET 82.7 pg/mL, 24h JLFET 62.7
Hg/mL Thoto. ZOFRERICHESE, YaRREHBROHEIZIE TORBRRINCBW T
e &S 50% LA OIS SI 2 RS HE L 20 KO I TOMEEZRE L.
~S9 QLB : 10, 40, 70, 100, 130 35 J: X 160 pg/mL
+S9 ZLFE 1 5, 10, 40, 70, 100 33 X T* 130 ug/mL
24h #LEE : 5, 10, 40, 70, 100 33 X TX 130 pg/mL
b xIH'E
HRBRINCDONT, Btk IR e B ONTIRE OB BRI 2 35%0E LTz,

R Bt HE A A& (ug/mL)
-S9 AL MMC 0.1
+S9 ALEf BP 10
24h ALpg MMC 0.05
c 71—k

PPEBEIOBHIC 2T L — FEEH L7z, 7L — MOEEBE 2 L.
3.7.23 @k
3.7.1.3 MifaDRERIHEC /2.
3.7.24 BRI DR
a-S9 ALE
37.1.4 @ a-S9HIZHET, Bt FEIZ OV T b [RARICALE L 72,
b +S9 AL
3.7.1.4 ® b +S9WBRICHEL, [HMoe BRI SV T b [RIARIZALER L 7Z.
c 24h fLBg
3.7.14 ® c24h EZHEL, BBIERIRIEIZ OV T [AARICALEL L 72,
3.7.25 ARBRIKIC X AT HI DA EOMETR
3.7.1.5 RBRIKIZ L DT HO A HEDHERRICHE LTz,
37.26 ARBRIKIC K DL pH ~ DB O A HEDOHERE
3.7.1.6 FBRIRIC X DEERIE pH ~D R BOHFEDOMERIZHE L 7.

-16 -



3.7.2.7

3.7.2.8

3.7.29

SR17138

HIRRBEFESR (RICC) OFH
3.7.2.8 TH LMK 2R L, ZoRlEF kL 3.7.1.7 MG (RICC) DH
i3 KUY 0% TR HIRREE (1ICs0) DFMNCHE 2. 1Cso DR HIFAT 2R T.
Qe fRIEAR DR

BEft& 7o 2 FEIANIZ, 7'U— MIRKRE 02 ug/iml o=t K (rmy MES
1831516, GIBCO) ZMNZ 7-. #5##& TRefIC, 7' L — PO Z @ ILE B Lz, 71—
k% 0.02 % EDTA-0.25% ~ U 7+ > (0.5M EDTA : = v h#& % ; 1852916, GIBCO, 2.5%
N Fyrmy hEE 1861534, GIBCO) CHLEE L THlifiaZ gk =&, 55 7- iz
WER % (A ook 2 BN U, AR O — 56 2 MR SO BRI U 7. Al il %
#1000 rpm THI 5 syfilimls L7z, BiEZBRE L, 0.075mol/ll ¥k h Y v A (v y hE5
811H1490, BHEb PR St) 2, iz ~Xy T 4 7 L 37°C T 15 syl %
il (IRIRALER) S8z, KLz TRETER (AF ) —/V: Hilg=3:1, AX /) —
Jbs |y MY 908B1064, PHM(b R, FEEE - v v RS TWN2665, Ftffise
TEMAS) A2 Tl Z[EE L7, £ 1000 rpm TK 5 43z LT Big 2 BrZE
L, il 7EEREMAT. ZOEE#REL 3 E# 0 IR L%, Mlarig e 2
TARTIARZWEL, WisE. 71— M0 2O EHRIERZFR LT
T4 R, 3%F LYK [FLHHR : vy N DIT41, Foehlisk T3t (&
X NERRTRMENR (pH6.8) : v v &S M616, RS LSI AT ¢ =2 R] T 20 43 [H
Yetn L, KPR L OEEO%, EHAR (VU —N, vy &S 1700201, EEELRIE
B Et) TEA L.

B HE DR

BIEHER, WThoORBRRINICB W TY 3.7.2.7 OIEEEFEE (RICC) OREHIZBWT
HIBEETE R S 2V D 40~50% Dz i B & T2 B2 ke M EIC TRz E
W7

-S9 ALEE  : 70, 100 35 & 1Y 130 pg/mL

+S9 ALEE 1 40, 70 35 & UF 100 pg/mL

24h ZLBEE  : 40, 70 35 T8 100 pg/mL

3.7.2.10 EARDHE

3.7.2.9 TEIN L7z HE DR & N IRBEOIEARIZ DUV T L 7-.
ERL U 72 1 B OFEAR B 7= 0 K 75 {HLL L O S G HHA RS LD 2 L 2R L.

3.7.211 BAMIEARDa— Kb

BN LB EOERIZONT, 17— MO 1 HOEARZ®EIRL o— MMELT-.
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3.7.212 YOMEARDEILR Y
AEE1000 15 OBEMEE (BXS3F ; AV -2k 4t) T, 1#dH7=v 150 8 (I
H7=Y 300 flil) OoETHIGEZRERNL THE L.
LT DIt > TREREFEOHELIT 7. 7ok, WHIEREITOWVTIT 2542 DY
BT bObDEBENRE L.
a fEEEE (structural aberration)
- Yt /3 (ARG (ctb : chromatid break)
Qe R DT> & 0 LIoAdmesh sy (BIWr) C, Rkl sy 03 Ye oo R O
UETHDIHE, &2 WIT0WA BN EO R L2 D4 T2 54,
- Yt /3 {AASH (cte : chromatid exchange)
YettSr R D 2 % Frbh EOBIBHENL 3FH A A3 (REABER) LTWD 0.
- Yt (ARG (csb : chromosome break)
i 7 DY SR D[R UALEINC YIRS A4 U TV D356, DI o H B e 13 Yoy
REIBHICHEL 5.
- Yt (RZZH (cse : chromosome exchange)
W7 DY 3 R D[R] CALE TR U ISR E T T D56,
« Z Ot (others)
O OMEERE & LT, Wik (fragmentation) 7238 %. —- >4y 2 i
DIF & A EETORARITEIWTCX v v 7280, SHRMOREREEA TR
W BICHTA L T 5.
b ¥+ >~ (gap)
Qett o3Ik & D MER AR 1A U723 il oy (Q Dy a2 < 2 DAL WD) T,
FHULEE Sy OWEA GO R ORI 0 TRNEE.
¢ ¥y B%E (numerical aberration)
- f%454K (poly : polyploid)
Yetafhdh (25+2) DMEIL, Yetlflnd 36 LLE (S5, MUEERSE) Lrols
HoD.
- ZOfh (others)
ZOMOBI R & U TENGEIR S 5. (50 L 72 G /B 31T
A ATV D EAEITEENREI (end : endoreduplication) & HIE L, fFHUA & XX B4
5.
3.7.2.13 BUEMEROETTIE
7'L— PR XOMERIC, MERT B IOENREE ZNZUCHONT, om0 RE
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B b ORISR (total) ZRKD7=. £/, FHEORBRFHIOHBEREZRKDT-.
HELER (%) 13BIZE Lciiia (DR GOR) (o 2B asRTRE L. 2
B, ERE T L EOMICEROBERE N H L5 ICbBERTE 2 A oMl &
LCRHIL, ¥ v FI3EERTIIIED R0 5T
a ERFICONT
- ctb : Yty ARG 2 b Otk
- cte : Yufa iR AcH A b ORI EL
- csb : Jea iRl &2 b SR
- cse : YetfRszia e b O KL
- others : Z DM OMEERF 2 & DMl
- total : {17 5 DOREERE % b OHifa sk
b ¥ > 7IZ>NT
sgap : ¥y v &b oM
¢ FHRFIZONT
- poly : fEE R DHE L
- others : & DA OFHIEF % & DHEILEL
- total : {7 & OB B % b DL
3.7.2.14 BEHER ORI YE
BE TR 22 oy 2P IR Y 7 L — R 72 0 150 (& 7= 0 300 1) DIEADT —X
AT -2 L LT,
3.7.2.15 ARBRORISA:
LT ORMERG - L2568 %, B RS E L MR A &ML Lz, BBROEE, &
TORFRYITEDOZM A= L.
a [ BREF J O BEE 72 © NS 3 & DL L OB ETEIZ S\ T, BIESR R OERH]
RAEZN- LT 5.
b 5B RS DRV B O Y AR OREE R 3 L OB RE O BLR/ S RT — 210K
SAEPRET (FHE+ 3SD ; EEIfE+ 3SD < 1%DHE D LR - 1%) NTHS.
C 4 BR R 51 0D By et FEAE oD Y € (R D A 1 S D I BLR 35 Je 7 — 2B S A PR A DA
(CF¥EL 3SD) NTH D, Fatisd e & el L THRZEMR A2 6 5. 7>, RICC 23
40%LL ETHS.
3.7.2.16 FAERHE R OR A
a miatiLEL
Ye AR OIS B8 £ 7213800 e O LR (%) 12OV T, EXSUS (Version 8.1, CAC Croit
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Corporation) 5 X O SAS (Version 9.3, SAS Institute Japan Ltd.) % A CHEFHLE 2475 7-.
Farbh et FREEE & BRBRELIEdS L O PE T BB D LLIE I 1T Fisher D IEMERE 2 FWN - (F &

AKYEIIHI 5% & L, 1%& 5%% X5l LT L7z). Fisher O IERERR E CRaMh X FREE & 475k

BRECAH B AR B 8A 1T, Cochran-Armitage B2 & 0 FEKE 2 HERT 5 2 &

LR, SHEAITAEC o7 (BEAKAEDSNE L, 1%L 5% % XL TORTIEEL

72).

b R OHE
PR EREZH51T D Y IR B 00 tHER R D Mo B & Ll L TR RSN L, ok
P REE DR 7 — Z (IS < EHEPH (3.7.2.15b) o EfREZ#H 2 TRV, £/, ZDH
SRR DD EA LML Lis. SRmERIC B TR RS o HBRIC
BEREMB L2 WG, BHESHE L.
3.7.2.17 B

LLFOWT I O%E, £ OFBRBINZ OV THERRRZ Ei 52 & & L), 4 F

BlEAE Cednotz,
a [EMES DB HEIERE (3.7.2.16) ICAEE T, MERHENTER2WEA. 1272
L, MOFRBRINEZIBWTHIEHIE S 558 I3 b L2,
b FRERAEIR LV RS LB & S LT
4 iR
4.1 ThiasiR

FMAE BEFE =R Dk & Table 1 38 X O Figure 1 ~ 3 (27”7,

3 REAR AN D 450 ug/mL LA EDOHE T, BRI O BB ARREFSs JL OVMLBRRS T REIZAT (2381
HINTo. BRIE pH ~OFETWTHORBRINC b A DL o7, -S9 ALBETlE 225
pg/mL DL E, +S9 ALEEIS L OY 24h ALFR Gl 113 pg/mL LI b o F& T 50%LL_E oo #i s sE i
HI23FRO BT, EIE D S0%AMIIEFEINH I (1ICs0) 1%, -S9 ALPRT 127 pg/mL, +S9
ALFRC 82.7 ug/mL, 24h ZLERT 62.7 pg/mL ToH o7

2 AR

Yot (R FL R BR D5 % Table 2, Table 3-1 ~3-3 35 X O Figure 1 ~ 6 {277,

BB RN DONT O HEICEB W T HHTH R D NTEER pH ~DEEIIH LN h o
7-.

HIRRHEFEE (RICC) ORIEREF LY, -S9 AL CIE 70, 100 # L8130 pg/mL, +S9 ALEE
5 KON 24h ALEETIE 40, 70 35 KTV 100 pg/mbL 28R L, SRIUEAZR & NS FREEDIEARIC
DWTHEEARDHER 2 I L7z, TOREE, WTNORBRINOWFTNOMHEIZENTEH 75
TELL By R IR 2358 8 BTz Tz, 5] & S AEABEE 2 Tl LTz, FEABIEZE OREIR,
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WTFHORBARINCB TS, BBRE RO YR O3S B 1 L USRI RE o HERIT
MR BE & O Mo CRERH A BB 2 S L7 o 7.

BRI DR IREE O YL A R OREIE S J L OB R O BRI, HHRT—21Z
e < PR (Annex 2) WToh o7z, BRSO Bt B O Yu iR DR iE 25 O
BIRIL, B RT — XIS EPEM (Annex2) WTH Y, FEM:cEIREE & bl LFEEHER9IC
HREREMPED b, 2, £2TORBRINZIS W Tl RO MIaHEsise (RICC)
1L 40%LL ETH o 7.

5 &%
%&4:~XAA2&~%E%%%(GﬂMD%%w(,H@J%wmkﬁy+4wM¢~
N F =L@ invitro (T 31T D Yeta R B R O A A R LT,

ARBROFER, WITNORBRINTENTS, SRYME O K DR EROHIE R X
ORI O HBLRICHA B ZRIEINE A BT, R & HE L.

F B R A D 2R RIS KOG IR O Qe fa MR DA G SR J & O 34 o0 BRI
AR R O =T — 2 OFBLHEPHN TH 0, Bt IR TIRBave IR & il U TR E 280
WA BN Z &P DARBRPEY 2R T TR S Z LR S .

PLbEDZ &b, 2-[Q-mF ~F W o-1-1 WA F )T H ) — /L OIERIC L 0 YR ok
FE B LB RE OHBIROEINIA ST, 2-[2-=F A~FH 1A W) A F )T F ) —
I AFRER AT B CHFLE OB M kT LR B AR A L\ &l L7z,

6 ARG OEEMICEL KT LT L Bbh 585
ARG DR M B 2 T LTz & BN 2 BREREERIT o 7.

7 EEORAF
7.1 EROMH
LIFO&EE, HASHACE WL RIS TE T O G RHAFRIRAFT 5.
1. ARBRG T
. ET =22 OMmoOEESCE

2
3. S E
4. Yu
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7.2 PR
HERIE T4 10 ERURIFE L, FOBROEFICOVWTIHRBRELL LoWHIC L W IRET A.

8 ZHZEE

1) BET—HI—F 2-Q-TFNAA~FUNFFINTH ) —)b. 2016.7.6. FEHiSE T2k
=t

2) Chemical Information Profile for Ethylene Glycol 2-Ethylhexyl Ether[CAS No.1559-35-9].
Supporting Nomination for Toxicological Evaluation by the National Toxicology Program. 2008.
National Toxicology Program.

3) ALFWMHEIC K DRERETET TR AAREARE S - WAL BRSO B 2R,
1988 4, HIAE/L
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Table 1  Effects of EGEHE on growth rate of CHL/IU with or without S9 in preliminary test
(cell-growth inhibition test)

RICC (%)
Concentration S9- S9+ S9-
Group (ug/mL) 6-18 h° 6-18h° 24-0h°
(Mean) (Mean) (Mean)
Control ? . 103.2 , 96.8 106.0 , 94.0 99.1 , 100.9
(100.0) (100.0) (100.0)
141 104.1 , 88.2 99.8 , 94.0 78.3 , 929
' ( 96.2) ( 96.9) ( 85.6)
28.1 80.4 , 93.3 723, 78.1 69.9 , 65.6
' ( 86.9) ( 75.2) ( 67.8)
56.3 525, 66.7 69.9 , 58.8 54.6 , 52.8
' ( 59.6) ( 64.4) ( 53.7)
58.1 , 50.3 443 , 323 28.1, 31.0
EGEHE 113 ( 54.2) ( 38.3) ( 29.6)
995 344 , 245 145 , 20.2 0.0 , 0.0
( 29.5) ( 17.4) ( 0.0)
450 0.0 , 0.0 0.0 , 0.0 0.0 , 0.0
( 0.0) ( 0.0) ( 0.0)
900 0.0 , 0.0 0.0 , 0.0 0.0 , 0.0
( 0.0) ( 0.0) ( 0.0)
0.0 , 00~ 0.0 , 00 0.0 , 00 "
1800 ( 0.0) ( 0.0) ( 0.0)
ICs5 (ng/mL) 127 82.7 62.7

RICC : Relative increase in cell counts

a : Dimethylsulfoxide

b : Treatment time - recovery time

* : Precipitation was observed at the beginning and the end of treatment.
Change of pH in culture medium was not observed.
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Table 2 Effects of EGEHE on growth rate of CHL/IU with or without S9 in main test

(chromosomal aberration test)

RICC (%)
S9- S9+ S9-
Group Concentration  6-18h° Concentration  6-18h° Concentration  24-0h°
(ug/mL) (Mean) (ug/mL) (Mean) (ug/mL) (Mean)
Control ® 101.8 , 98.2 . 107.7 , 92.3 . 974 ,102.6
ontro (100.0) (100.0) (100.0)
10 926 , 91.2 5 86.2 , 88.3 5 914 , 90.6
( 91.9) ( 87.3) ( 91.0)
93.5 88.9 85.4 77.3 103.4 , 92.6
40 ’ 10 ’ 10 '
( 91.2) ( 81.4) ( 98.0)
85.7 77.4 85.4 64.0 78.6 97.4
70 ’ 40 ' 40 '
( 81.6) ( 74.7) ( 88.0)
EGEHE
58.1 70.5 64.0 61.9 53.3 725
100 ' 70 ! 70 !
( 64.3) ( 63.0) ( 62.9)
44.2 48.8 49.0 47.8 49.3 48.5
130 ' 100 ' 100 '
( 46.5) ( 48.4) ( 48.9)
33.6 32.7 17.4 255 26.5 23.2
160 ! 130 ’ 130 '
( 33.2) ( 21.5) ( 24.9)
. . 65.0 65.0 56.5 51.3
Mit C 0.1 ' — 0.05 !
tomyein ( 65.0) ( 53.9)
3,4-Benzopyrene — 10 53'(() 522)18 —

RICC : Relative increase in cell counts

a : Dimethylsulfoxide

b : Treatment time - recovery time

Precipitation was not observed.

Change of pH in culture medium was not observed.
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100.0

—O—Preliminary test (cell-growth inhibition test)
—@— Main test (chromosomal aberration test)

50.0

0.0 O O L O

0 450 900 1350 1800
Concentration (ug/mL)
Figure 1 Growth rate of CHL/IU treated with EGEHE for 6 hours without S9

Each point represents mean value (n=2).
RICC: Relative increase in cell counts
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100.0

—O—Preliminary test (cell-growth inhibition test)
—8— Main test (chromosomal aberration test)

50.0

0.0 O O L O

0 450 900 1350 1800
Concentration (ug/mL)
Figure 2 Growth rate of CHL/IU treated with EGEHE for 6 hours with S9

Each point represents mean value (n=2).
RICC: Relative increase in cell counts
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100.0
—O—Preliminary test (cell-growth inhibition test)
—@— Main test (chromosomal aberration test)
50.0
0.0 @, O O : O
0 450 900 1350 1800
Concentration (ug/mL)
Figure 3 Growth rate of CHL/IU treated with EGEHE for 24 hours without S9

Each point represents mean value (n=2).
RICC: Relative increase in cell counts
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[EEY
o

—O—Structural aberration

—&— Numerical aberration

Figure 4

20 40 60 80 100 120

Concentration (ug/mL)

Incidence of chromosome aberrations in CHL/IU treated with
EGEHE for 6 hours without S9
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—O—Structural aberration

—&— Numerical aberration

—o————%

60 80

20
10
D) { —
A\
0 % L ®
0 20 40
Concentration (ug/mL)
Figure 5

Incidence of chromosome aberrations in CHL/IU treated with

EGEHE for 6 hours with S9
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100

20
—O—Structural aberration
—8— Numerical aberration

10

0 (I —_— .

0 20 40 60 80
Concentration (ug/mL)
Figure 6 Incidence of chromosome aberrations in CHL/IU treated with

EGEHE for 24 hours without S9
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NCAS 17-307NG-20180220-1

i 5 s &

k&t ABRE S NCAS 17-307NG
2[@=FAANFY LA W)AF T H /=L | HHFE: KBrighEE (FTIR)
Lot No. : ECP4663 WERE :© 4000~400 cm'!
FR ;. CioHz20: 53 FRRE 4 cm'!
DFE: 17428 #ER February 20, 2018
HER B E MR -
e ad AFE S NCAS 17-209 (230 T 20174 8 A 28 1
(0) .
WCHRIEE ST IR AN b & R L7 8. AHiER
WHEICIIT 5 201748 H 28 H2 5 20184 2 A 20
AE COREMIHEES NIz,
930, S
90 | ) Jna. N .
517 // N\
| ~ TR
o AN L Al A
\ /‘ \ [J \ | / L f 770 ”V . ‘:’/ \
6 | / \ / ; o ‘ / 7787 $5840
* \ / | 12;13/:10 69 83
55 / | [\ / ’
5. o ‘ I
T 45 | " / ! j f\J .1 / #9027
40 l / / / {135944 \
35 \ | |
30. \, // 1379.54 \
25 \:/ } / h
20 341207 \ /\ {
' 2873.08 e ]/ U»
10% wimse | . A l,/ 1058 20
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Annex 2

SR17138

Historical control data for chromosomal aberration test in CHL/IU (2017)

Negative control data (Period: January, 2016 - December, 2016)

Structural aberration

Numerical aberration

Treatment - 6-18 hr 24-0 hr 6-18 hr 24-0 hr
recovery time
Me_tabc_)lic B N B B N B
activation
No. of data 23 23 23 23 23 23
Mean£S.D. 057 + 045 060 + 0.38 0.62 +051 014 £0.22 0.10 £ 0.18 0.09 + 0.14
Maximum 1.3 1.3 1.7 0.7 0.7 0.3
Minimum 0.0 0.0 0.0 0.0 0.0 0.0
Acceptance b b b b c b c b c
. a 00° - 19 00°- 17 0.0° - 2.2 00°-1.0 00°-1.0 00°-1.0
criteria
Positive control data (Period: January, 2016 - December, 2016)
Structural aberration Numerical aberration
Treatment -
. 6-18 hr 24-0 hr 6-18 hr 24-0 hr
recovery time
Metabolic
o - + - - + -
activation
Mitomycin C Benzopyrene  Mitomycin C  Mitomycin C Benzopyrene  Mitomycin C
(pg/mL) 0.1 10 0.05 0.1 10 0.05
No. of data 23 23 23 23 23 23
Mean £+ S.D. 47.2+39 465+47 494 +4.3 0.0+0.1 0.0+0.1 0.0+0.1
Maximum 55.0 54.0 57.0 0.3 0.3 0.3
Minimum 37.0 37.3 42.3 0.0 0.0 0.0
Acceptance b c b c b c
. a 355 - 589 324 - 606 365 - 623 0.0°-1.0 00°-1.0 00°-1.0
criteria
a: Mean + 3 SD

b: Lower limit is set at not less than 0.0%
c: Upper limit is set at not less than 1.0%
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