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Yt R B SR
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FEEICED 2o X o T,

3.11 HEHRR

AR EERA, LE&XE. £7— %, ERHDEO -, LEAFERARVBREESR
(BRBRBEEORAZED) IHRXEHLER YY) —F & o & —HEBE PRI OB EBHE
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4. EH

T —2A0 2-b FaXxomF )L EORAF LT —F )L OGO KB 7R EDF &
BRI A0, Fry A =—X « N RAX—JifiHRBMEEMI (CHL/IU) 2 MW=
Yuto 4R B 5B & i L 7=,

Yt KR FERBOHELZHRTT D720, 2000 pg/mL ZimHAEL L, LFAK 2
THAMUZE 8 IEZRE L., MIdHEEME R 21T > 72, TOME, T X To0LH
T 50%% 8 2 5 IR BESE AN VE A IR 0 S U3, S0%HI AR B 7 F 0 2 2 (AREmS i)
RSN olz, LEDOFEREIY, X TOREET 2000 pg/mL % i H & &
L. UFAK2 THRLE3HELZREL., ROKEFHRREIEHL -,

e R RERBROK R, ROAKEERFEO —o>DHBETHL X v v T2 E 0B
CHRRE 2T oMo HHEE (TA H) KORKEEAE (poly 6) OHILRIT, Wi
DRBIEIZ BN T, 2P BREE & Il L TREFIICA BERBINIR D 5 g Bk
RO MIER N 5T — Z D I5%HERS M OFIHN TH > 7272, B & HE Lz,

B, TARTOMBIEIZB W T, RBEXHREE ClI i iE R 26 3 2 Mn kO
EEAROMBUBHE I 5T — F O S5S%MER MO NICH 72, Zcxt LT, B
PEXTIREE CId, R IREE L T 5 & A RMER T IV TR FICAEER
HWmMR@Eo b, LER-s T, RBxEICE RSB 26T,

UEDOHRNS, e —2AD2-t Fax o F L KPR F Lo —T LI ARRRS
HETFIZBWT, et dE R AR EREMBREE2FHEB Lo itim LT,
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5. #&

i

tro—20 2-t FEF VT LK ORATF L =T IVOZEMEF MO~ E LT,
FHEEEME AW RO BEERBR LM L 70T, TOMELEHRET 5,
ek, ESFLIEREREL N L 2FHERBR T A T4 02813 TFTo®Y Th b,

1) GLP
o [HBLZWE % 4% 5B 2 F 4 5 A B it sk (2 B9 D AR )
(CFRk 2343 H 31 B, FEAEF 033158 8 5. Fhk23-03-29 ®JEHHE 6 5.
BRRAE34E5 110331010 =)

2) BMEREBRTA NTA
o IHEBULEWHESE IR LIRABRO FIEIZ OV TO K EIZ2W\T
CERC 27812 H 21 B - EREH 1221 5 1 5, 20151209 )F5E 1 5. RRMER
1512211 &)

 [OECD Guidelines for Testing of Chemicals 473 |
(OECD # 4 : 201647 A 29 A)
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6. HEMHRUGEZ

6.1 HEMERUVFE
6.1.1 wWEME

Wi I

Eaxin Trr—2D2-t RrXZFLEY
AF T —F )b

B4 Methyl 2-hydroxyethyl cellulose

CAS &= 9032-42-2

BN REIRE (8)-187 (YL 1)

A 3 TR M

RO.
QOfR
RO OR
00 R =H or CHz or
OR OR JY\O]H
x
RO OR .

573 C34H66024

o R 858.9

2N e

@ SRS

oy hEE MKBV8724V

i 2 A (K57 2.2%)

RAFTTIE mpT (EHE:4.5~6.0° C,20164 11 H 17 H ~2017
F2H20H) | B, Hk

TR A7 T WA TERT R B IR AT

2 ENE BREHER VY —F v & — MEBIEFT T, &£
BRIE TRICEEWEZIEL, BEThHoToZ & &R
L7,

B EokE F¥EG O E + 0147V, v 27 RERSE. R#
FREOWUIRRERELEM L, BEEOHMAZ <,
BoHW#gIx, B, ASEZEIENL, YD 0ET D,

7% 4% i OO ML EE A% OKZEIL, ABRE TRICETHEEL -,

6.1.2 LS

4 FR B K

L AAIE R

=y NES 6F79N

I R IR I T

R AT 7 15 £t
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A7 55 : RO gEnT B Al alE =

6.1.3 BEOERER
IR F OfE R, KIZ 20.0 mg/mL THE#E, DMSO XU\ 7 & M IZARETH -7
W, BEBREE U CHESHAKE R LT,

6.1.4 HHECpPs

6.1.4.1 0 B 15 B8 #0051 &t BR

WY 0.2000 g & 10 mL A A7 7 AR LT, WHEAZRIML, BB L%
2, ARAT v 7 L TRERED 20.0 mg/mL ¥EHE (71— FZ 0.500 mL HI0L 72 B
DIAEPRE £ 2000 wg/mL) ZFHB L7, KWT, 20.0 mg/mL #EBRIK Z# A 2 (KR
FEDOHERWE S mL : I S mL) THAWXK 7 BeBEAR L, 10.0, 5.00, 2.50, 1.25, 0.625,
0.313 % TN 0.156 mg/mL @ 8 i i B > B itk & SR L 7=,

6.1.4.2 ZEAREEHAR

WEE 0.4000 g & 20 mL A A7 7 AT LIz, WEEZRML, BB L%
2, AAT v 7 L ClREIEED 20.0 mg/mL 8&#EK (7L — M2 0.500 mL R0 L 72 B
D EAEWE £ 2000 pg/mL) AR L7-, RWT, 20.0 mg/mL BRI &2 Ak 2 (%R
JE DR 10 mL : 10 mL) THAER 2 BepEAR L, 10.0 XY 5.00 mg/mL @ 3 &
JE B B O B BR IR 2 A L T

6.1.5 SRS
FERICHRE L 7=,

6.1.6 WERBR DK E M
PR E B2 N L 72, L. R B A B0 H 2 AWIRK
ORI TR L, BRIRNLE TH 72 2 L 2R LT,

6.2 XEME
6.2.1 B 14 it BB
WL LTHW DR AR Z BRI E LT,

6.2.2 (5 T4 %t BB
1) FEMEHHTEMEAL R
~A h~A43 > C (MMC)

a2y FNES : 578AEI
LB : W EE ) RStk
JAf : 2 mg (Jifii) /)k

12



T-G256

RAF T 15 ; ES I
PR AF 55 i : FORMEFERT B2 Ml e el iR ==

2) fUEHEMALR
vrm 74 A7 57K (CP)

=y N &S : CTN3690

fEIT : Foo i T3 pE U 4t

i : bR (97.0%LL F)

R A7 15 : G0N

22BN : HORAEIERT B R = (e

3) FREITIA
T2 THERZIT - 72,

(1) MMC
MMC @ 2 mg FIHENA T /ACABRREER (A ARER G RSt RERE TS
7y S K6F99) & 2mL X THEM L (1 mg/mL) , KIZ, ZDOEWK%
AHE 20 THER 2 BepEAIR (JRR 0.250 mL : AR 4.750 mL) L. 0.050
T 0.0025 mg/mL DR & 8 U 7= (JE IRg R AL BRVE O FEARGEHTE M L CIEEF B IR
4.850 mL (2 0.0025 mg/mL ¥ {8 % 0.150 mL Il Z 7=, i e AL B VL TS K 4.900
mL (2 0.0025 mg/mL &% 0.100 mL Mz 7=, Z ORFOKKEEIL, TLZh
0.075 pg/mL % * 0.050 ng/mL)

(2) CP
CP 0.0140 g Z yMILEE 7 7 AF v 7 mikE (50 mL) (TR L7, ZhicE
HEEl (AARERT, MASHRERETY, oy &5 K6F99) % 20 mL
MZTHME L. 0.70 mg/mL FRZ R L7 (B3 4.900 mL (2 0.100 mL %
ZToo ZOREOREKEIRET 14 pg/mL)

4)  BEYEXRTRERYE O INEE T

BRI A F T4 > Bk 5. 2)) [CHEANHEESA TS0,

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

FX A =—X « NARAZ—Ofi KRB (CHL/IU) % HWie, MSTATBE
NE SR ILARFGEET JCRB Ml N> 7 25 2014 4E 4 A 2 BICAF L., BURSERIE L 7=/
Fiz oW CEBMICHEOMRBAEZ £ L T, MRA/SEETHD Z & (ERPIE,
AERAE NIRRT 15~20 RERIDAN . Je R DB DN 25 K, ~A a7 T A~ EDIHYEN
RN) BHERINTZ L O % 30 MENLAN TRERICHEH Uz, 6 F R oo f Bk 2R 13k
flen 35 i B I BB T 25 kAR, Yk BERBR T4 TH o T,
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6.3.2 a0 ERE R
BB A FT 4> (A 5. 2) ICHEANERS ATV S0,

6.3.3 EEEH
IR T ABEHIEE & AV, COLIBE 5%, IEJE 37°C., miBESRME T CE L, f#t
RiZ1~4 AZ &7,

6.4
6.4.1

S9 mix R V&K DS

S9 mix

SO K ONHiEEHR (S9,/ =277 7% —C &y b, By F&EH : C160902061 K
C161118091) ZIEA L. SO mix AR L7-, FHEUIHIIZIT - 7=,

1) S9

4 R S9

& o AU = OVEER TR A St

oy hEE 16090206, 16111809

fiEA 2006 F9 A2 H (v F&ES : 16090206)
2016 - 11 H 18 H (= v F&E 5 : 16111809)

Fli - R 7 v h-SD %

- 7 W -

EiR=X/NEN 7z ) )L E S — L(PB) LN S5,6-X2 7 T R (BF)

#5951k : i P PN % -

5] Lk M5 & PB4 H [## o % 5 30+60+60+60(mg/kg 1A )
PB # 45 -3 H H BF $¢ 5 80(mg/kg K E)

55 1 BR 20073 H 1 H (my N5 :16090206)
20075 H 17H (= v h3E5 1 16111809)

A7 FH1E B (-70°C LLF)

TR AT BT WHRMFZERT BEaEmRbkE @R 7Y —9F

2) fliBEH#

£ a7y 4 —C

& o AV =2 VR TR S

a2y NES C16083106, C16111609

& A 20168 H 31 H (= h&E%S : C16083106)
2016 4F 11 H 16 H (= v &5 : C16111609)

PR A7 715 A E(=70°C LLF)

fif 1 [R 2017%-2 H 28 B (= v h&E5 : C16083106)
20075 H 15 H (v FEHS : C16111609)

RAFS T WRBFZERT REEMERRE BEREZ Y —F

14



T-G256

3)  S9 mix OfHAL (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 RT7T =0V R 7 LAEF R UER(NADP)
4 pmol/mL

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

6.4.2 BEER

Minimum Essential Medium (MEM)(GIBCO™ . Cat.No.11095)(Z3EM1t. (56°C. 30
57) L7 iiE(bovine serum, BS)% 10 v/v%isil L 728538 i (BS-MEM) % H W\ 7=,
L O BT AR AT LT,

1) A1k

2y hES : 1671327, 1641353

DB CSTH : Life Technologies Corporation

PrRAF 51k : M (-20°C 2AF)

RAFE G5 BT : RO IERT B la kB s i
2) Minimum Essential Medium (MEM)

2y hES : 1810988, 1790847

5T : Life Technologies Corporation

PRAFITIE : 17 T

PR A7 S B : RO IERT  Er i laikB s e

6.5 HEAE"
KBTI IO R L AT — DA E LT

1.5 e 16 56 490 ) kIR JeL IR ] AL BRI FEHE P
FHEAHE ML

e AL B I 24 Iy [ AL B

2. Gufh ik B R JeL IR ] AL BRI RS R
FHAEHTE ML

e AL B I 24 R [H) AL B

6.5.1 ANk
UTFTOE I cEb e Xtk Ta2R LT~ VE, Yy —LERATA RT T2

15
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(ZREAT U TR 24T 2 72,

g P % R
L fCBE VL n
o | EREmAEE  JER AN L -
v | ERALERYE 24 B[ ALER 24-
| [ FatE e NC
T TR EIEEN D 1, 2. 3 n OKE B
5 M T R E PC
[ — A B % N C O ] 1. 2.3
;71%
[ e RBES L Ea— 2PN EEAICEHDY
| Bots T01) ~ [99) ETo 2 Ki0EE
% - = ROATA FOMEERTHE S
6.5.2 AE0NDRTE

1) e 6 e 4 ) SR

KEHEEY DRSSP ESE IR LIRBO FEZOWTO—HELEIZOWT] TE
B B ALz 2000 pg/mL & L, BLFAM 2 THIR L7 1000, 500, 250, 125, 62.5, 31.3
KON15.6 pg/mL OFF 8 HEZRE Lz, £/o. THICEEMNBEELZR T,

2) e R EE R

A% 2000 pg/mL & L, LFAK 2 THM L 1000 L 500 pg/mL D 3
AEZRE Uiz, Z AU P2k B & OVt o R 2 3% 1 7=

6.5.3 10 Ren 128 i I ] 5 B

PRk BREHROHBERET L0 TR E LTHEMLE, 2B, LToOR

BREEDO S b, BEMLZMLELTL2561F. BEERE NTICBON T, BEFORELH

W, R EREIC L o THEME L7,

1) ERFREAERVE O TR AL & FEAEHE A, ke LB E O 24 IR O Z
AT, Pt B L OB BB 2 5% T 7o, v — L (FL—h) Z7 7 X
7“/77 U—h (B 60mm) MW, &8 1 K& Lic, 7o, FHX5HMMIE G
%% (Relative Cell Population Doubling Number, RPD) Z &3 % 728 @ AL
BARRERIIE E FHIC 7 L — b & 1 B i 72,

2) fv~%%t@pqwﬁwﬁ@<ﬁ%ﬁsmm)%%@Lko

3) H5EE 3 AR, BISCALFEZEBAMET T CAIRICEE N2 2 & 2 REZ . FRIZEW,
BRI DR E K QML 24T\ &@ﬂiﬁﬁﬁAE?fﬁﬂﬁiﬁﬁﬂﬁﬁﬁﬁ0)i7I/~— 1Ko\ T
. LT OFECHE IR E 2 RJIE L, QBB AR O MR E & Lz,
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(D

(2)

(3)

4)

5)

6)

7)

8)

9)

@E#Fﬁﬁ&&ﬁ{ﬁ S UE N
T AT PE L AN PELL TR
BBk bRE & 0.500 mL 1.333 mL 0.500 mL
S9 mix {RINE 0.833 mL
ﬁm%'@ﬁﬁm 0.500 mL 0.500 mL 0.500 mL
W&

Wi L — b DR % FEFE L. Phosphate-Buffered Saline (=) (PBS (-)) % i
BNz 7L —h&2WwE LT,
PBS(-) & BEHF L. 0.25% U 7> & #K (Trypsin 0.25%. Life Technologies
Corporation) % 1 mL Iz, 5 pMEE Lz,
By T g v 7T A FIEE - Sz, T L— MZH LV 10%BS-MEM
B A 1 mL iR L, MmERGHESE 2 AWV TR 2 0@ Lo, mEREEE O
FHEEIE . 8 B D SERIME DO /NBURE 1L A U AN U 72 b o % il fa 4 [ A5 N4k
(Population Doubling Number, PD) DFHFEIZH W=,
SR EAEL Y, . BN AR TSR T AT H O B2 8152 L, WIR T RRO &
AR Lo, fERREE. FERFMILERIE T 6 WM, HEIEEALERYE TIX 24 R RS 2R
L7,
6 &%Fﬁfi%sﬁé HRFALVEIEIZ OWTIE, HFRICHTHO A BEZERT 5 & L6

. BISTACFE ZEBEMBE T TR ORIE A R LTz, IRWT, FMiGEHK 2% & 72
éio%%btiﬁﬁﬁ&fﬁ%%ﬁ@b\ﬁbw%%WSOmL%MZ\EK
18 il ks L7,
B T, BINCALAH ZBAMEE T T OfF 8L OSHIE O RIEZ M8 L 7- (JHR
FALERIE DR TIRROERIT, 2B T —2 L L) .
WNT, 3O FIEIHEN, &7 L — N OMIRIEEZHE L, & TROMBIEE L
Lto

S ONTAIRRED D X1 RO 21TV, BRIESTREEE 100% & L 72K HE O
%ﬁ@RMﬁ%%mLto

= [log (JLBE (H53) & THEOMIIAK + MBI AARE O MIIA%0)] + log 2
(1)

o BB LI FLRE 12 5519 5 PD) )
RPD (%) = (GTER BRI 51T 5 PD) 100

(X 2]
M TEINHEI 2R (=100-RPD) *Z B L. 50%ZFde 2 OB S . 50%H0
el B G R (RS 2 B L7,
*FEMENOUTOHAIZ0E L TH -T2,

6.5.4 TEREEHER
DITFORBRBEO YL, BEMEAZMLELTIHEAIT. BEEE FICBW T, WEF
DR ZHWT, MEBIEICL > THEBEL -,

17
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1) LR R LB E O RETE AL & FRAEHE ML
o BEPMEXTRERE . PR ER A AL BREE N VRS 1 o FRRE A& B
F)i77X?y77V~F(Ei
W3) Lk, £,
7 1

iz

F 7.

60 mm) % v,

7
BRE 3 (K& =1,
RPD % B H 7 5 72 b O JLB BH 4f B Al B 250 & Il 7 L — b

H AL EO 24 FFAE O F N+

vy—L (FL—
2 M

2) FL— b4 0 2x10* oM (F3#%iE 5.0 mL) % L72,

3) HFE3 PRI

. BISIAT AR ZEBARREE T CAIBRIC R E N2 2 & A iR,
VN, BRI OB K DML 21T U

e 14 B A ) B BR (T HE UL ALPEBRARRF O MR & LT,

TRIHE

BRAREFHIE M O 7 L — F 1 BTV TR,

*:(

S IRy TA] AL 75 - ;
JETRAE PELL RATEILIE i
e 0.500 mL 1.333 mL 0.500 mL
SE RIS R (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix WA 0.833 mL
éﬁﬁﬂiéﬁg+ 0.500 mL 0.500 mL 0.500 mL
oI PEXDRPIRAC | (MMC: 0.150 mL)* | (CP: 0.100 mL)* | (MMC: 0.100 mL)*
whn&
) NI, BB BERE O B i B 25 i K OB ME R I B i RN & &2 = 37,

4)  PERWELEE | BISLALA EBREE T THTH O F & OV WIR TRER IR O 4 2 flE Rl

L. Ry RALHELE T 6 Rpf

M OIRAE 2 R L7z, IRWT, #Y

T LR YVE TIE 24 MHEfEEE LT,
5) 6 MRS, FEEFREALEE I O W CTIE A AL T CHBRE O H KO

2% & B KO FIiEERN L - A AR

TR 2P L, TLWEEEIR 5.0 mL 20z, FIC 18 ReffigE®E L=,

6) FHE2HMDOT L —F (BFZ-1 KTV-2)
FRAR A& T DR 2 e AT Al

mz 7.

7)) BEEK T,
DWVWTIIEERIRAZFEIE L, T LWEEEWK 5.0 mL %32
NY 7y iR (Trypsin 0.25%,

L.

BV T LAERR TR 15 5

YL THKI 15 57

[E0 - T 05

IZ2>WT,
WZanrt I R (T ANy OB,

B KB NIEARERO -0
10 pg/mL) % 0.1 mL

T U— b OERIKEELE B U GEE AL EE L O # SR B AL PR I
HILE IR L7, )
Life Technologies Corporation) ~Cifi fd & | 23
TEEL 7=, RNT, EDS

« 0.25%

THEIC L > CTHEDT-Ma % 0.075M Hik

YRMEIRLFR L, A F AT a— L Fig=3 :
Lz BELEMEE AT A RHTT A IIZHOE 2 f
7 — R0 2 BER L7, MR T
PRIt U TR AR 2 ERL L 72,

f& FIT &

\—{%—F L/f\—o
1 HEL EZER

1 % CHE T
AT RN YN
WL, 2%F A

8) EOBMEIMOT L — b (BF5-3) (3, BSZALAHZEBME T THHOA LD
AR O AR RE 2 fedl U 72 (ERF R LBE O RE TIRROM RIZ. Z2ET—F L L),

D%,

6.5.5

#4E D BR Rk L

RPD B HIZ X R R EZ A,

‘F

FCOMTEL

18

WZHE-> CRtE L7,

e S AR AR BRI e U TR E 2 JE L. RPD 2B H L7z,
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1) MRSV, mERF RIS D 8 K D FHELE O FEIE O /N 1
L&A L, B CTERR L (B FHUE O FHE x 10* cells/mL) .

2) PDIZOWVWTIE, 1) OFRMEHAWVCTEHE L, NEAEIMENBE AL, /MK
M 2N E TERLE,

3) RPD (EH) (oW T, 2) ORFMEZHWTERE L, /MR 1 AL a NG
ALBEKELTERLE,

6.5.6 = NOF TR

BAMEE T T L — FY72 0 150 Mile (BFRIREE X720 300 ML) DY ikn B < B
LA P g 28E L MERFTOMEL BT LR OMOK AT LT, AR
EHEOHBIE LR LT, ROAREROBEIITRTT T4 ML TiTo 7=,

6.5.7 Z2EAREEDHE

L REFIIHERE EHRORFICRINL, BERERFIIEIZUTOXLIITERE - »
LT,

1) R H

et KR OBBIZL TO LI ICER L L,

Xy v 7(g) : et R (ctg) M VB IR B (csg) B e X ¥ v 7 &
TR ARSI A RO R IR nd 56 0 (3
ety QA RO RN EichH D) ThoT, £D
TSI WY A 55 R O R LT TR 72 3E e (A 5 A 25 38

55 b D,
Geta 53 (R B) I (ctb) Wr Fr 3G R O Rl B2 S 13T T D b D K OFE

et TR DY B ROl Eicdh > ThH, ORI
et 3R OEELL EICBER T D b o,

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

Y B AR BT (csb) - W A YR O R 2 S TR Y B AR
B h Ok OGN Gk o R Ficd
> Th, TORIVEAZEOIEL LIZHEATHD b
D

Yett (R A2 Hi(cse) TR AR, BRIRY AR L
% DAt (other) : Wr b (frg) 72 &£

2) EEgRE
PR BN, EOMBRARKFF-> TV HEA O (ZfEER) L8Ry, FbLz
LHaBRELER LT,
55k : polyploidy (BZWN{&MNA : endoreduplication % & T¢)

19



T-G256

6.5.8 HBROHE

HIEICEE LT, Yk o gl o iﬁ&é’jﬁﬁ%%’)%ﬂiﬂ@@ﬂﬂﬁiﬁ’iofﬂéﬂﬁib
7 %Lﬁ%@f”*‘ﬁfﬁiﬁi ¥ ¥ v 72 E0HEA (TAG) EEER0VWEE (TA) &I
ST, REHIEIL®RE E W, #ﬂ#ﬁfﬁﬁ’i’%ﬁmb\ FIEFEHEICHE - THIE LT,

6.5.9 Rt AR

B OB IR 28 BYEOHET, BEM BB & H 5 B LB RE ] C i 0 R
R OB B 12OV T Fisher OB MERFHIE Y (AEAYE Ml 5%) WU
Cochran Armitage OBEFRE > CHEAKME : 0 5%) Z . FarEXHIBEE & ik R
] CA IS BB 12D\ T Fisher O E MR RIE Y (AU Tl 5%) Z21T-7=,

6.5.10 FIEEE
FEROHEIZ., FTRROEEIHEW, EMFHIBEEEEZE L THE L,

1) B
Fisher @ [H#ff 5 5Bk & Y Cochran Armitage OHMREICEB VT E HICHE
ZEDFRO B AV, BE O HBLUEHE SRV R OW 57 — Z FEE O 95%E R0
PN R

2) [tk
Fisher @ [E#2He F 5t B 1L & Y Cochran Armitage OB EICB VT E LICHE
ENBD LT B O NBBEE N EESREEOY 57 — &2 EEED 95%M R4
HN DA,
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7. HERHER

7.1 HH e 18 51 4110 1 B BR

fE 8% Appendix 1, Appendix 2-1~2-3, Appendix 4 |27 L 7=,

BRI AN A O AT O F R R IR O A ZkiL, T X TOLEED T XTO
METHHARD b, AREITRO b ho T, MiamEDEIE Th S RPD &
RE L7k R, TN T OB T 50% % 8 2 2 Ml A m sl /E IR0 59, 50%
B B AT R EE (RREAE) IX R S o T,

7.2 ZREAFAEEHAR

ft B % Fig.1~3, Table 1~3, Appendix 3-1~3-3, Appendix 5 Z/~x L7=,

BB IR AL D AT H O R O R IR O GRE L, T X TORBED TR TO
HETHTHAE O b, GlZEIIRD o T,

MG B O MBI (TA) 13, B AEEE O JERETEPE(E TiX 2000, 1000 & Y 500
pug/mL T 0.7, 0.7 X 0.7% CTod o 7=, BRI E O REE ML TIiX 2000, 1000
K OY 500 pg/mL T 0.7, 0.3 XTN0.7% Td - 7=, @t TIX 2000, 1000 K T 500
pg/mL T 0.3, 0.7 XTr0.3%Tdh o7,

B B (53R Poly) o HIBLER I, IRy R AL BR 1L 0 FEARGHTE ML T I 2000, 1000
&Y 500 pg/mL T 0.7, 0.7 XN 0% T o7z, HREMAEEORBHTEMEIL TIiX 2000,
1000 & O 500 ug/mL T 0.3, 0 XN 1.0%TH > 7=, HFLAEETIL 2000, 1000 Y
500 pug/mL T 0.7, 0.7 XN 1.0%Toh o7,

7.3 BRI A
LR D EEMEZ 72 Lic 7z RBRITE OIS e S vz &Il L7,
o BWEWEER3HEU EICT, S,
o [EMEXEREE CIXRE OHBLRITE RT —F O 95%MEFR AR OFHEENIZH - 7=,
o M RREETTIL. RERM IR L T 5 b Qe RS R E B WD TR B
BRERBINBRD bz,
o WBREEICFRICHBEIZED b o7,
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T —2A0 2-b FaXxomF )L EORAF LT —F )L OGO KB 7R EDF &
BRI A0, Fry A =—X « N RAX—JifiHRBMEEMI (CHL/IU) 2 MW=
Yuto 4R B 5B & i L 7=,

Qe R RERBROK R, ROAKEERFEO —2>DHBETHL X v v T2 E o0
R 2T oMo HHEE (TA H) KORKEEAE (poly 6) OHILRIT, Wi
DRBIEIZIB W T, P A & Il L TREFIICA BERBIMIR O 5 g Bk
XD MEER N 5T — Z D I5%HER DM OFIHN TH o772 B & HE Lz,

B, TARTOMEEICBW T, BB CIIR o E Ry 283 2k
HEERO MBS IXE 2T — ¥ O I5%MESAAOFEANICH > 7=, Tk LT, B
PEXTHREECIE, BEMEXIREE ik 5 &, AR ERFICBW THAENICEER
BmM»R@ED N, LEn-o T, RBIIEUICEINTZLEEZ BN,

F7o, AWBRME L Ames RBR T Y HE STV 5,

UEOFEENS, Era—2D 2-vt Fuex o oF )L EONAF Lo —T L I ARRERS
HETIZBWT, R E R AR EREMBREEZFHEB Lo Eiim LT,
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1)

2)

3)
4)

SEXH

MR e BIMEREE (1999) @ <KGET>Ret kR w T — 7%, pp. 15-20, = /L -
TA e v— | KR

Siegel S, Castellan NJ. Jr. Nonparametric statistics for the behavioral sciences. 2nd
ed. New York: McGraw-Hill; 1988.

Agresti A, Categorical Data Analysis. New Jersey: Wiley InterScience; 2002
(2017) : BB —AD 2-E KX v F LKA F LT —T )LOMEZ H\W251HE
JHoRA R GRBRE 5« T-2265) . MXSHA Y IV —F v 7 —
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Attached Data 1

Background Data in the Testing Facility

Cumulative background data of chromosome aberration tests in cultured Chinese hamster cells (line

CHL/IU), carried out under the same study conditions at BoZo Research Center Inc.

Period for NC : April-2015-February-2017

Period for PC : April-2015-February-2017

Treatment Cells Poly TA Treatment Cells Poly TA

S9mix Time @ observed (%) (%) S9mix Time @ observed (%) (%)
(5700) (21.3) (24.7) (5700) (1.3) (2126.7)

Mean 0.6 0.6 + Mean 0.0 56.0

6-18

+ 6-18 S.D. 0.4 0.3 (CP) S.D. 0.2 12.1

UCL 1.4 12 UCL 0.4 79.7

(n=19) LCL* 0.0 0.0 (n=19) LCL* 0.0 32.3
(5700) (18.7) (30.0) (5700) (2.7) (1084.0)

Mean 0.5 0.8 - 6.18 Mean 0.1 28.5

- 6-18 S.D. 0.4 0.4 (MMC) S.D. 0.1 49

UCL 13 1.6 UCL 0.3 38.1

NC (n=19) LCL* 0.0 0.0 pC (n=19) LCL* 0.0 18.9
(5700) (20.7) (26.7) (5700) (8.7) (1192.7)

Mean 0.5 0.7 - 24-0 Mean 0.2 31.4

- 24-0 S.D. 0.4 0.3 (MMC) S.D. 0.4 6.5

UCL 13 1.3 UCL 1.0 44.1

(n=19) LCL* 0.0 0.1 (n=19) LCL* 0.0 18.7
(300) (0.7) (0.7) (300) (0.0) (130.0)

Mean 0.3 0.3 - Mean 0.0 65.0

48-0

- 48-0 S.D. #DIV/0! #DIV/0! (MMC) S.D. #DIV/0! #DIV/0!
UCL #DIV/0! #DIV/0! UCL #DIV/0! #DIV/0!
(n=1) LCL* #DIV/0! #DIV/0! (n=1) LCL* #DIV/0! #DIV/0!

Negative control (NC) :

Positive control (PC) :

S9 mix :
Time :

Poly :

n : the number of studies

Mean :

( ):umber of observed.

water for injection, isotonic sodium chloride solution, dimethylsulfoxide, 0.5w/v% sodium carboxymethyl

cellulose solution, acetone or culture medium

CP ; Cyclophosphamide, 14 pg/mL

MMC ; Mitomycin C, 0.075 pg/mL (used for the short-term treatment)
MMC ; Mitomycin C, 0.050 pg/mL (used for the continuous treatment)
+ ; with metabolic activation - ; without metabolic activation

treatment hours - hours of incubation without test article

polyploide cells
TA : total number of cells with aberrations excluding gaps

average of structural aberration and numerical aberration in cumulative studies

S.D. : standard deviation of structural aberration and numerical aberration in cumulative studies

UCL:
LCL:

95% control limits(upper control limit)

95% control limits(lower control limit)

* : The value was regarded as 0%, when value was 0 and below.
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Fig. 1

Results of the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Methyl 2-hydroxyethyl cellulose

[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 RPD.
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110 ¢ —— Cell-growth ratio | = 100
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Fig. 2

Results of the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Methyl 2-hydroxyethyl cellulose

[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 RPD.
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110 ¢ —— Cell-growth ratio | = 100
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Fig. 3

Results of the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Methyl 2-hydroxyethyl cellulose

[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 RPD.
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Table 1 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Methyl 2-hydroxyethyl cellulose
[Short-term treatment:-S9 mix]
. . Number of cells with numerical chromosomal
. Conc. of Number of cells with structural chromosomal aberration (%) .
Time S? test article R:’D a.berratlon (%)
(h) (ng/mL) ob(;::’lfse d ctb cte csb cse other TA(%) g TAG(%) tiz;d (%) ob(;fiifse d Poi}glallsom other Total (%) t::td
150 1 0 0 0 0 1 1 150 2 0 2
NC 150 0 0 0 0 0 0 0 0 100 150 2 0 2
300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 300 4(1.3) 000.0) 4.3
150 0 1 0 0 0 1 0 1 150 0 0 0
500 150 1 0 0 0 0 1 0 1 72 150 0 0 0
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) NS. 300 0(0.0) 0(0.0) 0(0.0) NS.
150 0 0 0 0 0 0 0 0 150 1 0 1
6-18 - 1000 150 1 1 0 0 0 2 0 2 72 150 1 0 1
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 2(0.7) 0(0.0) 2(0.7)
150 1 0 0 0 0 1 0 1 150 1 0 1
2000 150 1 0 0 0 0 1 0 1 72 150 1 0 1
300 2(0.7) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 2(0.7) 000.0)  2(0.7)
150 12 24 0 0 0 34 0 34 150 0 0 0
PC 150 9 38 0 0 0 47 0 47 - 72 150 0 0 0 -
300 21(7.0)  62(20.7)  0(0.0) 0(0.0) 0(0.0) 81(27.00*  0(0.0) 81(27.0) 300 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)
*:Fisher's exact test, p<0.05 N.S.:not significant

RPD: relative population doubling RPD (%) showed PD of test article treatment group against the one of negative control.
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Table 2 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Methyl 2-hydroxyethyl cellulose
[Short-term treatment:+S9 mix]

. . Number of cells with ical ch 1
Conc. of Number of cells with structural chromosomal aberration (%) Hmber of cells With humetical Ciromosoma

Time S9 test article RPD aberration (%)
. N -
() mix (ng/mL) ob(i:llfse d ctb cte csb cse other TA(%) g TAG(%) t::td (%) obcszilse d Pol}g])lls()ld other Total (%) tzzrs]td
150 0 1 0 0 0 1 0 1 150 1 0 1
NC 150 0 0 0 0 0 0 0 0 100 150 2 0 2
300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 300 3(1.0) 0(0.0) 3(1.0)
150 1 0 0 0 0 1 0 1 150 1 0 1
500 150 0 1 0 0 0 1 0 1 100 150 2 0 2
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) NS 300 3(1.0) 0(0.0) 3(1.0) NS
6-18 + 150 0 0 0 0 0 0 0 0 o 150 0 0 0 o
1000 150 0 1 0 0 0 1 0 1 91 150 0 0 0
300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 300 0(0.0) 0(0.0) 0(0.0)
150 1 0 0 0 0 1 0 1 150 0 0 0
2000 150 0 1 0 0 0 1 0 1 88 150 1 0 1
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 1(0.3) 0(0.0) 1(0.3)
150 4 92 0 0 0 96 0 96 150 0 0 0
PC 150 10 101 0 0 0 106 0 106 - 36 150 0 0 0 -
300 14(4.7) 193(64.3) 0(0.0) 0(0.0) 0(0.0) 202(67.3)* 0(0.0) 202(67.3) 300 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 pg/mL)

*:Fisher's exact test, p<0.05 N.S.:not significant

RPD: relative population doubling RPD (%) showed PD of test article treatment group against the one of negative control.
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Table 3 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Methyl 2-hydroxyethyl cellulose
[Continuous treatment:24hr]
Conc. of Number of cells with structural chromosomal aberration (%) Number of cells with numerical chromosomal
Time S9 test article R:’D apenation (%)
(h) (ng/mL) ob(;::/se d ctb cte csb cse other TA(%) g TAG(%) ti:ztd (%) Obizlife d Pol?l)lls()ld other Total (%) ti:td
150 0 1 0 0 0 1 1 150 1 0 1
NC 150 0 1 0 0 0 1 0 1 100 150 2 0 2
300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 3(1.0) 0(0.0) 3(1.0)
150 0 0 0 0 0 0 0 0 150 2 0 2
500 150 1 0 0 0 0 1 0 1 103 150 1 0 1
300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) NS. 300 3(1.0) 0(0.0) 3(1.0) NS.
150 0 0 0 0 0 0 0 0 150 1 0 1
24-0 - 1000 150 1 1 0 0 0 2 0 2 100 150 1 0 1
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) 300 2(0.7) 000.0)  2(0.7)
150 1 0 0 0 0 1 0 1 150 0 0 0
2000 150 0 0 0 0 0 0 0 0 85 150 2 0 2
300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 300 2(0.7) 000.0)  2(0.7)
150 11 31 0 0 0 42 0 42 150 0 0 0
PC 150 9 39 0 0 0 48 0 48 - 67 150 0 0 0 -
300 20(6.7) 70(23.3)  0(0.0) 0(0.0) 0(0.0)  90(30.0)*  0(0.0)  90(30.0) 300 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 pug/mL)

*:Fisher's exact test, p<0.05 N.S.:not significant

RPD: relative population doubling RPD (%) showed PD of test article treatment group against the one 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 Methyl
2-hydroxyethyl cellulose

NC : Negative Control (water for injection)

Cell-growth ratio was shown as the RPD.
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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
Methyl 2-hydroxyethyl cellulose

[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type | rreatment and Cell- Observation”
. RPD? growth —
S9 | time | Concentration %) inhibition |Condition of|  Color of Prec1p1tates/Crystalsﬂ
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
15.6 107 0 - - - -
31.3 91 9 - - - -
o 62.5 105 0 - - + +
- | 6-18 § 125 94 6 - - + +
2 250 100 0 - - + +
= 500 107 0 - - + +
1000 105 0 - - + +
2000 110 0 - - + +

Concentration of 50% cell-growth inhibition : above  200()  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 - RPD. The value was regarded as 0%, when value was 0 and fewei
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

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

Yat the end of treatment.

d -
e) -
-

+

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: No changes of color

: Absence of precipitates

: Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2010
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Appendix 2-2

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Methyl 2-hydroxyethyl cellulose

[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | Troatment and Cell- Observation”
. RPD? growth —
S9 | time | Concentration %) inhibition | Condition of|  Color of Prec1p1tates/Crystalsﬂ
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
15.6 101 0 - - - -
31.3 97 3 - - - -
o | 625 108 0 - - + +
+ | 6-18 § 125 101 0 - - + +
2 250 100 0 - - + +
= 500 106 0 - - + +
1000 104 0 - - + +
2000 97 3 - - + +

Concentration of 50% cell-growth inhibition : above  2(00()  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 - RPD. The value was regarded as 0%, when value was 0 and fewei
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

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

Yat the end of treatment.

d -
e) -
-

+

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: 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
Methyl 2-hydroxyethyl cellulose

[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | rreatment and Cell- Observation”
. RPD? growth —
S9 | time | Concentration %) inhibition |Condition of|  Color of Prec1p1tates/Crystalsﬂ
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
15.6 91 9 - - - -
31.3 88 12 - - - -
o | 63 100 0 - - + +
- | 240 § 125 93 7 - - + +
2 250 98 2 - - + +
=1 500 91 9 - - + +
1000 96 4 - - + +
2000 93 7 - - + +

Concentration of 50% cell-growth inhibition : above  2(00()  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 - RPD. The value was regarded as 0%, when value was 0 and fewei
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

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

Yat the end of treatment.

d -
e) -
-

+

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: 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 3-1
Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Methyl 2-hydroxyethyl cellulose
[Short-term treatment : -S9 mix]

T-G256

Chromosome aberration test

Study type | Treatment and Observation”
rrsligx t(lgrl ; CO?:;EESIOH Condition of cells” | Color of medium® lf;rempltates/Crystalsc;))
0 (NC) - - -
%.; 500 - + +
- | 6-18| & | 1000 - + +
S | 2000 - + +
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 suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and”at
the end of treatment.

b) -
c) -
d -

+

: No changes of color
: Absence of precipitates

: Presence of precipitates floating in the medium.

35

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



Appendix 3-2
Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Methyl 2-hydroxyethyl cellulose
[Short-term treatment : +S9 mix]

T-G256

Chromosome aberration test

Study type | Treatment and Observation”
msigx t(lgrl ; CO?:;EESIOH Condition of cells” | Color of medium® lf;rempltates/Crystalsc;))
0 (NC) - - -
%.; 500 - + +
+ | 6-18| 5 | 1000 - + +
S | 2000 - + +
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 suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and”at
the end of treatment.

b) -
c) -
d -

+

: No changes of color
: Absence of precipitates

: Presence of precipitates floating in the medium.

36

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



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

T-G256

Chromosome aberration test

Study type | Treatment and Observation”
rrsligx t(lgrl ; CO?:;EESIOH Condition of cells” | Color of medium® lf;rempltates/Crystalsc;))
0 (NC) - - - -
< | 500 - - + +
- 1240 g 1000 - - + +
S | 2000 - - + +
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 suspensions. Precipitates/crystals were observed 1)immediately after addition of the test suspensions and”at
the end of treatment.

b) -
c) -
d -

+

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

37

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
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Appendix 4

Cell concentration and population doubling in the cell-growth inhibition test in cultured Chinese hamster
(CHL/IU) cells treated with Methyl 2-hydroxyethyl cellulose

[Short-term treatment : -S9 mix]

Study type | Treatment and ) )

Cell counts °

Cell counts *

SO |t Concentration PD
mix (I}IE; (ng/mL) (10" cells/mL) (x10" cells/mL)
0 (NC) e —=
15.6 16 T35
31.3 20 15
2| 625 45 3
- | 6-18 '*g 125 18 e 19
g 22 43 1.26
= [ 500 6 35
1000 45 1.32
200 a7 1.38
[Short-term treatment : +S9 mix]
Study type
mix (11?;; (ng/mL) (x10" cells/mL) (x10" cells/mL)
0 NO) 48 1.42
126 49 1.44
31.3 47 3%
2 | 625 5 53
+ 618 E | 125 18 49 a2
2 | 250 48 D
e | 500 51 30
1000 50 1.47
2000 47 1.38

[Continuous treatment : 24hr]

Study type | Treatment and ) )

Cell counts °

Cell counts *

S9 | ti Concentration PD
mix (I}IE)C (ng/mL) (x10" cells/mL) (x10" cells/mL)

0 (NC) 47 1.38

15.6 13 Toe

31.3 0 5

2| 625 47 3%

- | 240 £ 125 18 24 129

& [ 500 13 2%

1000 45 3

2000 22 2%

NC : Negative Control (water for injection)

The number of cells on the plate of each dose was measured using the hemocytometer (8 areas) at the time of start
 and end ™ for treatment. Cell counts were displayed as the mean of measured values.
PD : Population Doubling was determined as;

[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2

All calculations were carried out using Excel 2010
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Appendix 5
Cell concentration and population doubling in the chromosomal aberration test in cultured Chinese hamster
(CHL/TU) cells treated with Methyl 2-hydroxyethyl cellulose

[Short-term treatment : -S9 mix]

Study type | Treatment and

. . Cell counts ¥ Cell counts *

S9 | time | Concentration 4 A PD

mix | (hr) (png/mL) (10" cells/mL) (x10" cells/mL)
0 (NC) 39 1.38
= 500 30 1.00
- |18 E | 1000 15 30 00
& | 2000 30 100
PC 30 1.00

[Short-term treatment : +S9 mix]

Study type | Treatment and ) Cell counts ”

Cell counts *

nf?x t(llrll;‘; Co?jg?ﬁt)lon (x10* cells/mL) (x10* cells/mL) i
0 (NC) 39 1.38

2 | s00 39 138

+ | 6-18 § 1000 15 36 1.26
& | 2000 35 122

PC 21 0.49

[Continuous treatment : 24hr]

Study type | Treatment and

. . Cell counts ¥ Cell counts *

S9 | time | Concentration 4 . PD

mix | (hr) (ng/mL) (10" cells/mL) (x10" cells/mL)
I(NO) 38 1.34
< | 500 39 1.38
- |240( E | 1000 15 38 2
£ | 2000 3 12
PC 28 0.90

NC : Negative control (water for injection)
The number of cells on the plate of each dose was measured using the hemocytometer (8 areas) at the time of starl’ and

b)

end "~ for treatment. Cell counts were displayed as the mean of measured values.

PD : Population Doubling was determined as;
[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2

All calculations were carried out using Excel 2010
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