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NAY A (2 =) — 0V 7 A0O%RGEKREEHERELZRT LI,

3.4 HECET 21FH

3.4.1 GLP

o THHBULZEWE SR DB 2 EhE 2 R BR sk (2 B J 2 L
CFRk 2343 H 31 A, EAF 03315 8 5, Fhk 23-03-29 ®FE 6 &, BRiR
%% 110331010 &)

3.4.2 sMRBRAAM 1Y

o UHBALTFE IR B O FiEIC o T
CERk 23 45 3 A 31 AfFIF SRR 0331 5 7 BEATBHEEELMEER. Fik
2303 - 29 WRH 5 SR EEEREER R, RIRMERES 110331009 5 ER5E
HRABREBOR R REA @) (B diE : FR 3043 4 29 H)
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3.8 HEREAEE

BRAStER Y VY —F k7 —

3.9 AERELE

ORI A POPIAR A 1-3-11

HORU b 2P

PR BT
BRI 2
3.10 HEARE
AR BA A A : 20224 1H 14H
R s vH A : 20214 128 7H
A e HE G 4 o B R
FEER B 45 A © 20224 1 H 17H
EERETH : 20224 1H21H
ICRER N NN
FEER B 45 A © 20224 1 H31H
EER&TH : 20224 2H 18H
AERET H : 20224 3 H 23H
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L FRA OB EE DR Z e T ko T,
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=

BRI A GUBRGH I E L H ESTe) | 3GE,. A7 —2 . ERmERER

B, s EH (REEREEOREAZEER) RUORAEERTIRAAZER YV —F &
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i AR (EFPEREdRELRARMERY VS —TF o ¥ —HTHEL., €
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4. EH

NEVTNLFY R A8 (2—) Zh ) 7 AORGKREFRELZRFTHIZD,
F v A =—RK e NAAX i BRI (CHL/IU) % 72 ek B il b &2 52
i L7,

PO RBEFERBROHELZRET 5720, 2000 pg/mL ZimHEE L, LFAK2 T
bR L7-5F 8 R A5 E L, MM s SR AN 3RBR 24T o 7o, & O F . 0 Ao 184 5 P ofill =2 0%
J I R AL FR S 00 FEAR S PEAL TUE 250 pg/mL LA b oD BT A B R AL ER 75 o0 AR 1
{ECIX 125 pg/mL L EO & T, @ LERE TiX 62.5 pg/mL 2L EO & T 50%LL E
Zor L7z, 50% A0 R 58 S 4 il 3 (1Cso) (0, A0 IR R AL BR 7 o0 FEARGHHE L C 151 pg/mL,
L IRE ] AL BRYE O AREHE ML T 114 pg/mL, #HEALERYE T 53.7 pg/mL ThH o7, BLED
FER LD e R BB O B S iE, BRI LR E O FEARGHTE ML TIE 200 pg/mL %
R AEE L, LT 25.0 pg/mL TR U 72 6 &4, R ALELE o REHE ML ©
X175 pg/mL ZfcmMEE L, DLTN%A 25.0 pg/mL TW U772 6 HiEZ, Mg Lsys
TIX 80.0 pg/mL ZigmMEE L, LLTF%7E 10.0 pg/mL THW U7 6 HEEZRE LT,

et R R E B CIX, MRS RN 5+ 5% LT-HEEZREGEHEE L, B
AL BRYE O FERFHE AL TIX 200, 175 &Y 150 pg/mL, G RERFE L BRYE O RHHE M
{ETIX 150, 125 2 OY 100 pg/mL, HFALER L TIX 70.0, 60.0 &2 TY 50.0 ng/mL % #1%%
L7c, & ORES., MK LEE O JIERFHE L CH AR E R (TA) OMBLHEE I
Pt REE L OB THEZIZ A DA o 22, R (HHEMME &k OB NG
AHEAE) O H BUAEFE (X PR PR R BE & bhili U CRERHFFEMICH BRI %Z Rk L (Fisher ®
BRI, p<0.05) . ZTOHBRIIEESBROBBRNE RT —% D 95%%E
HERZEZ MHAREEICB TS A EZRHERFMEDNR O 5417 (Cochran Armitage
DOIEBFRE ., p <0.05) , FIRFRIALERE O REBHE L & ONE B LB E ik, Y fRrk i
B (TA) R OBAO B (5 5otk M IS S OB NS INARAR) o> HY BB FE 13 3740 o0 AL
HBICBOW T ORI L OB THEZZALN R N> T2,

BB, TNTORBIET, MBRRSLOERELT - Liz/on . RIBRITEYICER S
rmEEZBNT,

PLEDFER NG, ~F V704 R4 (2 —) — 000 AEARBREATIZE
W, YRGB EIXFE R Ly (&) 28, BRTE2FRT D (Bt &
L7,
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5. &
ANXFTLFY RSB (2 =) Zh U v AOIFHLIALE ML % 5 Yo ik 5
HERAFEM LI=D T, ZOMBEERET S,

6. HERMH
6.1 BERMERUVEESBYE (5F)
6.1.1 WERME

LT OfE#IEIE GLP THHM S L7 At RicEES5 <,

EH :

4 D ANX Y TALAFY RTAE (2—) Z AV DA

Gl D TWESSME BV T A AFF T AFaITWERA Y T A
CAS &= : 16871-90-2

BHHAREHEES o (1)-324 ({L5FE)

A1 O R M C

R F

iﬁf¢ K K

1= : K,SiFs

nFE :220.27

4N i) . A OBE

P RS/ [ AR . 750°C

B i M D RIRMERRBT OSSR, Kk, DMSO, T F ICRIETH -
7=

AF & : 500 g (T-3600 & )

i : 99.5%

[EXEELE ComEL, L. &P

RAE 15 D ORERAICANIL, WMEEN (FFAEPE 0 1°C~10°C, E
B ILFF RGN TH - 72) ITHRTT,

B EoEE  MEEG WK R+ oIATV., v AT REIRSE, RETF
WHEOMEY 2 RERZER L, BEOBEMZRL <, BLY
H#IT, F. BHAFEZREN. 9BV ET D,

A7 55 T D PRERYE PR AT

2 TE M e R D YERBRICHER LB E oL ERIL Fa v iz
WTCHIREM S 72 @R ER (R A =7 kL)
fiti R O HERE L 7o GABRE 5 A-3343, Attachment 1)

(I Eawa D BEEBRWIER 1 g A RAFREE UTRF Lz, RAFBUEHT
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T-3600 &4k & L7z,
TR D AL PR D AR OERTETHERELE,

6.1.2 By E GRiK)

4 FR C0SWIV% I VAR AT L — X F U T A
(CMC-Na) KIEIK

A= — ;. BFE M

0y NEE : C20220119

RS D R

RAES T D AEARERE

BEAR 0 3 R BE D WEBRME N EH K, DMSO K OYTE b THREBETH

V. WEBWEORENEhoT-T-0, BEBIEMELE LT
CMC-Na KERZ=IR Uiz, £70. Fia, FBEL, WA X

A Lo T,
ELE REA : CMC-Na ({b#H. B L7 A4 2Rk Ett, v

v b5 SKJ2353) 1.0000 g ZFHE L., ZHICHESHH
K (AARHERG, MRS REMETY, vy V&5
1G70N) 200 mL ZJl x CTyEMEfL, 121°C, 20 43 @ E7&
LIEHE LT 0.5 w/v%CMC-Na KIFR & LT,

6.2 #HERR DR
AR 1T, SRR AT OB AT T TR L 72,

6.2.1 0 B 1 5iE 4 ol 5L BR
6.2.1.1 B E

10 mL DA A7 T A2 (ZHERWE 0.2000 g 2 FF & L, jlEEORE 422 TR S8
TDOLHEICEEZMZ T10mL & U, f&mHEFKR (GIRIRE : 20.0 mg/mL) % i{H
L7z, T, WEECEMEMIZHAIRN (A 2) LT, 10.0, 5.00, 2.50, 1.25, 0.625,
0.313 X0 0.156 mg/mL ik & L, G 8IREAFH L7z, Z OFRFD & (il 5% 5% IR )
IZOWTITH 7.2. 1 HHEB M,

6.2.1.2 RREE
PRI T8 L, AR 1 R AN E S L7,

6.2.2 2EAEEHR
6.2.2.1 SRR AL

50mL DA AT T A THEBRYWE 0.1000 g R L, MEOEEZ Nz THE S
TDOLHEICEEZM 2 TS50mL & L, f&emHEFKR IRIEE :2.00 mg/mL) % i

11
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L7z, ZThE, BWIECESEARL T, 1.75, 1.50, 1.25, 1.00, 0.800, 0.750, 0.700,
0.600, 0.500, 0.400 X *0.300 mg/mLiEK & L, §t REELZFHH L7, Z0>5H, &
IRF AL BR L 0 FEARGEE (LTI 2.00, 1.75, 1.50, 1.25, 1.00 % T* 0.750 mg/mL @ 6
T FE | LR AR 1 o AREHE M L T 1,75, 1.50, 1.25, 1.00, 0.750 2T 0.500 mg/mL
D 6 PR, G ALEEETIX 0.800, 0.700, 0.600, 0.500, 0.400 }% X 0.300 mg/mL @
6IELMFEH L, ZoROHE (MRERRE) ITOWTIEE 7.2.2 HEMH,

6.2.2.2 RREE
PRI T8 L, R 2 BERI LA HE L 7=,

6.3 [aEXEYME

UTFO2o0{bEmaE R, 2 b OB R E X H A K7 A > (OECD TG473)
THERE S, invitro AR FHABRICES RSN TEY, £, HRT -4 0EE
ThHHIENLBRLT,

6.3.1 G BYE 1
1) ~A F~ATr (RETEMEAEL)

E2x i : Mitomycin C (B&#r : MMC)
CAS &= : 50-07-7

A =T — BT AV AT R A A
ny NEE : LEQ1937

R A7 A C AT

TR AT 55 BT D RE AR e AR

2)  MMC V& O
FRFICFRR L 72,
MMC 1.0 mg Z L& ISR L, ZHICABEREK (AAKRY, MRXEHKE
T vy hES KIC94) 2 mL Z#/Mx CHEML. 0.5 mg/mL iER & Lz,
Z O A E AR THEIZ 2005 AN L T 2.5 pg/mL K E LT,
3) MMC O &
FEFRALEE (TSR MEEEE L) T 0.075 pg/mL., EFALELYE T 0.050 pg/mL &

L7z,
6.3.2 EiExt BYE 2
) ¥7r7u7x277 I8 (REEELEAY)
4 : Cyclophosphamide monohydrate (H&Fr : CP)
CAS &= : 6055-19-2
Bikg D ERTER (97%LLE)
A =T — BT A AT A S

12
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2)

3)

6.4
YBRCHEHTHMRIZ T A RZ 4 (OECD TG473) THREINLCTW DA

2y hE
A S
TR A7 S5 it
CP ¥k o i 1
MR L 72,

: SKE6784
DR, R
- Y O e

CP14.0 mg ZFFEL L 7=, ZHICAEBARIR (B ARKE T, MASHE KRG RIS T4
7y R K1C94) % 20 mL A THM L. 0.70 mg/mL ¥k 2 i L7z,

CPO&

FERFR AL TE (RS EMER) T 14 pg/mL & L7,

ABRRRVZDERERH

—OTHY . invitro JEERRFERRIASHEHINLTEY . ERT—FNEETHD
ZEMBERLT,

6.4.1 0 e AR

6.5

i 44

feAa i
AFH
R P A

R R ORI

ZE:

6.5.1 S9 mix

1)

S9

% R
Ay —
MR &

2y &S
EPS

YA

S TF v A = — R N AR K — il 3 DB HE E A
(CHL/IU)
: 2014484 H 2 H

D AR OB IER (3 v — VIERICHEE LAHERIR O TE &

EHT D) . MIRMGIEER 15~20 REFILLAN (SEHIME ;
17.3 B§[) . Y REDN 25 ROMBEL 70%LL E, Yeta
KB EIRERND SURMTHY, ~A4 27T X~ DiHY
MW ERER SN b DE W,

D P B D S e A A A T ) BB T 10 AR A B

EARRGFRBR T 14 SN TH o7z (FFEHH : 3~30 #%
(AW

: S-9

AU B OVEERE TR A St
: 2mL/NA T v

: 21090306, 21111209

: SDREET v M. T

7= ) N E X —)L(PB) L TN5,6-_ Y 7 5K (BF)

13
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%G H O L E
A
5 30 R

Wi - M
YR

[EXEE LS
TR AT 55 BT

2) AT U H—
24 B
A =T —
WA &
2y hFE S

il I T R

PRAF SR A
R A5 P
3)  S9 mix DIk

: PB: 4 HREMEENES (30, 60, 60 & T 60 mg/kg)

BF : PB#5-3 H HICHRIERENE G (80 mg/kg)

D 202149 H3H (my F&EE ;21090306)

20214 11 A 12 H (v F&EH ;21111209)

20223 A 2H (v FER ;21090306)

202245 H 11 H (my F&ES ;21111209)

© 7 -
:215.8+7.2¢g (my &S ;21090306)

2555+9.0g (my F&H ;21111209)

B (=70°C LLF)
D BRI =

: Cofactor C

AV 2 ZVEERE TR AT

: 4.7 mL/ XA T )L
: C21090106, C21111009
: 202242 H 28 H (v &5 ; C21090106)

20225 H9H (mv &S ; C21111009)

: B (=70°C LLF)
D BRI =

AR L2, S9 a7 7 7 X —% 247 DEEG (K 1 34 T7)V) THEEHIC
BALTSImix ZiM L7, S9 mix ®#AL (1 mLH) #LLFICRT,

K

S9

MgCl,

KClI

Ta—2-6-1 P

: 0.7 mL
: 0.3 mL
: 5 pmol
: 33 umol

5 pmol

bl =aF o7 I R7F= VX7 L AF RY Ui (NADP)

HEPES #%## (pH7.2)
6.5.2 EEX

: 4 pmol

: 4 pmol

Minimum Essential Medium (MEM){Z3EB){k L 7= “F1f{E (bovine serum, BS) % &

FEIEE D 10Vv/Iv% & 72 D K D

TR U7 B8 %8 (10%BS-MEM) ##@8 L7~ 8% o

BRI mE R L, L&A LIS LT,

1)  Aiig

14
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A =T — : Thermo Fisher Scientific Inc.
0y b 2261346, 2402160
PR A7 e o W (=20°CBAT)
RAF 5 T DB e AR ==
2) Minimum Essential Medium (MEM)
A—T1— s T T AT AR ST
2oy hE T : L1K6990
P A7 e R
DR A7 53 AT D EEARERIE

7. REBRAE
AU E OB 2 LU ISR,
IR ALERYE (RS L L)
: S9 mix FEFIE T CTHERWE /xR E 6 REfi L, = o
#% 10%BS-MEM E;#{ik C 18 Bk ([nl{E 5 3%)
B ALERYE (TSR V)
SO mix fAE T CHBRWE/HBWE 6 B LFE, = D%
10%BS-MEM K25 T 18 Fifks#% (011 5 4%)
AL (RS R e L)
: S9 mix JETEAE T CHBR YL/ kL IR L 24 W5 [ 4L 2R

7.1 BERURTA FEKXRDERE

R IR E L, BB - WEHEN OHEEZ R TR E - T Tl L7z, e hE s
HDOAT A4 NIZEBRIEICE2BEDTD, BREZLOERGIIHIC LT a— &S
R L= 7L CiEBI LT,

7.2 AEDERE
7.2.1 0 e 15 Big 40 1 5t B

FAIREIC BT 2 HEAZ R ET 2 B YTl F /A0 o 28 58 50 i K OV BRI RN
KD EIEMEROLA QLB OFE L TTe) ZRET U7, il i 7/ A0 o 38 5E i o
B ST AR L 5 N2 (Population Doubling : PD) ¢ OVFE i #ll I 48 [ 75 %k (Relative
Population Doubling : RPD) 75 R H 3 2 MR FE Ml I L 0 #EE L7 (GRAIZES
74 1HBR) |

EMEE, A R7 4 UDRBUEFEE TR DB O TIEIC OV T 1Tk 0n
T 2000 pg/mL & L7z, BLF, 2k 2 TERL T 1000, 500, 250, 125, 62.5, 31.3 &
W 15.6 pg/mL Z&X (i, i 8 HEA FWLBREICHE LT,

BeBR W) WVERRE (SN 2, 45 VB VA S PR Sk BREE & 5% 72,

15
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7.2.2 Z2EAEEHR

Pl e S8 G A o R oD RS R L M B GE A A SR, R AL B o FRARENE Mk T
250 pg/mL PL oo J BT AR ALER 5 oo AEHE ML TIE 125 pg/mL BLE o & T
BLGE LVELVE Tl 62.5 pg/mL L EDOHE T 50%LL B &R Ui, 50% 0 i 8 5 47 i i
(ICso) 1%, 45 WERDALERE O IERHHEMEL T 151 pg/mL, 48K AL % o RS ML
T 114 ug/mL, HFEALERYE T 53.7 ug/mL Th > 7=, LPEBHLAIFIZ 62.5 pg/mL LA LoD
HETIRERRD iz, FRFHEAEEE IR L v b RERETE S L
WL, EFLEE T, MEBEORDONRWVWHEEZRE LD, EABE~DY
BT, WG O LI LT,

F o, HEERWYE LB IN 2T A MU YE T R M e BREE K OVBG M sk BRBE & 5% 1T T

AL ER i HEE (ug/mL)
50 IR ] AL B 7
S F BT b (L 200, 175, 150, 125, 100, 75.0
50 IR ] AL B 7
A c 175, 150, 125, 100, 75.0. 50.0
JE ¢ L PR VK 80.0. 70.0. 60.0., 50.0. 40.0. 30.0

7.3 BERBHRUEESN

1) HBEARGH
BRI TIAF v 78T L—F (v —L) ZHWE,
M e B S B ) BUBR CUXABE 1 SR8 (single culture : K538 /& T IF 0O o 3 B2 E ) |
uto (K BE R CIIARE 3 R4 (triplicate culture : 2 SRAI & Yo (R AR/ERLA |
1 RANE R EE TREOMBIEENEH) & L,
F 7o, MR E AN H R N R BB E b IS 1 D L — k& AL
MERFO MR ERNEHR & LTHER L,

2) HEESAF
IR 37°C, MK N 5%CO, FCH#& L7,

7.4 MIB AL

7.4.1 0 B 1 5iE 40 ol 58 BR

HRBRBIED 9B 1) ~ S)DEIEICHOW T, MERE T THEM L,

1) 7L—F (BFIKS.0mL) 4720 2x104HOME 2R L, 3 HREIEZ L,

2) HE& 3 HERIC, BISAAAHZEBEME T CHIOREBICEE N W & 2 LT,

3) FTRICHE- T, BEREZBRE L, FBEMESIRE SUIBRIE. H 250 F S9 mix 2 i
L7,
E 7o, AERLBAARERII IR R O 7 L — b LIS OV T, 0.25%trypsin AL
(I 2 (AT U, i BRE A 2 AU AL ER BR AR B 0D S e TR R A T E L7

16
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- P AL B 2 e
I RATEIEIE L | RaEIELA v TR
BRKRER 0.500 mL 1.333 mL 0.500 mL
S9 mix W& 0.833 mL
(S9 B H it IR E) (1.049 mg/mL)
o 2 MR S U R R 0.500 mL 0.500 mL 0.500 mL
W&

4) EFREFEEZIC, LHEERBROCREZAIRTEBE L, £, BSIAHEZEBEMET
f%%@ﬁﬁ%ﬁ%bto%@%\@ﬁ%mﬂ£1i6%%\@ﬁME&?@m
Ref ks (WLE) L7e,

5) GERERIALERIETIX, 6 REM OB B SIATFE ZEBRIREE T CrRE o A B L a0
WHEABIE LTz, RNT, B RIRZ T, 2% MG BN A BB iR CHilla &
Ve L. #H L 10%BS-MEM £33 5.0 mL & 12 C 18 BFfEE 3% (mER#) L
77

6) BEEKETRIC, BN ZEBMEE T CHE O L MiaoREL B LT,

7)) WWT, %7 L — 8% 0.25% trypsin TR L CHIlEZ B L, i BREH B8 2
WCREER I TR O M B & I E L 7=,

8) ALERPHAAIE R OB THRFOMMEIEEN G, WROX 1 KO 2 12V, £RED PD
J OYRPD Z 8 H L7z,

log (H3&#& T W QML e + ALBEBE 4G BRF o 0 g e 2

PD =

log 2
(X1
o\ (W B BRI B T 5 PD) y
RPD (%) = (BHER R 51T 5 PD) 100
(2]

9) RPD 6 @5 Id = (=100-RPD) #H H L7-, ARG = 2% 50%0L
DODHENLLNTZTZO, 50%%28dr 2 SOEMRANS, ICso ZHEH L7,

7.4.2 2EAEEHR

1) B741HD 1) ~3) LR UCEBIEEZIT 7= (WEBIMERE O ML E N T %2 &) |

2) FTRICHE- T, BERWEZRE L, BRI, #BRECSUIBE SRR, & 50k
SO mix Z IR L., KALPREEICH T AP R/ E LT,
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3)

4)

5)

7.

7.

7.

&

L RE AR OMo HE

J IR ] AL BT

JLER N 2R — — JHL f5e AL ER
" RAEEIE L | RBTEHILA Y LRI
e 0.500 mL 1.333 mL 0.500 mL
SE R RIS R (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix VRN it 0.833 mL
(S9 B Pt iRE) (1.069 mg/mL)
P 4T T3 R 0.500 mL 0.500 mL 0.500 mL
RSN 5
BVE %l PR IR
Fﬁ:@ﬂ';{ﬁz MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
IR

o RSP RBEC O RIKRER

FHTA1THD 4)~5) LRI CEEEZIT- -

BEBEOERKR EMBOBEZET) |

722l SH2ORBHRIEAERA L — M oW TiX

FcanteI R (FRary U mik.
BERRA T . AR IRIERE 2 MO RERIEAFERN 7 L — Mo T, T OFIET

Bets ORI & (R L 7o, B

(e

& K OV IR [ AL B i T 0D 6 FFfi]

L EEEKET O 2 R
10 pg/mL) % 0.1 mL N % 7=,

BEREARTT L — P20 2 BHERL 72,

0.25% trypsin ALEZ I ICHIA Z R L, 0.075 M L U o AVEE TR 15 5y K

%mﬁbt%\ww/7lﬁ@<f%w7»:~»@%<y1
BELZME AT A R T A 1IKICOE 2

WRCYefs L TR E LT,
LRV DO 1 KO L — b GHIEEEHTEHZL— ) ZHWCILEYOF &

o OVHE i o> IR 78 % e

OV e 39 G ) =R 2 SR L 7

5 HEE

HICEET BT —2DRR
AR YRS . RPD K ONHE e HE il 37 ) =8
WX /NS 2 E TR L, F70.

6 R2EAEBERADBRE
6.1 BETFIE

v/v) THEE LT,
W T L, BREZL7ZObLF ALY

AL, WWNT, B 74.1HD 7)~9) ®FIETPD, RPD &

S, PO X EEEER, PD XML
ICso IZHEH T 3MTER LI,

RN BRAL, KT — M2 08 b i 7’%355Ajf_/\ﬁ”qﬂﬁﬂﬁid)fmﬂﬁ

PAEE ™ (%= .

x600) THEE 300 15 (2 RHIx150 {EH/245]) BER L, MR O
#@L\mﬁﬁ%%ﬁbtoﬁﬁuﬁﬁﬁ%(%ﬁﬁ

K ORENGE A 2 XA L Cetded2) oHBE s L. HAXE2EH L, #%
TERIEICEVITo T,
B M et FRURE Je OVBG M st BB VL A TR U7, B BR A BT AL BB L. R 8 470 1) 28 73
55+ 5% %~ LT HEL i

MALTIX 200,

EHEELE 3 HE. bbb, ERFAEEOIERHHE
175 2O 150 ug/mL, %32 FRF R ALER VL O AREHTE ML CTiE 150,

125 kT

100 pg/mL. HfEALEVETIE 70.0. 60.0 & 0 50.0 pg/mL 822 L=,
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7.6.2 2EKEEDOHE
QR BREIIMIER T LR FIZRNL, MERFETECUTOLIICESE - 77
LT, ob. BERFIZOWTIEZ, v v 72 &8 4G (Total number of cells with
aberration including gap : TAG) & & £ 72\ ;4 (Total number of cells with aberration
excluding gap : TA) 24717 CTHEFHL 7=,
1) HEIERHE
Xr v (g) s e R (ctg) M VR R (csg)IZBIT DX v v 7 &
XG5 R O R AR 12 G B oy R O Mg LU C IR 72 3k
B RO LN H D
et oy AR ET (ctb) : WA QLB EROFEEHRE LT Tnd b kT
GBI S G A R D R B2 - Th FEYL AT
LD R S PNQEROIEL EICBEEL T D b D
Yutt AR Az Hi(cte) @ 2 A PATLAETCAEULOIMIBHAICHES T 28T TH
D, B RN L Qe R AU B TT E D, U
Wacta, =R End 5
Qe RTUGIWT (csb) ¢+ A0 MEIT otb ICHES S, FEYL BN 28 Y AR O [R] il R b s
DI T TCEBYVEFRENREDO NS DK OIELRE
WAL DY AR D[RR B2 > T FEY O K S
DR EDIELL EIZR WS D
et R A2 Wi (cse) ¢ RO RINARHEL & e R ASHAIZ T & S, Hh R IR G
R, BRIREEAKRR ENDH D
Z D (other) WA b(fre) e ENH D
2)  FHyEE
B KBS, Z OB ARKFF > TWDEAOH (S5 H) L8220 Sl
HD BREER, 45 ERRE)
i Hork C fEEER A (polyploid cell)
BENEMOMA (cells with endoreduplicated

chromosomes)

7.7 HET AR AT

TNENOWNEET L2, Fx v 752G ERVWEE (TA) OYRGEBERT 26T
DM OB, B RE 2 AT DM (5 MR & OANE RO AF) Ok
BEEEIZ DWW T, LU OREHRENT 21T o 7o, B2V B & g8 B AL B [ C Fisher @
BRI RIEIC L Dtk (FEAKYEE :0.05. A 2177,
EROERIZIE T, R REALEEICE W THBEREINARD 5 v7=7- %, Cochran
Armitage O MM E (FAEAK%E :0.05, A1) Z1T-o7,

Flo, PG REIC OV T, BEIEXHREE & B R & O T8 Fisher DA
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HRMERFIRIRIC L o xb el CAEKYE £ 0.05, Fl) 21T-72,
WFNORE BHEMEZRTHEICOWTORGHE L 7z,

7.8 BRI E %
UUTICRTETOREELZ - LIZHE., BBk s 45,
1) B HlEaEn3HEU EHLZ &
2) [EVEXFRRBEIC T DR RE O M BLREN BB T — % D 95%% Hd
AN (Mean = 1.96 SD) TH 5 Z &
3)  BEPEXFFREEIC IS D Yeta (SR B o BB N . FRPERTIREE &l T E b
mzEmR4Z &
4) W (B8 BREICHMEISREO RN &

7.9 HROHEEE
UTORTOEELT-TIHG . RBRWE L9 GRS R E SOI B R (550
AR e O NREIMRR) FFRMEEZ AT 2 (BB SHET 5,
1) D7 Etb 1 SDOWBRYEIRERICR T DY REE H BN, 205 A &
ERTHEREMEZ R
2)  EFELOHIMIZIL Cochran Armitage O AR E CTH ERHEERFEDR A LN D
3) HEINZE IR U7 AR BRI L RE O HBLR DS | B FRBE TS o7 — & @ 95% % PR
HTh D

7.10 Erd
RS AR I3 I hE L 722 o T

8. HERFHER
8.1 0 e 15 g 400 1 &t B
it B % Appendix 1~3, Appendix 7 2/~ L72,

1) BEREOGHENL
T RTOMBED 250 pg/mL LL EO & T A, 125 KO 62.5 pg/mL O &
TR A~ BB N BIE ST,

2) Wk
L RE R AL PR L 0 FEANETIE ML TR, BB IR N E 2 M OV B T IR L2 IR
62.5 pg/mL UL E O HETILENFB O b/, 7ed, 2000, 1000 LT 62.5 pg/mL
TIXEE R B TRICITIRE T A b e < Zr o 7o, B ALERIE O REHE ML T
X, BRI RNIEL £ M OVMLER K TR IE 62.5 pg/mL LA B & TIREE AR &
Nz, 728, 250, 125 Y 62.5 pg/mL Tl [RIHE & T RFICIZLE T A 5 /s
< 7poifz, AR TIX, 62.5 ng/mL UL EDOHE TIERARD Sz,
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3) AR
0 R 5 B =, R R AL B TE 0 FERGENE ML TIE 250 pg/mL UL EDO & T,
b Wy AL EE VE o REHE AL TIE 125 pg/mL LA E o F BT, EFAHEE T
62.5 pg/mL LA EDO A& T 50%LL E& IR Lz, 50%A g i i (1Cso) 1.
W AL ER ik o FE ARG ML T 151 pg/mL ., A R AL ERVE o TS AL T
114 pg/mL, HHEAEE T 53.7 uyg/mL Th o7,

8.2 Z2EAEEHR
it Bt % Table 1~3, Appendix 4~6 } " Appendix 8 {2/~ L7z,
1) EREOGHE
B B AL B R O A B~ D AL BRIRE L2 351 D B 28 b i, R R AL B VR o FEARETTE P
b CIE 200 pg/mL O & THFH A, 175, 150, 125, 100 KXY 75.0 pg/mL O H &
THRAB G, SR R ALER YR O RBHE ML TIX T X T o B B Tl M, #glisc
1% 60.0 pg/mL VL O & THE A ~D BN BE I T,
2) LB
R PRE [ AL R UL o0 FE ROEHTE ME AL T T w%W%mL%&UME%T%Km
100 pg/mL L)L@Jﬂ%f“%@“?ﬁ)mh&b%ﬂto feds. [AIEBE AR K T RIS 1T TR B I
DAV < 72 o o BRI AL ER 1 O AREHE AL T g BRI IS N B4 12 il%uym;
VLo AECIRENRD b, HEK TEIZIE 75.0 ng/mL LLEO & TR
RBOLNTZ, 72k, BEEEK TRICIILEIEIA N2 eodz, HEARET
. BRI IR INE %1215 80.0 pg/mL O H & TILEARD bhvie, 7ol WBLKT
121X 70.0 pg/mL LA B & TR 23RO bz,
3) AR EE
e S SR A R SR R R AL PR v O FEAREINE ML TUX 200 pg/mL., RN AL ER VA
OAEMEL TIX 150 pg/mL UL EOH & T, LBk TiE 70.0 pg/mL LA E oD
H&ET50%LL E&R LTz,
4)  BLEEAER
Yot fRris B (TA) O BB I, IR ALBR I O FERGHTE ML TI% 200, 175
OV 150 pg/mL OHE T3, 3 KO 1, R EAEEORETIE (L TiX 150, 125
J V100 pg/mL O & T 4,3 KO3, @B L Tl 70.0, 60.0 X T 50.0 pg/mL
DODHET 2, 1 K1 THY ., i d 2R REE L ORICABEZEIZA DR
> 77,
0 BoE o BB B T, AR AL B VR o FE TS ML TIX 200, 175 KDY
150 pg/mL & F & T 23, 2 KOV 2, MRFFLERTE O MRHHEEL TiX 150, 125 LY
100 pg/mL O HET 1, 3 LU 3, #HFAHETETIE 70.0, 60.0 X 50.0 pg/mL D
MET 1, 1 KO3 THY, FRELEEEOIEMRBHE ML TRt xT FREE & g L
THEE A E 728N %~ U (Fisher O E MR E, p<0.05) . TOHE
RITEMEBREORENTE =T — % D 95% &M EREZB 2, HAaRTICB T
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A EZHEBERFENZE O 5472 (Cochran Armitage DA E, p < 0.05) , Do
fE1X 0.603 mg/mL T - 7z, FRFHALIRVE O RFHE ML & O e LB TE Tl xf
ST D REMERTREEE OMIICH B ZEIEA DN Do Tz,

8.3 AEED LT
T RCOUMFE T, T8 HDOKAEL - Loz, BBRITEIcEmBEIN-EEZD
i,

9. EE

ANFYHTINAY R Al (2—) ) L0 KEEHEREEZRNT IO
F v A =— R« N A AKX — i R FRHE SR (CHL/IU) %Hﬂb\t%@ﬁiﬂ%aﬁgﬁ%%
it L7,

e R R E B CIX, MRS RN S5+ 5% LT-HEEZREGEHEE L, B
R AL BRYE O FEARFHE AL TIE 200, 175 Y 150 pg/mL, %2 FRERE L BRYE O (RHTE M
{ETIX 150, 125 20 100 pg/mL, HFEALERE TIX 70.0, 60.0 & 50.0 ng/mL % #1432
L7, & ORGSR, mRERELEE O JERFIE L CH AR E R (TA) OMBUEE X
FaVExt REE & DR THBEZIZA DN -T2, BERE (R & O NG
DNFIRE) o> HERAE X e e BRI & PRl L CHEGF RIS A B 2R & = L (Fisher @
BEEEMREE, p<0.05) | TOHBERIIEMEGBEEOHFNE RT — XD 95%E
HERZEZ MAREICB TS AEZRHERFMENR D 5417z (Cochran Armitage
OIEEFRE ., p <0.05) , FIRFRIALERE O REHE M & ONE e LB IE CTlid, Yo R ik i
B (TA) ROBR R (REEOE M & OB NS I AR) o B 13\ 3 o JL et
FICBWTCHREMERBREE OB TCHEZIIA DN RN ST,

10. #E5:m

~NEYHTIAFY Rl (2—) Z 0 '7A IARRBREMTIZB W T, Geafiris
BEIIFEIE Ly () 28, BRT2#FET D (B Lim L7,
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Attachment 2

Historical Data of the Chromosomal Aberration Tests in CHL/IU Cells

Negative control Positive control

Short-term treatment (50 studies, 15900 cells) Short-term treatment (50 studies, 15000 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.0 60.7
+ 6 S.D. 0.2 0.3 cp N 6 S.D. 0.0 11.5
UCL 1.1 1.3 UCL 0.0 83.2
LCL 0.3 0.1 LCL 0.0 38.2

Short-term treatment (50 studies, 15900 cells) Short-term treatment (50 studies, 15300 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.6 0.8 Mean 0.1 21.8
) 6 S.D. 0.2 0.3 MMC ) 6 S.D. 0.2 3.8
UCL 1.0 14 UCL 0.5 29.2
LCL 0.2 0.2 LCL 0.0 14.4

Continuous treatment (50 studies, 15900 cells) Continuous treatment (50 studies, 15300 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.2 24.1
) 2 S.D. 0.3 0.3 MMC ) 24 S.D. 0.2 4.1
UCL 1.3 1.3 UCL 0.6 32.1
LCL 0.1 0.1 LCL 0.0 16.1

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. from April 2018 to October 2021.

Negative control: solvent or extraction vehicle of the test formulations (water for injection, isotonic sodium chloride
solution, dimethyl sulfoxide, acetone, 1,4-dioxane or culture medium)
Positive control: CP; Cyclophosphamide, 14 pg/mL
MMC; Mitomycin C, 0.075 pg/mL (for the short-term treatment)
MMC; Mitomycin C, 0.050 pg/mL (for the continuous treatment)

S9 mix : + ; with metabolic activation - ; without metabolic activation
Time : Duration of treatment. Short-term treatment (6-hour treatment) was followed by 18-hour non-treatment
culture.

Poly : polyploid cells and endoreduplication cells
TA : total number of cells with aberrations excluding gaps
UCL : 95% control limits(upper control limit)
LCL : 95% control limits(lower control limit When calculated value was less than 0, LCL value was regarded as 0%)
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Table 1 Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G601

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i c 0, d : -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 0 1 0 0 1 0 1 1 152 2 0 2
NC 2 150 0 0 0 1 0 1 0 1 100 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 1(0.3) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 302 2(0.7) 0(0.0) 2(0.7)#
1 150 0 0 0 0 0 0 0 0 1 150 0 0 0
150 2 150 1 0 0 0 0 1 0 1 90 2 152 2 0 2
Total 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) Total 302 2(0.7) 0(0.0) 2(0.7)
1 150 0 1 0 0 0 1 0 1 1 152 1 1 2
6 - 175 2 150 0 2 0 0 0 2 0 2 71 2 150 0 0 0
Total 300 0(0.0) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 302 1(0.3) 1(0.3) 2(0.7)
1 150 0 2 0 0 0 2 0 2 1 159 6 3 9
200 2 150 0 1 0 0 0 1 0 1 43 2 164 7 7 14
Total 300 0(0.0) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 323 13(4.0) 103.1)  23*(7.1)
1 150 1 21 0 0 0 22 0 22 1 150 0 0 0
PC 2 150 5 28 0 0 0 33 0 33 76 2 150 0 0 0
Total 300 6(2.0) 49(16.3)  0(0.0) 0(0.0) 0(0.0) 55*%(18.3) 0(0.0) 55(18.3) Total 300 0(0.0) 0(0.0) 0(0.0)

a): ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, other: including fragmentation, g: chromatid or chromosome gap
b): Value in the parentheses indicates percentage against the total number of cells observed. c¢): Diploid cells d): Diploid, polyploid, and endoreduplicated cells
TA: Total number of cells with aberration excluding gap, TAG: Total number of cells with aberration including gap.
NC: Negative control (0.5w/v% sodium carboxymethyl cellulose solution)

PC: Positive control (mitomycin C, 0.075 pg/mL)

RPD: Relative population doubling

*: p <0.05 (significantly different from the negative control by Fisher’s exact test)

#: p <0.05 (statistically significant trend by Cochran-Armitage trend test)
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Table 2 Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i 15 0 d ; -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell

1 150 1 0 0 0 1 0 1 1 151 1 0 1

NC 2 150 1 0 0 0 0 1 0 1 100 2 150 0 0 0
Total 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) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 0 0 0 0 0 0 0 0 1 152 2 0 2

100 2 150 0 3 0 0 0 3 0 3 89 2 151 0 1 1
Total 300 0(0.0) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 303 2(0.7) 1(0.3) 3(1.0)

1 150 0 3 0 0 0 3 0 3 1 151 1 0 1

6 + 125 2 150 0 0 0 0 0 0 0 0 51 2 152 1 1 2
Total 300 0(0.0) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 303 2(0.7) 1(0.3) 3(1.0)

1 150 0 2 0 0 0 2 0 2 1 151 1 0 1

150 2 150 1 2 0 0 0 2 0 2 40 2 150 0 0 0
Total 300 1(0.3) 4(1.3) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 0(0.0) 4(1.3) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 13 101 0 0 0 105 0 105 1 150 0 0 0

PC 2 150 13 92 0 0 0 99 0 99 44 2 150 0 0 0
Total 300 26(8.7) 193(64.3) 0(0.0) 0(0.0) 0(0.0) 204*(68.0) 0(0.0) 204(68.0) Total 300 0(0.0) 0(0.0) 0(0.0)

a): ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, other: including fragmentation, g: chromatid or chromosome gap
b): Value in the parentheses indicates percentage against the total number of cells observed. c¢): Diploid cells d): Diploid, polyploid, and endoreduplicated cells

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

NC: Negative control (0.5w/v% sodium carboxymethyl cellulose solution)

PC: Positive control (cyclophosphamide monohydrate, 14 pg/mL)

RPD: Relative population doubling

*: p <0.05 (significantly different from the negative control by Fisher’s exact test)
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Table 3 Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Continuous treatment: 24h]

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i c 0, d : -
® mix  (ng/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell

1 150 1 0 0 0 1 0 1 1 152 2 0 2

NC 2 150 1 0 0 0 0 1 0 1 100 2 151 1 0 1
Total 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) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 0 0 0 0 0 0 0 0 1 152 2 0 2

50.0 2 150 0 1 0 0 0 1 0 1 83 2 151 1 0 1
Total 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) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 0 0 0 0 0 0 0 0 1 151 1 0 1

24 - 60.0 2 150 0 1 0 0 0 1 0 1 67 2 150 0 0 0
Total 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) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 0 1 0 0 0 1 0 1 1 151 1 0 1

70.0 2 150 0 1 0 0 0 1 0 1 43 2 150 0 0 0
Total 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) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 4 39 0 0 0 43 0 43 1 150 0 0 0

PC 2 150 3 41 0 0 0 44 0 44 76 2 150 0 0 0
Total 300 7(2.3)  80(26.7) 0(0.0) 0(0.0) 0(0.0)  87*%(29.0) 0(0.0)  87(29.0) Total 300 0(0.0) 0(0.0) 0(0.0)

a): ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange, other: including fragmentation, g: chromatid or chromosome gap
b): Value in the parentheses indicates percentage against the total number of cells observed. c¢): Diploid cells d): Diploid, polyploid, and endoreduplicated cells

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

NC: Negative control (0.5w/v% sodium carboxymethyl cellulose solution)

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

RPD: Relative population doubling

*: p <0.05 (significantly different from the negative control by Fisher’s exact test)
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Appendix 1 Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese

hamster cells
Results of the cell-growth inhibition test
[Short-term treatment: -S9 mix]

Study type ‘ Cell-growth N o Condition of culture medium ¥
Concentration | RPD inhibiti Condition of cells — N
S9 | Treatment (ng/mL) %) nhib1 103 N Precipitates
i h rate (%) ” Color
mix [ (0) 0 2) 1) 2) 3)
0 (NC) 100 0 - - - - - _
15.6 96 4 - - - - - -
31.3 106 -6 - - - - - _
62.5 83 17 - - Light orange + + -
o
- 6 é 125 72 28 + + Light orange + + +
<
E 250 33 133 ++ ++  [Light yellow + + +
500 -168 268 ++ +++  [Light yellow + + +
1000 -317 417 + +++  |Light yellow| + + -
2000 h) h) + +++  |Light yellow + + -
Concentration of 50% cell-growth inhibition : 151 pg/mL

NC : Negative control (0.5w/v% sodium carboxymethyl cellulose solution)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
altered.

f)
g) -: No precipitates

: No color changes

+: Presence of precipitates.
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 2 Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese
hamster cells
Results of the cell-growth inhibition test
[Short-term treatment: +S9 mix]

Study type . i o |Cell-growth| oo Condition of culture medium ¥
< | rooment 0?:;1 nfi)lon R(P; 2) inhibitiog Cotor Precipitates ®
mix | () rate (%) " [T y | 0 2) 3)
0 (NC) 100 0 - i i . ] i
15.6 93 7 - - - - - -
313 90 10 - - - - - -
62.5 84 16 - - Light orange + + -
+ 6 g 125 43 57 + + Light orange + + -
z 250 0 100 + ++  [Light yellow + + -
B 500 -52 152 ++ +++  [Light yellow + + +
1000 -278 378 i) i) Light yellow| + + +
2000 h) h) i) i) |Lightyelow]  + + +

Concentration of 50% cell-growth inhibition : 114 pg/mL

NC : Negative control (0.5w/v% sodium carboxymethyl cellulose solution)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
i) It was difficult to distinguish due to severe precipitation.
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Appendix 3 Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese
hamster cells
Results of the cell-growth inhibition test
[Continuous treatment: 24h]

Study type ‘ o | Cell-growth Condition of culture medium ¥
Concentration | RPD inhibition . o) . )
S9 | Treatment Condition of cells Precipitates
(ng/mL) (%) b Color?
i h rate (%) olor
mix (h) 1) 2)
0 (NC) 100 0 - - - -
15.6 100 0 - - - -
31.3 96 4 - - - -
62.5 32 68 + Light orange + +
o
- 24 é 125 -24 124 ++ Light orange + +
<
E 250 h) h) 4+ Light yellow + +
500 h) h) +++ Light yellow + +
1000 h) h) +++ Light yellow + +
2000 h) h) +++ Light yellow + +

Concentration of 50% cell-growth inhibition : 53.7 pg/mL

NC : Negative control (0.5w/v% sodium carboxymethyl cellulose solution)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 4  Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese
hamster cells
Results of the chromosomal aberration test
[Short-term treatment: -S9 mix]
Study type _ Cell-growth N o Condition of culture medium ¥
Concentration | RPD?® | . ,.o.. Condition of cells — :
S9 | Treatment /mlL N inhibition Precipitates ©
- (ng/mL) )| rate %) Color "
mix (h) 1 2) 1) 2) 3)
0 (NC) 100 0 - - - - - R
75.0 102 -2 - - Light orange - - -
100 100 0 - - Light orange + + -
Q
% 125 90 10 - - Light orange + + -
- 6 <
E 150 90 10 + - Light orange + + -
175 71 29 + - Light orange + + -
200 43 57 + + Light yellow| + + -
PC 76 24 - - - - - -

NC : Negative control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (Mitomycin C: 0.075 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group % 100
b) Cell-growth inhibition rate was shown as 100 - RPD.

¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.

d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates

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

was also altered.

f) -: No color changes
g) -: No precipitates

+: Presence of precipitates.
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Appendix 5 Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese
hamster cells
Results of the chromosomal aberration test
[Short-term treatment: +S9 mix]
Study type _ Cell-growth N o Condition of culture medium ¥
Concentration | RPD?® | . ,.o.. Condition of cells — :
S9 | Treatment /mlL N inhibition Precipitates ©
- (ng/mL) )| rate %) Color "
mix [ (0) 0 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
50.0 89 11 - - Light orange - - -
75.0 85 15 - - Light orange - + -
Q
% 100 89 11 - - Light orange + + -
+ 6 <
E 125 51 49 + - Light orange + + -
150 40 60 + + Light orange + + -
175 -12 112 + + Light orange + + -
PC 44 56 - - - - - -

NC : Negative control (0.5w/v% sodium carboxymethyl cellulose solution)

PC : Positive control (Cyclophosphamide monohydrate: 14 pg/mL)

a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.

¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.

d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates

was examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of

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

was also altered.

f) -: No color changes
g) -: No precipitates

+: Presence of precipitates.
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Appendix 6  Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured Chinese
hamster cells
Results of the chromosomal aberration test
[Continuous treatment: 24h]

Study type _ o | Cell-growth Condition of culture medium ¥
Concentration | RPD inhibition |Condit ) .. 2)
S9 | Treatment ondition of cells Precipitates
(ng/mL) (%) b) Color?
i h rate (%) olor
mix (h) 1 2)
0 (NC) 100 0 - - - -
30.0 102 -2 - - - -
40.0 90 10 - - - -
2
Q
] ” £ | 500 83 17 - - - -
z 60.0 67 33 + Light orange - -
=
70.0 43 57 + Light orange - +
80.0 25 75 ++ Light orange + +
PC 76 24 - - - -

NC : Negative control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (Mitomycin C: 0.050 pg/mL)
a) RPD (relative population doubling) = PD (population doubling) of treated group/PD of negative control group x 100
b) Cell-growth inhibition rate was shown as 100 - RPD.
¢) Condition of cells was observed at the end of the treatment.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates
was examined 1): immediately after addition of the test solution, and 2): at the end of the incubation.
e) -: Most of the cells were attached to the plates and grew as a monolayer. Their shape was normal.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
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T-G601

Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured
Chinese hamster cells
Population doubling in the cell-growth inhibition test

[Short-term treatment: -S9 mix]

Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 48 1.34
15.6 46 1.28
313 51 1.42
2 62.5 41 1.11
- 6 2| 125 19 37 0.96
<
7 | 250 14 -0.44
=
500 4 -2.25
1000 1 -4.25
2000 0 a)
[Short-term treatment: +S9 mix]
Study type Cell counts (x10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 55 1.53
15.6 51 1.42
31.3 49 1.37
o 62.5 46 1.28
+ 6 g | 125 19 30 0.66
<
] 250 19 0.00
[—1
500 11 -0.79
1000 1 -4.25
2000 0 a)
[Continuous treatment: 24h]
Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 51 1.42
15.6 51 1.42
31.3 49 1.37
2 62.5 26 0.45
- 24 2| 125 19 15 -0.34
<
;3 250 0 a)
500 0 a)
1000 0 a)
2000 0 a)

NC : Negative control (0.5w/v% sodium carboxymethyl cellulose solution)

PD : Population doubling was determined as;

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

a) PD could not be calculated because the number of cells was zero.
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Appendix 8 Dipotassium hexafluoridosilicate(2-): In vitro chromosomal aberration test in cultured
Chinese hamster cells
Population doubling in the chromosomal aberration test

[Short-term treatment: -S9 mix]

Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 48 1.26
75.0 49 1.29
o 100 48 1.26
£ 125 44 1.14
- 6 =} 20
7 150 44 1.14
e
175 37 0.89
200 29 0.54
PC (MMC) 39 0.96
[Short-term treatment: +S9 mix]
Study type Cell counts (x10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 47 123
50.0 43 1.10
o 75.0 41 1.04
2| 100 43 1.10
+ 6 < 20
2 125 31 0.63
&
150 28 0.49
175 18 -0.15
PC (CP) 29 0.54
[Continuous treatment: 24h]
Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 48 1.26
30.0 49 1.29
o | 400 44 1.14
£ | 500 41 1.04
- 24 =} 20
7 60.0 36 0.85
e
70.0 29 0.54
80.0 25 0.32
PC (MMC) 39 0.96

NC : Negative control (0.5w/v% sodium carboxymethyl cellulose solution)
PC : Positive control (MMC; Mitomycin C, 0.075 or 0.050 pg/mL, CP; Cyclophosphamide monohydrate, 14 pg/mL)

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