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PSRN SN
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nE=T7%&— FOYEAKREFEFHIGE LR LT,

3.4 HECET 21FH

3.4.1 GLP
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4. EH
AV TREN=T S — FORGEREFREZRIT 22D, TrA=—X -~
LA —Jif R RRAE SR M (CHL/IU) % AV 7o B R B0 BBR 2 92t L 7,

YRR By RBROHAELZRET S0, 1030 ug/mL (10 mM YY) 2KkmAEL
L., LFAL 2 TRRLZH 8 HEZZRE L, MIEEMERREZITo 72, T ORE,
AR EEFE A R, TR TOMLEIET S50% L EE2 Rr& oz, UEORR LY | Y.
R BRERBROHET, T X TOLEET 1030 ug/mL (10 mM /1Y) ZxkEHEE
L. UFAk2 TRRLEHIHAEZERE LT,

et (R R AR T3, ERFREABE, ROEHAHEICEWTETOMNELBIZE L
o ZORER, X¥ v 7 2@ ERVEAKRKEERE (TA) ROEMRET (FEEEM
K ORAREAIGAL) O HBUEEIZ W T OLEEIC ST I REE L otk TfF
HBAETAONR P T,

BB, TANTORBEET, ABRRZOEMELG - Lc7on, slBRITE IS £ S
reeEZbNT,

PLEDRERENS, AV T abt =7t %— MIARBRLMETIZBW T, YR E
BEROBEE ZFHRE L2 () i L.
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S Y TaEL=T %X — b OIFLIEEE M D B Y (R B 3B & i L7 0
T, TORBERET D,

6. FHERMH

6.1 WERYMERVEESEYME (F5)
6.1.1 WEBRME

LT O #139E GLP THEM S 7z oAl R IC S <,

Bk :
G0 R Ay Taer=7%x—}

Gl : Isopropyl acetate, Acetic Acid Isopropyl Ester
CAS &= 108-21-4

B WA PR B
i 3R e

O CHs

oo o

AR e Y : CsHi002

T :102.13

AN ) A B R AR

W A5/ I o A : 88°C

GIPA . 7°C

KARE . 7.9kPa/25°C

b E : 0.87

e fig 1 D BERMERETORE R, KIZ 10.3 mg/mL THEMT HZ L&
R Lz,

AF i : 25 mL (T-3602 & 3tH)

i : 99.8%

PRAT A D R, AR

AT 1 DOREBERAICANI, WEREN (FFAHF : 1°C~10°C, E
B ILFFREGEHENCTH - 72) ITRTF

B EoEE D HAN RO IR BRI D X W T T T 5, @Yl 2R IR

©(2)-727 (k)

HEEEERHT A RSN B L2V E 9 ERE L,
HIEVICHERRZRESER W, B KT, Bk, BIRAE
REDEKRKENLIEST D L, B, FFESIK AT
I, MR SR E WD

B KRB K m{m121§f£&0)?§)<{ﬁ75> EITDH I L,
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A7 A
T PERE RS

PR A7 R
PR i D AL PR

6.1.2 PEEXEBRME
4 :
Btk
A —J]—
ny &S
AR
AT 53 BT
BER O RINEE R

6.2 #HERR DR

EpE, SERKREAT O, B SI3PBEMN e v,
B NRIEFIFLH L E2 <D,

HEEFEH: TxhE, #ARTERE Y, RAL2T Y —
IVIRFEET DG AICIE, K. R EZ VS,
LRBPNEEFIE W, IR X OFH & o B2l 7 ik
T2,

D PR E R E

BRI L 7o g B O L BRI RS TR ICHE

fii & ATz 2 EPERER ORIV A =7 R VIE) DR D

SRR L7 (GRERTE 5 A-3347. Attachment 1)

D RBRWIER 1 g 2 RAFERUEEE U TRRAFE LT, BRAFRURHZ

T-3602 L@ e 45,

D B OERRITETHEELL,

GGaE)
5 K
A A =) 7

D MRS REFEREE T 5

1G70N

: =R
D AEARERLE
D WEBRYE OVEMRIEN B TH Y . FEIE. BB, BT

WHNRMNo T, in vitro DEEEERRICIES HWS
NTEY, ERT—INEBEETHLZENLEIRLT,

AR L, SRR AT S OB AT T TS L 72

6.2.1 0 el 12 5 410 7
6.2.1.1 RETTE

A ER

10mL DA AT T AR 0.1030 g 2 FFE L., MEORE A2 N2 CHEM S
OB HEICEEEZMZ T 10mL & U, fem/HEFKR GIRIRE © 10.3 mg/mL) %
WU, ZhnE, R CEBEAICAHIR (A 2) LT, 5.15,2.58, 1.29, 0.644, 0.322,
0.161 % TN 0.0805 mg/mLiR& L. Gt 8IEAMM L 7=, Z OO M & Gllla 2 &)

WIZOWTIEFE 72.1 HHS R,

6.2.1.2 SRS
FERICHRE L 7=,
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6.2.2 Z2EAEEHR
6.2.2.1 SRR AL

10 mL D A A7 Z A3 ZHBRYE Owwg%ﬂib B OV A N 2 TR S &
TOLEICEEZMZ T 10mL & L, @ HEFRKR GIREE : 10.3 mg/mL) %l
L7z, 2, W CEBMICHRR (Ak2) LT, 5.15 X 2.58 mg/mLiR & L,
F3REAFM L, ZoRFoHE (HEZRZRRE) ICOWTIEE 722 HSHK,

6.2.2.2 RREE
FHERIZFEL L 7=,

6.3 EE xR E

uT@zo@mé%%mv%gzngw%ﬁﬁ%¢EMﬁ4F?4ymmanGMw
THESRE S JL, invitro YR B FRBICESEREN TR, £/o, BT — 40 E
ThHDHZ EMHEIRLE,

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 #Mx CHEM L. 0.5 mg/mL iER & Lz,
Z O A EERE THEIZ 2005 AN L T 2.5 pg/mL K E LT,
3) MMC O &
R ALELE (RETEMELEE L) T 0.075 pg/mL., EFEALELYE T 0.050 png/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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oy &R . SKE6784
PR AT S DOmE,
RAF T D BRI B E

2) CPI®EEOH
PR L 72,
CP14.0 mg #FM L7z, THICABAEER (HAEFR MRS RIFRIE TS
7y h&ES K1C94) % 20 mL X TR L. 0.70 mg/mL ¥k & f8 L 7=,
3) CPOH=E
IR ALERYE (REEME(LSR) T 14 pg/mL & L7z,

6.4 HEBRARUVZOERER

WEERCHEH T 2 MIEKRIZI T A K74 (OECD TG473) THEREREI N TV DD
— DO TH Y. invitro fEARBRFERBRIZLSFHENTEY, 7T —NEETHD
TEMNHLBRLE,

6.4.1 A R Bk
A 44 S F A = — X N R X — il R O R HEIE R R
(CHL/IU)
e . I
AFH : 20144 4 H2H
Re P AR AT D MR OTERES IER (v — VK HE 85 LSRR O R

EAHT D) . MR 15~20 KEFILLAN (SEHIE ;
17.3 B[) © Y RED 25 ROMBEL 70%LL E, Yeta
REERAERENSURBETHY, v~ a7 T XA~ DiHY
DN ERfERINTZLDEH W,

HE IR O kA 3K o 5 B O S A X K A B A T o SRR T 9 AR et
RERERBR T 13 TH - 7= (FEF :3~30f%)

6.5 A

6.5.1 S9 mix
1) S9
£ T : S-9
A= — AV HOVEERE TS
WA & : 2 mL/3NA T L
2y &5 : 21090306, 21101508
ok : SDRMHET v b TN
7 EE : T )N LE X — )L (PB) K N5,6-X Y 7 T R (BF)

13
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B O AL : PB: 4 HREMEENES (30, 60, 60 & T 60 mg/kg)
BF : PB #5453 H HICHEIEENE L (80 mg/kg)
& H 202149 H3H (my R&E%S ;21090306)
2021 F 10 A 15 0 (= vy F&ES 5 21101508)
5 I BR D 20224E3 H2H (my FES ; 21090306)
202244 H 148 (2v F&ES ;21101508)
W - D7 A - B
IS SRUN: T : 2158+ 7.2¢g (my &R 5 21090306)
2247+ 10.6 g (7> F&E5 ;21101508)
RAF AT ;W (=70°C LLF)
TR AE 5 BT o BRI AR =
2) AT 7 H—
4 B : Cofactor C
A =T — AU U HOVEERE TS A
W & : 4.7 mL//XNA T L
2y &S : C21090106, C21101308
fili FH 1 (R © 202242 H 28 H (my F&ES ; C21090106)
20224 H 128 (2y F&5 ; C21101308)
RAESRME : WUl (=70°C LA F)
A5 BT L S
3)  S9 mix ORIk
FBERL L7z, SO L a Ty 7 X —% 2: 4.7 DEE (% 134 7)) TEENIZ
BALTSImix i L7, S9 mix DML (1 mLF) %LLFIZRT,
7K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 pmol
KCl1 : 33 umol
JNha—RA-6-Y U 5 pmol
bl =aF o7 I RT7F=0 X7 LAF Y B (NADP)
: 4 pmol
HEPES #Z ik (pH7.2)
: 4 pmol
6.5.2 BEE®

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

RN 10v/v% ER2 D X IR L7288 (10%BS-MEM) % iH L 7=, Rtk
DRI HEAFE L, 1EALNICHEA L,

14
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1) iy
A —T— : Thermo Fisher Scientific Inc.
vy b : 2261346
RAF AT D W (=20°CLLF)
TR AF S5 P D BEAR A  AR =
2) Minimum Essential Medium (MEM)
A =T — D T TA T A RS
2y hES : L1K6990
R AF S sy
TR 1755 F D AR

7. HREBAE
AL BRE OS2 LU ISR,
FRFRALE T (IREHEVELRE L)
t 89 mix IEAFAE T THBMRYE/ 5T RWE 6 R LE, < D
% 10%BS-MEM F; 2k T 18 WFfiki & ([RIfE 55 2%)
FRFRALE T (REHEE LA D)
© SO mix fF(E F CHEBRWE /< RWE 6 R, Z D%
10%BS-MEM K #4718 Ipfif i ([RIE 5 #%)
AL (REHTE R IE L)
t 89 mix IEAFAE T THERYE /T HA B 24 Wy ] AL B

7.1 BERUVRT A FEKXRDOHAE

Ra TR E 5, AR LHE N OHEZ R TR - T CilB Lo, BafiEis
HOAT A NITERIBICE2BIEDTED, RABRE SR OFREBICHIS LIz a— RE&E
L L7 7 L Tilkhl L7,

7.2 FAEDERE
7.2.1 0 B 15 Big #0051 &t BR

FAIRIEIC BT 2 HEAZFRET 2 B YTl F /A0 B 28 58 50 i K OV BRI RN
KRR MEROE QLEMOFEL GTe) 2t Lo, il i 2/ A0 i 5 5E 5 i o
R S A A £E 5 %% (Population Doubling : PD) K ONVH % ffll i 48 [ % %% (Relative
Population Doubling : RPD) 75 B H 3 2 M Aa B Gl RIC KL 0 #EE L7e GRAIZES
741 HZR)

EMAEZ, T4 F74 2 DR FEWEFIR IR GIEIZHONT] ITES
T 1030 pg/mL (10 mM F82) & L7z, LAF. Ak 2 TEBRL T 515, 258, 129, 64.4,
32.2, 16.1 XU 8.05 pg/mL Z xS, 5t 8 HE A SLBEEIZERE LT,

PEER W) E VBRI 2, A AUBE S PR R BREE A 5 1 T2,

15
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7.2.2 Z2EAEEHR

R B G B BB O RS R MRS BN R X, TR T OMBRIE T 50% L EE R S e
Mmol, o, WTNOWMBETYH, IWBRITA LR b7z, EOREREIY ., Y&
REFERBROHEL TROBY RE LT,

ML B 15 I E (ug/mL)
i e P AL B Y e O
THL %5 LR 1 1030, 515, 258

7.3 BERFHRUEERHN

1) ERRA K
BERICE I AF v Is78-OTL—F (Vx—L) BV,
M B B S PN I FRBR CIXABE 1 R 5 (single culture: B2 28 #& T RO MAR IR I E ) |
Yeth R B H BB CIXAHE 3 R (triplicate culture : 2 SR ¥ & Yo A AREEAVERLA |
| RHN & B R/ & TREOMBEEREH) & L,
F o, MEEE TR E R L O a R R ERER E b, IS 1 o7 L — k&AL
MRl O MR ERE M & LTEM L,

2) HEESMN
IR 37°C, M K O 5%CO, FCH#& L7,

7.4 MIB AL

7.4.1 0 e 15 5ig 400 1 5t B

REEAED 5B 1) ~ 5)DOEIEIC W TIE, EEHEEE T CEM L 7=,

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

2) K& 3 HRIC, BISIALAHAETMET T TR ORBICEFE NN L EER L,

3) TRICW-S T, HBRIEZRE L., B RE IR, » 250 I0% S9 mix &I
muiz,
F 7o, AUERBH AR BRI EF O 7 L — b 1 BUZ DWW T, 0.25%trypsin ZLEL
WA AE A B0 U, i BRET R A U CALEEBR AR IRF O M R S &2 | E L T2,

P @E??Faﬁ&&ﬁ(f S oE N
WENE RAEIEL | KRR LR
HEKRERE 0.500 mL 1.333 mL 0.500 mL
S9 mix & 0.833 mL
(S9 & A &R ) (1.049 mg/mL)
o 4 HEL R S 1 e 0.500 mL 0.500 mL 0.500 mL
RN &

4) LRREBEERIC, ABEBERROGHEZAIRTEZE L, £, BISLAHEEBET
T/ﬂ:ﬁ’“O)ﬁﬂ’é‘f%ﬁ L7c, £ D%, FERFRHALELYE TId 6 RFf), i AL PRTE Tlid 24

16
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e Rs & (L) L7z,

5) JFERFRABRIETIX, 6 FER] OB BINLALF ZEBEMEE T CIRE oA M L o
RREZBIZ Lz, IRWT, ABEEERIE & #5C. 2% Mg oA BL A 16 ik T ia %
Ve L. LV 10%BS-MEM E5#{% 5.0 mL Z N 2 C 18 Beflks & (RIEE#%)
L7,

6) FEEM TRIC, BISLALFEZEBEIREE N CILE oA & iR oMk E A Bl LT,

7) WWT, é%:?L/~—}\éf()2596trypsul'C&&i%l,'CﬁmW7%a[]H21/\ 1 BRF A% 2
VN THEFR I T R O M R IR 2 & I E L 7,

8) JLEEBAAAIF R OB TRFOMIREEN S, RO 1 L 2 12V, &8 D PD
J OYRPD ZH L7,

log (&M T WO MR E +— ALERBE 46 HF OO Ml i i )

PD =

log 2
(1)
o CRBMTAEECETSPD)
RPD (%) = (Bt RRE\= 5T 5 PD) 100
(2]

9) RPD » L HIAEBEGEINHI % (=100-RPD) A H L7z, AAEHEFEMH =23 50%LL F
OHEBIFXR LN -T2 720, ICso lTHE SN noT=,

142 Z2EAEEHR

1) FHTA41HD 1) ~2) LR CEEEZIT> - (BB OMBEENTE 2 &T) .

2) TFTRIWE-ST, BBKAREL, BIESREK, SRESUIGESRIR, &2 Wik
SO mix Z WAL, FLBEEEIZI T D NHEETRK L LTz,

e S IRy TA] AL 75 .
JL ~ e AL
IR TRAHTE PEILE L RATE LA D IR
S 0.500 mL 1.333 mL 0.500 mL
SR PR S B (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix I & 0.833 mL
(S9 B Ak iR ) (1.089 mg/mL)
&Vt R ik 5
o A XF B L 15 0.500 mL 0.500 mL 0.500 mL
RSN
P 1 HE MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
RN &
* o BEMEX R C O RIRREE
3) HT74.1HD 4)~5) LRI UEIEEZIT-7- (UELE % K ORI T O 6 KEfH

BRERRORBR L MEOBZELET)
L, FH2HMORAHRIEAMERA T L — MMZoWn T, BERKT O 2 KfH

17
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AHZaLEI N (FALY R, 10 pg/mL) % 0.1 mL X 72,

4) HEERETHR, FRER2HKORCEERE-RHA T L — MZoW T, LTFOFEIET
PR EER LTz, e RIE T L— Y720 2 BERIL 72,
0.25% trypsin QLERTLIZHIME Z B L, 0.075 M ¥ bW U o AR K 15 2y K
BALEE U 72, v THEER (A F VT v a—)V/EEE, 3/1, v/v) THEE L=,
BELZMEZ AT A R A IO 2T FL, BELZOLX LAY
ECyeta L CREEIERE LT,

5) BHOKLVOIKOTL—F HEERER 7L — 1) 2#HWTREYOH &
K OHIa OIRBEA R LT, RWT, B 7.4.1HD 7) L' 8) ®FJET PD. RPD
B ONH Fed 358 G 0 1) 3 % B L 72

7.5 HMREEsSEICEAET S T —2DXRT
AACVREE . RPD K ONHUARESEIN G =R 1%, U A L 0 B FE R, PD TS A
WX/ EE 2 ETRR LT,

7.6 Z2RAFERDEHE

7.6.1 HEFIE

P RN R B L, SRk E— REL2 OB ha AT 28 A7 524 #5150 /i
ZPAMEL T (53 . x600) THAEE 300 @ (2 RAI=x150 fil/74]) B L., HERTO
FRME E B AR OMBO MBI A FH L, MBEAERE N Lz, FRICERETE (5%
KR OB 2 X3 L Citd %) oHBEEEHEL, HEARZEHR L, 8
BIXTERIBICE VW ITo T,

Pt BERE . B tExt FREE R OV BRI B LRI, 2@ COHEZBIZE LT,

7.6.2 2EREEDODHE
QR BRHEIIMIERT LR FIZRNL, MERFETECUTOLIICESE - 77
L7, b, MERFEIZOWTIE, Fv v 72 505G (Total number of cells with
aberration including gap : TAG) & & £ 72\ 54 (Total number of cells with aberration
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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 Isopropyl acetate: 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 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 0 0 0 0 0 0 0 1 150 0 0

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

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

258 2 150 0 1 0 0 0 1 0 1 102 2 151 1 0 1
Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)

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

6 - 515 2 150 0 0 0 0 0 0 0 0 100 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 1 151 1 0 1

1030 2 150 0 1 0 0 0 1 0 1 106 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 302 2(0.7) 0(0.0) 2(0.7)

1 150 9 20 0 0 0 29 0 29 1 150 0 0 0

PC 2 150 11 15 0 0 0 25 0 25 71 2 150 0 0 0
Total 300 20(6.7) 35(11.7)  0(0.0) 0(0.0) 0(0.0) 54*(18.0) 0(0.0) 54(18.0) 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 (water for injection)

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)
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Table 2 Isopropyl acetate: 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 1 152 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 1 0 0 0 0 1 0 1 1 150 0 0 0

258 2 150 0 0 0 0 0 0 0 0 100 2 151 1 0 1
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 301 1(0.3) 0(0.0) 1(0.3)

1 150 2 1 0 0 0 3 0 3 1 150 0 0 0

6 + 515 2 150 0 0 0 0 0 0 0 0 100 2 152 2 0 2
Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 302 2(0.7) 0(0.0) 2(0.7)

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

1030 2 150 1 1 0 0 0 2 0 2 90 2 151 1 0 1
Total 300 1(0.3) 2(0.7) 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 12 90 0 0 0 99 0 99 1 150 0 0 0

PC 2 150 16 92 0 0 0 104 0 104 52 2 150 0 0 0
Total 300 28(9.3) 182(60.7) 0(0.0) 0(0.0) 0(0.0) 203*(67.7) 0(0.0) 203(67.7) 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 (water for injection)

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 Isopropyl acetate: 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 0 0 0 0 0 0 0 0 1 151 1 0 1

NC 2 150 0 1 0 0 0 1 0 1 100 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 1 2 0 0 0 3 0 3 1 150 0 0 0

258 2 150 0 0 0 0 0 0 0 0 102 2 152 2 0 2
Total 300 1(0.3) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 302 2(0.7) 0(0.0) 2(0.7)

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

24 - 515 2 150 0 3 0 0 0 3 0 3 94 2 150 0 0 0
Total 300 0(0.0) 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 0 0 0 0 0 0 0 0 1 151 1 0 1

1030 2 150 0 1 0 0 0 1 0 1 109 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 302 2(0.7) 0(0.0) 2(0.7)

1 150 14 17 0 0 0 31 0 31 1 150 0 0 0

PC 2 150 11 29 0 0 0 40 0 40 59 2 150 0 0 0
Total 300 25(8.3) 46(15.3)  0(0.0) 0(0.0) 0(0.0) 71*%(23.7) 0(0.0)  71(23.7) 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 (water for injection)

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 Isopropyl acetate: 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 0o Condition of culture medium ¢
Concentration | RPD ® nhibition Condition of cells Precinitates ¥
S9 | Treatment (pg/mL) (%) b Color” recipitates
mix | (h) rate (%) ) 2) 1 2) 3)
0 (NC) 100 0 - - - - - -
8.05 102 -2 - - - - - -
16.1 97 3 - - - - - -
322 97 3 - - - - - -
L
Q
- 6 -g 64.4 100 0 - - - - - -
7 | 129 95 5 - - - - - -
F
258 106 -6 - - - - - -
515 100 0 - - - - - -
1030 102 -2 - - - - - -

Concentration of 50% cell-growth inhibition : Not determined

NC : Negative control (Water for injection)
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.
f) -: No color changes
g) -: No precipitates
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Appendix 2 Isopropyl acetate: 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 0o Condition of culture medium ¢
Concentration | RPD ® nhibition Condition of cells Precinitates ¥
S9 | Treatment (pg/mL) (%) b Color” recipitates
mix | (h) rate (%) ) 2) 1 2) 3)
0 (NC) 100 0 - - - - - -
8.05 100 0 - - - - - -
16.1 98 2 - - - - - -
322 103 -3 - - - - - -
L
Q
+ 6 £ | o4d 98 2 - - - - - -
% | 129 103 3 - - - - - -
F
258 100 0 - - - - - -
515 105 -5 - - - - - -
1030 105 -5 - - - - - -

Concentration of 50% cell-growth inhibition : Not determined

NC : Negative control (Water for injection)
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.
f) -: No color changes
g) -: No precipitates
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Appendix 3 Isopropyl acetate: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the cell-growth inhibition test
[Continuous treatment: 24h]
Study type ‘ Cell-growth Condition of culture medium ¢
Concentration | RPD ¥ S .. ) s )
S9 | Treatment JmL N inhibition | Condition of cells Precipitates
i (ng/mL) (%) 0p) D Color”

mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
8.05 103 -3 - - - -
16.1 100 0 - - - -
322 100 0 - - - -

2

Q
- 24 -g 64.4 96 4 - - - -
z 129 103 -3 - - - -

~
258 105 -5 - - - -
515 98 2 - - - -
1030 103 -3 - - - -

Concentration of 50% cell-growth inhibition : Not determined

NC : Negative control (Water for injection)
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.
f) -: No color changes
g) -: No precipitates
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Appendix 4  Isopropyl acetate: 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 | i o Condition of culture medium ¥
Concentration | RPD inhibiti ondition of cells — >
S9 | Treatment L 0 inhibition Precipitates
- ) (ng/mL) )| rate %) Color "
mix | (h) 1) 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
<L 258 102 -2 - - - - - -
2
- 6 5| s15 | 100 0 - - - - - -
= | 1030 106 6 . ; - . ] R
PC 71 29 - . - - - -

NC : Negative control (Water for injection)

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 x 100

b) Cell-growth inhibition rate was shown as 100 - RPD.
c¢) 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

f) -: No color changes
g) -: No precipitates
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Appendix 5 Isopropyl acetate: In vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the chromosomal aberration test
[Short-term treatment: +S9 mix]

Study type ‘ , | cell-growtn Condition of calls Condition of culture medium ¢
Concentration | RPD inhibition ondition of cells — o
S9 | Treatment Precipitates
(mg/mL) (%) o/ b) Color?
mix (h) rate (%) 1 2) b ) 3
0 (NC) 100 0 - - - - - -
L 258 100 0 - - - - - -
.8
+ 6 5 s15 | 100 0 - - - - - ]
= | 1030 90 10 - ; - - ] ]
PC 52 48 - - - - - -

NC : Negative control (Water for injection)
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.
c¢) 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.
f) -: No color changes
g) -: No precipitates
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Appendix 6  Isopropyl acetate: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test
[Continuous treatment: 24h]
Study type Condition of culture medium ¢

Cell-growth

Concentration L
S9 | Treatment RPD inhibition |Condition of cells Precipitates ¥
(ng/mL) (%) b Color?
i h rate (%) olor
mix (h) 1 2)
0 (NC) 100 0 - - - -
<L 258 102 -2 - - - -
2
- 24 5| sis 94 6 ; ] - ]
= | 1030 | 109 9 - . ] ]
PC 59 41 - - - -

NC : Negative control (Water for injection)

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.
c¢) 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.
f) -: No color changes
g) -: No precipitates
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Appendix 7 Isopropyl acetate: 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 (XIO4 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 46 144
8.05 47 1.47
16.1 45 1.40
o 32.2 45 1.40
- 6 2 | c44 17 46 | .44
<
2 129 44 1.37
[_4
258 49 1.53
515 46 1.44
1030 47 1.47
[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) 42 1.30
8.05 42 1.30
16.1 41 1.27
o 32.2 43 1.34
+ 6 2 | 644 17 41 1.27
[
E 129 43 1.34
258 42 1.30
515 44 1.37
1030 44 1.37
[Continuous treatment: 24h]
Study type Cell counts (XIO4 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 45 1.40
8.05 46 1.44
16.1 45 1.40
o 32.2 45 1.40
- 24 2 | 644 17 43 1.34
<
2 129 46 1.44
[_4
258 47 1.47
515 44 1.37
1030 46 1.44

NC : Negative control (Water for injection)

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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Appendix 8 Isopropyl acetate: 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 (><104 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 52 1.31
5 | 258 53 134
- 6 5[ sis 21 52 131
S [ 1030 55 139
PC (MMC) 40 0.93
[Short-term treatment: +S9 mix]
Study type Cell counts (><104 cells/mL)
Concentration .
S9 [Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 50 1.25
5 | 258 50 125
+ 6 5[ sis 21 50 125
S [ 1030 46 1.13
PC (CP) 33 0.65
[Continuous treatment: 24h]
Study type Cell counts (><104 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 1.39
5 | 258 56 1.42
- 24 | B[ sis 21 52 131
S [ 1030 60 151
PC (MMC) 37 0.82

NC : Negative control (Water for injection)

PC : Positive control (MMC; Mitomycin C, 0.075 or 0.050 ug/mL, CP; Cyclophosphamide monohydrate, 14 ug/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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