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A B 5 R
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FLv) ] ORGIEBREFEREZ R LT,
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3.4.1 GLP

o THHBULZEWE SR DB 2 EhE 2 R BR sk (2 B J 2 L
PRk 2343 H 31 H., FEF 0331 %5 8 5. WAk 23-03-29 ®HH 6 5. BRiR
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4. EH

a, a , o > —axXr—1, 2, 3—hFIANVPFIR [o—E Rafx—iK
Y GhEvEFLY) ) OREKREFEEERNT DR B, Fr s ==X ALR
2 — il SR ARAE SR (CHL/IU) % W72 Qe iR B sl 2 580 L 7=,

kB RBROAEEZRET D720, 2000 ug/mL ZimAEE L, LFAK 2
TERLUT-GEF 8 B ZRRE L, MG B 21T o 7o, £ OfE R, il e 18 5E #0 hl =
T, TR CORBRIET S0%LL EE RS enolo, LEDORER KD | Yo i B 53R O
A&, TR TOWLIET 2000 pg/mL ZHcm H&EE L, UTAK 2 ThRLUZE 3
mAEEE LT,

Geth (R B BRI R AL BRIE R OV AL B A IS R W T e To B e Bl LT,
ZORR, FEREERT (TA) ROERWRT (FEVEMREEOCEANRZ MR o
SHEFOTRLOLHEEICES N THOREMRIEL OB THAEEZALNL RN T,

BB, TARNTORBEET, BRSO MELG - Lc7on, slBRITE U £ S
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UbEofERE"NS, a, ', o« —7uaxXr—1, 2, 3—hIJANLPMI R [
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5. %8

a, o , o > —Tuxr—1, 2, 3—FIJANIIR [o—t Ry —nRn
U (FFxv=FLy) | OIFFEAEEEMEE WS REaRBEHERZEEL7-0 T,
TORRMEERET D,

6. BERMH

6.1 WRMERUVEHENENE (HF)
6.1.1 HEME

LT O W1 9E GLP CHME S bl IC S <

4 B Ca, a , o —FmXRXy—1, 2, 3—RFRUA b
VA [o—b Refy—FRKY (FFrzFLy) ]

B2 : Glycerol ethoxylate

CAS &= 1 31694-55-0

BWMATRERE S 0 7-758 (LFE)

A 1 AT R

[ O/\+HOH
o OO Ao

n==6-7

S : HO(CH,CH,0)nCH[CH»(OCH,CH,)nOH],

5T : 990!

S48l DR MR

P L/ i A : > 200°C-lit

VR fiR e DO IRRIER R OFE B KIZ 20 mg/mL TIRET D Z L &k
BTz,

SRR . I

AF i : 250 mL (T-3599 & 4:H)

i B D RHAT?

RAE KA DR (ERIEILTFREEANTh o) | B, B

RAE 1 D BRI, BIRRAEE ISR,

B EorE C MEESOWMK T ICATV., v A IRHEIREE, RETF
WEOEY) 2R EZER L, BEROBEMEZR <, By
W EIT, F.EFELZRIEN. I DBWVWET D,

TR AT 55 BT D BERWE R AT

2 TE VE e R MBI L2 E oL EMEIE A e v iz

W TCRINER i S 272 MR (RN A R kL)
FER N OHERR L7 GRUBRE 5 A-3344, Attachment 1) ,
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PR A el D BEBRWMVE A 1 g 2 RS L TIRAE L7, BB
T-3599 L ik & 4%,
PR i D AL D ERRBROBRTIETEELE,

*1 : Certificate of Analysis ||| GGG—_ =
2 MERHOTZD, 100%E R L THEE

6.1.2 IEENRYE (FE)

E2¥ i) TS K

ik c AAREFT7

A =T — s RS RIE I T

"y NEE : 1G70N. 1J8IN

R AF A c =R

A5 BT D AEARERLEE

BEAR o 3 R PR D BB ORMEN BRI TH D I, FE, WAL

W HILE Do T2, in vitro DEnEERRICIA HW S
NTEY, 57— 4BNEBEETHLHZ ELEIRLT,

6.2 wHERRDHE
AR L, SR BRI AT S OB AT T TS L 72

6.2.1 0 e 15 5ig 40 1 5t B
6.2.1.1 SRR AL

10 mL DA A7 T A2 (ZHERYWE 0.2000 g 2 FF & L, il B ORB 422 TAfiE S
OB EICEMAMZ T 10 mL & U, femHEFKR GIRIEE : 20.0 mg/mL) %
L7z, Tz, W CTEBEMICAHR (A 2) LT, 10.0, 5.00, 2.50, 1.25, 0.625,
0.313 %10 0.156 mg/mL ik & L, G 8IREAFE L7z, Z OFRFD & Gl i 5% 8% I8 )
IZDOWTILE 7.2.1 THSH,

6.2.1.2 RREE
FIWF o R L FRAL | BRI LI L7,

6.2.2 ZEAREEHAR
6.2.2.1 SRR AL

10 mL DA A7 T A2 (ZHERWE 0.2000 g 2 FF & L, il B ORE 422 TAM S-S
TeOHHEICEEEZMZ T 10 mL & U, fem /] &R GHRURE @ 20.0 mg/mL) %
L7z, Tk, WECBEMICHAIN (Ak2) LT, 10.0 ZT5.00 mg/mLigE L,
F3REAFM L, ZoRFOHE (MEEZERE) ICOWTIEE 722 HSHK,
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6.2.2.2 SRS
PRI T8 L, SRS 1 R ANICE S L7,

6.3 G R E

HT@20@MA%%%V%¢:n%®%ﬁﬁ%%Emﬁ4F?%VKEGHGM@
THERE S U, invitro e KR EFRBRICIA<S<HEHINTBY, £/, =T — 408
ThoDHI EMBB/IRLT,

6.3.1 Gt R E 1

1) ~A h~Aavr (REBTEHECEL)
4 : Mitomycin C (I&Fr : MMC)
CAS &5 : 50-07-7
A= — BT AV AR REERR A A
ny & : LEQ1937
R A S D WA
(EXE= 0 o BR AR AN R R =

2)  MMC V& O
FRRIZFR L 72,
MMC 1.0 mg Z@LE IR L, ZHICARSER (AARERG, At KE
FITH vy FES KIC94) 2 mL #Mx CTHEM L. 0.5 mg/mL iERE Lz,
ZOWRAEEEBEER THEIZ 200 f5AR L T 2.5 ng/mLIEK & LT,

3) MMC ® &
FEFRALEE (REHTEMELEE L) T 0.075 pg/mL., EFEALELYE T 0.050 ug/mL &

L7z,
6.3.2 GHEXRME 2
) ¥7me7x2A77 I8 (RENEMHILAED)
Eap i : Cyclophosphamide monohydrate (H§#: : CP)
CAS &= : 6055-19-2
Bk c AR (97%LL 1)
A= — DB BT AV SRR NS
= I N] : SKE6784
R A S Do,
A7 55 T o BR AR R AR =
2) CPIFKDOFE
MR L 72,

CP14.0 mg #FM L7z, THICABEER (A ARKF T KRS RIFRIET S
7y h&S KIG99) % 20 mL X CTEHME L., 0.70 mg/mL ERZ 8 L7,
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3) CP O

R E  (REHEMEESR) T 14 pg/mL & L7,

6.4 HEBERRUZOEREH
BB T T MIBBRIE 7 A K4 > (OECD TG473) CHERE S LTV 2 #lfa
OTHY | invitro Wt (RRERBICE ER S THY | AT — 4 BBETHD

ZEMBIEIRL 72,

6.4.1 R R

fAa
AFH
FrrEmm

HEER R DA 2

6.5 A E
6.5.1 S9 mix
1) S9
% R
Ay —
MR &
2y hEE
S
EWE

5 O AL

D F v A = — X e AR X — il 2R O R HE SE R R

(CHL/IU)

D OMSEATEOE N 1SR EAR T SR AT
: 20144 H 2 H
D AR OTREDS B (2 v — VIEHEIZHEAE LSRR DR

EHET D) . MREMEINRER 15~20 FF LN (EHIE
17.3 REfE]) | YR 308 25 RORIRA 70% 2L 1, Yeth
REFEIHRERN SURETHY . ~4 277 XA~ DiHY
DRWZ ERERINTZbDE W,

© A P IRE 0D S A A RH L e SR A R RAR T 1L AR AR B

AR B FE B T 15 U TH o 72 (FFAHIDH : 3~30 k),

: S-9

D AV = HOVEERE TR A A
: 2mL/NA T v

: 21090306, 21111209

: SDREET > b, ATl

7= ) N E X —)L(PB) L N5,6-_ Y 7 5K (BF)

: PB: 4 HRIEMENES (30, 60, 60 %160 mg/kg)

BF : PB#5-3 H HICH[EIfEEANE G (80 mg/kg)

20219 H3H (my hEE ; 21090306)

20214 11 A 12 H (2 v F&E5 ;21111209)

© 202243 H2H (v FER ;21090306)

20225 H 11 H (my F&ES;21111209)

o7 W -

13
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R : 2158+72¢g (my &S ; 21090306)
2555+9.0g (= > h&EF ;21111209)

AR ;W (=70°C LLF)

TR AE 55 T o BR AR AN R AR =

2) ATy H—

4 PR : Cofactor C

A =T — D AV = VEERE T ERAS A

W & : 4.7 mL//XA T L

= : C21090106, C21111009

fili FH A BR : 202242 H 28 H (mvy &S ; C21090106)
20224 5H9H (my &S ; C21111009)

AR ;W (=70°C LLF)

e AE 55 T D BRI R R =

3)  S9 mix OB Sk
AR L2, S9 b a T 77 8 —%2:47 DEE (K 134 T7)V) TEEBIC
EBALTSImix ZiHH L7, S9 mix DAL (1 mLH) ZLLFICRT,

K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 umol
KCl : 33 pmol

J)a—A-6-Y 5 umol
it =aF o7 I R7F= X7 LAF RY e (NADP)

: 4 pmol
HEPES #% @ (pH7.2)
: 4 umol
6.5.2 BER

Minimum Essential Medium (MEM)IZ3E){t L 72 “F1iE (bovine serum. BS) % fx
FEIEEEDS 1OV/V% & 72 % &K DTN L 7255589 (10%BS-MEM) Z il L7z, i
DRI MEARAE L, 1 HHUNITHEH L,

1) iy
A —T— : Thermo Fisher Scientific Inc.
vy b3S : 2261346, 2402160
[EXEELE © W (=20°C LAF)
TR A7 55 T D BEAR A R =

2) Minimum Essential Medium (MEM)
A =T — D T TAT A RS
2y h&ES : L1K6990

14
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A7 AT D
TRAT S T D AR

7. BRERAE
B RLERVE DN &2 DL T ISR,
HERFRAAEE (RETEYEREE L)
© S9 mix FELFLE T CTHERWE />t A E 6 Refj L, = o
% 10%BS-MEM 5548 1% C 18 Wil k5% ([11E K5 4%)
ERFRAEE (RETEMEEA D)
: SO mix fF/E T CH B E /% FRW'E 6 Ref LBl = Dtk
10%BS-MEM 545 ik ¢ 18 Rpf15 4% ([R1{E 15 4%)
HGE AL VE  (FUEHE M L L)
: S9 mix FEAFELE T CTHBRWE /5 A E 24 FEfA] AL

7.1 BERUVRT A FEKXRDOHAE

RelIBRE 5. R - UEER O EZ R T - BT Tl Lz, Ykl
HORATZ A FIZERIBICE2BEDTED, ARESZLOERGIIHIL LT a— RE S
L L7 7~ L Tihl L7,

7.2 FAEDEE
7.2.1 0 Hoo 3 B8 41 1) 5 BR

FAPEIC BT 2 HEAZRET 2 BTl e 53 /40 e 8 58 50 11 K OV BRI RN
KRR OLA QLB OFEL TTe) Z2RE L 7o, il i 7/ A0 i 38 5E i o
R S A A £E 5 %% (Population Doubling : PD) K ONVH %l i £E [ 5 %% (Relative
Population Doubling : RPD) 7 & & H 3 2 MR e I X 0 #EE L7e (GRAIZES
7.41HZMR)

EMAEZ, T4 F74 2 DHBAFWEFIR IR GIEIZHONT] I2ESn
T 2000 pg/mL & L7=, BLF. 24 2 TH LT 1000, 500, 250, 125, 62.5. 31.3 X%
W 15.6 pg/mL 2 5% 1T, 8 HEZ K WBRBEIZERE LT,

PRER W AVERRE TN 2, A AL B AT R BB & 5 LT T

7.2.2 2EAEEHR

e B B BB O RS R MRS RE BN R X, TR T OMBRIE T 50% L. EE R S e
Mmol, £, WITHROLEETH, WEEALR o7, LEDORERI Y, BE
HREFRBOAEL TROBYVRE LT,

F 7o, WEBRW R AVER L IZ N 2 C A MUBR VT B o FRBE K OVBG R Sk FRBE & 5% 1T 72

15
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LABERER i (pg/mL)
L R[] AL B 9 e O
e 2000, 1000, 500

7.3 BERBHRUEESN

1) HEARWK
BRI TIAF v 7BOTL—F (v —L) ZHWE,
M e 2 G B ) BUBR CIX A BE 1 SR 5 (single culture : B3 28 & T RF o il o i B 0 & )
Yuto (K BLE R CIIARE 3 R4 (triplicate culture : 2 R4 & Yo (A R ERLA |
| RANE R EE TREOMBREENEH) & L,
F 7o, MR E R L O R BB E b IS 1 D L — k& AL
MERFO MR EREHR & LTHER L,

2) HEE AT
IR 37°C, NN KON 5%CO, FCH# L7,

7.4 MIB AL

7.4.1 0 B 1 5iE 4 ol 5L BR

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

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

2) K& 3 BRI, EINIALMHZEBEMET T TR ORIBICRE N2 & 2R LT,

3) FRICHE- T, BHREAZRE L, BYESBESOINERE., H2500F S9 mix &Ik
muiz,
F o, BB MGIRFHIBRERER O 7 L — b 1 IZ DWW T, 0.25%trypsin LB
(I 2 A U, i BRE A 2 A AL ER BR AR B oD I e T R A T E L7

e i R AL B e
IR RANEIELE L | RBEIECA Y it
BERRREE 0.500 mL 1.333 mL 0.500 mL
S9 mix AN & 0.833 mL
(S9 & A I i IR ) (1.049 mg/mL)
@‘f*ﬁj"i’”‘”f*%ﬁ 0.500 mL 0.500 mL 0.500 mL
SN &

4) LFREREEZIC, AEEBROARAEWIB T L, Eio, BINAALAHETEMEE T
T%%@ﬁﬁ%ﬁ%bﬁo%@§\@ﬁﬁ@ﬁ%Tﬁ6%%\@ﬁ@ﬁ%Tﬁm
RefhsfE (WLE) L7e,

5) FERFMAERIETIX. 6 FER O BINCALFH ZEBEMEE T CIRE O A B Lo
KREZBIE Lo, IRWT, WERESRIE & #5C. 2% MG i A B 3k C e %
Peid L. #H LV 10%BS-MEM B #% 5.0 mL Z Iz T 18 Bflksa#% ([Rl1E 5 %)
L7,
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6) IEEMKTHRIC, BISLAAHAEBMEE T CEOAE LMo RELBIE LT,

7) WRWT, &7 L — K% 0.25% trypsin TR L CHIlE &2 B L, 1 BRF 5% 2 A
TR RS T R O f R A L E LT,

8) ALPRBAAGIF M OB EE TREOMMLIEE D, kD1 KO 2 IZ9EV, £HED PD
K O'RPD &#HH L7,

PD = log (REFEM& TIF DAL IR L+ LB BH 4R I oD 0 I )

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

9) RPD » LI GE N HI = (=100-RPD) ZHH L7z, AlAZHEFEMHI =03 50%LL E
DODHBEIIA LN o772, ICso ITAEH SN2 oT,

7.4.2 2EAEEHR

1) FHTA41HD 1) ~2) LR CEBIEEZITo 7= GLEBHERFOMREENEZ &) |

2) TRIE- T, BBKAREL, BRI, SRESUIGMES IR, &2 Wik
SO mix Z IR L., KALPREEICH T AP R/ E LT,

" FLIFE [ A0 B o
ABNE FOATE (L L FAHTE (L 0 i
e 0.500 mL 1.333 mL 0.500 mL
RS (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix AN 0.833 mL
(S9 & A IR ) (1.069 mg/mL)
B’J‘/@XT;E@WXE@%&@ 0.500 mL 0.500 mL 0.500 mL
TR TR &
F%T‘&Lﬁgm MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
won &
* o EMETREE COEERIKGE B
3) HT74.1HD 4)~5) LRI CEIEEZIT 7= (UELE % K OV R AEEE T O 6 KEfH

BRBZOBRIR EMBOBEEET)
L, B 2HOYEAHRIEARERA 7 L — MW T, BEKTOK 2 KM
AiCateI N (F ALY 8RR, 10 pg/mL) % 0.1 mL Iz 7=,

4) HEEEETHR, SREF2HOEAKEAMEEA L — MZoW T, L TFOFIET
PO BEREZER U, ORERIZIT L — FY720 2 BERL T,
0.25% trypsin JLERFL ICHAL Z B L, 0.075 M ¥ LB U 7 AU CTHI 15 2y RK
BRAEE L 7=, BV THEER (A F 7 v a— V/EERE, 3/1, v/v) CTREE L7,
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BE LA AT A RHTT A TKIZOZ2EATICH FL, AL LZOL X LAY
WRCYets L TR L LT,

5) BHOKVDO1IKOTL—F HREEREN 7 V—1F) 2 W TitBY ofE
KO ORELHER LT, RWT, 7.4 13HD 7) KTV 8) ®FIET PD, RPD
Ko ONH e 38 i ) 3R 2 B L 72

7.5 MEEEICEAET S T —FDERT
AU EE . RPD M OVHEARBEFEIN S R IT ., WA XL 0 BEHE R, PD (ZUEHA
WX 0 /NS 2 i ETERR LI,

7.6 R2EFRERODHE

7.6.1 HEFIE

Ye KA B BB L, Y flkt— REE2 Oty ha X T &8 AT 4200 #1458 o i
ZBMEE T (53 0 x600) THE 300 @ (2 RAI=x150 ff#/75]) BEL., HERFO
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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 a,0’,0”’-Propane-1,2,3-Triyltris [-hydroxy-poly (oxyethylene)]: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the main 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 1 0 0 0 1 0 1 1 151 1 0 1

NC 2 150 0 0 0 0 0 0 0 0 100 2 152 2 0 2
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 1 0 0 0 0 1 0 1 1 150 0 0

500 2 150 1 1 0 0 0 2 0 2 96 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 1 0 1

6 - 1000 2 150 1 1 0 0 0 1 0 1 102 2 150 0 0 0
Total 300 1(0.3) 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 0 1 0 0 0 1 0 1 1 150 0 0 0

2000 2 150 1 0 0 0 0 1 0 1 96 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 301 1(0.3) 0(0.0) 1(0.3)

1 150 8 17 0 0 0 25 0 25 1 150 0 0 0

PC 2 150 4 18 0 0 0 22 0 22 61 2 150 0 0 0
Total 300 12(4.0) 35(11.7)  0(0.0) 0(0.0) 0(0.0) 47*%(15.7) 0(0.0)  47(15.7) 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, 0.075 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 a,0’,0”’-Propane-1,2,3-Triyltris [w-hydroxy-poly (oxyethylene)]: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the main test [Short-term treatment: +S9 mix]

Number of cells with numerical
Number of cells with structural chromosomal aberration " . b
chromosomal aberration

Treatment S9 Dose Level RPD

. Plate . o,y Plate g _ Endore-
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 0 2 0 0 0 2 0 2 1 150 0 0 0
NC 2 150 1 0 0 0 0 1 0 1 100 2 151 1 0 1
Total 300 103)  2(0.7)  000.0)  00.0) 00.0) 3(1.0)  0(0.0)  3(1.0) Total 301 10.3)  000.0)  1(0.3)
1 150 0 0 0 0 0 0 0 0 1 152 2 0 2
500 2 150 0 1 0 0 0 1 0 1 96 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 1 0 0 0 1 0 1 1 150 0 0 0
6 + 1000 2 150 0 1 0 0 0 1 0 1 100 2 151 1 0 1
Total 300 000.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7)  00.0)  2(0.7) Total 301 10.3)  0(0.0) 1(0.3)
1 150 2 1 0 0 0 3 0 3 1 151 1 0 1
2000 2 150 0 1 0 0 0 1 0 1 98 2 150 0 0 0
Total 300 2(0.7) 2(0.7) 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 22 84 0 0 0 100 0 100 1 150 0 0 0
PC 2 150 14 92 0 0 0 102 0 102 50 2 150 0 0 0
Total 300  36(12.0) 176(58.7) 0(0.0)  0(0.0)  0(0.0) 202%(67.3) 0(0.0) 202(67.3) Total 300 000.0)  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 a,0’,0”’-Propane-1,2,3-Triyltris [-hydroxy-poly (oxyethylene)]: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the main 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  (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 1 1 0 0 0 2 0 2 100 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 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
500 2 150 0 1 0 0 0 1 0 1 97 2 150 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 2 0 0 0 2 0 2 1 151 1 0 1
24 - 1000 2 150 1 0 0 0 0 1 0 1 100 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 2(0.7) 0(0.0) 2(0.7)
1 150 1 0 0 0 0 1 0 1 1 152 2 0 2
2000 2 150 2 0 0 0 0 2 0 2 103 2 150 0 0 0
Total 300 3(1.0) 0(0.0) 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 7 20 0 0 0 26 0 26 1 150 0 0 0
PC 2 150 6 23 0 0 0 29 0 29 56 2 150 0 0 0
Total 300 13(4.3) 43(14.3)  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 (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 o,0’,0°’-Propane-1,2,3-Triyltris [w-hydroxy-poly (oxyethylene)]:/n 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 - - - - - -
15.6 94 6 - - - - - -
313 105 -5 - - - - - -
62.5 95 5 - - - - - -
2
Q
- 6 -g 125 98 2 - - - - - -
K 250 100 0 - - - - - -
~
500 100 0 - - - - - -
1000 95 5 - - - - - -
2000 106 -6 - - - - - -

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 a,0’,0”’-Propane-1,2,3-Triyltris [o-hydroxy-poly (oxyethylene)]:/n 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 - - - - - -
15.6 98 2 - - - - - -
31.3 93 7 - - - - - -
62.5 100 0 - - - - - -
L
Q
+ 6 £ 1% 91 9 - - - - - -
3 | 250 93 7 - - - - - -
F
500 102 2 - - - - - -
1000 89 11 - - - - - -
2000 89 11 - - - - - -

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 o,0’,0°’-Propane-1,2,3-Triyltris [w-hydroxy-poly (oxyethylene)]:/n vitro chromosomal aberration test
in cultured Chinese hamster cells
Results of the cell-growth inhibition test
[Continuous treatment: 24h]
Study type ‘ | cell-growtn Condition of culture medium ¢
Concentration | RPD inhibiti .. ) . 2
S9 | Treatment JmL N inhibition | Condition of cells Precipitates
i (ng/mL) (%) 0p) D Color”
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
15.6 100 0 - - - -
31.3 98 2 - - - -
62.5 95 5 - - - -
L
Q
- 24 2| 125 102 2 - - - -
z 250 105 -5 - - - -
~
500 95 5 - - - -
1000 98 2 - - - -
2000 98 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 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 a,0’,0”’-Propane-1,2,3-Triyltris [-hydroxy-poly (oxyethylene)]:/n 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 inhibiti Condition of cells — N
S9 | Treatment (ng/mL) % inhibition N Precipitates
. h He (%) rate (%) b) Color
mix [ (h) 1 2) 1 2) 3)
0 (NC) 100 0 - - - - - -
L 500 96 4 - - - - - -
.8
- 6 5| 1000 | 102 2 - - - - - ]
= | 2000 96 4 - - ] ] ] ]
PC 61 39 - - - - - -

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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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.
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Appendix 5 o,0’,0°’-Propane-1,2,3-Triyltris [w-hydroxy-poly (oxyethylene)]:/n 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 0o Condition of culture medium ¢
Concentration | RPD® | - hibiti Condition of cells — o
S9 | Treatment (ug/mL) % mnhibition N Precipitates
i h He %) rate (%) ¥ Color
mix (h) 1 2) 1 2) 3)
0 (NC) 100 0 - - - - - -
° 500 96 4 - - - - - -
.8
0 6 5 | 1000 | 100 0 - - - - - -
= | 2000 98 2 - ; - - ] ]
PC 50 50 - - - - - -

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

f) -: No color changes

g) -: No precipitates
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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.
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Appendix 6 a,0’,0”’-Propane-1,2,3-Triyltris [-hydroxy-poly (oxyethylene)]:/n vitro chromosomal aberration test
in cultured Chinese hamster cells
Results of the chromosomal aberration test
[Continuous treatment: 24h]
Study type ‘ Cell-growth Condition of culture medium ¢
Concentration | RPD ¥ inhibiti .. ) . 2
S9 | Treatment (ug/mL) o mhibition 1 Condition of cells b Precipitates
. Hg (%) AR Color
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
L 500 97 3 - - - -
.8
- 24 5 | 1000 | 100 0 - - - -
= | 2000 | 103 3 - - - -
PC 56 44 - - - -

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 colo
g) -: No prec

r changes
ipitates
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Appendix 7 a,0’,0° -Propane-1,2,3-Triyltris [@-hydroxy-poly (oxyethylene)]:/n 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 (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) 52 1.24
15.6 49 1.16
31.3 54 1.30
o 62.5 50 1.18
- 6 2| 125 22 51 121
«
‘g 250 52 1.24
[_4
500 52 1.24
1000 50 1.18
2000 55 1.32
[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) 54 1.30
15.6 53 1.27
31.3 51 1.21
© 62.5 54 1.30
+ 6 2| 125 22 50 1.18
[
E 250 51 1.21
500 55 1.32
1000 49 1.16
2000 49 1.16
[Continuous treatment: 24h]
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) 52 1.24
15.6 52 1.24
313 51 1.21
o 62.5 50 1.18
- 24 2| 125 22 53 1.27
«
‘g 250 54 1.30
[_4
500 50 1.18
1000 51 1.21
2000 51 1.21

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 a,0’,0° -Propane-1,2,3-Triyltris [@-hydroxy-poly (oxyethylene)]:/n 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) 58 1.27
e 500 56 1.22
- 6 5 [ 1000 24 59 130
= | 2000 56 1.22
PC (MMC) 41 0.77
[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) 57 1.25
e 500 55 1.20
+ 6 5[ 1000 24 57 1.25
= | 2000 56 1.22
PC (CP) 37 0.62
[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) 54 1.17
e 500 53 1.14
- 24 | 8 1000 24 54 1.17
= | 2000 55 1.20
PC (MMC) 38 0.66

NC : Negative control (Water for injection)
PC : Positive control (MMC; Mitomycin C, 0.075 or 0.050 ug/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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