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3. HAEBRIEHME
3.1 AmERES
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3.2 A ER K E
2-Propenamide,N-[(2-methylpropoxy)methyl]- : ¥ A =— X « /N A A X —HE 3% i in
Z WD in vitro YR 25 5UER

3.3 A ER B 8y
F A ==X - ND ALl OB #E M (CHL/IU) & v T, 2-
Propenamide,N-[(2-methylpropoxy)methyl]-D Y& o (K 55 35 R oe & it L 7=,

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)

. [OECD Guidelines for Testing of Chemicals 473: In Vitro Mammalian
Chromosomal Aberration Test]

(2016 427 H 29 H)
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3.8 AEREEE
HREAER YV —F v ¥ —  Ha#fsEar
3.9 AERIELE

WY E S ELE
PR Y :

3.10 GHERBIE

R B 45 H : 20224 1H 7H
R = E A : 20214 12 H 7H
A e HE G 0 o B R
FEErBAM A : 20224 1H 10H
FEERHET A © 20224 1 H 14 H
ICRER N N
FEErBA 4 A : 20224 1H24H
FEEHETH © 20224 3H 9H
AT A : 20224 3 H 23H

311 FPRIDIENTELGI - EHBROEREICEEZRETREVD
HOAFBRRUHARMBEEICKDGEN 222 &

ARBRICHEL, TRIDZENTE AP ERROBEEICEEZRET RO OH

% HHE R OB B S D 7R o 72 2 LT h o T,

312 EBHRRF

R EERA GRBRFHEELTES L) | LCE, A7 —% ., HHRYWERER
B, MEERE (RKREREZEORAZET) KOGEAKERIKRASHERY ) h—F &
v — HESGIET OEEHR AR IR T D, B, FOHMITRERK T#% 58
MEd s, MK THEOBMYFNICHONTIE, BEEYBHE EX - AEfmER BER
mEAEHE LFPWEZENRELRASHER Y VY —F 2 —MTHik L. €
DIEZRET D,
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4. EH

2-Propenamide,N-[(2-methylpropoxy)methyl]-O Y (R R EFHEEZ R T 572D
Fx A ==X+ LA — [l H RS M (CHL/TU) Z v 7o 3 @%ﬁ%ﬁ%%%
fit L 7=,

YRR ERBROAELRET 5729 .1580 pg/mL (10 mMAHY) Zxm A& L L.
LR 2 CRRUZZE 8 HEZFRE L., Ml a1Tr o 72, £, Ml
PETE AT SR, AR AL B VE O FEARGHTE ML TIX 790 pg/mL PL oo & T, ERER] AL
L O AFHHE AL TIX 395 pg/mL BL EO M & T, HFHALAHETIL 198 pg/mL UL ED
MET 50%LL LA 7R Lz, 50%A0Aa g iR B2 (ICso) 1. FLRFRATALER % o FE A3
IEMEAL T 410 pg/mL ., 5y AL PR 15 O ARBHE Mk T 339 pg/mL ., 38 ¢ 4L P % T
138 pg/mL Th o7, LLEDOFER LY | iR RO M EIT, ERFHLABE CIX
REHEMEALOFEIZEID 57 600 pg/mL icmHEE L, BLTF%Z 100 pg/mL T
U7z 6 HE%, HH LTI 250 pg/mL Zikm AR E L, L F%2 50.0 pg/mL C
W76 HEZHKE LT,

Yot R BB TIE, AIRRBETEINEI R 55 £ 5% R L EARESHEE L, A
IRy P A0 B 75 0 FEAREHE ME (LTI 500, 400, 300 J2 TF 200 pg/mL, %I ) L8 1% o ARG
TEMEALTIL 400, 300 &2 TF 200 pg/mL, HEfHEAALEEE T 150, 100 X T 50.0 pg/mL %
ﬁ L7z, ZORER, MR EAEEOJIERBHEE AL CREREIER T (TA) kUM

WSO K OB NS DRI IR ) o> Y BUAR B 1 ok o FRBE & PRl L CHERHEIIC
ﬁiﬁWM%?b(ﬁmw®ﬁ%%$%”%;wwoﬂ Z O BRI R Mk R D
XN T — % D 95%EH LR B2, HAREICB W THL AR RARKRAENR
» B L7z (Cochran Armitage O AR E., p < 0.05) , FHFRELBTE O REBHE ML T
X, B RE (REECEM L R O NS AR IR) o HBUE B X Ra v kT FREE & O i CF
HAETA LN Do T2, Rt REIERE (TA) O MU XM AL &tk L C
A FHICA B R IN% 7~ L (Fisher D EHEMFEFIEIE, p<0.05) . O HBE R LR
PETRBE D ik N 5T — ¥ D 95% & H EIRZ M 2, AR EICB LA ERAE
AT TED T 25?') EZ}’LK (Cochran Armitage OH[FIRE, p < 0.05) . EFEALBLE Tl
utn (RS B (TA) MO B (Hﬁéﬁ@&@#ﬁ&%ﬁ@)@ﬁﬁﬁﬁim
EE e wf%k@ﬁ%ﬁ&@wﬁfﬁ B NSV A I

BB, TNTORBIET, MBRRSLOERELT - Liz/on, RBRITEYICER S
rmEFEZLNI,

PLEDFER D5 | 2-Propenamide,N- [(2 -methylpropoxy)methyl]-IZ KRB G T2k
WT, AR EERT R OBMERTEZFHERT D (B L ifm LT,
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5. 8
2-Propenamide,N-[(2-methylpropoxy)methyl]- D |F FLFE E% 58 fi a2 v 5 Ge o (K
WRBRAEE LD T, ZOKEEHMET 5,

6. HERMH

6.1 WERYMERVEESEYME (F5)
6.1.1 WEBYME

LUF OfF#I33E GLP TFE i S L7z m#rii Rl EE-5 <,

EH

g2y : 2-Propenamide,N-[(2-methylpropoxy)methyl]-
GlEs : N-(A YT FFAF )T 27U LT 2 K, IBMA
CAS &= : 16669-59-3

HWMAREEE S (2)-1021, (2)-1070 ({k3ik)

L SR E ST =

CHaz i H/\O/\r(:Hs
CHg

A at=Y : CsHisNO;

nFE : 157.21

AN ) A B R AR

B L/ I i : 100°C/0.004 kPa

IR . 97°C

KR : 2.7 kPa/32°C

b E : 0.97

B il P D RIRVERR R OFE R, KIZ 15.8 mg/mL THEMRTHZ L&
R LT,

AT & : 100 mL (T-3598 & 4:H)

i : 98.2%

RAESRAE D ke, WIREPT. EREHR

RAT 715 D KRBT, WIEREN GFFAHEP 0 1°C~10°C, %
WL RGN TH o 72) ITRAF, RIEMENT XA 7R &
LT, B, EFRTAICIHIEREZIT,

B EoxE D MEELGOWMK E +oIATV., v AT REIRSE, RETF
WEOMY) 2 RHEEEZER L, BEOBEMEZR <, BY
Wntzix, B HEEZRSED, 9BV ET D,

TRAF 5 P D PEERWE R AT

10
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22 TE MR D URHBRICEA LgBmE oL EMEIT . Fla vy Mo
WTCHIR EHE S 72 2 E MR ER (BRI UL A~ kL)
FEEMNOHER LT GRBRE 5 A-3343, Attachment 1) .

PR A ekt D BEBRWEA 1 g 2 RAAREE L TR L, BRAFRUEHZ
T-3598 & dka@ & L7,
PR A i D AL B D ERROBRITIETHEELE,

6.1.2 IEENRYE (FE)

E2¥ i) ST K

ik s AAREFT7

A =T — s RS RIE I T

0y &S : IG70N

R AF A C =R

TR AE 5 BT D AEARERLE

BEAR o 3 R BE D WEBRWE ORMEN BRI TH Y R, FE, WAL

OBV Do T2, in vitro DEnEERRICIA HWS
NTEY, 57— 4BNEBEETHLHIZ ELERLT,

6.2 #HERRDHE
AR, SRR AT S B AT T TS L 72

6.2.1 0 e 15 5ig 4 1 5t B
6.2.1.1 SRR AL

10 mL DA A7 T A2 (ZHERWE 0.1580 g Z FF & L, B ORE 422 TAMSE
OB EIZEBE A% T 10 mL & U, el A &R GRRRE © 15.8 mg/mL) % 7Y
L7c, 2Tz, W CEBBEMICAIR (A 2) LT, 7.90, 3.95, 1.98, 0.988, 0.494,
0.247 . 1r0.123 mg/mL K & L, G 8 IREAFHE L7z, Z OFRF O & (il i 5% 5% I8 B
WZDOWTILE 7.2.1 HSH,

6.2.1.2 RREE
FIWF o R L R | BRI LA L7,

6.2.2 ZEAREEHAR

6.2.2.1 B A E

25mL DA AT T A ZHEBRYWE 0.1500 g & L, @B ORE 422 TAEE S8
TDOLEICEEZMZ T25mL & L, &emHEFKR (IRIEE : 6.00 mg/mL) % i{H
L7, Zhve, W CEEMAN L T, 5.00, 4.00, 3.00, 2.50, 2.00, 1.50, 1.00, 0.500
N 0.250 mg/mLiK & L, G 10REAZFHE L7z, 2095 b ERFHEALIEE TIX 6.00,

11
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5.00, 4.00, 3.00, 2.00 &£ " 1.00 mg/mL @ 6 ¥ | @i AL Tl 2.50, 2.00, 1.50,
1.00, 0.500 %X T* 0.250 mg/mL @ 6 IEZMEMA L7z, ZORFOME Gl 2ERE)
WZOWTIEH 7.2 2 B,

6.2.2.2 RREE
PRI T8 L, AR 1 R AN L7,

6.3 EE xR E

UUTD2o0bEMmE W, 2 OEYERME X A K7 A > (OECD TG473)
THESRESHL, invitro KB ERBICASHEHINTEBY, £/o, BT — 4 PEE
THDHZ EMHEIRLT,

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

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

A =T — BT AV AT SRR A A
ny & : LEQ1937

R AF A C AT

TR AT 55 BT ORE AR M e AR

2)  MMC V& O
FFRFICFRR L 72,
MMC 1.0 mg Z@ILE IR L, ZhIcABEAER (AAKES, XSt kE
I TY vy FEB KIC94) 2mL Z Mz TEM L, 0.5 mg/mL K E LT,
Z O A E AR THEIZ 2005 AN L T 2.5 pg/mL K E LT,

3) MMC ®H &
R ALEE (RGBTSR MEEZE L) T 0.075 pg/mL., EFALELYE T 0.050 pg/mL &
L7z,

6.3.2 B ERME 2
1) ¥7ue74AxA77 3K ((RETEHEIEED)

g : Cyclophosphamide monohydrate (B&FR : CP)
CAS &= : 6055-19-2

B c R (97%L L)

A=) — D BT ANV AT S

2y NES : SKE6784

Rt St DO, R

R A7 5 BT BRI AR =

12
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2)

3)

6.4
YR T T DMK IZ T A FZ 1 (OECD TG473) THERE S T2 Mg o

CP 1Ak D 77
KRR L 72,

CP14.0 mg ZFFHL L7=, ZHICABAHER (HARKE T S KREREK T
7y hEE KIC94) % 20 mL X CTHME L. 0.70 mg/mL K &2 i L 7=,

CPOH&

FEIFR AL YE  (REHEEESR) T 14 pg/mL & L7,

ABRRRVZDERERH

—OTHY . invitro FERRFERRIASHEHINLTEY . ERT—FNEETHD
ZEMBEIRLT,

6.4.1 0 e R

6.5

i 4
feAa i

ATFH
Rttt &

AR ORI

i

A

6.5.1 S9 mix

1)

S9

% R

Ay —
MR &

2y &S
EPS

EWE

i E Y O ML

& H

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

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

EHT D) . MIRGIEER 15~20 REFILLAN (SEHIME ;
17.3 B§[) . Y RED 25 ROMBEL 70%LL E, Yeta
KB EIRERD SURMTHY, ~A4 27T X~ DiHY
NN ERER SN b D E W,

o P IR 0D SR M R AROK VR e R ) BB T 8 R, G

AR RER T 12 MR Th o7z GFE#PH : 3~30 fk
) .

: S-9

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

: 21090306, 21101508

: SDREET v M. T

7= ) N E X —)L(PB) L N5,6-_ Y 75K (BF)

: PB: 4 HREIEMEANEE (30, 60, 60 &1 60 mg/kg)

BF : PB# 453 H BICHEIERENE L (80 mg/kg)

202149 H3H (my hEE ; 21090306)

13
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2021410 A 15 H (2 v F&EH ; 21101508)

25 1 RR D 20224E3 H 20 (vy FES ; 21090306)
202244 H 148 (2y F&5 ;21101508)

W - D7 - 1

2R 0 215.8+7.2¢g (my &R 5 21090306)
224.7+10.6 g (7> F&E5 ; 21101508)

R AF A ;W (=70°C LLF)

TR AE 5 BT o BRI AR =

2) AT 7 H—

£ B : Cofactor C

A —h— D AV HOVERRE T KRS

W & : 4.7 mL//NA TV

7y &S : C21090106, C21101308

fifi FH 1 BR © 202242 H 28 H (my F&ES ; C21090106)
20224 H 128 (2y F&5 ; C21101308)

R A7 A : W (=70°C LLF)

A5 T L S

3)  S9 mix O Sk
AR L2, S9 ¢ a7 7 74 —%2:47 OEE (%5 1 347 )V) TEEMIZ
BELTSImix ZiAE L7z, S9 mix OfK (1 mL HF) ZLLFIZRT,

K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 pmol
KCl1 : 33 umol

JNa—A-6-U U 5 pmol
bl =aF o7 I R7F= VX7 LAF RY Ui (NADP)

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

Minimum Essential Medium (MEM){Z3EB1{k L 7= “F1f{E (bovine serum, BS) % &
FEBEEDS TOV/v% & 72 D & D IR L 72528 W8 (10%BS-MEM) Z i #d L 7=, itk o
BE R T mE R 7 L. L&A RIS Lz,

1) A1k
A —T7— : Thermo Fisher Scientific Inc.
1y b E S 2261346
R AF S © W (=20°C LAF)

14
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[EXE= 0 o B ER  BR =
2) Minimum Essential Medium (MEM)
A =T — D AT AT RIS
2y hEE : L1K6990
R AF S sy
TR AF 55 D AR
7. #HEBRAE

WU E OB 2 LU ISR,
IR ALERYE  (REHSE L L)
: S9 mix FEFAE T CHLBRW R /xR E 6 RERALEL, =
% 10%BS-MEM 584K C 18 Reffl s (RIEH: %)
B ALERYE (REHEEEA V)
: SO mix fE(E F TR E /% FBWE 6 RifALE, = D%
10%BS-MEM K25 T 18 Fifks#% (011 5 #%)
AL R (RS MR L)
: S9 mix FEFIE T CTHERWE /<t IR E 24 RERA] AL BE

71 BBRURTA FEROHBAE

FITRRE 5. BB LI K OUT B AR RO ORI L7, e B
FIOAT A FIRERIEIC L 2BROE D, RRE SR OSERICHIE L 2 — FEE
R L7 7 ~ VTR L7z,

7.2 FAEDRE
7.2.1 0 e 15 Big #0051 5t B

FAIRIEIC BT 2 HEAZFRET 2 B ATl F /A0 o 28 58 50 6 K OV BRI RN
KRR OLA QLB OFE L TTe) Z2RE L 7o, il i 7/ A0 i 38 5E 4 i o
B ST AR L 5 N2 (Population Doubling : PD) ¢ OVFH 5 #ll I 48 [ 75 %k (Relative
Population Doubling : RPD) 75 R H 3 2 MG FEMmi I L 0 #EE L7 (GRAIZES
74 1HBR) |

EMEE, A RT4 2 UDRBUEFWEE TR DB O FIEIC OV T 1Tk 0n
T 1580 pg/mL (10 mM FH2) & L7z, AR, 22k 2 TERL T 790, 395, 198, 98.8,
49.4, 24.7 TN 12.3 pg/mL 5% 1T, it 8 HE &2 K WHEEE IR E LT,

PEBR ) E VBRI N 2, A AVERVE PR MR R IR & 5 1 72,

7.2.2 RBEAREERHER

A e 64 8 4 i BB o0 R S L A G R A A A R T IR R AL B v o FEARGHTE Mk T
790 pg/mL LA o> &, B R AAEEE O REHEE(E TIX 395 ng/mL BL ED &,

15
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BLGE LVERLYE ClE 198 pg/mL BL EDOHE T 50%LL B2 Ui, 50% M e b 5 57 il 2 B
(ICso) 1%, 45 MWERDALERE O IERHHEMEL T 410 pg/mL, 48K AL L O RS ML

T 339 pg/mL, HHEALEYET 138 ug/mL Th o7z, B, WTFNOMEETYH, L

AL Nehotz, UEORERLY, ROREFRABROHRELZ TROBVHRTE LT,
F o, BB AVBREE IS0 % T A MUBRVE T B o BRE K OVBG 1 Sk FREE & 5% 1 72

AL B I i HREE (ug/mL)
S IR AL v 600, 500, 400, 300, 200, 100
JE ¢ AL PR VK 250, 200, 150, 100, 50.0. 25.0

7.3 BERBHRUEESN

1) HBEARGH
BERgICE T I AF v 78-OTL—F (Y —1) AWV,
e 5 B I BB U A BE 1 SR S (single culture : 5538 #& T RF o0l a3 B2 & ) |
uto (K BE R CIIARE 3 R4 (triplicate culture : 2 SRHI & Yo (R ARVERLA |
1 RANE R RE TREOMBIEENEH) & L,
F 7o, MR RN R N a R BB E b, IS 1 D L — k& AL
MERFO MR ERNEHR & LTHER L,

2) EEESAF
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 9 B 1) ~ S)DEIEICHOW T, MEBERE T THEM L,

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

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

3) FTRICHE- T, BEREZBRE L, FBEMESIRE SUIBRIE. H 250 F S9 mix 2 i
L7z,
E7-. AERLBHAARERIIA IR R O 7 L — b 1ROV T, 0.25%trypsin AL
(AN 2 A U, i BRE A 2 B U AL ER BR AR B 0D R TR R A T E L7

. TR 0 AL B e
LRI E RANEIEE L | RATEIELA D it
HRKEREE 0.500 mL 1.333 mL 0.500 mL
S9 mix AN & 0.833 mL
(S9 B A mMKIERE) (1.049 mg/mL)
R PR AR S E BRR 0.500 mL 0.500 mL 0.500 mL
W&

4) LRREHFERIC, LBEBEREROOHTH AR TBIE L, £, BISLAHEBEBE T

16
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T ORMAZBIEZ Lz, £ 0%, FRELIRE Tl 6 Fef, Eft QLBE Tl 24
R (JLE) L7z,

5) JFERFRALERIETIX. 6 WER O | BINLAL A ZZBEMEE T CIRE oA M Ll o
WREZBIEL L7z, RWNTC, MBI RIR 2 5T 2% MG A SRR iR CHila %
Ve L. #H LU 10%BS-MEM £33 5.0 mL % 12 C 18 BFEE#% (mERE#) L
7=,

6) BEEKETRIC, BN ZEBMEE T CHEOAFE L MinoRES B LT,

7)) WWNT, 7L — % 0.25% trypsin TR L CHIfE 2 BN L, i EREHE# 2 H
VN THEFR I T RF O MR iR 2 A I E LT

8) ALEEPHAAIF R OB EE THRFOMMBIEE NG, WROKX 1 KO 2 12V, £FED PD
X OVRPD ZHH L7z,

PD = log (H53&#& T W O ML + ALBEBE 4G BF o 0 ja e 2

log 2
(X1
RPD (%) (BRBRW EALEREIZ 1) 5 PD) 100
= (fzMExt BBEIZ 31 5 PD)
(2]

9) RPD 75 @5 Id = (=100-RPD) #H L7, AMAEHEAEEDH =2 50%0L
DODHENLLNTZTZO, 50%&28dr 2 SOEMRANE, ICso ZHEH L7,

7.4.2 2EAEEHR

1) B741HD 1) ~3) LR UEBIEEZITo7= (WEBIMERE O MBI E N T %2 & 1) |

2) TRIWE- T, BBKAREL, BIESREK, SRESUIGES IR, &2 0k
SO mix Z IR L., KALPREEICH T AP R/ E LT,

. L IR [ AL vk e
JL A VT
AN TR EEAL A L A LA D HRALAR
e 0.500 mL 1.333 mL 0.500 mL
S i bR A (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix VRN Bt 0.833 mL
(S9 B H AR E) (1.089 mg/mL)
i A HE 1 S 1 e 0.500 mL 0.500 mL 0.500 mL
TR &
B%T‘&Lﬁﬁfm MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
N &
o BRI TCTOEBERRER
3) HT74.1HD 4)~5) LRI CEIEEZIT 72 (UELE % K OVE R LB L T O 6 KEfH

BEBEOEER EMBOBEZET) |
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L, BH2BROYEAERERERA T L — MW T, BEKT O 2 KM
At I N (F ALY %HKR, 10 pg/mL) % 0.1 mL 0z 7=,

4) EEEK TR, FREF2KOLEAKIERMEHA T L — MZoW T, UTFTOFIET
PO RIEREER L7, JAEERITT L— Y720 2 BER L7,
0.25% trypsin JLERFZ ICHIIE Z MU L. 0.075 M A b H U 7 A¥EIE THI 15 4y K
BRAVE L7=% ., B TETER (A F T v a—)V/EEEE, 3/1, viv) CTHEE LT,
BELEMEEZ AT A RTTZZAIRIZOZ2EFICH FL, BEZ L0 bHX A
eyt L TR L LT,

5) BHOKLVO1IKOTL—F GEREERENZV— 1) &2 TitBY oA %
KO ORELZHER LTz, RWNT, & 7.41HD 7)~9) OFJET PD, RPD &
OV e 164 5840 ) =2 2 B L 7,

7.5 MEEEICEET S T —FDERT
AU . RPD M OVHEARBEFEIN S R I1T . WA X 0 BEHE R, PD (ZUEHA
WXV /NEEE 2 ETERR L, £72. ICso A F 3N THRR LT,

7.6 R2EFRERODHE
7.6.1 HEFIE

P RN BB L, R E— 2 DB e AT 28 AT 520 #1804
M T (53 0 x600) THRE 300 M (2 851x150 #/%51) #lg2 L, &R O
HERFE AR OMBO MR ZGFHEL, HBERZHFE N L, RRFCEWREY (FEIK
K OBWNAE M2 X LTt %) OB AFHE L., HBEZFEH L, Bl
TERIEICE VT,

Ba P Sk FRBE S OVBGR I Sk PR 1 42 CBLEE U7o, BR BRI AVEBRAE 13, 5Tl e 138 B0 70 1) 22 203
55+ 5% &R L EEREGHESE Lo, 3200 ERFHAEEO IFRBIEMEL T
500, 400, 300 } O 200 pg/mL, %7KF[H AL E O HITE L TiX 400, 300 &Y
200 pg/mL, HHEALEEYETIL 150, 100 & T 50.0 pg/mL ZB%2 L7,

FIRFRAL A IZ B W TG (BEBRBIERE) 2R L2, £ O HBIEIL S%REE T
o=, HHFAEEIZOWT b ARSI A2 Efi L7,

7.6.2 2EREEDODHE
QR BREIIMIER T LR TR, MERFETECUTOLIICESE - 77
L7, B, MERFIZONWTIE, ¥v v 725084 (Total number of cells with
aberration including gap : TAG) & & £ 72\ 854 (Total number of cells with aberration
excluding gap : TA) 24717 CTHEFHL 7=,
1) MEIEREE
v v (g) DR R (ctg) M OV R R (esg)IZB T HF v v T L
XG5 R O R AR 12 G B o3 R OB LU C IR 72 3k
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B RO HNDH D

Qe Sy R G M (ctb) WA NG RO RIEH L3 Fh T o b o kD
FEG IR N Y R D RIHhAR HI2 8 > TH  FEGL A
MO I DY IERDOIELL EIZHLTWD b D

et iy KRz i (cte) @ 2 wATUL ETCA LU R AEICHES T RE TH
D, G RN A & Qe AR AU S T E S, U U
Wz, =R ERH D

Qeta RTIG) W (esb) 0 0 HAIE otb ICHES D YL AIRAL AN B (LR O (R R b 720>
LIZTHTBVBREAENRRBD SN ND ORI YA
BN DAY R DRI EI2H - TH FERAEM O E X
DYEAGEDOEU EIZEWH D

Y tb (R 22 i (cse) D BRI AR L YA R R T E D, B ARG
AR, BIRPEOERREDRDH D

Z O fhi(other) Wi b(fre) e ERNH D

2) B RE

Qe KBS, ZOMBRBARF > TWDEAOH (C/HEK) 8D, Lk

HD B, 45K L)

5 EbE c fEEERMAE (polyploid cell)
BENEMOMRL (cells with endoreduplicated

chromosomes)

7.7 HET AR AT

TNENOWNEET L2, Fx v 752G ERVWEE (TA) OB ERT 26T
DM OB, BRE 2 AT LM (5 MR & OANE IR O 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,
EROERIZIHE T, BRFRELEEICE W THBERENBRD 572 7- %, Cochran
Armitage O MM E (FEAKRE :0.05, A1) Z21T-o7,

Flo, P EREEREIC OV T, BEIEXHREE & B x R & O T8 Fisher DA
Peffe =R EHREIC K D3t (FEAKYE £ 0.05. Ffl) Z4T-572,

W ORKE I %2 R THAEIZ DN TO R L7,

7.8 BRI B
PLTFWCARTE2TORELT- LGS, RBkSL &5,
1) BLERELHENIHEUEHDZ &
2) PEMEXERICRIT DR R O HBLEN | RSB &7 — % D 95%% Bl
FHPN (Mean + 1.96 SD) TH 5D Z &
3)  BEMERIRREEIC T D YRR i B O B S . FaMERIREE L LN TH B R
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MMER$ &
4) AR (B8 RECMENED RN L

7.9 HROHEEE
UTORTOEELT-TIHG . RBRWE L9 GRS R E SOI B R (550
AR O NREIMRR) FREEZ AT 2 (BB SHET 5,
1) 2 Eb 1 DOWBRWEIRERIZKIT 2 YRR MBI, Rk R &
ERTHEREMEZ R
2)  EFELOHIMIZIL Cochran Armitage O AR E CTH ERHEIRFEDR A LN D
3) HEINZ R U7 AR BRI BERE O HBLR DS | B RS 7 — Z D 95% % PR
ST D

7.10 n,L,\n-t%ﬁ
e el BRIT i L 72 o 72,

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

1) E®REOGCHEL
TR TOMBE TEBROAREIIRD DL h o7,

2) Ik
TN TOLBETHREIIR D bl o T,

3) ML EEE
A A B GBI R 0 IR R AL BRYE 0 FEAHIE PE{E T 790 pg/mL BL ED & T,
b0 R AL B VE oo AU IE MR AL T 395 pg/mL LU E oo & T, EFEAFEE T
198 pg/mL UL EDO & T 50%LL EZoR Uiz, 50% A8 5l gl & (1Cso) |
G B AL ER 1 o0 FE AR BHE PEAE T 410 pg/mL ., S B AL ER 15 oo R ML T
339 pg/mL, #FEALERYE T 138 pg/mL TH - 72,

8.2 2EAREBHER
i % Table 1~3, Appendix 4~6 & " Appendix 8 [/~ L 7=,

1) HBREKOGHE
TR TOMMBE TR BIK DO GHEITRD bR o7,

2) kB
TR TOMMEETWERITR O bR o7z,

3) fEEE
A A 8 A B R = AR R AL ERVE O EARGEITE PR TUE 500 pg/mL LA b FEIREfE] AL
HEORBE ML TIX 400 pg/mL BL EOH & T, E#FLABEYE TiX 150 pg/mL LA
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FORHETS0%L EE2RLT,

4)  BLEERER
Yoo (R s B (TA) O Y BUBE B 13| 40 5 AL BRYE o FEREIHE ML T i 500, 400,
300 %8 200 pg/mL O HET 15, 5, 2 LN 2, MR AEE O MRBHEMEL Tk
400, 300 %200 ug/mL O HET 16, 2 KO 1, #FEAEETIX 150, 100 X
50.0 ug/mL OHET 4, 1 K1 Th Y, FERBFGHE K ORBHEPE Clrx itk
XFHARE L Ll U CHEGHEMIC A B 28N Z 7 U (Fisher o B 82 fife S8 5 Bk |
p <0.05) , ZOHBLRIIEMEXSRBEOE NG RT — ¥ O 95%E M EIRZ x|
BHAMREIZB N THAERHEERFEDRD 57 (Cochran Armitage D8 7] R
TELp <0.05) , Do MBI IEAHHEMAL T 2.096 mg/mL., A #EMAL T 1.576 mg/mL
Tohofo, HFAHETIE, G T 2RESIREE S OMICAERETADNALRD -
7=,
B BE O BB 1T, AR LB E o FEAETE ML TIX 500, 400, 300 K OF
200 pg/mL @ H&ET 13, 13, 3 KO0 2, HRFEQERE O RHTEPE{L Tl 400, 300
S V200 pg/mL O ET 3, 2 L2, #fe LB E TIiE 150, 100 LT 50.0 pg/mL
DODHETS, 4 KO3 THY, EERELEEEOIEREIE M L Tha e BREE & ik
L CHFHEMICAE R M%< L (Fisher O ELIEMERFEIE, p <0.05) . ZDH
BRI EMESBEEOMBRNTE =T — % O 95%EH EREB 2, HEREICB W T
HAEE R HEERAESR® 57 (Cochran Armitage DMK E, p < 0.05) .
Do 1% 2.760 mg/mL T & - 7=, 57 If AL EL VL O (REHE AL & OGEFEALERYE Tl
SIS T DBEMEXEREEOMICABREETALR DT,

8.3 AEED LT
T ARCOMFE T, T8 HDOKAEL /- Loz, BBRITEIcEmBEIN-EEZD
iz,

9. EE

2-Propenamide,N-[(2-methylpropoxy)methyl]-D YK R EFREL RFTTT D720,
F XA =—RX - NAAF— i HRBHESF AL (CHL/TU) % F U 72 G o i 5w 5l & 92
e L7z,

Yuta (K B BBR ClT. MIIRIEIEINHI RN 55+ 5% a2 R LE-ABaRkmAEL L, A
Rf [ AL PR 1 0 FEARENE MEAE TUX 500, 400, 300 & TF 200 pg/mL. A2 RF ] LB VE OO (3
TEPEL TIE 400, 300 & TF 200 pg/mL, AL TIE 150, 100 & T 50.0 pg/mL %
BLEE LTz, T ORSR, BRI LBRE O JERHNE L CYRABREERT (TA) KO
FLHE (5 B0 i K OV N IR B ) oD HE B0 A B8 I B P e BRURE & PRl U TR I
BE M%7~ L (Fisher O EEEMFEFHIE, p < 0.05) | F O H B2 LD
MR NTE 7 —Z O 95%EH LRAZBE X, HAREIZE W THAE R EKREENR
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W HN7e (Cochran Armitage DREMIMEE ., p < 0.05) . HLIRFRHQEEORHTE (LT
E, B9 RE (EEER L & OB NS IR AR) - o> HY BRBE B 13 B2k BB & D Bl ©°fF
BATHAONR Do T2h, Rt fIE R (TA) O HBUEE TR Mo IAE &t L T
HFH A BR8N & R L (Fisher O EEMERFEE, p <0.05) . ZOHBLRIE
PEXHHRBE DR N 77 —# D 95%EH LREZ B2 | HRaREICBWTHAERHE
RAFHEDRFE O 5472 (Cochran Armitage DHPIMRE, p < 0.05) , BHALERE TIT,
Qe ERT (TA) ROBRRT (BRI R ARSI AL) o HBUEE 1T
FTHICEBWTHREMNBEEL OB THEEIALN D 5T,

10. %55

2-Propenamide,N-[(2-methylpropoxy)methyl]-IZ AR S/ Tz W\ T, et itk
BE M OB R Z2FHRET 5 (B & RimL 7.
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wR Y

oy bFEE
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HzEHR

HEHE
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BRONBUL AT R v e
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NIRRT s
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2 T A

No. A3343-1/2
HEBRARES

A-3343
LETEAR

2-Proienamide,N-|i2—methi1iroioxiimethil -

WIEAT (FEEHFE : 1°C~10°C) | Hie, BHEBEM
BRAEHERY VY —F v ¥ — HEBOIEWIEHT
202146 12 A 28 B (BT{E)
202242 H 22 B (4%1#)

BRAPIART " (RIER)

HTE T/ O N RAPIR A~ b L FE (2B
WZoWT, Rl BRI FE AR R RE ORI Z R D D)
ThdILEWRTD,

A TH LN RARIN AT b ER% (FARWIR
IZoWT, F— KRB ICHAERREDORINEZZED D)
ThH-oT,

PRI AT & WA= DR,

i}
IRARIL AT bABHIMEERETH -T2 Lnd,

B EIL 2021 4F 12 H 28 Hvd 20224 2 A 22 H
EFTOM., REFXGTTCRETChom LT L,

ARBRIILL T O GLP #%t 4 M5F U-CEM Lz,
(B EDES IR L B 2 BRERICRE - 5 HHE)
(Ep 2343 H31 0 EAFO0331FHE 8 S, FEAL23-03-29WFHFE 6 &,
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T-G599
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 2-Propenamide,N-[(2-methylpropoxy)methyl]-: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G599

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  (ng/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(L.OY#
1 150 0 0 0 0 0 0 0 0 1 150 0 0 0
200 2 150 1 1 0 0 0 2 0 2 81 2 152 2 0 2

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 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
300 2 150 1 0 0 0 0 1 0 1 64 2 151 1 0 1

6 ) Total 300 2(0.7) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 1 2 0 0 0 3 0 3 1 157 7 0 7
400 2 150 0 2 0 0 0 2 0 2 58 2 156 6 0 6

Total 300 1(0.3) 4(1.3) 0(0.0) 0(0.0) 0(0.0) 5(1.7) 0(0.0) 5(1.7) Total 313 13(4.2) 0(0.0) 13*(4.2)
1 150 1 7 0 0 0 8 0 8 1 158 8 0 8
500 2 150 1 6 0 0 0 7 0 7 46 2 155 5 0 5

Total 300 2(0.7) 13(4.3)  0(0.0) 0(0.0) 0(0.0) 15*%(5.0)  0(0.0) 15(5.0) Total 313 13(4.2) 0(0.0) 13*%(4.2)
1 150 3 22 0 0 0 25 0 25 1 150 0 0 0
PC 2 150 3 24 0 0 0 27 0 27 61 2 150 0 0 0

Total 300 6(2.0) 46(15.3)  0(0.0) 0(0.0) 0(0.0)  52*(17.3) 0(0.0) 52(17.3) 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, 0.075 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 2-Propenamide,N-[(2-methylpropoxy)methyl]-: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

T-G599

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 0

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

200 2 150 0 0 0 0 0 0 0 0 83 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 2 0 0 0 2 0 2 1 151 1 0 1

6 + 300 2 150 0 0 0 0 0 0 0 0 60 2 151 1 0 1
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 302 2(0.7) 0(0.0) 2(0.7)

1 150 3 4 0 0 0 7 0 7 1 151 1 0 1

400 2 150 2 7 0 0 0 9 0 9 48 2 152 2 0 2
Total 300 5(1.7) 11(3.7)  0(0.0) 0(0.0) 0(0.0) 16%(5.3)  0(0.0) 16(5.3) Total 303 3(1.0) 0(0.0) 3(1.0)

1 150 9 72 0 0 0 80 0 80 1 150 0 0 0

PC 2 150 12 63 0 0 0 73 0 73 48 2 150 0 0 0
Total 300 21(7.0) 135(45.0) 0(0.0) 0(0.0) 0(0.0) 153*(51.0) 0(0.0) 153(51.0) 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 (cyclophosphamide monohydrate, 14 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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T-G599
Table 3 2-Propenamide,N-[(2-methylpropoxy)methyl]-: 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 0 1 0 1 1 152 2 0 2

NC 2 150 0 1 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 1 151 1 0 1

50.0 2 150 0 0 0 0 0 0 0 0 88 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 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

24 - 100 2 150 0 1 0 0 0 1 0 1 64 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 304 4(1.3) 0(0.0) 4(1.3)

1 150 3 0 0 0 0 3 0 3 1 152 2 0 2

150 2 150 1 0 0 0 0 1 0 1 43 2 153 3 0 3
Total 300 4(1.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 0(0.0) 4(1.3) Total 305 5(1.6) 0(0.0) 5(1.6)

1 150 7 20 0 0 0 27 0 27 1 150 0 0 0

PC 2 150 8 22 0 0 0 30 0 30 64 2 150 0 0 0
Total 300 15(5.0) 42(14.0)  0(0.0) 0(0.0) 0(0.0)  57*%(19.0) 0(0.0)  57(19.0) 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, 0.050 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 2-Propenamide,N-[(2-methylpropoxy)methyl]-:/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 o Condition of culture medium ¥
Concentration | RPD® | - hibiti Condition of cells — .
S9 | Treatment (ug/mL) % inhibrtion N Precipitates
; " Hg o) | Late %) Color
mix (h) i) 2) 1) 2) 3)
0 (NC) 100 0 . - - . . .
12.3 98 2 - - - - - -
24.7 100 0 - - - - - -
49.4 92 8 - - - - - -
L
Q
- 6 £ | 988 81 19 - - - - - -
K 198 77 23 - - B, _ ) i
F
395 53 47 + + - - - -
790 -27 127 ++ ++ - - - -
1580 -116 216 -+ +++ - - - -

Concentration of 50% cell-growth inhibition : 410 pg/mL

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

o+

g -

++:

was also altered.

was also altered.

altered.

: No color changes
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.
A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells

Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells

Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
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Appendix 2 2-Propenamide,N-[(2-methylpropoxy)methyl]-:/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 — >
S? Treatment (pg/mL) (%) e %) b Color? Precipitates
mix (h) rate (7o 1 2) 1 2) 3)
0 (NC) 100 0 - - - - - -
12.3 102 -2 - - - - - -
24.7 100 0 - - - - - -
49.4 98 2 - - - - - -
L
Q
+ 6 -g 98.8 88 12 - - - - - -
z 198 83 17 - + - - - _
F
395 37 63 + + - - - -
790 -28 128 ++ ++ - - - -
1580 -45 145 -+ +++ - - - -

Concentration of 50% cell-growth inhibition : 339 pg/mL

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.
+: 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
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Appendix 3 2-Propenamide,N-[(2-methylpropoxy)methyl]-:/n vitro chromosomal aberration test in cultured
Chinese hamster cells
Results of the cell-growth inhibition test
[Continuous treatment: 24h]
Study type Condition of culture medium ¢

Cell-growth

Concentration L
S9 | Treatment (ng/mL) Rg)) inhibition |Condition of cells ) N Precipitates ¥
mix (h) ’ rate (%) Color
1)) 2)
0 (NC) 100 0 - - - -
12.3 96 4 - - - -
24.7 98 2 - - - -
49.4 76 24 - - - -
L
- 24 2 | 988 64 36 + - - -
<
z 198 29 71 + - - .
F
395 -25 125 ++ - - -
790 =719 179 -+ - - -
1580 -310 410 +++ - - -

Concentration of 50% cell-growth inhibition : 138 pg/mL

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.

+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.

++:

was also altered.

-+
altered.

g -

: No color changes
No precipitates
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Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells

Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
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Appendix 4  2-Propenamide,N-[(2-methylpropoxy)methyl]-:/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?® | . ,.o.. Condition of cells — :
S9 [ Treatment (ug/mL) 0 inhibition Precipitates ®
i h Hem %) rate (%) ¥ Color”
mix | (h) 1) 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
100 84 16 - - - - - -
200 81 19 - - - - - -
2
Q
2 | 300 64 36 - - - - - -
- 6 <
% | 400 58 42 + + - - - -
=
500 46 54 + + - - - -
600 28 72 + + - - - -
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 % 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

32

+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
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Appendix 5 2-Propenamide,N-[(2-methylpropoxy)methyl]-:/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 Condition of culture medium ¢
Concentration | RPD® | 810 Condition of cells — ;
S9 | Treatment 0 inhibition Precipitates ©
. (mg/mL) (%) AR Color”
mix (h) rate (%) i) 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
100 88 12 - - - - - -
200 83 17 - - - - - -
2
2 300 60 40 - - - - - -
+ 6 g
% | 400 48 52 - + - - - -
=
500 29 71 + + - - - -
600 29 71 + + - - - -
PC 48 52 - - - - - -

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.
¢) 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
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+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
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Appendix 6  2-Propenamide,N-[(2-methylpropoxy)methyl]-:/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 JmL N Inhibition | Condition of cells Precipitates
. (ng/mL) (%) L) Color”
mix (h) rate (%) 1 2)
0 (NC) 100 0 - - - -
25.0 90 10 - - - -
50.0 88 12 - - - -
<
2 100 64 36 - - - -
- 24 5
iz 150 43 57 + - - -
=
200 26 74 + - - -
250 11 89 + - - -
PC 64 36 - - - -

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.
¢) 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.

f) -: No color changes
g) -: No precipitates
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Appendix 7 2-Propenamide,N-[(2-methylpropoxy)methyl]-: 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) 45 1.24
12.3 44 1.21
24.7 45 1.24
o 49.4 42 1.14
- 6 § 98.8 19 38 1.00
2 198 37 0.96
[_4
395 30 0.66
790 15 -0.34
1580 7 -1.44
[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) 44 1.21
12.3 45 1.24
24.7 44 1.21
o 49.4 43 1.18
+ 6 2 | o8 19 40 1.07
[
E 198 38 1.00
395 26 0.45
790 15 -0.34
1580 13 -0.55
[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) 49 1.37
12.3 47 1.31
24.7 48 1.34
o 49.4 39 1.04
- 24 2 | 988 19 35 0.88
<
2 198 25 0.40
[_4
395 15 -0.34
790 9 -1.08
1580 1 -4.25

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

35



T-G599
Appendix 8 2-Propenamide,N-[(2-methylpropoxy)methyl]-: 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) 51 1.50
100 43 1.26
© 200 42 1.22
2 | 300 35 0.96
- 6 < 18
E 400 33 0.87
= s00 29 0.69
600 24 0.42
PC (MMC) 34 0.92
[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) 49 1.44
100 43 1.26
© 200 41 1.19
2 | 300 33 0.87
+ 6 < 18
E 400 29 0.69
= s00 24 0.42
600 24 0.42
PC (CP) 29 0.69
[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) 46 1.35
25.0 42 1.22
© 50.0 41 1.19
2| 100 33 0.87
- 24 < 18
7 150 27 0.58
&
200 23 0.35
250 20 0.15
PC (MMC) 33 0.87

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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