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3. HAEBRIEHME
3.1 AmERES
T-G703

3.2 AERR B
Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-: F ¥ £ =— X + NA XX —§;
FHALZ D in vitro Yo (R 25 3R

3.3 A ER B 8y
Fx A =—R - NDHAZ—filiHEFMEOREEZEME (CHL/IU) & M v T,
Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-® Y& t& (K B EFHEIHGEZ Mgt 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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wEyEEHEETE 1 R
ENEiE 1l I I N
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3.10 HEARE
AR BA A A : 20224 12 H 19 H
BB E =2 v A : 20224 11 H 30 H
A e HE G 4 o B R
FEER B 45 A : 20224 12 H 19 H
FEERETH : 20224 12 H 23 H
ICRER N N
FEER B 45 A © 20234 1 H20H
EERETH : 20234 2H 13 H
AT H : 20234 3 H22H

311 FRIBIEANTELGIH - EHBROERERRICHEZRETRVD
HOAFBRRUHARMBEEICKDGEN 222 &

ARBRIZEAL, TRILDZILDTE R TLHAROBEEICHEELZLITTRHVODH

5 FHE K OB E IR D IR dr o T2 Z L id e o Tz,
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HEFEERA RRHBEELTEEST) | GUECE, 7 —% ., HBRWERER
B, S EE (REHREEORERAZGD) RUORAEERIHKAEERY ) —F&
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MEd 2, BRKETHOBRY BN HONWTIE, EAENBE [E3K - AEfER EX
MEEEHER LRV ERENER RSN VP —F o B THHEL,
DB &R ET D,
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4. EH

Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-® G (K B H FHRAE 2 it 3 5
e, FxA ==X NN Z— il fRMHEF M (CHL/IU) 2 U7z e (R 5ol
BR % FEht L7,

AR ERBROAELHRET 5720, 2000 pg/mL ZigmAEE L, uTAmzf
PR U725 8 23 E L, M AE I RBR 24T - 72, 2 O 5 F . H0 AR HE S i) =R
S RE ALERYE TIE 250 pg/mL LA EDO & T, #EAREYE Tl 125 pg/mL UJ:@H%%
T 50%LL Earm LT, 50% M0 Rt B (ICso) &, FEIRF AL EEE O FERUBHE M
L TIE 142 pg/mL., BB E O REHEMEAL TIX 168 pg/mL, LB E Tl
102 pg/mL L EHH Sz, UL EORR LY Yk i aRRo H &%, FRER Ok
D IEARHTEELTIX 175 pg/mL Z FemHEE L, BLF% 2 25.0 pg/mL THR(U 72 6 H
B A, R EORBIEME TIE 200 ug/mL AR EAEE L, MR &E
25.0 pg/mL T U 72 7 &% MFEABE TIL 120 pg/mL s A& E L, DI %2
10.0 pg/mL TR U727 HEZ R E LT,

Yo (R FLH R TIE, MBRBEEEHI RN 55+ 5% 2R L-MEsREMEL L, &
R AL BRYE O FEARFTE AL TIE 150, 125 O 100 pg/mL, 52 REFE L BRYE O RHHE M
B TIE 175, 150 O 125 pg/mL., SEHFFALFEYE TIiX 110, 100 &8 90.0 pg/mL % Bl%2
L7z, Z ORGSR, BRI EO RBHE ML CY iR (TA) o HEBLFHEE IR
PEXSTRIE & DB THBEZEIZA DN > T2, BERE  (EEEM I K& O SN
HIRR) o> H BB BE 1T P PE o B BE & Rl U CRERHF RIS A B RN Z 8 L (Fisher DA
e REIHRIE, p<0.05) | TOHBRITEMESBEEO R NE T —F D 95%E #
ERAEZE ., HAREIZE N THAERHEERMEENZED 547z (Cochran Armitage

OEFRE ., p < 0.05) o FLIFR LR 0O FE ARG ML e OVl e AL FR VA Tid . Yeaiiif
Lﬁ%Cm)&@ﬁmﬁ%(P@%ﬁ%&@#ﬁ&ﬂﬂ@)@&ﬁﬁﬁiw#nwk
BIEICBWTH MR DI CHEEZITALDN 2o T2,

B, TNTORBIET, MBRRSLOERELT - Liz/on, RIBRITEYICER S
rmEEZBNT,

PLEDOFER DS Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-13 A #Ek 5 14
TIZBWT, EEEEERFIIFER L2y (BE) 2, R TE2HER T2 (B
I‘fc': [./7':_0
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5. #E

Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-DF ¥ 4 =— X « /NI A X —fii
ISR #RAE ZF M (CHL/TU) Z MV 2 Be (R J B ek BR 2 520 L 72 D T T O a2 il
T2,

6. SERMH

6.1 HEMERVEESBYE (B

6.1.1 WERME

LT O I3 9E GLP CHIE S 7= oM RICES <, 7ok, KON R OV
TOLEWMIIHRAESHER VY —F v o ¥ —THE LI-RMERBROMSRICL D,

4 R : Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-
L .

CAS &5 : 61792-31-2

BHAREREE S 0 2-809 ({LFEIE)

A 1 AT MG

72 i Ci17H36N20:2

o7& : 300.6

By L ER .

ANF & : 25¢g

il : >99.0%

AHH D 4 TR Je OV JEE

: A

F1K R : >212F

AR R IT DMK DR

e M DR

25 T RR : A

Vi : K 20 mg/mL ¥ iR

R c o= ENE DK BN, T ADRAEFEDORISNEN 2o T

RAE R IR GFPAHEPE - -20°C LA T, ERMEIXFF AN TH
S7c) - WEAT - ERA

TR AT BT D PEBRE PR AT

B EoEE D REWMONEMZROE D & ZITFEET D, B, WEE,
FETIL M VRIGAMEH T 5012, AT AEKTHED,

R A7 SR D BEEBRWER 1 g 2 RAFEREE LTRIFE LT,
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B 4% i D JLER D B ORRITETHEELL,

6.1.2 IEENRYE (8

Eax i DOVES K

Hir& . BARER/FH

A= — s RS RE I T8

7y S : 2D94N. 2E93N

AR C R

A5 BT D AEARERLER

T i oD AR D WEBRWE OBMIER BAFTH Y | FE, R, W EILFR

WO T2, invitro DELEFEERBRICA HWD
NTEY, ¥ 57— 4BNEBETHLIZ ELERLT,

6.2 #HERR DR
AR L, SR BRI AT S OB AT T TE S L 72

6.2.1 0 B 1 5iE 4 ol 5L BR
6.2.1.1 SRR AL

10mL DA RT T A THWERYE 0.2000 g 2 FF&E L, MWEORE A2 N2 CHEM S
TDOLHEICEEZMZ T 10mL & U, &mHEFKR GIRIEE : 20.0 mg/mL) % i{H
L7z, T, IWBECEMEMIC AN (A 2) LT, 10.0, 5.00, 2.50, 1.25, 0.625,
0.313 X0 0.156 mg/mLik e L, G 8IEAMM L7, Z 0o A& GHiaRERE)
IZDOWTIHE 7.2.1 THS A,

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

6.2.2 ZEAREEHR
6.2.2.1 A AE

50mL DA AT T A THWRHME 0.1000 g ZFFE L, BEOREZ N2 TR S &
OB EICEMAMZTS0mL & L, fem HEFKR GRRIERE © 2.00 mg/mL) Z 7%
L7z, Thz, Wit cEERIR L <, 1.75, 1.50, 1.25, 1.20, 1.10, 1.00, 0.900,
0.800, 0.750, 0.700, 0.600 %" 0.500 mg/mL #% & L. &t 13 IBE AR L=, i
AL BR 1L O JERFHE MEfE TIE 1,75, 1.50, 1.25, 1.00, 0.750 & T 0.500 mg/mL & % .
L IRE [ AL BRYE o AREHE ME{L T iX 2,00, 1.75, 1.50, 1.25, 1.00, 0.750 % T} 0.500 mg/mL
W%, HHALPEYETIE 1.20, 1.10, 1.00, 0.900, 0.800. 0.700 } " 0.600 mg/mL &
A L7z, ZoRoM&E GERZBZERE) 2O TETHE 722 HE2H,

11
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6.2.2.2 SRS
PRI T8 L. AR 1 R AN L7,

6.3 G R E

UUTD2o0bEMmE Wz, 2D OEERME X A K7 A (OECD TG473)
THER S, invitro KRB FERBICASEHA SN TEBY, 7, BRT 2 0NEE
TOhHHZ EMDHERLE,

6.3.1 Gt R E 1

1) ~A h~ATr (RBEMELEL)
4 : Mitomycin C (I&Fr : MMC)
CAS &= : 50-07-7
A =T — BT AV AR REERR A A
ny & : WTH2468
RAE SR RGNS
(EXE= 0 o BR AR AN R R =

2)  MMC V& O
HARFIZFRAR L 7=,
MMC 1.0 mg ZmLE IR L, ZHICERARER (AARERS, XS KE
FITH 1 v FFS K2E92) 2 mL M2 CIHEM L. 0.5 mg/mLiFKE Lz, =
DR Z LB CHIZ 200 5 AR L T 2.5 pg/mLEK & LTz,

3) MMC ® &
FEFRALEE (RS MEEZE L) T 0.075 pg/mL., EFALELYE T 0.050 pg/mL &

L7,
6.3.2 EiExt YA 2
) ¥7me7x2A77 I8 (RENEMHILAED)
Eap i : Cyclophosphamide monohydrate (H§#: : CP)
CAS &= : 6055-19-2
K& c AR (97%LL 1)
A=) — DB BT AV AFOERRER A
2y &S : SKE6784
R A S Do,
A7 55 T ORE AR M AR

2) CPIFKDOFE
HRFIZFRE L 7,
CP 14.0 mg ZmILE TR L, ZHICABAER (AAKRGT, Mttt k&
T v v FES K2E92) % 20 mL Ml x TIAEME L. 0.70 mg/mL AR %2 775

12
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L7,
3) CPOH=E

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

6.4 HERRUZOEREH
LR TR o MR I 4 T 4 > (OECD TG473) THERR S TV 2 iifia o
—OTHY | invitro RBERBFEARBIE A SN TEY | ERT - PBETHD

ZLEMBERL

6.4.1 0 e AR
i 44

AR IR

ny MES
ATFH
TR SR AF
M A A

LR IRE Ok S

6.5 AE
6.5.1 S9 mix
1) S9

Exi

ATy —

P R

2y &S

FH >k
YA

W 5 O AL

S F A = — X N R X — il Ok O R HEIE R R

(CHL/IU)

. I—
I

- I

© 2020412 A4 9 H

C IR ESE (-196°C)
D MR OIREEN IEE (Vv — VR IZEES LFFER O R

EHT D) . MIRMGIEER 15~20 REFILLAN  (SEHIME ;
18.9 HF[H) . Y@ R4 25 RO 70%LL E, Yufh
RERFERERN SURETHY, ~f 2T T X~ D5
MW ERER I DE W,

o 5 P R OD R A A RK VR e G SR ) BB T 7 R, G

EARRFREBR T 16 N TH o7z (FFAHDH : 3~30 ik
(A

: S-9

AV o VR T RS

: 2mL/ 3o T )

: 22093007 Gl fa s FE NI FABR) . 22102108 (Yo iR B

AR )

. SDREET v b, ATl

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

: PB: 4 HREEEAEE (30, 60, 60 X160 mg/kg)

BF : PB# 53 H HICHBIEREANE G (80 mg/kg)

13
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W - M
R

R AF S

TR AF 55
2) ady g H—

4R

A =T —

WA &
ooy b

15 FH T IR
PRAF AT

RAF5 T
3)  S9 mix O SE

: 202249 H30H (m2v &S ;22093007)

2022410 A 21 H (2 v F&ER :22102108)

: 202343 H29H (2w &R ; 22093007)

202344 H20H (m > FEE ; 22102108)
7 P - M

0 2212+78¢g (my F&ES ;22093007)

219.6 £10.7 g (7> M5 ; 22102108)
W (=70°C LA F)

D HEEA R E

: Cofactor C

AV = 2 VEERE TR AU T

: 4.7 mL//NA TV
22092807 CHEf@¥EmE aniaXER) . C22101908 (FLfafk

FHR)

: 202343 H27H (2v h&H ; C22092807)

202344 H 18 H (v v F&SE; C22101908)
wi (=70°C LLF)
55 2 M0 F R ==

AR L=, S9 a7 77 X —% 247 DEE (K 1347 )V) TEEBIC
EBALTSImix ZFWH L7~ SO mix DL (1 mLH) ZLLFICRT,

7K
S9
MgCl,
KCl1

Toa—RA-6-V B

0.7 mL
0.3 mL
5 pmol
33 pmol
5 umol

bl =aF o7 I R7F= X7 LAF RY U2 (NADP)

HEPES #&f##% (pH7.2)
6.5.2 EER

: 4 pmol

: 4 umol

Minimum Essential Medium (MEM)IZ3E#){t L 72 “F1fLiE (bovine serum. BS) % fx
FEIREEDS 10v/v% & 72 D K DTN L 72 85288 (10%BS-MEM) Ziifd L7, g o
BRI E L, 1 & H NI LTz,

1) R
Ay —

: Thermo Fisher Scientific Inc.

14
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7y hE 2471439
PR A7 o W (-20°CBAT)
R A7 5 BT DA e AR =
2) Minimum Essential Medium (MEM)
A —T1— : Thermo Fisher Scientific Inc.
oy S E S D 2444918 (M@ FE I EAER) | 2508904 (MRSt
AR ER)
P A7 e R
ORA7 55 AT DO EEARERIE

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

7.1 BERURTA FEKXRDERE

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

7.2 AEDERE

7.2.1 0 e 15 Big 40 1 5t B

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

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

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

15
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7.2.2 Z2EAEEHR

0 A B A BRBR O ARG SE . MR G AE AN HI 2 (100 —RPD) I, LI AL B U5 T
250 pg/mL LA B FE T, #EE AL TIE 125 ng/mL UL EDOHAET 50%L L& L
720 50% A HEFE AN HI I L (1Cs0) 1. A0 RERALERYE O FERHIEMEIL TIE 142 pg/mL,
IR ] AL BRYE O AREHE ML TIX 168 pg/mL, # e LB 1E TIE 102 pg/mL & B STz,
BB, WTHOWLEETH, TXTOHETHREIIRED bhnotz, M EDOERX
0, PEaERERBROHREL TROBYRE L,

F o, BB R LRI N % C A LR A T R ok FRE R ONBG 1 Sk FRBE & 5% 1 7=

AL ER AR E (ug/mL)
50 IR ] AL B 7 .
S F BT b (L 175, 150, 125, 100, 75.0 X 1X50.0
50 IR ] AL B 7 .
A c 200, 175, 150, 125, 100, 75.0 %2} 50.0
JE ¢ AL PR Yk 120, 110, 100, 90.0, 80.0, 70.0 %1} 60.0

7.3 BERBHRUEESN

1) HBEAHK
BRBICIXyBREEEFE AT T AF v 78O L —F (B 60mm >y —L) ZHWN
72
A A 28 508 4 ) B BR C IR A BE 1 SR Y (single culture : B5 38 #& 1 W oD il 3% BE I E ) |
uto (K BE R CIIARE 3 R4 (triplicate culture : 2 SR ¥ & Yo (R ARVERLA |
1 RANE R &E TREOMBIRENER) & L7,
F o, MR E R R N a R R EREBR e b IS 1 o7 L — k&AL
MERFO MR ERNEMR & LTHER L,

2) KM
I 37°C, K O 5%CO, FCH# L7,

7.4 ER T iR

7.4.1 0 e 15 Big 400 1 5t B

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

1) FL—F (B#iKs5.0mL) 4720 2x104fH O 28 L, 3 ARE#ZL-,

2) HiEE 3 BT, BISIATHHZEBEMET F TR OREBICEE N 2N L 2R LT,

3) TR T, BHREZBRE L, BEESIRE SUIBRIE. H 50T S9 mix 2 i
L7,
F 7o, ALELBRAAEEHI IR E R EH O 7 L — b 1 KIZ OV T, 0.25% trypsin ZLEL £
(AN 2 R U, i BRE AR 2 A AL R BR AR B oD I TR R A T E L7

16
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N 50 IR [ AL B 7 - g
L R o5
REAE RS M B L RS EEA D ERELEE
MERRER 0.500 mL 1.333 mL 0.500 mL
S9 mix AN & 0.833 mL
(S9 B H A RE) (0.975 mg/mL)
iz S HR R 1%
8 VR 0.500 mL 0.500 mL 0.500 mL

4) LFEEEERZIC, LHEEBROAHZRNIRTEIZE L, $7o, BISAACHEZBEME T
T%%@ﬁﬁ%ﬁ%bto%®§\ﬁﬁ%@ﬂﬁfi6ﬁ%\@ﬁ@ﬁﬁﬁﬁm
e hs & (W) L7z,

5) FRFMAERE T, 6 WRef OE % | BISIAE ZBEMEE T T O A & Ao
WREZBIZE Lo, IRWT, MEREERIE A #5C. 2% 4 MG i A B 3k C e %
Perr L. #H LW 10%BS-MEM £528i% 5.0 mL Z N z T 18 Wil f5a% (RIE R #) L
7=,

6) BEEKETHRIC, BN ZEBMEE T CHhEOFE L MinoREL B LT,

7)) WRWT, £7 L —F%& 0.25% trypsin CHLEE L CHIfd &2 FIUX L., 1l BRETHE 4% %2 A
VW THEFR T RF O MR iR 2 & I E L7

8) JLPEBHAAKE KR OEEK TREOMAREE NS, WOKX 1 L2 126V, £FED PD
J OYRPD ZH M L7z,

log (H3&#& T HF QMG Fe A + ALBEBE 4G BF o M0 ja e 2

Pb= log 2
(X1
o/ (W B BB EE I B T 5 PD) y
RPD (%) = (BIER BRI 51T 5 PD) 100
(X 2]

9) RPD 75 M@ IN# = (=100-RPD) #H H L7-, AMAEHEAEENH =2 50%0L
ODHENALNTZTZD, 50% % T 2 SOEHRNL, ICso R LT,

142 2EAEEHR

1) H74.1HD 1) ~2) LR UCEIEEZIT -7 (QLELB A O ML E R T %2 &) .

2) TRICW-S T, HREEREZREL., BEEIE., #BRIE XIIGESREK., H 250k
SO mix ZIRM L., KALPREEIZH T AP R/IK & LT,

17
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3)

4)

L ‘
w5 P % _ L g AL
REAE RETERLEL | RHEELE Y RALERIE

2 = 0.500 mL 1.333 mL 0.500 mL
SE R RIS R (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix HRIN&E 0.833 mL
(S9 B Pt iRE) (1.074 mg/mL)
T2 0 TR W1
%ﬁ%ﬁ(ﬁfﬁ%ﬁﬂ% 0.500 mL 0.500 mL 0.500 mL
5k X TR T2
Fﬁ:@ﬂ';{ﬁz MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
win&

o RSP RBEC O RIKRER

FHTA1THD 4)~5) LRI CEEEZIT- -

BEBEOERKR EMBOBEZET) |

R U A2 B D IR A R 7 L — b iz Tl

(e

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

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

BEA TR, FRER 2 HOROEEAERA T L — Mo T, LTOFIET

Bets ORI & (R L 7o, B

BEREARTT L — P20 2 BHERL 72,

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

%%ﬁbk%\ﬁW/Tlﬁﬁ(f?WTw:~»@wk3H\W)TIELKO
BELEHEZ AT A T A IRIZHOE2HEICH FL, BREZLcobX LY
Yt L TP REARE LT,

5) BHOEVOIKOTL—F (HRREENEHZLV—8) 2HWTHEDOf &
L OMIROREZ MR LT, IRWT, H 741D 7)~9) ODFIETPD, RPD &
OVHI R 38 5l i) =8 2 SR HE L 72

7.5 HMREEsSEICEAET S T —2DXRTE
e . RPD M OSHERRESFEIN G RIT, MWL L 0 BHER, PD XU TIA
WX /INBEE 2 ETE R LI, 72, ICso XA F 3N TER LT,

7.6 Z2RAFERDHE

7.6.1 HEFIE
m@%#ﬁ<%%t«m@%%wb@ﬂ@t/%nf7%ahtﬂﬁ¢%@®ﬂ%
ZUAREL N (F528 : x600) THHE 300 # (2 %850x150 fE/% %)) Bl%2 L., MHiERTE O

ﬁ&ﬁﬁ%%oﬂ@®ﬁﬁﬁ%ﬁﬁb\ﬁﬁ@%%mbtoHﬁuﬁ%ﬁ%(%ﬁ%

K OBNENMEZ X L CHET5) OHBEEEZHEL, HEBER2HH Lz, #5
FERIEICEZ VTS,

B P Sk FERE S OV B P ok FRBE I 42 CBLER L 7o, BRBR A BT ALBRAE 1T, 500 e 185 0l 10 1) 28 203
55+ 5%~ LIt HEARmBAES L, BERFHELEEOIFMRFEML TIX 150, 125 &
O 100 pg/mL, FERFFEALERVE O ABHE ML TiX 175, 150 XY 125 pg/mL, & L3
#ETIE 110, 100 &0 90.0 pg/mL ## 22 L7z,
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7.6.2 2EREEDODE
L REFIIHERE EHRORFICRINL, BERERFIIEIZUTOLIITERE - »
Lo, 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) 2471 CTHEFHL 7=,
1) MEIEREE
v 7 (g) DR R (ctg) M OV R (esg)IZB T DX v v T L
XG5 R O R AR 12 G B oy R O WE LT C IR 72 3k
Bt L NBO LD H D
Yt Sy (KRBT (ctb) : WA NG RO EERE LA ST Tnd b o kD
GBI S G A R D R B2 - Th FEYL AT
NORENGEETIKDOIRLL LI TWD b D
Yea fy R ZZ i (cte) @ 2 AT ML ECA LU AEICHES T O2RETH
D, B RN L Qe AR AU BT E D, U
WL, B REHR ERnd 5
Qe KRG (csb) ¢+ A0 HAIT otb ITHET 5, FEYL AL 28 Yu AR O [R] il | 7
DI T TCEBYVEFRENREDO N2 NS DK OIELRE
B NG AR O TR B B2 > T IEYEENL O R S
WY A ROIEL EICR W H O
et R A2 Wi (cse) ¢ RO RINARHER & R ASHAIZ T & S, Hh IR G
Bk, BRIREEKREND D
< D (other)  Wrhib(frg) 7 ENH D
2)  FHyEE
et (RS, ZOMBDBARFF > TWDEA O (ZfEK) 80 SNl
HD GREER, 45K L)
i Hork D fEEER A (polyploid cell)
NG Mo MIE (cells with endoreduplicated

chromosomes)

7.7 HRET AR AT

ITNENOUEET LI, ¥y v TE2EERVES (TA) ORGEREERE 2467
oM BE OB AR 2 AT M (RFEMEM L R O NG M E o &5 ok
BHEEIZ DWT, AT OREFHENT 24T o 72, Bk IRGEE & BB B AL B RE[R] C Fisher @
B R EHRIEIC K Atk (A EAKYE © 0.05, ) #1772,

FRLO Iz VT, FRFFAEE O RBHEME I B W THE R INAFED bz
72¥ . Cochran Armitage DM E (FEAKYE : 0.05, Ffll) =177,

F o, B RAEEREICOW T, M R & Y FEE L O T % Fisher O
Peffe =R FHREIC K D xb bl (FEKYE £ 0.05. A1) 247572,
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WIFRORBE LM Z R T EICO0NTORMN LT,

7.8 BRI B
PLFIWCARTE2TOREET- LGS, Rk &5,

1) BLERELHENIHEUEHDZ &

2) PEMEXERICRT DR R O HBLEN | RSB 27 — % D 95%% Bl
FHPN (Mean + 1.96 SD) TH D Z &

3)  BEMERTRREEIC T D YRR i B O B S . FRMERTIREE L LN TH B R
R4 2 &

4) A (5% BREICHEIRRD LW &

7.9 HROHTERAE
UTORTOEELZTIHG . HRYE TGRSR ORI RS (5

AR OB NS IMRR) FREEZ AT 2 (BB SHET 5,

1) < tb 1 OOWBRYERERICE T 2GR B HBLEE D, 20 xHREE &
AN THEZREINZ 7R~

2)  EFEOHIMIZIE Cochran Armitage DR E TH B HEKGFERN A DBNLD

3) WA IR U7o R B IR EERE O BLERDS | RV BT 507 — & D 95% & P &
STH D

7.10 fERREER
E%nu nﬁ% i;@fﬂﬂ L fot Nro 71:_0

8. MHERHER
8.1 0 e 15 Big 400 1 5t B
fiti & % Appendix 1~3, Appendix 7 |{Z/x L 7=,
1) HHREOGHENL
o PR [ AL BB D FE AR MR AL B OVELfe AL BR L T U 2000 pg/mL O H & TS,
S I AL FR 9 D AR BHE PEAL TUE 2000 pg/mL O FH & T8 (A~ D (28 Ak 23 81 22
iz,
2) Wk
TR TOLBECTHRBIIBE S e o T,
3) AR EEME
R B B A R SR R ALER YA T 250 pg/mL LA B BT, AL TIX
125 pg/mL BL EDO A& T 50%LL EZR Uiz, 50% A 5l B dil e & (1Cso) |
S5 B AL R S 0 FEACEHE MEAL CTIE 142 pg/mL. 8 WF L ER vE o AR EBHE ML T
168 pg/mL., HHALIEETIX 102 pg/mL & B X7,
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8.2 Z2REAFAEEHAR
#t Bt % Table 1~3, Appendix 4~6 } " Appendix 8 {2/~ L7z,
1) EHBREOGHENL
TARTORIAETEREITBE I N> T,
2) Uk
TRTOMBECTHREITBE IR o T,
3) AR EEME
R B B A SR 0, AR R AL R VR o FEREHEMEL TIX 150 pg/mL BL RO & T,
f R ) AL B VE o AR EEE PEAL T 175 pg/mL LA B oo BT AL EE vE T
110 pg/mL LA EOH&E T 50%LL ExR L7z,
4)  BLEERER
Yot (RREYE BLH (TA) O I BUBE B 1, R ALER 15 o0 FEATE MR L Tk 150, 125
V100 pg/mL OHET 2, 1 KO3, FREEAERYE ORTE ML T 175, 150
KON 125 pg/mL O & T 3, 1 KO 2, @il B{E TIX 110, 100 X T* 90.0 pg/mL
DODHET2, 1 XV 4 ThHY, ST DEMEXTREEE ORICHEBEZIXA LR
> 7,
B R (HSEEMR L OBENEIAE O &5 o HBUBEE X, HRERLEE O
FERHBHE AL TIX 150, 125 XY 100 pg/mL O & T3, 4 KON 4, 57 E L E
DORFHEPEL TIEL 175, 150 KON 125 pg/mL O AR T 10, 4 KO 1, Epi AL ik
TIX 110, 100 X1 90.0 pug/mL OHET 1, 1 X2 TH VY, HERRILEEDOR
HIEMEAL O 175 pg/mL TREMExREE & e U CHRFHFMICA ZE R BME R L
(Fisher O BB fERGHIE, p <0.05) . ZTOHBIR TR BEEOE NS =T
— 2D 5% EHR LRA B L., HMEBEICEWTOEERHEEREENRED b
(Cochran Armitage OfHFIMRE, p <0.05) . Dy fEIL 1.5 mg/mL ThH o7, %
IF AL R 7 D FE ARG PEAL e ONE e AL B VA ik, wHs 3 D BatExt Bt & o fIcfF
BEIAEONRNS T,

8.3 HAERDRLIL
TRTCONEET, T8HEHO LML Lo, RBRITEYICERINTZLEZD
i,

9. EE

Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-® Yok B EFHIGEZ KT D
e, F A ==X« NN E— il BRHEF A (CHL/IU) 72 72 e (R S il
L ge =y T O

e R F B Tl M ISIES 55+ 5% a2 n LEHEE RS HELEL L, A
IRF AL BEYE O JEAEITE M L Tid 150, 125 KO 100 pg/mL, FEEFE AL B L O fRBHE P
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LTI 175, 150 KO8 125 pg/mL, JEHEALFREE TIX 110, 100 &) 90.0 pg/mL % 8] %2
L7c. ZORER., FLRFHLEE O MRBNE L CYaMmER Y (TA) OHBBEE IR
PESTREE L DB THBEZIZA DR - 722, R  (EEEME & O NS0
HRR) O HBLEEE 1L Rt BRRE & bl U TG AIIIC A B 2N % 7~k L (Fisher O HE
PRI R, p<0.05) | ZOHBRITRBREMSBEEORRNGE ZT —% D 95%E H
FIRZEZ, HAREICEWNTHAERHEKFEENRD b7z (Cochran Armitage
OEMFRE . p < 0.05) o FLIRFRHIALERE O FEARHHE PEAL J OV AL B VL C I, Yool
R (TA) RO R (S50 & O N IIR) o HBBEE W h o
HIEICBW T ORI O THEE T AL R o T2,

10. #E5:m

Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-IZ ARSI TICHB W T, &
G R ITFHR Ly (20) 25, BRFEZ2FERT L5 (B Lfim L7,
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Attachment 1

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

Negative control Positive control

Short-term treatment (50 studies, 15300 cells) Short-term treatment (50 studies, 15000 cells)

. . Poly TA . . Poly TA
T T

S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.6 Mean 0.0 61.3
4 6 S.D. 0.3 0.3 cp N 6 S.D. 0.0 10.5
UCL 13 1.2 UCL 0.0 81.9
LCL 0.1 0.0 LCL 0.0 40.7

Short-term treatment (50 studies, 15300 cells) Short-term treatment (50 studies, 15000 cells)
S9 mix Time Poly TA Substance S9 mix Time Poly TA
. %) %) ! ) %) )
Mean 0.7 0.7 Mean 0.1 20.7
6 S.D. 0.2 0.3 MMC 6 S.D. 0.2 4.5
UCL 1.1 13 UCL 0.5 29.5
LCL 0.3 0.1 LCL 0.0 11.9

Continuous treatment (50 studies, 15300 cells) Continuous treatment (50 studies, 15000 cells)
. . Poly TA . . Poly TA
S9mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.1 23.5
) 24 S.D. 0.3 0.3 MMC ) 2 S.D. 0.2 4.5
UCL 13 13 UCL 0.5 323
LCL 0.1 0.1 LCL 0.0 14.7

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 November 2018 to July 2022.

Negative control: solvent or extraction vehicle of the test formulations (water for injection, isotonic sodium chloride
solution, dimethyl sulfoxide, acetone, culture medium or 0.5w/v% sodium carboxymethyl cellulose
solution)

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 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-: /n vitro chromosomal aberration test in cultured Chinese hamster cells

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

T-G703

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

NC 2 150 0 2 0 0 0 2 0 2 100 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) 1(0.3) 4(1.3) Total 302 2(0.7) 0(0.0) 2(0.7)

1 150 1 1 0 0 0 2 1 3 1 153 3 0 3

100 2 150 0 1 0 0 0 1 1 2 100 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) 2(0.7) 5(1.7) Total 304 4(1.3) 0(0.0) 4(1.3)

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

6 - 125 2 150 0 0 0 0 0 0 0 0 82 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) 1(0.3) 2(0.7) Total 304 4(1.3) 0(0.0) 4(1.3)

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

150 2 150 0 0 0 0 0 0 0 0 47 2 152 2 0 2
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 303 3(1.0) 0(0.0) 3(1.0)

1 150 10 23 0 0 0 33 0 33 1 150 0 0 0

PC 2 150 5 24 0 0 0 29 0 29 74 2 150 0 0 0
Total 300 15(5.0) 47(15.7)  0(0.0) 0(0.0) 0(0.0)  62*%(20.7) 0(0.0)  62(20.7) 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 group by Fisher’s exact test)
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Table 2 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

T-G703

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
1 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 1 152 2 0 2

NC 2 150 1 1 0 0 0 2 1 3 100 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) 1(0.3) 4(1.3) Total 303 3(1.0) 0(0.0) 3(L.OY#

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

125 2 150 1 1 0 0 0 2 0 2 80 2 150 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 0 1 1

6 + 150 2 150 0 1 0 0 0 1 0 1 68 2 153 2 1 3
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 2(0.7) 2(0.7) 4(1.3)

1 150 0 1 0 0 0 1 0 1 1 153 1 2 3

175 2 150 2 0 0 0 0 2 0 2 44 2 157 1 6 7
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 310 2(0.6) 8(2.6) 10*(3.2)

1 150 6 90 0 0 0 95 0 95 1 150 0 0 0

PC 2 150 8 102 0 0 0 110 0 110 52 2 150 0 0 0
Total 300 14(4.7) 192(64.0)  0(0.0) 0(0.0) 0(0.0) 205*(68.3) 0(0.0) 205(68.3) 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 (CP; cyclophosphamide monohydrate, 14 pug/mL)
RPD: Relative population doubling
*: p <0.05 (significantly different from the negative control group by Fisher’s exact test)
#: p <0.05 (statically significant trend by Cochran-Armitage trend test)
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Table 3 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-: /n 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  (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 1 0 0 0 1 0 1 100 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 2 0 0 0 0 2 0 2 1 152 2 0 2

90.0 2 150 1 1 0 0 0 2 0 2 80 2 150 0 0 0
Total 300 3(1.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 0(0.0) 4(1.3) 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 - 100 2 150 0 0 0 0 0 0 0 0 61 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 0 0 0 0 0 0 0 0 1 150 0 0 0

110 2 150 1 1 0 0 0 2 1 3 48 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) 1(0.3) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)

1 150 10 27 0 0 0 36 0 36 1 150 0 0 0

PC 2 150 9 33 0 0 0 41 0 41 69 2 150 0 0 0
Total 300 19(6.3)  60(20.0)  0(0.0) 0(0.0) 0(0.0)  77%(25.7) 0(0.0)  77(25.7) 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 group by Fisher’s exact test)
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Appendix 1 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-:/n vitro chromosomal aberration test in cultured
Chinese hamster cells
Results of the cell-growth inhibition test
[Short-term treatment: -S9 mix]

Study type 4 Cell-growth - o Condition of culture medium ¢

Concentration | RPD ® nhibition Condition of cells Procioitates ?

nsligx Tree(lg?em et R EON ) y | D 1) pz) 3)

0 (NC) 100 0 - - - - - -

15.6 98 2 - - - - - -

31.3 100 0 - - - - - -

62.5 91 9 - - - - - -

- 6 25 125 58 42 ++ + - - - -

E 250 h) h) o+ TOX - - - -

500 h) h) TOX TOX - - - -

1000 h) h) TOX TOX - - - -

2000 h) h) TOX TOX |Light orange - - -

Concentration of 50% cell-growth inhibition : 142 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.
TOX: There existed few cells attached to the plate and almost all cells were detached and/or dead.
f) -: No color changes
g) -: No precipitates
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 2 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-:/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 ¥ AP Condition of cells
S? Treatment (ng/mL) %) 1nh1b1t10£1) Color? Precipitates ¥
mix | () rate (%) " [T y | 0 2) 3)
0 (NC) 100 0 - - . i . i
15.6 91 9 - - - - - -
313 91 9 - - - - - -
62.5 81 19 - - - - - -
+ 6 g 125 76 24 + + - - - -
E 250 h) h) o+ TOX - - - _
500 h) h) TOX TOX - - - -
1000 h) h) TOX TOX - - - -
2000 h) h) TOX TOX [Light yellow| - . -

Concentration of 50% cell-growth inhibition : 168 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.
+++: Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
altered.
TOX: There existed few cells attached to the plate and almost all cells were detached and/or dead.
f) -: No color changes
g) -: No precipitates
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 3 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-:In 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 inhibition |C .. ¢, e) .. 2)
39 | Treatment ondition of cells Precipitates
(ng/mL) (%) o/ b Color?
mix (h) rate (%) 1 2)
0 (NC) 100 0 - - - -
15.6 103 -3 - - - -
31.3 95 5 - - - -
62.5 95 5 - - - -
o
- 24 & 125 23 77 ++ - - -
<
E 250 h) h) TOX - - -
500 h) h) TOX - - -
1000 h) h) TOX - - -
2000 h) h) TOX Light orange - -

Concentration of 50% cell-growth inhibition : 102 pg/mL

NC : Negative control (water for injection)
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 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.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
TOX: There existed few cells attached to the plate and almost all cells were detached and/or dead.
f) -: No color changes
g) -: No precipitates
h) RPD and cell-growth inhibition rate could not be calculated because the number of cells was zero.
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Appendix 4  Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-:/n vitro chromosomal aberration test in cultured
Chinese hamster cells
Results of the chromosomal aberration test
[Short-term treatment: -S9 mix]
Study type . | cell-growtn Conditi 0o Condition of culture medium ¢
Concentration | RPD * R ondition of cells — :
S9 [ Treatment /mL 0 inhibition Precipitates ®
- ) (ng/mL) )| rate %) Color "
mix | (h) 1) 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
50.0 102 -2 - - - - - -
75.0 100 0 - - - - - -
2
Q
2 | 100 100 0 + - - - ; -
- 6 <
2 | 125 82 18 ++ - - - - -
=
150 47 53 +++ + - - - -
175 24 76 ++ ++ - - - -
PC 74 26 - - - - - -

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.
¢) Condition of cells was observed 1): at the end of the treatment and 2): at the end of incubation.
d) Color of culture medium was observed immediately after addition of the test solutions. Presence or absence of precipitates

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

o+

g -

++:

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

+: 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.

: No color changes
No precipitates
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Appendix 5 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-:In vitro chromosomal aberration test in cultured
Chinese hamster cells
Results of the chromosomal aberration test
[Short-term treatment: +S9 mix]

. .o d)
Study type . ) Cell-growth Condition of cells®® Condition of culture medium
S Concentration [ RPD inhibition Precipitates )
9 | Treatment | (ug/mL) ) | fate (%) Color”
mix (h) ° 1) 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
50.0 95 5 - - - - - -
75.0 90 10 - - - - - -
2 100 85 15 + - - - - -
.8
+ 6 5| 125 80 20 + - - - . -
= | 150 68 32 + + - - - -
175 44 56 ++ + - - - -
200 24 76 ++ ++ - - - -
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.
+: A small number of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
f) -: No color changes
g) -: No precipitates
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Appendix 6  Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-:/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 ¥ S .. ) . )
S9 | Treatment JmL N inhibition |Condition of cells Precipitates ©
; (ng/mL) (%) o) Color?
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
60.0 90 10 - - - -
70.0 87 13 - - - -
L 80.0 82 18 - - - -
.8
- 24 5 | 900 80 20 + - ; -
= | 100 61 39 + ; ; ;
110 48 52 + - - -
120 38 62 ++ - - -
PC 69 31 - - - -

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.
++: Approximately half of cells were detached from the plate and floated in the culture medium. The shape of attached cells
was also altered.
: No color changes
g) -: No precipitates
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Appendix 7 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-:/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 (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 45 1.49
15.6 44 1.46
313 45 1.49
2 62.5 41 1.36
- 6 2| 125 16 29 0.86
<
;3 250 0 a)
500 0 a)
1000 0 a)
2000 0 a)
[Short-term treatment: +S9 mix]
Study type Cell counts (x10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 45 1.49
15.6 41 1.36
31.3 41 1.36
o 62.5 37 1.21
+ 6 g | 125 16 35 1.13
<
;3 250 0 a)
500 0 a)
1000 0 a)
2000 0 a)
[Continuous treatment: 24h]
Study type Cell counts (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 42 1.39
15.6 43 1.43
31.3 40 1.32
2 62.5 40 1.32
- 24 2| 125 16 20 0.32
<
;3 250 0 a)
500 0 a)
1000 0 a)
2000 0 a)

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

a) PD could not be calculated because the number of cells was zero.
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Appendix 8 Dodecanamide, N-[3-(dimethyloxidoamino)propyl]-:/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 (x 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NO) 52 1.18
50.0 53 1.20
o 75.0 52 1.18
2 | 100 52 1.18
- 6 =} 23
7] 125 45 0.97
e
150 34 0.56
175 28 0.28
PC (MMC) 42 0.87
[Short-term treatment: +S9 mix]
Study type Cell counts (% 10* 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 1.18
50.0 50 1.12
75.0 48 1.06
5 | 100 46 1.00
- 6 5 s 23 44 0.94
S 150 40 0.80
175 33 0.52
200 28 0.28
PC (CP) 35 0.61
[Continuous treatment: 24h]
Study type Cell counts (% 10* cells/mL)
Concentration .
S9 |Treatment (ug/mL) At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 59 1.36
60.0 54 1.23
70.0 52 1.18
5 | 800 50 1.12
- 24 | E [ 900 23 49 1.09
S 100 41 0.83
110 36 0.65
120 33 0.52
PC (MMC) 44 0.94

NC : Negative control (water for injection)
PC : Positive control (MMC; Mitomycin C, 0.075 or 0.050 pg/mL, CP; Cyclophosphamide monohydrate, 14 pg/mL)

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