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3. HAEBRIEHME
3.1 AmERES
T-G796

3.2 AER T
N—ITFNTTH)—=LT I T =—X e NAAX—IEEMPEZH DD in
vitro Yu o (K 2 5 i Bk

3.3  HBRAM
F XA ==X e NARAZ =i OE#EME (CHL/IU) ZH W<, N—=—F
VT E )T S ORGEREFREL R L,

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)

3.5 HEREZFEE

JE A G A
EHE EELFEETHYE TEPERLERIRE
T100-8916 H AUHL TUH XA E 1-2-2

3.6 HERZIEE
KSRy VY —F ko ¥ —
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0 Hed 455 2 ) SR
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RN NN
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AT A © 20244 3H 19H

311 FPRIDIENTELGIH - EHBROEREICEEZRETREVD
HOAFBRRUHARMBEEICDGEN 222 &

ARBRICEL, TRT2 LN TERDP > EHRROBEMEICEELRETRVOH

% PR R OB B S G D 7R o 72 Z LT b o T,

312 AREE

ABREHEERA GRBHEELEEST) | miCE, &7 —7 . RmE KRR
B s EF8H (REBEEOHRAZTL) KURARERTIRAEERY ) P —F &
v S B TEET OB RMRAF MR AR T D Zrds. T OWIRITRABRE T & 10 4
L35, WIHETRORD BNICHOWTIE, BEAGEE EEF EELFEAE
i AEEMERENREBERASHER Y VY —F v 7 —HTH#E L, TOLEZR
EY Do
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4. EH
N=—x=FNVxZd ) =T I OROERBRFEHFEEEZRNT L7200 F v A =— X"
NI AL —fifi OB AR (CHL/IU) % Fl 72 Gefa (R SR B IBR 2 SR 0 L 7,

PR FEHRBROHEZRET 5729.1340 pg/mL(10 mM MY 2 KEmHELE L,
DLFALL 2 ChRUZZE S HEZRE L., MAHEMEMEIRREZ T 72, ZOREE, M
HAEENH = (100 —RPD) 1%, @l EO R EHETH 5 1340 pg/mL T 50%LL B &
L, R AL YE Tl 50%LA B2 7R & 7225 7o, 50%H0 88 5l B0l (ICso) 1.
HFEALEYE T 716 pg/mL LRIz, LEOFRREL Y, REERERBROHEIT,
FOWRF M ALERYE Tl 1340 pg/mL ZicmHAEE L, LFAK 2 THRLE 3 HEZ, Eft
SLFRVE TIE 1200 pg/mL ZEm M EE L. LUNAZE 150 pg/mL TR L 72 1050, 900,
750, 600, 450, 300 2 U8 150 pg/mL OFF 8 HEZRE LT,

Yot R B BRI, ERMABEEIR 2 TOAEZ B Ln, @ L HEYE T
HHEINH RS 55 + 5% 2R LI EZ k& E L L, 600, 450 & T 300 pg/mL @ 3
BEBE L, TOME, JarEERT (TA) ROEWRE (FFEMM X OEN
fEHMNE) OHBBEE TV TOABEEICEBNT BRI O THEEIT
LIV o T,

BB, TANTORBIET, BRSO KMEZ N2 Lo, sBRITE I i S
leeEZbNT,

PLEDOFER NS N—ZF LT H ) — LT I TR BB SIE TICEB 0T,
Yuto (RIS B L OB R E 28 Ly () SRwmLi-,
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5. &
N—TFNLNITH ) —=)LT I UDF v A =—RK D5 AH—lii B8 HE i
(CHL/IU) ZHAWb ek amiliis £ L7-0D T, TOMREEMET D,

6. FHERMH

6.1 HRYMERUVEEXEME (FHF)

6.1.1 RERME

AN O #IEIE GLP THEME S oo RICES <, s, KEY A F /LA LR
¥ K (DMSO) OEMM K NEEF TCORE®RIIHASHERY VY —F 8 ¥ —T
Fehin U 72 S RPE R O R R I K D,

LSk -

2R : N—ZFLyxy ) — LT I

g : 2,2'-Ethyliminodiethanol,
N,N-Bis(2-hydroxyethyl)ethylamine

CAS &= : 139-87-7

FWATERES 0 (2)-2408 ({biik)

A 1 O R M C

rCHS
Ho™ "o
AR e Y : C¢Hi5NO>
GRS -3 : 13319
7y &S : TR
AF i : 25 mL
i i : 99.8%(GC)
ASHlid O 44 R Ko OV g
NS
i) 2L )T W EABIRK
b A : 251°C
gk R . 124°C
2 EME D WU RS TICRB W TIEEE
fili 1 (R : ARH
s i i : K5 13.4 mg/mL TR
DMSO ; 134 mg/mL TiafiF
R T O R ENE : KK DMSO ; FE, HADIEZLED SN 72025
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7z

RAE SR C mEEET (BRAAELPH - 1~15°C, FEPMEILFFAEHAN TH -
7o) - R RGN A FIE

(EXE= 00 D BB E R AT

B EoEE D EREHRSR D WG T TAT O B e PREER A A T

Do WL, SN, M LARWEIERE L, AEDITHK
KRzREESERY, PV RETIFLHREZ LD,
KRR T Y — VIR BAET 2561213 K. FFTHER
EHWD, B, IRBIOKEL Ot 2 8T 5,

PR RE D WEBWERN 1 g 2 RFREE L CRIE L, BRIFRENHT
Ames ikBr GRABRE 5 : T-4074) L4k é L7z,
T4 5L D L D A OERITETHEREL,

6.1.2 IEENRYE (8

E2¥ i) DRSO

FE  BARERF

A =T — s RS RIZE I T

0y NEE : 3C78N

R AF A c =R

A5 BT D AEARERLER

TR 0 AR D WEBRWE OIS BAFTH Y RYE, B, W EVLER

WHNRNo T, invitro DEEEERBRICAS HWS
NTRY, HET—EINEBETHDHZ EMNBZBIRLE,

6.2 wHERRDHE
AR I, SRR AT S OB AT T TE S L 72

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

10mL DA RT T A THERYE 0.1340 g 2 FF B L, @B OB %22 TR S+
TOLEICEEZMZT10mL & L, kmHEHFRKR GAREE : 13.4 mg/mL) % i
L7, 2Tz, W CEBEMIZAIR (A 2) LT, 6.70, 3.35, 1.68, 0.838, 0.419,
0.209 % TN 0.105 mg/mL K & L, 3t SIREZ R L7z, Z OFRFD & (il o 5B IR )
IZOWTITHE 7.2.1 THB MR,

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

11
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6.2.2 ZEAREEHR

6.2.2.1 HEES B~

25mL DA AT T A ZHERYWE 0.3350 ¢ A0 & L, i B ORS 22 TS+
OB EICEMRAMZT25mL & L, femHEFKR GRRIEE @ 13.4 mg/mL) Z 7%
L7z, Zha, W CBEBEMICAIN (A 2) LT, 6.70 X1 3.35 mg/mL ik & L7,
FiZ, 13.4 mg/mL A AR L, 12.0 mg/mL iZZ AL, T %A% 1.50 mg/mL T
AR L. 10.5, 9.00, 7.50, 6.00, 4.50, 3.00 & O* 1.50 mg/mL OF 11 EE 2R L
7o FERFMALPEE T, 13.4, 6.70, 3.35 mg/mL i %, AL T, 12,0, 10.5,
9.00, 7.50, 6.00, 4.50, 3.00, 1.50 mg/mLigZfH L7, ZOROHE (GIKEE
BEE) [ZHOWTITHE 722 HB M,

6.2.2.2 RREE
FIWF o R L, FRAL | BRI L7,

6.3 EE xR E
UTo2o0{bamaElnic, 2 OGS RYEIZ T A K7 A4 > (OECD TG473)
THELE X U, invitro e K R FEHBRICIASEHINTEBY, £/, 5T 4B EF
THHZENLBIRL,

6.3.1 xR E 1
1) ~A F~ATr (RETEMEAEL)

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

A —T— VI E IV Ve o

ny &S : 013MBKO1

RIS D R

TR AT 55 BT D RE AR e R R

2)  MMC ¥R O 7
FRFIZFR L 72,
MMC (2 mg/vial) 1HICAEREEK (AAERS, KNS RFEUETY, o v
N %5 K3F98) 2 mL Z M2 CHEM L. 1 mg/mLEKRE Lz, ZOREAHEAEE
WCHIZ 400 f5A R L C 2.5 pg/mLIEK & LT,

3) MMC O &
R ALER S (REHEIEEEE L) T 0.075 pg/mL, HGEALEEEE T 0.050 pg/mL &
L7,

12
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6.3.2

1)

2)

3)

6.4
SR TS 2 MARRII T A R 0 (OECD TG473) THEZRE S LTV 5 Milfad
—DOThY, OEBEABRIESEN SN TEY | HRT -4 0 &

ZEMm

6.4.1

EiExtRYME 2

vrm7x A7 7 1N (REHEEIEAY)

E2 i

CAS &5
Btk

A —J]—

oy hES
RIS

TR AT 55 BT
CP ¥k O 7
HRFIZFRE L 7,
CP 14.0 mg % i=
AT
L7,
CP D&

: Cyclophosphamide monohydrate (H§&F¢ : CP)
: 6055-19-2

s AT H (97%EL 1)

B LT A AT A S

: LEG4020

ORE AR R R

HEILEICHR Lz, ZHUCAERRIER (BAERG, KAt RE
7 v h#F 5 K3F98) % 20 mL X TEAEME L. 0.70 mg/mL ¥A iR % 77 %

FARFFALERTE (FUEHEVE(ESR) T 14 pg/mL & L7z,

ABRRRVZDERERH

in vitro 4

HIEIR L 7=,

8 AR K
A 4%

(B3 R/
2y &S
ATFH

BRG ZR
R A

PRI O MRS

T v A ==K

HTH%

N B A Z — il Sk O #RHE 2E
[CHL/IU (IVGT) ]

. I————
]

. -

: 2020412 H 9 H

C IR ESE (-196°C)
D MR OEEN IEE (v — VK 285 L 8RR o e

EHT D) . MR IIRER] 15~20 REFLLAN (SEHIE ;
17.0 BE[E) . Y@ R4 25 RO 70%LL E, Yefh
WEERAERNSURBETHY, ~f 2T T XA~ DiHY
DN ERfERINTZLDOEH W,

o T R OD SR AR KV A SR )RR T 1T kAR B

BIRRE
(AW

HKERT 20 IS TH o 7= (FFAEPE : 3~30 #k

13
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6.5

6.5.

1)

2)

3)

———

A

1 S9 mix

S9

% R
Ay —
MR &
2y S

FH >k
W EE

7 EWE O LB

it T R

Wi -
PR E

PRAF A
A5 BT
a7y I H—
B2
A= —
A &
2y hEE

156 FH 20T IR

RA7F 2RI
AT T

S9 mix D FHHEL T 1k

: S-9

AV = HOVEERE TR A

: 2mL/NA T )
: 23090106 (M it 18 ZiF 40 ) 5Bk )

. 23092907 (Yufa kR
R )

. SDRMET v b, A&

7= )N H— /L (PB) L V5,6-_ Y 7 TR (BF)

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

BF : PB# 5 3 HHICH[RIEKENEE (80 mg/kg)

20239 H 15 H (m2v FEH ; 23090106)

202349 H 29 H (mvy F&EH ; 23092907)

: 202442 H29H (2v &S ;23090106)

202443 H 28 H (v v F&EH ; 23092907)

D7 W -
0 2193 +8.7¢g (v &S ; 23090106)

2208 £ 8.4 ¢ (= v FES ;23092907)

: B (=70°C LLF)
D BRI R =R

: Cofactor C

ZV = H VR T MRS

4.7 mL/NA TV
: C23083006 (Mg EgsE sl alER) . C23092707 (YR

S AER)

: 202442 H29H (vvy F&ES ; C23083006)

20243 H26H (vv &5 ; C23092707)

© W (=70°C LAF)
DO RE MR R R =

MR L 7=, S9 a7 » 7 X —% 247 OELE (K% 1347 )V) TEEHGIZ
BALTSImix ZF/M L7, SO mix DL (1 mLH) #LLFICRT,

7K

S9
MgCl,
KCl1

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

14
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J)a—Zx-6-Y 5 pumol

Bipfl=aF o 7I R7F=0 VX7 LAF RU B (NADP)
: 4 pmol

HEPES #z ik (pH7.2)
: 4 pmol

6.5.2 BEER

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

1) FifyE
A —T— : Thermo Fisher Scientific Inc.
7y b E S 2659245
PR A7 e : Wl (-20°CLLF)
TR A7 53 AT DB AR e AR =
2) Minimum Essential Medium (MEM)
A =T — : Thermo Fisher Scientific Inc.
7y &S D 2645336 (MAAHEFEMEIABR) | 2537078 (Rt fkRH
)
DA 21 R
DR A7- 5 AT D OEEAERE

7. REBRAE
WU E OB 2 LU ISR,
IR ALERYE  (REHSE LM L)
: S9 mix FEFIE T CHERWE /xR E 6 REfi s, = o
#% 10%BS-MEM 85 #{k C 18 Bk ([nl{E 5 3%)
B ALERYE (REHEEEA V)
: S9 mix F(E T CHERWE /xR WHE 6 REf LB, Z D%
10%BS-MEM K25 T 18 Fifks % (011 5 #%)
LR R (RS L)
: S9 mix JETFAE T CHBR YL/ kR L 24 W5 [ 4L 2R

7.1 BERURTA FEKXRDERE

KT BRE S, KB UHEEEROCHEZ AT RS T ClBl Lo, RoiiREis
HDOAT A4 NIZEBRIEIC L2880, ARESZLOERGIIHIL LT a— RE S
R L7277 L Ci#kBI L 7=,

15
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7.2 FAEDETE
7.2.1 0 Heo 3 B8 41 1 5 BR

FRFVEIZ BT 2 M ELRET 5 B AT M7/ Fa 8 780 i M O SRk i
KRR MEROEN QLEMOFEL GTe) 2Rt Lo, il i 2/ A0 i 5 5E 5 i o
R U3l £E [ 5 2% (Population Doubling : PD) K OVFH %} iR 48 [ 5 %% (Relative
Population Doubling : RPD) 75 R H 3 2 MR FE Ml =Ic L 0 #EE L7 GRAIXES
7.4.1 HZW)

EHEZ, T4 F74 2 DHBRAFEMEFIR IR TIEIZHONT] I2ES
T 1340 pg/mL (10 mM M%) & L7, BLF. A 2 THLT 670, 335, 168, 83.8,
41.9, 20.9 X T*10.5 pg/mL 2% F, &t 8 &% K WBEIZERIE LT,

PRER W AVERRE TN 2, A AL BRI Rk BB & 5 T T

7.2.2 ZEAREEHR

e B e o BXBR (2 F5 1T S M SE AN ) =R (100 —RPD) (3, #ife LB i D e vy &
T D 1340 pg/mL T 50%LL EZ7R L, FERFELERE ClE 50%uL%mé7‘M>o7‘:o
50% MR AE INHI PR L (ICso) 1. HFEALERIE T 716 ng/mL EEHEI N, F2, W
THNOLHEETE, IRBITED b o, EDORRI Y | kR RioHE
IE. ERFRAAEVE TIX 1340 pg/mL ZicmHESE L, LFAK 2 THRLZE 670 KT
335 ng/mL OFF 3 AHE %, #EAEETIE 1200 pg/mL Z2RkEmHEE L, LTFAZE
150 pg/mL TPk U7z 1050, 900, 750, 600, 450, 300 %N 150 ug/mL Ot 8 H &%
RE LT,

F o, BB E LB TN 2 C A AL BRYE T B ot FRBE S ON B MR e BB 22 3% 1T 7

7.3 EERRBRUVEESH

1) HERAEK
BERICIZyREEEFE AT T ATFy 78-O7 L —F (B 60mm > v —L) ZHW
7=,
0K B S A BBR TR A E 1 R4 (single culture : 5538 %K 1 5 oD 0 i 76 B2 00 7 )
Yeth AR B H B CIXARE 3 R4 (triplicate culture : 2 SR ¥ & Yo A AREEAVERL A |
1| RANERERE TREOMBEENEM) & Lk,
F o, ARG B L Ok B R e b, B 1D T L — b & LEER
LERF O ML EEHIEH & LT L,

2) KM
JEJE 37°C, IME K O 5%C0, F CTH# L7z,

7.4 IR A %
7.4.1 0 Ao 188 5iE 410 1 L ER
HEBIED D B 1) ~ 5)DOEIFEIZ OV TIE, WEBREE FCEM L7,

16
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1)
2)
3)

& 3 Bk
I

E N

L7,

SIUEHL B A B D g 2 T

R NN D

fv—h(%%ﬁ&mm)%t@zﬂmﬁwwm%%ﬁb 3 AR L,
. BINTAL AR ZE TR T TR R e
WZHE- T, BRI A BrE U, Mkt B ST #RIE . & 5 WX S9 mix & s

& %5&:& Lf:o

EROT L —F 1 IZ2W T, 0.25% trypsin ZLER#
(AR & B U, o BREHREE A W CALER B AR B O AR IR FE 2 I E L 7,

- L P [ AL PR 9 I
Uun 7N oo 3
ARNE RATEELEL | AL ERELIEE
R LR 0.500 mL 1.333 mL 0.500 mL
S9 mix RN & 0.833 mL
(S9 B H it IR E) (1.164 mg/mL)
g ef FE I I
ol B i U 0.500 mL 0.500 mL 0.500 mL

B 52 FE 2 FE RS T
G LR YE T 24

4) EFREFE#ZIC, LHEERBROAREAIRTBIZE L, £,
T%%@ﬁﬁ%ﬁ%bto%®%\@ﬁ%@ﬁﬁfi6ﬁﬁ\
Refhs s (WLE) L7e,

5) FERFMERIETIX. 6 FEROMER L BINLALFH ZEBEMEE T CIRE O A B L ia o
KREZBIE Lo, IRWT, WBRESRIE & #5C . 2% MG i A B 3k C e %
Ve L. #H LU 10%BS-MEM £33 5.0 mL % 12 C 18 MR EE3% (mERE#) L
77

6) HEEKE TR, BSOS T T oA I LM oREELBIZE LT,

7) WWT, £7L— % 0.25% trypsin CTRLEL L CTHIfE & [alL L, ifn Bk G 5 2 H
WCREER A T RO M B & I E LT,

8) ALHBAARIRE & ONEE 2 K T IR OO Al R IR FE 0 &
N OVRPD ZHH L7z,

O T LR 2 IiEV, FBED PD

log (H53&#& T W QML e + ALBEBE 4G BF o M0 e 2

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

9) RPD 75 Alfi@EsId = (=100-RPD) #H i L7-, HAEHEAEEDH =% 50%L0L
ODHENALNTZTZD, 50%%Fde 2 SOEHRNS, ICso R LT,

142 RBEAHEERHER

1) H74.1HD 1) ~2) LR UCEIEZIT -7 (WLELB A O ML E RN T %2 &) .
2) TRICWE-S T, HBEREEEZREL., BEERE, #BRIE XIGESREK., H 250k

17
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3)

4)

SO mix ZWRM L., KA

BT DOLHEETER S LT,

e 0 IRy TR AL 7k i
L 7N (’_L:
IR RATEIECIEL | RBHE LA it
o 0.500 mL 1.333 mL 0.500 mL
SRR A (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix WIN & 0.833 mL
(S9 B H it IR E) (1.034 mg/mL)
o S BRI 1
ph oy 0.500 mL 0.500 mL 0.500 mL
P 1 MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
&
o BRI T O BERRER
741D 4)~5) LRI CEIEEIT 72 (ALBLE % K OVE R LB T o 6 e

BEBEOBEE L MBOBZEZET)

72770, FH2EOEBHRERERH 7L — Mo TiE
AIZaLEI R (T X)Ly wiK,

L EEERKT O 2 KEH
10 ng/mL) % 0.1 mL Nz 7=,

BEEE TR, BREH 2RO RGKRERER 7L — MZoWnWT, LFOFIET
LEREREZER U, FORERITITLV— MY 2BER LT,
0.25% trypsin ZLERFZ ICHIRE Z B L, 0.075 M LS UV ¥ A THI 15 5 K

EALEE L 7= %%, ﬁw/7lﬁﬁ(%%w7w:~w@mk
BELZMREZEAT A RTT A 1KICOE 2H

Tt L TR RIEARE LT,

3/1,

v/v) TEE L7,

W F L, B L7205 F LY

5) BHOEVO IO TL—F (MREENEN 7 LV—K) 2l TILEY oA
KO DARREZ FERB L7=, IRWT, B 7.4.1HHD 7) KO 8) ®FJET PD, RPD
P OVHE R ¥4 Hl i) =R 2 R L 7z

7.5 HMREEsSEICEAET S T —2DXRTE
P EE . RPD K& OSHEMOEGFE NI 2R 1, DU T A L 0 356 Rk, PD XU LA
WXV NBEE2METER L, £/, ICso FAIBEF 3T TR LT,

7.6 R2EFRERODHE

7.6.1 BHREFE

Lo KPRSEEL, 2AKE— REL2 O bu AT 25 A7 0K G oM
MBI T (f53 : x600) THEE 300 (2 RFIx150 @/ R5]) Bl L, HERF O
HERFEZROMBO MBI ZFER L, HBRZHEH L, FRRFICEES (IR
KOG I 2 K8 L Cat it %) OB EZFH L., HERE2HEE L, B%
TERIEICE VT T,

Bar ot B B5 M of BREE R OVAE R T AL BRYE O MR B AL B 1T 22 TR L 7=, i
JLERYE DO YRR B AL BRRE 1T, AR EESEINHIE S 55 £ 5% AR LT ES REHEE L
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7=3METH D 600, 450 K300 ng/mL B L7z,

7.6.2 2EAREEDODE
e R R IIHEERE E MR FICRA L, MERFIIEICUTOXLIICESR - &
Lo, b, MERFIZONWTIE, ¥v v 725084 (Total number of cells with
aberration including gap : TAG) & & £ 72\ ;4 (Total number of cells with aberration
excluding gap : TA) (255 THFF L7,
1) HEIERE
X v/ (g) s e R (ctg) M VR R (csg) 2B IT DX v v 7 &
XY R O RIHR 12 Ge o IR O MR LU CTHIRR 72 3k
Bt L NBOLNDHH D
et RN (ctb) - WA GBS EROFEEHRE LS TFTnd b kT
FEYERAL S G B 3 R D R B2 & > TH  FEYL A
MORENGEEIKDOIELL R TS b D
Yea Sy IR ZZ i (cte) @ 2 A FTLAECAULOIMMAHAEICHESE T 2RETH
D, Qe RN R & Qe IR AR B T & Do U
WL, BRI ERn D 5
e ARTUEI T (csb) @ A0BEI otb ICHET 5, FEYL A ERNAL AN YL R O [F b HR 1 2>
DI T TBYVEFEREPRREDO NN D KRDIEGE
ERAL NG AR D[RR B2 > T FEY AN O R S
BRESTEDIELL EIZRWE D
Gea R A3 Wi (cse) @ YR RN ARH & Qe R AR HIZ A BT & B, B RIR G
Bk, BIREAERRERNDH D
Z D (other) WA b(fre) e ENH D
2) RO EHE
Qe (R BN, ZOMBRNARFF > TOWDEA O (ZHEK) R0 SNl
HD BREE, 45K L) .
[E% €S D fEEPEAMAE (polyploid cell)
FENE MO MIE (cells with endoreduplicated

chromosomes)

7.7 TRET R

FNENOWUEEZT LIC, Frv v 72 EERVEA (TA) ORGEBEERT 267
LA ORI, B R E 2 AT oM (R ML X O ARSI O 455 Ok
BT DUWNT, LU OREGHET 21T o 72, B2V FREE & g8 B AL BEHE [ C Fisher @
BEEME RGBS L D xftble (HEAKYE £ 0.05. A 2fT-o7=, W OREET
bR ) ALERE IS B R B INE A B e v o 72728 Cochran Armitage OB [0 &
(A EAKME £ 0.05, AW 135FEH LerrosT,
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F o, RERREERFICOWTIL, B L BT HREE & OB T% Fisher DA
PR A LI K Atk (BEAKYEE : 0.05. ) 217-72,
WTNOBRE LM E RTHAIC O TOHRREN L 7=,

7.8 AERR L E S
T RTRTOREEL- LIRS, Bk e +5%,
1) ﬁgiﬁﬁm%ﬁsm%uiké*&

2) PEMEXRERICRIT DR R O HBLEN | RSB 27— % D 95% %8 Bl
lW(ani1%SD)T&5 k

3)  HMEXFEREEIC IS D Yt (AR B o BB N BRI IREE & TR E A b
ﬁn%mﬁ“;k

4) REp R BECEEIRDLNRNI &

7.9 HROHTERE
UTORTOREELT-TIHG . B E L9 GRS RS SOIB R (550

M e OB NNl ie) M2 AT 5 (F%‘@) LHIET D,

1) 2 es 1 DOEBRYEIREIZIIT 2 R RS MBI M Rk &
RTHEREMEZ R

2)  EROEEMIZIE Cochran Armitage DR E CHERARKGEER AL D

3) WA R U7 B IR EERE O I BLERD | RV BT 507 — Z D 95% % P 4
HTh D

7.10 R
e el BRIT i L 72 o 72,

8. MHERHER
8.1 0 e 15 g 400 1 &t B
fE 8 % Appendix 1~3, Appendix 7 {278 L7z,

1) HBHREOGHENL
T RTOMBET, 335 pg/mL LA EOH & THREA~DOAFTAENH LT,

2) LBk
TR TORBETREIT A DL h o T,

3) AR EEME
B 6 A P R =R e LBV E O B & T & D 1340 pg/mL T 50%LL AR L
BB ALFRVE TUE 50%LL EA RS 2o 72, 50%A0 KB FE AN 6 2 . (ICs0) |
B ALERYE T 716 png/mL L R Sz,
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8.2 Z2REAFAEEHAR
#t Bt % Table 1~3, Appendix 4~6 2 O Appendix 8 {2/~ L7z,
1) EHBREOGHENL
FIRFALERYE T T R CO M & T, AP E TIL 300 pg/mL L EO M & THRE
BA~DEFFER DT,
2) kB
TN T OMEETIREIT A SN e o T,
3) AR EEME
0160 1 B A SR 0L LT LR YE O 600 pg/mL LA T 50%LL E AR L R AL EE
ETILS50%UL Ea RS oz,
4)  BLEERER
Yot R s B (TA) OMBUBEE X, QB O IEMRHHE LTI 1340,
670 J2 O 335 pg/mL O T 2,2 KOV 1, 46 HE M %o R#EHE ML TIX 1340,
670 & N335 pg/mL O &8 T 2,1 KT 2 @ LB T 600,450 & T8 300 pg/mL
DHET 4, 4 KO 1 ThHY, kT DMEXREEE ORICHEBEZIXA G20
>,
AR (BRI OB NI AE O &5 o HEBBEE X, HEEFR LB E O
FERFBHE AL TIX 1340, 670 KO0 335 pg/mL OFHET 4, 3 KOV 1, R L
EOMRHHEMEAL T 1340, 670 2T 335 pg/mL OHET 2, 1 FOY 1, @il
5 TIX 600, 450 X TN300 pg/mL OHETA, 1 K1 TH Y, xticd 2 xR
FEEORIICAEBEEZITA Lo T,

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

9. EE
N=xFAVZY ) =T L OREHEREFREERMT D70 F ¥ £ ==X
NI S — R RSN (CHL/IU) % JH V2 Y o S BB 2 S0 L 7

e KR FRBR I, ERNMAREIETCORAELBR L, AR E TR
HOEANHI RN 55 + 5% 2 R LI\ L k@A &L L, 600, 450 T 300 pg/mL @ 3
BB L, TOME, JEaAEERY (TA) OB RE (FFEMEMR L AN
fENREE) o HEBBEE T DT OAIREICB W T S B REE L O T B 21T
LIV o T,

21



T-G796
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N—xFNTxH ) =T I VEROAREFRBRRMETICRE W T, R igis i
OB RE 25 Liewv (Balk) &R L7,
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Attachment 1

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

Negative control

Short-term treatment (50 studies, 15600 cells)

Positive control

Short-term treatment (50 studies, 15000 cells)

. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.6 0.7 Mean 0.0 60.8
+ 6 S.D. 0.3 0.3 cp N 6 S.D. 0.0 12.2
UCL 1.2 1.3 UCL 0.0 84.7
LCL 0.0 0.1 LCL 0.0 36.9
Short-term treatment (50 studies, 15600 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 0.1 20.5

) 6 S.D. 0.2 0.3 MMC ) 6 S.D. 0.2 5.7
UCL 1.1 1.3 UCL 0.5 31.7

LCL 0.3 0.1 LCL 0.0 9.3

Continuous treatment (50 studies, 15600 cells) Continuous treatment (50 studies, 15000 cells)

. . Poly TA . . Poly TA

S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.1 23.6

) 24 S.D. 0.3 0.3 MMC ) 24 S.D. 0.2 6.5
UCL 1.3 1.3 UCL 0.5 36.3

LCL 0.1 0.1 LCL 0.0 10.9

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 2019 to July 2023.

Negative control: solvent or extraction vehicle of the test formulations (water for injection, dimethyl sulfoxide, acetone,

S9 mix

Time :

Poly :

TA:
UCL:
LCL:

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)

: +; with metabolic activation

culture.

- ; without metabolic activation

polyploid cells and endoreduplication cells

total number of cells with aberrations excluding gaps
95% control limits(upper control limit)
95% control limits(lower control limit When calculated value was less than 0, LCL value was regarded as 0%)

23

Duration of treatment. Short-term treatment (6-hour treatment) was followed by 18-hour non-treatment
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Table 1 N -Ethyldiethanolamine: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G796

Number of cells with structural chromosomal aberration

a),b)

Number of cells with numerical

S
chromosomal aberration”

Treatment S9 Dose Level Plate RPD Plate Endore
X o . -
® mix - (ug/mL) Cells” ctb cte csb cse other TA g TAG C8) 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 0 0 0 0 1 0 1 100 2 151 1 0 1
Total 300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 1 0 0 0 0 1 0 1 1 150 0 0 0
335 2 150 0 0 0 0 0 0 1 1 86 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) 1(0.3) 2(0.7) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 0 0 0 0 0 1 1 1 153 3 0 3
6 - 670 2 150 0 2 0 0 0 2 0 2 86 2 150 0 0 0
Total 300 0(0.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 1(0.3) 3(1.0) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 1 0 0 0 0 1 0 1 1 152 2 0 2
1340 2 150 0 1 0 0 0 1 0 1 63 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 304 4(1.3) 0(0.0) 4(1.3)
1 150 7 20 0 0 0 27 0 27 1 150 0 0 0
PC 2 150 7 21 0 0 0 28 0 28 63 2 150 0 0 0
Total 300 14(4.7) 41(13.7) _ 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, 0.075 pg/mL)

RPD: Relative population doubling
*: p <0.05 (significantly different from the negative control group by Fisher’s exact test)



4

Table 2 N -Ethyldiethanolamine: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

T-G796

Number of cells with structural chromosomal aberration

a),b)

Number of cells with numerical chromosomal

b
Treatment S9 Dose Level Plate RPD Plate abenatlg;d)ore
. o . -
® 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 0 1 1 151 1 0 1
NC 2 150 1 0 0 0 0 1 0 1 100 2 152 2 0 2
Total 300  2(0.7)  0(0.0)  000.0) 00.0) 00.0) 2(0.7)  00.0)  2(0.7) Total 303 3(1.0)  0(0.0)  3(1.0)
1 150 1 0 0 0 0 1 0 1 1 150 0 0 0
335 2 150 0 1 0 0 0 1 0 1 101 2 151 1 0 1
Total 300 103)  1003)  00.0) 00.0) 00.0) 207)  00.0) 2(0.7) Total 301 1003)  00.0)  1(0.3)
1 150 0 0 0 0 0 0 0 0 1 151 1 0 1
6 + 670 2 150 1 0 0 0 0 1 0 1 86 2 150 0 0 0
Total 300 103)  000.0)  00.0) 00.0) 00.0) 10.3)  00.0)  1(0.3) Total 301 100.3)  00.0)  1(0.3)
1 150 0 0 0 0 0 0 0 0 1 151 1 0 1
1340 2 150 0 2 0 0 0 2 0 2 57 2 151 1 0 1
Total 300  000.0) 2(0.7) 000.0) 000.0) 00.0) 207  00.0)  2(0.7) Total 302 2007)  0(0.0)  2(0.7)
1 150 12 96 0 0 0 105 0 105 1 150 0 0 0
PC 2 150 19 84 0 0 0 98 0 98 51 2 150 0 0 0
Total 300  31(10.3) 180(60.0) 0(0.0)  0(0.0)  0(0.0) 203*(67.7) 0(0.0) 203(67.7) Total 300 0(0.0)  0(0.0)  0(0.0)

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

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

NC: Negative control (water for injection)
PC: Positive control (CP; cyclophosphamide monohydrate, 14 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 3 N -Ethyldiethanolamine: /n vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the chromosomal aberration test [Continuous treatment: 24h]

T-G796

Number of cells with structural chromosomal aberration

a),b)

Number of cells with numerical chromosomal

L b
Treatment S9 Dose Level Plate RPD Plate abenang:ld)ore
X o . -
® mix - (ug/mL) Cells” ctb cte csb cse other TA g TAG C8) Cells”  Polyploid duplicated ~ Total
observed observed cell cell
1 150 0 0 0 0 0 0 1 1 1 151 1 0 1
NC 2 150 0 1 0 0 0 1 0 1 100 2 150 0 0 0
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 1(0.3) 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
300 2 150 0 0 0 0 0 0 0 0 89 2 151 1 0 1
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 1 0 0 0 0 1 1 2 1 151 1 0 1
24 - 450 2 150 2 1 0 0 0 3 0 3 82 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) 1(0.3) 5(1.7) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 2 0 0 0 2 1 3 1 152 2 0 2
600 2 150 1 1 0 0 0 2 2 4 47 2 152 2 0 2
Total 300 1(0.3) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 3(1.0) 7(2.3) Total 304 4(1.3) 0(0.0) 4(1.3)
1 150 10 26 0 0 0 34 0 34 1 150 0 0 0
PC 2 150 13 33 0 0 0 44 0 44 71 2 150 0 0 0
Total 300 23(7.7) 59(19.7)  0(0.0) 0(0.0) 0(0.0)  78%(26.0)  0(0.0)  78(26.0) 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 group by Fisher’s exact test)
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Appendix 1 N -Ethyldiethanolamine: /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® | - hibiti Condition of cells — .
S9 | Treatment (ng/mL) %) mhibl 103 N Precipitates
i h rate (%) ” Color
mix | (h) ) 2) 1 2) 3)
0 (NC) 100 0 - - - - - -
10.5 102 -2 - - - - - -
20.9 96 4 - - - - - -
41.9 96 4 - - - - - -
i)
Q
- 6 -g 83.8 104 -4 - - - - - -
z 168 99 1 - - - . - _
F
335 85 15 - - reddish purple - - -
670 88 12 ++ - reddish purple - - -
1340 51 49 -+ + reddish purple - - -

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.
+: 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 2~ N-Ethyldiethanolamine: /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® | - hibiti Condition of cells — .
S9 | Treatment (ng/mL) %) mhibl 103 N Precipitates
mix (h) rate (%) Color
D 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
10.5 98 2 - - - - - -
20.9 96 4 - - - - - -
41.9 98 2 - - - - - -
i)
Q
+ 6 £ | 88 96 4 - - - - - -
z 168 90 10 - - - - - B,
H
335 93 7 - - reddish purple - - -
670 75 25 + - reddish purple - - -
1340 65 35 +++ + reddish purple - - -

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.
+: 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.
f) -: No color changes
g) -: No precipitates
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Appendix 3~ N-Ethyldiethanolamine: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the cell-growth inhibition test
[Continuous treatment: 24h]
Study type ‘ | Cell-growth Condition of culture medium ¥
Concentration | RPD inhibiti . o) . 9
S9 | Treatment N mhibition | Condition of cells © Precipitates
. (ng/mL) (%) o) Color?

mix (h) rate (%) 1 2)
0 (NC) 100 0 - - - -
10.5 94 6 - - - -
20.9 97 3 - - - -
41.9 97 3 - - - -

i)

Q
- 24 -g 83.8 92 8 - - - -
7z | 168 88 12 i ] _ -

H
335 83 17 - reddish purple - -
670 56 44 ++ reddish purple - -
1340 -32 132 +++ reddish purple - -

Concentration of 50% cell-growth inhibition : 716 ng/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.
+++: 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 4  N-Ethyldiethanolamine: /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 — .
S9 | Treatment inhibition Precipitates
, (ng/mL) (%) e (%) Color”
mix | (h) rate (%) 1) 2) 1) 2) 3)
0 (NC) 100 0 - - - - - -
% 335 86 14 - - reddish purple - - -
- 6 g 670 86 14 ++ - reddish purple - - -
# 1340 63 37 +++ + reddish purple - - -
PC 63 37 - - - - - -

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
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 5 N-Ethyldiethanolamine: /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 ¥ AP Condition of cells

S9 | Treatment (ng/mL) %) 1nh1b1t10£1) Color? Precipitates ®
mix | () rate (%) " [T y | 0 2) 3)
0 (NC) 100 0 - - - - - -
% 335 101 -1 - - reddish purple - - -
+ 6 g 670 86 14 + - reddish purple - - R
E 1340 57 43 +++ + reddish purple - - -
PC 51 49 - - - - - -

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.
+++: 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 6  N-Ethyldiethanolamine: /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® | . 4., . o — ;
S9 | Treatment N inhibition |Condition of cells Precipitates ®
; (mg/mL) (%) o/ b) Color?

mix (h) rate (%) n 2)
0(NC) 100 0 - - - -
150 89 11 - - - -
300 89 11 - reddish purple - -
450 82 18 + reddish purple - -

o
é 600 47 53 ++ reddish purple - -

- 24 <
g 750 37 63 ++ reddish purple - -

F
900 9 91 +++ reddish purple - -
1050 -17 117 +++ reddish purple - -
1200 -62 162 -+ reddish purple - -
PC 71 29 - - - -

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) -
+: 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 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.

+++: 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 7 N -Ethyldiethanolamine: /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 (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 1.44
10.5 50 1.47
20.9 47 1.38
° 41.9 47 1.38
- 6 2 | 838 18 51 1.50
<
2 168 48 1.42
= s ) 122
670 43 1.26
1340 30 0.74
[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 1.53
10.5 51 1.50
20.9 50 1.47
° 41.9 51 1.50
+ 6 2 | 838 18 50 1.47
[
2 168 47 1.38
[_4
335 48 1.42
670 40 1.15
1340 36 1.00
[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) 50 1.47
10.5 47 1.38
20.9 48 1.42
° 41.9 48 1.42
- 24 £ | 838 18 46 1.35
<
2 168 44 1.29
= s ) 122
670 32 0.83
1340 13 -0.47

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 N -Ethyldiethanolamine: /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 (NO) 52 1.45
e 335 45 1.24
- 6 5| e 19 45 1.24
e | 1340 36 0.92
PC (MMC) 36 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) 50 1.40
e 335 51 1.42
+ 6 5| o0 19 44 121
= | 1340 33 0.80
PC (CP) 31 0.71
[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 (NO) 54 1.51
150 48 1.34
300 48 1.34
o 450 45 1.24
2 | 600 31 0.71
- 24 S 19
Z 750 28 0.56
[_4
900 21 0.14
1050 16 -0.25
1200 10 -0.93
PC (MMC) 40 1.07

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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