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3. HAEBRIEHME
3.1 AmERES
T-G702

3.2 AER T
TUNN=F—D—F a7 )R Frxf=—X - NARZ—FFEMEEHWD
in vitro ;’%@%ﬁﬁ%ﬁ%ﬁ

3.3 HEAEM
F v A == R o N B R K — il 2 O 85 %Mk (CHL/IU) Z2HWWT, 7 v b=
B—D—7nrar7 /v ROREKRREFEEEL BRI LI,

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 BEHABRIAI T4

o THHUEFEMEE IR LB O FiEIZ o0 T
(CERR 23 4 3 H 31 BT EEAS 0331 4 7 5EAF@E ERELFE, Fk
23-03 - 29 R 5 SRR EREEREEE K. RIREFEE 110331009 5B 5
BERGREBCOR R R#EA ) (B diE - FR 3043 A 29 A)

. [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 - AR EAR ERLEEEER LTPPWELEXERE
T100-8916 H AUHL TUH KRB 1-2-2

3.6 HERZIEE
KSRy VY —F ko ¥ —
T151-0065 HAEHESEEA X K ILET 36-7
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ey EEasy - [l Il
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ARBRICEL, TRT2 LN TERD > EHROBEMEICEELRETRVOH

% HHE R OB B S D 7R o 72 2 LT h o T,
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ARG EREA GRBRGEELEEG L) | LRCGE, £7—7 ., B ERER
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Y= BB OB BRI SRS D, k. T OWIFITRER T & 5 4F
MEd 2, MK THOIY FWIZH>NTIE, BAETBHE EXK- EEHEER EE
AR (EFPEREARELRARMERY VS —TF o XM THEL., €
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4. EH
TUN=F—-—D—NravtT )y ROROGKREFERELZRFNT LD, Fr 1=
— X e NI A — RSB ME SR (CHL/TU) % 7= Yo ik B 3B & 20 L 7=,

PO REFERBROHEEZRET 57290, 2000 pg/mL ZHEmHEE L, LFAK2 T
BrU7-5F 8 HEA®E L., MILHEMEMEIRBRZ1T o 70, £ ORE R M 7 50 ) =R
(100-RPD) (&, HLRFRHIALERYVE O FEAHHE PEL K OV e LB {5 T I 125 pg/mL BL B o
A&, ERFRELEEOMRHHE ML T 250 pg/mL UL EOHE T 50%L0L E& R LT,
50% HH e B4 FE AN BE (ICso) 13, FLREALERYE O FEMGHTIE MEAL TiX 112 pg/mL, FRF
AL B O REHTE PEAL TI 176 pg/mL., @ LB Tl 65.5 pg/mL & B iz, U
FofER LY Yk BB o H 81T E R AR %O IEREHE ML T 130 pg/mL
FicmMAEE L, AT%Z 10.0 pg/mL THRU 72 7 A &%, B R QB E O RGEHTE M
LTI 225 pg/mL R mHEE L, LUN%2E 25.0 pg/mL T U727 &%, @il
PETIL80.0 pg/mL Zfcm M &S L, LU F57 10.0 pg/mL TRIL72 7T HEEZRE L
7=,

Yot R B SBR TIE, AIRRBETEINHI R 55 £ 5% R L EARESHEE L. A
Bof FE] AL ER 7 0 FEAREHEMEAL TIE 130, 120 2T 110 pg/mL @ 3 &% R Lk
O RHHEVEL TIE 225, 200, 175 ¥ 150 pg/mL @ 4 &4 LR TiE 70.0,
60.0, 50.0 X 1*40.0 pg/mL D 4 lE&Z28BIE LT, TORE, RLEMHERE (TA)
Je OBy B8 (52 M e K OVEE N INAEIE) o0 EBUAR FE 13 W 97 O AL ERYE I B8 0 T
HIEEMERT R & O THEEIZA DR o T,

B, TNTORBIET, BRSO KEZ N2 Lo, sUBRITE I FE i S
rEFEZLNI,

ULEDOFERNS, TYL=8—D—2Nat s /)y NEIRaERERREETICE
WT, BEEREERE ROBRE ZFRE Loy (B Libm L,
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5. &
TIUNN=B—D—=TNat T ) ROF v A =—X NI RZ—fifi B HHE DD
(CHL/IU) ZH WA ek gl 2 £l L7-D T, TOMREE2HRET D,

6. EERMH
6.1 BERMERVEERBEYME (FE)
6.1.1 WEBEME

VAT OfF #ILIF GLP T3 S L2 i RIS HE S <o 7288, KL DMSO O ik
PR OB B h COLEMIIMR AR Y Y —F & o 7 — CTHEMi L 7= B AR IERER O
RIZE D,

st .

4 PR D FYNL=8—D—Navrs )R
JE4 : Decyl B-D-glucopyranoside

CAS &= : 58846-77-8

BMATRERE S 0 (5)-3641 (LFIE)

1 AR M G

AR e Y : Ci6H32046
R :320.43
a2y &S : -
AT & : 1 gx10 1 (T-3838 DfFEH Y% &Te)
i : 98.6%
R D 4 T Je OV &
NS
2L . 75°C
HIRICEB T 2K - AfBmRK
2 EME D MU R EMTICB W TR E
fif F IR N
VS : /K 120 mg/mL TAHE
CAFINANEF T K (DMSO) ;200 mg/mL TR
W CoREME 0 K, DMSO : FE, T ADRAEZFEDKISHEN o 7
AL D WR (BFPAEIPE - —20°C LLF, EREIXFAFEHANTH

S72) - ERe
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A7 A DO HRURHEZERT R E R A E
g EoEE D BRI R L B DR D KWW ET TAT O, w2 R

EREAEMT 2. MENRBLLAVWE I ICERET D, ]
BNRBITFLH R E 2 LD,
EEFH: HESST Y Y — ARNEET LH5EI2E. BT

PEREZ WD,
ZRRPDEFEEFE  FE. IR X OVKEE & o pefik 4 58
75,

PRAF R D BB 1 g RFRELE LR Lz, REERNZ
Ames A5 GRABRE 5 : T-3838) L dkbme L7,

FRA T O AL DB ORI TCREREL,

6.1.2 R EYE GRiK)

Eax i : DMSO

CAS & & : 67-68-5

Hig o AR R

A =T — BT AL AT SRR A A

ny NEE : TPHI1236

R AF A C =R

TR AT 55 BT o BE AR AR =

SR DB D BEEBRWE OSBRI TH | RYE, REEL, WEVLER

WHNRDo T, invitro DEmEERRBRICAS HWS
NTRY, HET—ZNEBETHLDLHZ ENLREIRLE,

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

2mL DA AT T ATHRWE 0.4000 g ZFFE L., @ EORE 22 TEfiES
TOLEICEBZMZx T2mL & L, k@ HEFRKR GRRIRE 200 mg/mL) 2R L
oo ZhvE, WEIEECEEBEIIIC AR (At 2) LT, 100, 50.0, 25.0, 12.5, 6.25, 3.13
KOV 1.56 mg/mL K& L, Gt 8IRELZFH L, ZoRFOME (HIgEERE) |
WTITE 7.2.1 TS,

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 SRR AL

10 mL DA A7 T A2 (ZHERWE 0.2250 g Z & L, @ EORE 422 TAM S-S
TOLHEICEEZMZ T 10mL & LU, k@ H &R GAREE : 22.5 mg/mL) % i
Lz, ZThvae, Wi cEEAN L T, 20.0, 17.5, 15.0, 13.0, 12.5, 12.0, 11.0, 10.0,
9.00, 8.00, 7.50, 7.00, 6.00, 5.00, 4.00, 3.00 xT*2.00 mg/mL k& L, &t 18 RS
RS U 7e, SR ALE E o JERCGETE ML TI% 13,0, 12.0, 11.0, 10.0, 9.00, 8.00 %
O 7.00 mg/mL K 2, BRI ALBRvE O REHE M LTI 22.5, 20.0, 17.5, 15.0, 12.5,
10.0 & O 7.50 mg/mL ¥ % | @5 L YE Tl 8.00, 7.00, 6.00, 5.00, 4.00, 3.00 & O
2.00 mg/mLiEZEM L7z, ZORFo M & (a8 IR L) [ oW TIEEHE 7.2.2 HS K,

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

6.3 BHEXEYME

U D 2 5DEaMERN 2, & OBIIRHEILY A |7 1 > (OECD TG473)
THELE XU, invitro AR B FEHBRICASEHINTEBY, £/, 7T —40nE
ThaILhbBRLE,

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

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

A—H— -t A I AVAY 1Bt I SR
aw hEE : WTH2468

R AF S D AT

TR A7 S5 BT D RE AR AR

2) MMC ¥R O
FRFICFR L 72,
MMC 1.0 mg ZE LB TR L, ZhIcAREREK (BAREKRY, MEtt kG
R TH vy FEB K2E92) 2 mL ZM A CEME L, 0.5 mg/mLIRKE Lz, =
DR & A BRI THIZ 200 {5 AR L T 2.5 pg/mL K & L7z,

3) MMC ® H &
AR (RS L L) T 0.075 pg/mL., HHEALEREE T 0.050 pg/mL &
L7,

6.3.2 BT RYE 2
) 774+ AxA77 I8 ((REHEMHIEED)

12
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2)

3)

6.4
YRR T T DMK IV A FZ 1 (OECD TG473) THERE S T2 Mg

4

CAS &5

Btk

A= —

oy hE S
RIS
RAF S P

CP Uk O i
FFRFICFRER L7,

: Cyclophosphamide monohydrate (B&F: : CP)
: 6055-19-2

© AEMFER (97%LL 1)

DT AV AR AR U A4

: SKE6784

e 3 il R

CP 14.0 mg ZELE IR Lz, ZHICABAER (BARERG, A KE
BT o h%&5 K2E92) % 20 mL Iz CIRME L. 0.70 mg/mL ¥A K % i 5

L7,
CPOAE

FERFR AL TE (REHEEESR) T 14 pg/mL & L7,

AEBRREVZTOEREH

— DO THY . invitro 2 EARBRFERBRIZILSHFEHENTEY, W77 —NEETHD
ZEMBEER L,

6.4.1 0 A BE

2y NES
AFH
R SR A
R MR A

HE SRR O A 2K

D TF v A ==K

N DA K — il Ok O B HE S A
(CHL/IU)

. I—
I

- I

: 20204 12 4 9 H

D MRIREFE (-196°C)
D MO ENER (Vv — VIEmICES LR O RE

EHT D) . M IIRER] 15~20 REFICLN (SEHIME ;
18.9 FERE]) | Yt {RBn 25 ADHIKEA 70%LL 1, Yeth
RERERERN SURETHY, ~4 27T X~ D5
DN ERERINTZLDOEH W,

oA P IR 0D S M AR H 3 e B A R R T 6 AR, G

ARG RER T 15 MR TH o7z (FERHPH - 3~30 fk
{%) o

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 I T R

Wi -
PR E

PRAF A
RAFE G5 BT
a7y I H—
E2p

A =T —
N &
2y hEE

156 FH 29T PR

PRAF 2RI
AT T

S9 mix D FHHEL 71k

: S-9

AV = HOVEERE TR A

: 2mL/NA T )
022093007  GHE i B 5 40 ) 5BR )

. 22102108 (Yo fh i
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)

: 2022% 9 H30H (m2v hEH ;22093007)

2022410 H21 H (2 v FEE :22102108)

: 202343 H29H (m2v &S 5 22093007)

202344 H 20 H (v > F&EH ;22102108)

o7 i -
0 2212+7.8¢g (vy F&ES ; 22093007)

219.6 £10.7 g (72> F&E ;5 22102108)

: W (=70°C LLF)
D BRI R R =R

: Cofactor C

ZV = H VR T MRS

4.7 mL/NA TV
: C22092807 (AR g sE Ml FER) . C22101908 (YR

S AER)

: 202343 H27H (vvy F&EHE ; C22092807)

202344 H 18 H (= &S ; C22101908)

© W (=70°C LAF)
D RE MR R R =

AR L 7=, SO a7 r» 7 Z—%2:47 OEELE (K% 1347 )L) TEHEHGIZ
BALTSImix ZF/M L7, SO mix DL (1 mLH) #LLFIZRT,

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 2471439
P A7 e o Wl (-20°CLLF)
TR A7 53 AT DB AR e AR =
2) Minimum Essential Medium (MEM)
A =T — : Thermo Fisher Scientific Inc.
my b EE D 2444918 (MR sl slER) | 2508904 (Y (R
)
DR A7 21 R
DR A7- 5 AT D OEEAERLE

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)

MR, TA R4 DRBUEFEMEE IR LB O FIEIZON T IZEDSn
T 2000 pg/mL & L7z, BLF, Ak 2 TFL T 1000, 500, 250, 125, 62.5, 31.3 &
W 15.6 pg/mL Z7% 1), §F 8 HEA K WEIEICHE LT,

PR AVERRE TN 2, A AL BRI R BB & 5 LT T

7.2.2 Z2EAEEHR

I 6 ZE A 1 BRBR L J8 1 A M B B A BT ) =R (100 —RPD) 1, 8 RF [ AL B V5 o FE ARG
TV B OGE e AL ER 9 T UT 125 pg/mL LU B oo Fl & T, 4 H AL ER i o (RS ML Tik
250 pg/mL LA EDOHE T 50%0L L& R Lo, 50%AMAEEE bl & (1Cs) 1k, JHks
AL ER 15 0 FEARHHE ML T 112 pg/mL . FLIRF R LR L O fREHE ML Tl 176 pg/mL.
HGEALERE TIE 65.5 pg/mL E R S, Flo, WTAOAEETH . 1000 pg/mL
UEoHETIRE BN, LEORERLY, LafkBRERBROHELZ TEOE
DEIXE LT,

F o, PR EALERREIT N Z A AL ER VLT R ot BREE K ORGP ot BRI & 3 T T

ALE 7R #AHEE (pg/mL)
50 IR ] AL B 7 .
YR 130, 120, 110, 100, 90.0, 80.0 % T} 70.0
L IR [ AL vk .
P b 225, 200, 175, 150, 125, 100 XX 75.0
I e AL B 7K 80.0. 70.0. 60.0, 50.0. 40.0. 30.0 X1*20.0

7.3 BERHRHRUEEEH

1) HBEAHK
BRIITy MBPEFEAT T AF vy 7-_O7 L — b (EE 60mm ¥ ¥ —L) 20
72
A A 28 50 4 I FUBR TR AR 1 SR Y (single culture : B 38 #& 1 Wr oD il 3= BE I E ) |
Yeth AR B H R CIXARE 3 R4 (triplicate culture : 2 SR ¥ & Y A AREEAVERL A |
| RANE R EE TREOMBRIEENEH) & L,
F o MR E R R O a R R EREBR e b, IS 1 o7 L — k&AL
LERF O MR EEHIEH & LT L,

16
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2) HEE A
M 37°C, MR KON 5%C0, F TR L 7=,

7.4 IB AL

7.4.1 0 B 1 5iE 40 ol 58 BR

REHEAED 9B 1) ~ 5)DOEIEIC W TIE, EEHEEE T CEM L7,

1) fv~%(%%ﬁimm)%tbzﬂm@®%%%%@b 3 AMEEE L,

2) HiF% 3 HELIC, BISIATAHZETMEE T CHlROREBICEFE N W2 2R LT,

3) TRICW-S T, BRI ZRE L, BEEXSRECSUIEBRIE. H 50 F S9 mix Z i
L7z,

F o, BB MGIRFHIRRERERO 7 L — bk 1 IZ DWW T, 0.25% trypsin ZLBRF%
WHBRE & B0 U, i BREH S 2 VD CALBRBR AR IR O il la IR B = I E L 72,
i 1 75 0L R \
LRI E ﬁ%ﬁﬁm;%ﬁkigﬁﬁMﬁw ERAEEL
BRKRER 0.050 mL 0.883 mL 0.050 mL
S9 mix ¥ & 0.833 mL
(S9 B H it IR E) (0.975 mg/mL)
%};&é};{%},ﬁfﬁbi 0.050 mL 0.050 mL 0.050 mL

4) EFREFEZIC, LHEERBROCREZAIRTEBE L, £, BN HEZEBEMET
T%@@ﬁﬁ%ﬁ%bto%@§\@ﬁﬁ@ﬁﬁfi6%%\@ﬁ@ﬁﬁﬁﬁm
Ref ks (WLE) L7e,

5) GERFAVERYE T, 6 WM O LERT . BISLALFEZEBAPREE N T o A L R o
WHEABIE L7z, RWNT, AAEREERIR 2 T, 2% MG N A BB iR CHilla &
Ve L. #H LU 10%BS-MEM £33 5.0 mL % 12 C 18 BRI EE 3% (mER#) L
77

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

7) WKW T, £7L— % 0.25% trypsin CTRLEL L CTHIfE & [lyL L. ifn Bk G 5 2 H
WCREER I TR O M B & I E L7,

8) ALERPHAAIF R OB B TRFOMMBIEE NG, ROK 1 KO 2 12V, £BED PD

K OYRPD #&H L7=,

log (H3&#& T W QMG + ALBEBE 4G BRF o 0 e 2

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

17



T-G702

9) RPD 2O AHIAIEFEINHI % (=100-RPD) ZHH L7z, ARSI 50%LL
DHENALNTZT2H, 50% %t 2 HOEMRNDL, ICso ZHH L7z,

742 Z2EAEEHR

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

2) TRICHE- T, BERWEZREL, BRI, #BRECSUIBEERTRER. & 50k
SO mix Z WAL, FLHEEEIZI T HNHEETRK L LTz,

L I ] AL BRI

BUTAP - - e
IR P TE PR (L L R ATEE (L U PR
e 0.050 mL 0.883 mL 0.050 mL
S AR bR R B (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix RN & 0.833 mL
(S9 B H it IR E) (1.074 mg/mL)
i M seb BRI S 1
ph oy 0.050 mL 0.050 mL 0.050 mL
B E ol P 7
B oAy i MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
W&

* o M BB T ORI IR R

3) HT41HD 4)~5) LRICEIEZIT o7 (ULELE % K OVE R AEETE TO 6 FREf
ERZOBER EMLOBIELET)
L. BRE2HMOYOEREARERA 7 L — MOV T, BEKT O 2 KR
ANcae I B (FAaLy Uik, 10 ug/mL) % 0.1 mL Iz 7=,

4) BEEKTHR, SREH2HOLECKRERERA L — MZoWT, LFOFIET
P BEEAREER Uz, P RERIIT L — RS20 2 BERIL 7=,
0.25% trypsin ZLERZ IZHIfE Z B L, 0.075 M AL S UV ¥ A THI 15 5 K
RALER L7, B TEER (A %11/7/1/:1~/I//E’Fﬁ4z 3/1, v/v) THEE LT,
BELZMAE 2T A R A THICOZ 2EAACHEFL, B L-0bLX L9
WYt L CYBRERE LT,

5) %ﬁ@%@@l&@7v—h(ﬁ%% HWEHZV—1F) ZHWTLED O A E
KO DIRREZ MR L7-, IRWT, B 7.4.1HD 7) KO 8) ®FJET PD, RPD
P OVHE R ¥E Hl i) 2R 2 SR L 7

7.5 HMREEsSEICEAET S T —2DXRT
FIPYEEE . RPD K& OSHEROES AN 2R 1, DU T A L 0 356 Rk, PD XU LA
WXV NBEE2METER L, £/, ICso lFAIBEF 3T TR LT,

7.6 FRABRDERE

7.6.1 BHEFIE
et RN RSB L, RAlRE— FE2 08> br AT 2 & AR T B ORI
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ZBMBE T (F53 0 x600) THEE 300 (2 RFIx150 E/R5) BlEE L, HiER O
HMERFE LR OMBO B AF L, HBFELHE N L, FRICERIEYE (&K
R OGN 2 X L CHET2) OHBEEEZH KL, HEBER2HH Lz, 8%
TERIEICEVITo T,

R ot PR S OVBB P o PR 1T 22 CBLEE Lo, WEBRA LB R 1, 0 88 5 07 o) S8
55+ 5% R L HEEREHAEE L3 HENIX 4 HE, $7o0bb, FEERELBEE
D FEAFHTE ML TIX 130, 120 KO 110 pg/mL., %5 0 [ QLEE % o AR#EHTE ML Tk 225,
200, 175 %OV 150 pg/mL, HEALEEE Tl 70.0, 60.0, 50.0 & 40.0 pg/mL % #8142
L7,

7.6.2 Z2EEAEEDHE
L REFIIHERE EHRORFICRINL, BERERFIIEIZUTOLIITESE - »
LT, B EERFTIZOVWTIE, v v 72 G056 (TAG) LG ERVWHEE (TA)
W20 THEFF LT,
1) R
¥y v7 (g) DR R (ctg) M OV B R R (cs)IZ BT H X v v T L
IZGE S R D R AR R0 Ge s R O BE LU T T B 72 3
Bt L NBOHNDHH D
Ye o iy RRLEIWT (ctb) @ WA DR O FREFE Er ST Tnsd b ok
FEG IR N Y R D FHAR HI2d > TH  FEGL A
MO IDGEEFEOIEL EIZEA TS b D
Yty R ZZ i (cte) @ 2 AL ETCA LU AEICHESTO2RETH
D, B RN AR & Qe AR AU T E D, U U
WL, BRI EDnd 5
Gt (RRUEIT (esb) ¢ A0 BIT otb ICTHET B, FEYL @R AS Y R O [E il AR 1 2>
DI T TEBYVEIFRENREDO LN NE DK OIERE
WAL NG AR O TR B HR B2 > TH  IEYEAENL O K S
DR EDOIELL EIZR WS D
Geta (KA Wi (cse) @ YR & Qe B RIFARHRIC 0 A C & 5, Eh IR YL
Bk, BIREARRENDH D
Z O i (other)  Wrhib(frg) 7 EN D D
2) B RE
et (KBS, ZOMBDBARFF > TOWDEA O (ZfEK) L8y SNl
HD GREER, 45K L)
5 EbE o fEEERM RS (polyploid cell)
NG M OMIE (cells with endoreduplicated

chromosomes)
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7.7 HREt fE AT

ENENORBEET LT, ¥y v T2 ZERVIEE (TA) OREAEBERE AT
AR DKL . AR E A AT A (R BRI X OB NS IR o & 5F) Ok
BEEEIZDUWNT, LU OREHRENT 21T o 7o, B2V B & # B  B AL B [H] C Fisher @
BRI L D3R (BEAYE 0.05, ) 21T7-o7, WTLOWUWEET
G ER Y B AL R I BRI A S v 0y o 7272 % Cochran Armitage O [7] #% &

(A EKHE £ 0.05, R 1350 L 72 o 72,

F o, Qe SRS B T O W TR, R FREE & G YERTIREE & O T Fisher DIE
Pt BT HFIEIC L DRt (A EAKYE £ 0.05, A1) =477,

W ORE SN Z R THEIT DN TO LM L7,

7.8 BRI B
TRt 2TohMErimz Lizaa., Rl L 45,
1) BlEAELHENIHEDL EHDZ L
2) PEMEXER ISR DR R O HBLEN | RSB 27— % D 95%% Bl
FH N (Meani 1.96SD) THHZ &
3)  BEPEXFFREEIC IS T B Yeta (SR B O BB N . FRPERTIREE &l T E e b
mzER4Z k
4) B (8 REICHEIRBOLARNWI &

7.9 HROHTERAE
UTFORTORERMELET-TIHE R E TR ERTFHEREL AT 2 (G

EHIET D,

1) Db 1 DOWRYEIRERIZEH T DY R H BN B2 R &
eANTHEZREINZ RS

2)  EFEOHMIZIE Cochran Armitage DR E TH B HEKGFERN A DLNLD

3) HINZIR L7 RWE R EERE O MBS | BRI IR R T — 2 O 95% & B IH
sTh D

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

8. HERGER
8.1 0 e 38 B8 400 ] X B
fiti & % Appendix 1~3, Appendix 7 |{Z/x L 7=,
1) HREOBMREL
TANTORBETOREITA NIRRT,
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2) bk
T RCOMBEE T, 1000 pg/mL LA EDH & THRENBD bivi,

3) ML EE
ARG HE FE AR SR 0T, R AL B E 00 FEAREIE M Al K OVELfGE AL R Y% T U 125 pg/mL
LA B oo 18T R AL B VE oo AREHTE PR 1K Tl 250 pg/mL BL RO HI & T 50%LL =
Zon LTc, ICsold, LI AP O JEARENE AL TIX 112 pg/mL, FERFEALEE L
DOAHHEMEAL TIX 176 pg/mL, EFEALEEYE TIX 65.5 pg/mL & H &7z,

8.2 ZRAEERRAR

i ;% Table 1~3, Appendix 4~6 & " Appendix 8 I/~ L 7=,

1) EHREROGHENL
TRTONEECTERFAEILA NIRRT,

2) B
TRTONBETHREIZ A D20 o T,

3) AR EEME
A e B G PN 0T AR R AL B E O JEARGEHE PE{E T 130 pg/mL @ H & T, #ilkf
WAL ER v DA HHE PEAL TiE 225 pg/mL O & T, HkiALERE TIX 70.0 pg/mL LA
LFOHET50%LL L2 R LT,

4) BIEHER
Yeto (R B (TA) O HBUBEE 1T, R ALERYE O FEMHHE ML T 130, 120
K ON110 pg/mL O & T 4,2 KO3, FEEFALEE O TG Tk 225, 200,
175 BTV 150 pg/mL O H&ET 1, 4, 2 KOV 1, #@#FEAEE T 70.0, 60.0, 50.0
N 40.0 pg/mL ODHETA4, 2, 2 K1 THY ., ®ST DM REEE ORI
BREETADN o1,
BB (EEEME R O NEINME DA o HERBEE L, EEEFAEEO
FERFBHE AL TIX 130, 120 TN 110 pg/mL O HE TS5, 7 LN 6, FHE R L
DOARHTEMEAL TIX 225, 200, 175 KO0 150 pg/mL O FE TS, 5. 4 L4,
ALFRYETIE 70.0. 60.0. 50.0 2T 40.0 pg/mL OFAET 1, 1, 2 K1 THY
MG T DB L OMICABEEZRAOR o1,

8.3 HAERDRLIL
TRTCONEET, T8HEHO LML L=, RBRIIEYICERINTZLEZD
i,

9. EE

FTYN=B—-—D—Nat T ) ROROEREREFREEZRNT LD, Fv 1=
— R e NI A Z — iR AE SR (CHL/IU) Z 72 Ye R i 3B 2 920 L 77—,
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et (R BLEBBR Tk, MIRREEAEINHI RN S5+ 5% eoR L BARSHAEL L. H
B P AL ER 7 o0 FEAREHE ME AL TIE 130, 120, 110 pg/mL @ 3 H &%, ERFEAEEOR
BHEMEAL TIX 225,200, 175 OV 150 pg/mL @ 4 &% #fE L E 1 Tl 70.0, 60.0,
50.0 X1*40.0 pg/mL 0 4 HEAZBIE LTz, TO/ME, REFEERE (TA) KO
B BLE (R B Ia R OB NS IR ) o HBUBEEE I3 W T O ABEIE I8 ) T b 2k
KR OB CHEEIZA LR T,

10. #E5:m

TUN=F—-—D—=7Nravt T v RO RRERREETICBEB W T, o
AR OBETZFR LY () LiEm LT,
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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 Decyl B-D-glucopyranoside: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

T-G702

Treatment S9 Dose Level

Number of cells with structural chromosomal aberration

a), b)

RPD

Number of cells with numerical

. b
chromosomal aberration ”

. Plate . o,y Plate g _ Endore-
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 0 0 0 0 0 0 0 1 151 1 0 1
NC 2 150 1 1 0 0 0 2 1 3 100 2 152 2 0 2
Total 300 103)  1(03)  000.0)  00.0) 00.0) 207  103)  3(1.0) Total 303 3(.0)  0(0.0)  3(1.0)
1 150 2 1 0 0 0 2 0 2 1 152 2 0 2
110 2 150 0 1 0 0 0 1 0 1 95 2 154 3 1 4
Total 300 2(0.7) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 306 5(1.6) 1(0.3) 6(2.0)
1 150 0 2 0 0 0 2 1 3 1 153 3 0 3
6 - 120 2 150 0 0 0 0 0 0 2 2 78 2 154 3 1 4
Total 300 000.0) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 20.7)  3(1.0) 5(L7) Total 307 6(2.0) 103)  7(2.3)
1 150 1 0 0 0 0 1 0 1 1 152 2 0 2
130 2 150 0 3 0 0 0 3 0 3 46 2 153 3 0 3
Total 300 1(0.3) 3(1.0) 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 21 0 0 0 28 0 28 1 150 0 0 0
PC 2 150 7 24 0 0 0 31 0 31 75 2 150 0 0 0
Total 300  14(4.7) 45(15.0) 0(0.0) 0(0.0)  0(0.0) 59%(19.7) 0(0.0)  59(19.7) 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 (DMSO)
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 Decyl B-D-glucopyranoside: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

T-G702

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 1 152 2 0 2
NC 2 150 0 0 0 0 0 0 1 1 100 2 151 1 0 1
Total 300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 1(0.3) 2(0.7) Total 303 3(1.0) 0(0.0) 3(1.0)
1 150 0 1 0 0 0 1 0 1 1 152 1 1 2
150 2 150 0 0 0 0 1 1 80 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) 1(0.3) 2(0.7) Total 304 3(1.0) 1(0.3) 4(1.3)
1 150 1 0 0 0 0 1 0 1 1 151 1 0 1
175 2 150 0 1 0 0 0 1 0 1 77 2 153 1 2 3
6 + 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 2(0.7) 2(0.7) 4(1.3)
1 150 0 3 0 0 0 3 0 3 1 151 1 0 1
200 2 150 0 1 0 0 0 1 0 1 77 2 154 3 1 4
Total 300 0(0.0) 4(1.3) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 0(0.0) 4(1.3) Total 305 4(1.3) 1(0.3) 5(1.6)
1 150 0 0 0 0 0 0 0 0 1 152 1 1 2
225 2 150 0 1 0 0 0 1 0 1 48 2 153 0 3 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 305 1(0.3) 4(1.3) 5(1.6)
1 150 5 80 0 0 0 85 0 85 1 150 0 0 0
PC 2 150 3 83 0 0 0 86 0 86 62 2 150 0 0 0
Total 300 8(2.7) 163(54.3) 0(0.0) 0(0.0) 0(0.0) 171*(57.0) 0(0.0) 171(57.0) 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 (DMSO)

PC: Positive control (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 Decyl B-D-glucopyranoside: In vitro chromosomal aberration test in cultured Chinese hamster cells

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

T-G702

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i c 0, d : -
® mix (ng/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell
1 150 0 1 0 0 0 1 0 1 1 150 0 0 0
NC 2 150 0 2 0 0 0 2 0 2 100 2 151 1 0 1
Total 300 0(0.0) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 0 0 0 0 0 0 0 1 150 0 0 0
40.0 2 150 0 1 0 0 0 1 0 1 81 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 0 0 0 0 0 0 0 0 1 152 2 0 2
50.0 2 150 0 2 0 0 0 2 0 2 54 2 150 0 0 0
24 ) 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 0 1 0 0 0 1 1 2 1 151 1 0 1
60.0 2 150 0 1 0 0 0 1 0 1 59 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 301 1(0.3) 0(0.0) 1(0.3)
1 150 0 2 0 0 0 2 0 2 1 151 1 0 1
70.0 2 150 1 1 0 0 0 2 0 2 46 2 150 0 0 0
Total 300 1(0.3) 3(1.0) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 0(0.0) 4(1.3) Total 301 1(0.3) 0(0.0) 1(0.3)
1 150 9 27 0 0 0 36 0 36 1 150 0 0 0
PC 2 150 6 33 0 0 0 38 0 38 71 2 150 0 0 0
Total 300 15(5.0)  60(20.0)  0(0.0) 0(0.0) 0(0.0)  74*(24.7)  0(0.0)  74(24.7) 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 (DMSO)
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 Decyl B-D-glucopyranoside: /n vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the cell-growth inhibition test
[Short-term treatment: -S9 mix]

.- . d)
Study type ‘ ) Cell-growth Condition of cells®® Condition of culture medium
Concentration [ RPD inhibition Precipitates )
89| Treatment | (,1/mL) ) | fate (%) Color”
mix (h) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
15.6 91 9 - - - - - -
313 87 13 - - - - - -
62.5 91 9 + - - - - -
(o}
- 6 & 125 39 61 ++ + - - - -
<
z 250 -201 301 +++ o+ - - - -
~
500 h) h) =+ TOX - - - -
1000 h) h) TOX TOX - + - -
2000 h) h) TOX TOX - + - -

Concentration of 50% cell-growth inhibition : 112 pg/mL

NC : Negative control (DMSO)
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) -

+
++
+++:
TOX:
)y -

g -
-

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.

There existed few cells attached to the plate and almost all cells were detached and/or dead.

No color changes

No precipitates

: Presence of 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 Decyl B-D-glucopyranoside: In vitro chromosomal aberration test in cultured Chinese hamster cells

Results of the cell-growth inhibition test
[Short-term treatment: +S9 mix]

Study type ‘ Cell-growth N 0o Condition of culture medium ¢
Concentration [ RPD ¥ nhibition Condition of cells — >
S9 | Treatment (pg/mL) (%) by Color? Precipitates
mix (h) rate (%) 1 2) b ) 3
0 (NC) 100 0 - - - - - -
15.6 95 5 - - - - - -
31.3 87 13 - - - - - -
62.5 97 3 - - - - - -
L
Q
+ 6 -g 125 76 24 + - - - - -
z 250 12 88 +++ ++ - - - -
F
500 h) h) TOX TOX - - - -
1000 h) h) TOX TOX - + - -
2000 h) h) TOX TOX - + - -

Concentration of 50% cell-growth inhibition : 176 pg/mL

NC : Negative control (DMSO)
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

+: Presence of 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 Decyl B-D-glucopyranoside: /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 ¥ S .. ) s )
S9 | Treatment JmL N inhibition | Condition of cells Precipitates ©
i (ng/mL) (%) oy b Color”
mix (h) rate (%) 1 2)
0 (NC) 100 0 - - - -
15.6 87 13 - - - -
31.3 62 38 - - - -
62.5 54 46 + - - -
L
- 24 & 125 -30 130 +++ - - -
<
E 250 h) h) +++ - - -
500 h) h) TOX - - -
1000 h) h) TOX - + -
2000 h) h) TOX - + -

Concentration of 50% cell-growth inhibition : 65.5 ng/mL

NC : Negative control (DMSO)
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.
+: 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.

ot

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
+: Presence of 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  Decyl B-D-glucopyranoside: 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) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
70.0 92 8 + - - - - -
80.0 92 8 + - - - - -
2 90.0 95 5 + - - - - -
.8
- 6 5 | 100 90 10 + - - - . -
= | 110 95 5 ++ + ; - - -
120 78 22 ++ + - - - -
130 46 54 ++ + - - - -
PC 75 25 - - - - - -

NC : Negative control (DMSO)
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.
f) -: No color changes
g) -: No precipitates
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Appendix 5 Decyl B-D-glucopyranoside: /n 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) o D 2) D 2) 3)
0 (NC) 100 0 - - - - - -
75.0 91 9 - - - - - -
100 98 2 + - - - - -
] 125 86 14 + - - - - -
2
+ 6 5 150 80 20 + - - - - -
= | o17s 77 23 ++ + . - - -
200 77 23 ++ + - - - -
225 48 52 +++ ++ - - - -
PC 62 38 - - - - - -

NC : Negative control (DMSO)
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.
+++: 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  Decyl B-D-glucopyranoside: In 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 - - - -
20.0 103 -3 - - - -
30.0 106 -6 - - - -
L 40.0 81 19 - - - -
.8
- 24 5 | 500 54 46 + ; - ;
= | 60.0 59 41 + - - -
70.0 46 54 ++ - - -
80.0 24 76 ++ - - -
PC 71 29 - - - -

NC : Negative control (DMSO)
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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Decyl p-D-glucopyranoside: 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 (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 41 1.36
313 39 1.29
2 62.5 41 1.36
- 6 2| 125 16 24 0.58
<
;3 250 2 -3.00
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) 43 1.43
15.6 41 1.36
31.3 38 1.25
o 62.5 42 1.39
+ 6 2| 125 16 34 1.09
<
;3 250 18 0.17
500 a)
1000 0 a)
2000 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 37 1.21
31.3 29 0.86
2 62.5 27 0.75
- 24 2| 125 16 12 -0.42
<
;3 250 0 a)
500 0 a)
1000 0 a)
2000 0 a)

NC : Negative control (DMSO)

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 Decyl p-D-glucopyranoside: 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 (x 10* cells/mL)
S9 |Treatment Cor(l:zrt;it)ion At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 43 1.34
70.0 40 1.23
80.0 40 1.23
3 | %0 41 1.27
- 6 5 10 17 39 1.20
S| 1o 41 127
120 35 1.04
130 26 0.61
PC (MMC) 34 1.00
[Short-term treatment: +S9 mix]
Study type Cell counts (x 10* cells/mL)
S9 |Treatment Cor(l:zrt;it)ion At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 45 1.40
75.0 41 1.27
100 44 1.37
5 | 125 39 1.20
- 6 5 150 17 37 112
S| s 36 1.08
200 36 1.08
225 27 0.67
PC (CP) 31 0.87
[Continuous treatment: 24h]
Study type Cell counts (x 10* cells/mL)
S9 |Treatment Cor(l:zrt;it)ion At the initiation of the At the end of the PD
mix (h) treatment incubation
0 (NC) 40 1.23
20.0 41 1.27
30.0 42 1.30
3 | 400 34 1.00
- 24 | B s00 17 27 0.67
S| 600 28 0.72
70.0 25 0.56
80.0 21 0.30
PC (MMC) 31 0.87

NC : Negative control (DMSO)
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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