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3.4.2 sMRBRAAM 1Y

o UHBALTFE IR B O FiEIC o T
CPRK 2343 A 31 AT R 0331 55 7 wEAETBE ERR LR R PR 23-
03 - 29 WRE 5 St P pE XA WIEPEE R K. BRI 110331009 S EREEH #
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4. EH

5—~Fiv—4, 5-FTtbRFu—2 (3H) 77/ OROERETIEELZ R
THID, FrA=—X NAAZ i HRBRMEIFMI (CHL/IU) % fV 7o Bt
PR B A S LT,

PRy RBROMAELZRET S0, 1710 pg/mL (10 mM FY) 2xkmA&E L
L., LT 2 CHRUZE 8 HEZRE L, MAEMMmKERREITo7-, T ORE,
AR S AN R TR T O EIZB W T 855 pg/mL UL EDOHE T S50%LL EEaR L
7o S0%HIATHEFE N (ICso) 13X, FERFRIALER O JEMHHE ML T 808 pg/mL,
L IRF AT AL PR E O AREIHE M L T 781 pg/mL, #fEALPRYE T 565 pg/mL Th o7z, LLED
FER LD, PR &, BERREABE CIRRENEE Lo R BICEDL L T
1000 pg/mL Zigm HEE L, LLF%2 150 ug/mL T U72 6 HE A, #G AL T
X800 pg/mL i mMHESE L, L% 100 pg/mL TW U727 HEZHE LT,

Yuto (K BE RBR Tk, MIIRBEAEINHI RN 55+ 5% a2 R LE-ABaRkmAEL L, A
R AL ER YL CIXAEHTE b O F 2B D 5 97 1000, 850 & TY 700 pg/mL, & LR VA
TI1% 400,300 X TF200 pg/mL D4 3 A& AZBIEE LTz, & OREF Y i iE 2 H (TA)
R Oy B (RS BRI X OB N AR ) oo BB X W T o BRIk Iz B8\ T
bRt & O THEEITA LR T,

B, TNTORBIET, BRSO KEZ N2 Lo, AUBRITE I i S
rmEEZBNT,

U EDRERMNS, 5—~FLb—4, 5—Fk Fa—2 (3H) 77/ ixifak
BERBRAM FIoB 0T, Rl R ROKM BT Z2FHER LAV (M) L isH
L7,
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5. &
5—~%I—4, 5—FbFrue—2 (3H) 77/ OIFHEEEMRLE WD
Pt KRB EZFEMBLT-DOT, FORBEHRET S,

6. HERMH

6.1 WERYMERVEESEYME (F5)
6.1.1 WEBYME

LT OEHRIZIE GLP THEME S L7z iz iS5 <,

Witk - I

g2y : b—AFXN—4, 5Tt ke—-2 (3H) 77 /v
Gl . y-Decanolactone

CAS &= : 706-14-9

BRI :(9)-137. (5)-1173 ({b5FE)

A A3 M

LA

CH3(CHo)s~ ~07 0

57 ¥ : CioH130,

R : 170.25

AN ) A B R AR

B L/ I i . 281°C

gk R : 146°C

b E : 0.95

e fig 1 DO RRMER R OFE S KIZ 17.1 mg/mL TARE., DMSO (2

171 mg/mL TS5 2 & 2R L7,

AF i : 25g (T-3604 & 3LH)

i : 98.7%

TRAE SR D IBIEET. EAe

RAE 15 DOREBERGICANIL, WEREN (FFAHF 0 1°C~10°C, E
B IXFREGHENCTH - 72) ITRTF

B EoEE C MEELG MK A+ aIATVY, v A (REIRSE, (REF

REDOWEY) 2 RERZEMN L, BERZEOZMAD <, By
Tz, F, BEZRIEV, 2P 0VWETD,

RAF S T D BB AR R
2 TEPERERR D BRI L7 BRI E O ENEIE BRI T RRICHE

fiti S ATz 2 EERER ORAMRUL A 7 b IVIE) Ofif R )
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SR L7 GRERTE 5 A-3349. Attachment 1)

Pr A7 BB D RBRWIER 1 g 2 RAFERUBEE U TRRAFE LT, BRAFRURHZ
T-3604 & 3@ & L7,
4% i D JLER D B ORRITETHEELE,

6.1.2 IEENRYE (8

Eax i Dimethyl Sulfoxide (F&FR : DMSO)

CAS &= : 67-68-5

Hirk W S

A =T — B LT AV AR REERR A A

0y & : DLG1026

RAE SR : =R

(EXE= 0 e S e

AR 0 3 R BE D EBRE OWEYEN BAFTH Y | FEIE, FEE W EILER

WD HNRo T, in vitro DEBEEMERERICIE HW S
NTEH, ¥RT—2NEETHLZENLEIRLT,

6.2 #HERR DR
AR 1T, SRR AT OB AT T TR L 72,

6.2.1 0 B 15 B8 #0051 &t BR

6.2.1.1 HHECpPs

2mL DA AT T ATHRWE 0.3420 g ZFFE L., @ EORE 22 THEfiES
TEOLEICEE AN T 2mL & L, fmH &R GIRIRE © 171 mg/mL) % i
Lz, Tha, BB CEMBEMICAHIR (A 2) LT, 855, 42.8, 21.4, 10.7, 5.34,
267 KN 1.34 mg/mL ik e L, G 8IRELZFM LT, ZoROME (HleRERE)
WZDWTIEE 7.2.1 HS M,

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

6.2.2 ZEAREEHAR
6.2.2.1 SRR AL

10mL DA AT T A THWERYE 1.0000 g 2 FF&E L, H@EORE A2 CHEM S
TDOLHEICEEZMZ T 10mL & U, fmHEFKR GREYRE © 100 mg/mL) % iHH
Lic, Thvae, W CE#EMAN L T, 85.0, 80.0, 70.0, 60.0, 55.0, 50.0, 40.0, 30.0.
25.0 XY 20.0 mg/mL & L, 3 11 IEBELZR L, 2055, MEFHAIRE TIX
100, 85.0, 70.0, 55.0, 40.0 21X 25.0 mg/mL O 6 #&JE #fgi ALPE YL Tl 80.0, 70.0,

11
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60.0. 50.0, 40.0, 30.0 %2 TX 20.0 mg/mL ® 7EELZFEH L7, ZoOHAE G
BBIEE) [ZOWTILHE 122HB R,

6.2.2.2 SRS
PRI T8 L, RS 2 BERI LA HEJ L 7=,

6.3 G R E

UTD2o0bEWE R\, Zib OB B®E X A K7 A (OECD TG473)
THERR S, invitro REREFRBICESEAINTEBY, 7o, BRT—F0NEF
ThHIEMBT/IRLT,

6.3.1 Gt R E 1

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

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

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

L7,
6.3.2 EiExt BYE 2
) ¥7me7x2A77 I8 (RENEMHILAED)
Eap i : Cyclophosphamide monohydrate (H§F#: : CP)
CAS &= : 6055-19-2
K& c AR (97%LL 1)
A=) — DB BT AV ATOEHRER A
2y &S : SKE6784
R AF S Do,
[EXE= 00 ORE AR M AR

12
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2)

3)

6.4
YRR T T DMK IV A FZ 1 > (OECD TG473) THESE ST 2l o

CP 1Ak D 77 fl
KRR L 72,

CP14.0 mg ZFHL L7, ZHICABERER (A ARKE T S KRERSEK T8
7y hEE KIC94) % 20 mL X CTHME L. 0.70 mg/mL ¥K &2 i L 7=,

CPOH&

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

ABRRRVZDERERH

—OTHY . invitro e EEEFEABRIASEA SN TEY . ERT—FNEETHD
ZEMBERLT,

6.4.1 0 e R

6.5

i 4

feAa i

ATFH

LS RER N

R IR ORI

AR

6.5.1 S9 mix

1)

S9

E2x i

A —J]—
WA &

7y hE S
ok

R SN
ALY B O LB

T v A ==K

N b A Z — il Sk O #RHE 2E
(CHL/IU)

1 201444 7 2 H
DM O RES IR (Vv — VIKENCHE LR O &

EHT D) . MIRMGIEER 15~20 FERILLN (S2HIME ;
17.3 B§[) . Y RED 25 ROMBEL 70%LL E, Yeta
KB EIRERD SURMTHY, ~A4 27T X~ DiHY
MW ERER SN b DE W,

o P R OD SR A A A RH A SR )RR T 10 AR AR, B

AR R R T 14T H o 72 (FFA & :3~30 fE1R) .

: S-9

D A =X VERRE TS
: 2mL/NA T v

: 21090306, 21111209

: SDRMET » b HThE

Tz /)N ESZ— )L (PB) KTY5,6-X Y 7 TR (BF)

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

BF : PB# 5 3 H HICHFRIEKENEE (80 mg/kg)

20219 A3 H (vy &R ;21090306)

20214F 11 H 12 H (uvy &S ;21111209)

13
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2)

3)

6.

feli I R D 202243 H2H (2y &S ;21090306)
202245 11 H (my &S ;21111209)
W - P D7 - 1
IS SN : 2158+72¢g (my F&ES ; 21090306)
2555+9.0g (= h&EE ;21111209)
RIS ;W (=70°C LLF)
A5 T o BR AR AN R AR =
a7y IR
4 PR : Cofactor C
A =T — D AV o VEER T ERAS K
W & . 4.7 mL//XA T L
7y hE&EE : C21090106, C21111009
fili JH A PR : 202242 H28H (mvy &S ; C21090106)
202245 H9H (my &S ; C21111009)
AR ;W (=70°C LLF)
TR AE 53 T D BRI R AR =
S9 mix D FHHE I %k
MR L7z, SO L aTyy s X —% 2:4.7 DEE (% 134 7)) TEENIZ
BALTSImix i L7, S9 mix Dk (1 mLH) %LLFIZRT,
7K : 0.7 mL
S9 : 0.3 mL
MgCl, : 5 umol
KCl : 33 pmol
J)a—A-6-Y U 5 umol
bl =aF o7 I RT7TF=0 VX7 LAF FY B (NADP)
: 4 pmol
HEPES #& ik (pH7.2)
: 4 umol
5.2 IEER

Minimum Essential Medium (MEM)IZ3E){t L 72 “F1LiE (bovine serum. BS) % fx

PR 10v/V% E2 D X IR L7288 (10%BS-MEM) % ifH L 7=, Rtk
DEERFITETEEAFE L, 1EADNICHERA L,

1)

2 1Y
A —T— : Thermo Fisher Scientific Inc.
vy b3S : 2261346, 2402160
[EYEELE © I (=20°C LLT)
TR A7 55 T D BEAR A  R =

14
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2) Minimum Essential Medium (MEM)

A =T — T TAT AR A4
0y NEE : L1K6990

R AF AT DO

TR AE 5 BT D AEARERLEE

7. BRERAE
B ALERVE DN &2 DL T ISR,
ERFRAAEE (RETEYE L)
© S9 mix FELFELE T CTHERWE /xR E 6 Refj L, = o
% 10%BS-MEM 5548 1% T 18 Wil k5% ([BI1E K5 4%)
ERFRAEE (RETEMEE D)
: SO mix fF/E T CH B L/ xR W'E 6 Ref LB, = Dtk
10%BS-MEM £ #% % C 18 R ([r11E 55 4%)
HGE AL VE  (fUEHE M L L)
: S9 mix FEAFELE T CTHBRWE /5 A E 24 FEfA] AL

7.1 BERUVRTA FEKXRDOHEANE

RelIBRE 5. R - EER O EZ R T - BT Tl Lz, Ykl
HORATZ A NIZERIEICL2BEDTED, AREZLOERGIIHIC LT a— RE S
L L7 T7 L Tihl L7,

7.2 FAEDRE
7.2.1 iR Hoo 3 B8 410 1) 5 BR

FAPEIC BT 2 HEARET 2 B YTl e 53 /A0 e 8 58 50 11 K OV BRI RN
KD EIEMER OLA QLB OFEL TTe) Z2RE L 7o, il i 7/ A0 i 38 5E 4 i o
R S A A £E % %% (Population Doubling : PD) K OVH % ffl i ££ [ 5 %% (Relative
Population Doubling : RPD) 7 & & H 3 2 MR B e I K v #EE L7e (GRAIZES
741 HSH) |

EMAEZ, T4 F74 2 DHRAFWEFIR IR GIEIZHONT] I2ESn
T 1710 pg/mL (10 mM AHY) & L7z, AR, &k 2 THRL T 855, 428, 214, 107,
53.4, 26.7 XN 13.4 pg/mL Z5%\F, FF 8 HE A A QNHEEICHRE LT,

BEERY)E VBRI N X, A UERYE S PR R R BRAE A 5 1 T

7.2.2 2EAEEHR

0 e A B BRBR IS 3 T 2 M A B AE ANl (100 —RPD) &, TR TOLEET
855 pg/mL UL D T 50%LL L& 7R Uiz, 50% 0 i 58 GE 40 0 5 0% . 48 I R AL B 3
O IERHIEVEL T 808 pg/mL, HHEKF LR E O RHHE ML T 781 ng/mL, AL EE L

15
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T 565 pg/mL EHEMH SN, B, WTALOWLEETY, WPRFHLAREIC 855 pg/mL
U EDO R ETIHENRBO AR, BEETRIZIIRO Do lolod, EARBIE
SO, BOb O LYWLz, LEDORR LD, %é{ﬁﬁ%aﬁéﬁ@ﬁﬁi%?%@
WY BE LT,

£7o. WBRYELBERE SN A A ALBRIE T B e R K OV BB Mk JRE 22 i 1 72,

UBEET W HEE (pg/mL)
L R R AL R 1000, 850, 700, 550. 400. 250
e AL BR Y 800. 700. 600, 500, 400, 300, 200

7.3 BERBHRUVEESH

1) HEARWK
BRI IAF v 78T L —F (Vv —1L) Z2HWE,
00 1e0 S 20 1) BRBR TS HE 1 R 4 (single culture : 5528 58 7 B o> 40 i 2 2 0 @ )
Yuto (K BLE R CIIARE 3 R4 (triplicate culture : 2 R4 & Ye (AR R ERLA |
1 RAN A BERE TREOMAEEREH) & L,
F o, MR EE RS R L O a R R EREBR E b, IS 1 o7 L — b &AL
RO MR EREHR & LTHER L,

2) KM
I 37°C, M K O 5%CO, FCH# L7,

7.4 ER T iR

7.4.1 0 A 124 g 41D ) 5 B

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

1) 7b—b (BEEES50mL) H72D 2nm@@%%%%ﬁb\3ﬁﬁ%ﬁbko

2) i 3 BRI, BN ZEBEE T TR OREBICBRE RN W L AR LT,

3) Tﬁ_%of\%%wéﬁfb\kﬁﬁ%&ﬂi%%ﬁ\&5wms9mx%%
muiz,
F 7o, APFRBRMAFFAERERER O 7 L — bk 1 K22\ T, 0.25%trypsin ZLFET%
(CHIRE Z [BIU U ., ifn BR BB 2 O C AL EE BR A B oD 0 B I S & I E L 72

N L P i) AL B 7 gk ;
WA RATEIELIEL | RAEIEILA Y LIRS
BREEREE 0.050 mL 0.883 mL 0.050 mL
S9 mix & 0.833 mL
(S9 & M IR ) (1.049 mg/mL)
E%'@ﬁf'ﬁ”ﬁﬁﬂmﬁ 0.050 mL 0.050 mL 0.050 mL
RSN =

16
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4) LFREEREERZIC, AP EROGRAEWIR CBIE L, Eio, BN AT T
Tm%@ﬁﬁ%ﬁgbko%@%\@%%mﬁ&fméﬁ%\@ﬁmﬁ%fmm
e (WLER) L7z,

5) ERERIALERIETIX, 6 WRERD OB BN HEZEBRANEE T CIRE O B L iR o
RREZBIZE LT, IRWT, ABREE /IR & #5C. 2% Mg N A B A 16 ik T ia %
Peid L. #H LV 10%BS-MEM B 3% 5.0 mL Z I 2 T 18 Bk ([nl1E 5 #%)
L7,

6) BB TRIC, BINAHZEBEME T CULE O L MmoRELBE LT,

7)) RKWT, &7 L — % 0.25% trypsin TR L TR Z BN L, 1Bk & % H
UNTTEEE T IRE O Al g B 2 I E LT

8) JLEBAAGIF R OME B TRROMMBEENS . O 1 L 2 12V, &8O PD
X OYRPD % H H L7=,

log (KM T WO MR L + ALERBE A6 HF OO Ml i 5 )

PD = log 2
(1)
o EBRMEMERCHTSPD)
RPD (%) = (VX FRREIC 351 B PD) 100
(2]

9) RPD M5 AfuEsEN# % (=100-RPD) # &R H L7-, AR INH R 50%LL E
ODHENALNTZTZD, 50%% e 2 SMOEFANND, 1ICso ZHH L7,

7.4.2 Z2EAEEHR

1) FHTA41HD 1) ~2) LR CEBIEEZIT-o 7= GLEBHERFOMREENEZ &) .

2) FTRIIHE- T, BERWEZRE L, BRI, #EBRECSUIBEERTRER. & 50
SO mix Z WAL, FALBEEEICI T D NHEETRK & LTz,

- L P ] UL B
L 73 45
LRI E R ATETE o L R AR LA D LRI
e 0.050 mL 0.883 mL 0.050 mL
iR bR 2 (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix I & 0.833 mL
(S9 & A IR ) (1.069 mg/mL)
PR PR IR L R 0.050 mL 0.050 mL 0.050 mL
WS N &
YT
B s i MMC: 0.150 mL CP: 0.100 mL MMC: 0.100 mL
SN &

* o B PERHREE CORFRIRRE &

3) HTA41HD 4)~5) LRI CEIEZIT o7 (UELE % K OVE R AAEE TO 6 FEfH

17
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BB ZOBERIR EMLOBIEL ET)
L, BSEE2MOPEAERIERERHE 7L — M2 oW TIE, BEEET O 2 KR
ANCae I B (FAaLy @R ik, 10 ug/mL) % 0.1 mL Iz 7=,

4) HEEKTHR, SREH2HOLECKRERERA T L — MZoW T, LFOFIET
P RIEAR A ER LT, OBRERITT L — NS00 2ER L -,
0.25% trypsin JLEEZ (ZHAE 2 [EUX L, 0.075 MG LB U ¥ AR TH 15 4y K
BRAVEE L 7=% ., B THEER (A F T v a—)V/EERR, 3/1, viv) THEE L7,
& L7-fnz 274 RO A 1TKRICOZ 2EAIICHE FL, B L7 bX A
eyt L TR L LT,

5) BFHEOELVO I KOV — b IREEMEH 7LV — ) #HOWTHREYOf &
K OIROIREE A MR LTz, IRWT, 7.4 13D 7) KT 8) ®FINET PD, RPD
R OVHE R ¥4 Hl B 2R 2 R L 7z

7.5 HMREEsSEICEAET S T —2DXRT
AU . RPD M OVHEARBEFEIN S 2R 1T, WA X0 BEHE R, PD (ZMUEHA
WXV /INBEE 2 FETERLE, £, ICso XA T IHITER LT,

7.6 R2EFRERODHE
7.6.1 BREFE

P RN RSB L, ke — REL2 OB ha AT 28 A7 524 #5140 /i
ZBMBE T (53 x600) THE 300 @ (2 RFI=x150 ff#/R75]) @EEL., HERFO
R E BRE LR OMO B AFH L, HBREEE N Lo, RRICHEET (55
KR OB 2 X3 L Citd %) oHBEEEHEL, HEARZHEHR L, 8
LRITERIEICEVIT- T2,

Fa et BERE S OV MRS R I3 CLEE U 7c, R B AL AE V. M e 3 S T ol 36 23
55+ 5% R Li-HEARGHEE LZ 3 HE, 3720b5 ., AL T ARHHE
ML DA HIZB D 53 1000, 850 &Y 700 pg/mL, HEFEALEEYE TIX 400, 300 KON
200 pg/mL Z @5 L 7=,

7.6.2 L2REAEKEEDNEE
e KRB I ERE EBRNEFICRL, BERFEIIHEICUTOLIIZESR - &
LTz, 2B BEREIZONWTIL, v v 7250854 (TAG) & & E20WEE (TA)
W27 THEFF LT,
1) R E
v v/ (g) s e R (ctg) M VR R (csg) 2B IT DX v v 7 &
XY R O Rl B Yoy (R O g LT TR 7 9
PEOTMMUNBDOOLND H O
Guta oy (R EI T (ctb) @ WA DA O FREHRE LS FnTtns b o kW

18



T-G605

FEYL IR S G B 3 R D Rl#R B2 & - TH  FEYL A
MO IDYGEESEOIEL LIZEATHD B O

Yeta IR ZZ i (cte) @ 2 HATLAETCAULZUIMAMHAEICHES T 2RE TH
D, B RN AR & e R AR HUC S BT E D, DU U
WA, BRI EDnH 5

e (RRIYIWr (csb) ¢ BT otb (ICHET S HEYL B IBNAL 2N Y (R o (Rl b 7
BTN TEBYVEREENRRD NN O R OIEGE
WAL NG AR D[RR B2 > TH  IEYAENL O K S
DYEAGEDOEU EIZEWH D

Ye R A3 i (cse) ¢ YR RN ARHL & Qe R AR HIZ BT & 5, B R IR G
kR, BIREOERENDH D

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

2) FHyEHE

et RIS, T DOMBEBAKEF> TWDHEA O (fFEK) R0, £l

b BREER, 45K E)

s Hork D B (polyploid cell)
FENEMOMIE (cells with endoreduplicated

chromosomes)

7.7 #REHERAT

FNENDWNEEZ LIC, ¥y v 72 EERVES (TA) ORGKREERE 2 H7
DM DR, B RE AT DA (5 HerE M L & O A IR O &5 Ok
BAEEIZDUWNT, LU OREGHENT 21T o 72, B2t FREE & g 8R4 B AL BERE [ C Fisher @
EHMRRFERICL Dl (FEAYEE  0.05. A1) 21T-7-, WTFHOMEET
bR ) ALVE R IS B R B INE A B e o 72728 Cochran Armitage O [A] i &
(G EKHE : 0.05, FD) 1XEME Lo T,

Flo, P EREEREICOW T, BBIEXHREE & B R & O T8 Fisher DE
Pete FEHRIEIC L DRt (A EAKYE £ 0.05. F) #2177,

W ORE BN Z R TIHEIT DN TO RGN L 7=,

7.8 BRI E %
UUTICRTETOREELZ - LIZHE. BBk s 45,

1) #BEEHERn3IHEU EHDL Z &

2) [EVEXFRREEIC T D YR RE O MEBLEN | YR T — % D 95%% Hd
PHN (Mean + 1.96 SD) THH Z &

3)  BEPEXFREEIC IS D Yeta (SR B o MBS N . FRPERTIREE &l TR E A b
mzEmR4Z &

4) W (B8 BREICHEISBO RN &
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7.9 HROHTERE
UTORTOEELMT-TIHEG R E TR REEREFHERIEEZHT 2 (G

EHIET D,

1) D7t 1 OOWHRWEIRERICE T DY RE s H BN, 20 AL &
ERTHEREMEZ R

2) EEO¥EIICIX Cochran Armitage DA E THEZRHN®IKFHELR A BN D

3) WA IR U7o R B IR EERE O BLERDS | R BT 507 — & D 95% & P 4
ST D

7.10 HERREER
RS AR I3 I hE L 72 o T

8. MERHER

8.1 0 e 18 g 400 1 &t BR

fE 8 % Appendix 1~3, Appendix 7 {28 L7z,

1) EBHREOGHENL
TR TCOMELYET 855 pg/mL LA LD & CRE Iz 2k LT,

2) LBk
T RTOUELE T, WBRIEIRINE #1213 855 pg/mL UL EO & TIREARD b
T, BEETRICIIEEI I AN o T,

3) bR EEME
A B FE AN X WP OLERIEIC B W T 855 pg/mL BL LD HE T 50%LL E
Zos LTc, ICsold, FLIRE AL PR E O JEAREHE Mk T 808 pg/mL., FLRFRHI LB LD
REHEPEL T 781 pg/mL, HEKEALELEE T 565 pg/mL Th > 72,

8.2 Z2EAEEHR
i % Table 1~3, Appendix 4~6 & O" Appendix 8 I/~ L 7=,
1) HBREOGHEL
R ALERL VA O 850 pg/mL LA B oo B TGk Lz,
2) Lk
TR TCOMELET 700 pg/mL PL LD B CTIREDNFEO D2, BEKE TRICIX
BT A BN o T,
3) AR
A o S 0T A R0 R R LB TR RENE M L O A2 ) 597 1000 pg/mL,
L LB YL T 400 pg/mL UL EO & T 50%0L EER LT,
4) BIERER
Yeto R s B (TA) OMBLAEE X, MRFRLERE O 1000, 850 & Y 700 pg/mL
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OB TIERHNEMELTIX 4, 1 O3, RBENEMELTIZ 4, 4 ROV 3, EiLs
5 TIX 400, 300 TN 200 pg/mL OHET3, 3 KO3 TH Y, xticd 2 &M iR
BLEOMIABEETALN DT,

By B oo Y EUBE LT AR ALEEE 0 1000, 850 MUY 700 pg/mL o & TIHAR
FHEMAETIL 3. 1 KON 3, ARERAAERE O RBNEH(E TIX 4, 3 RO 3, Mk
PRYETIL 400, 300 X TN 200 pg/mL OFET2, 1 K3 TH Y, xHIET 2 et
BB OMICHBEZEETADIL D o7,

8.3 HER DRI
T RTCONEIET, 7.8 HOKEHEZ - Lz, RBRIXE I
bivlz,

(B
M
&

Shi-&Ex

9. EE

5—~Fib—4, 5Tt RFu—2 (3H) 77/ OYR@fkREFIHEELZ R
TOID, FrA=—X - NAAZ i HRBRMEIFMI (CHL/IU) Z fV 7o Refdfs
B AR A I LT,

Yuta (K BERBR ClT. MIIRIEAEINHI RN 55+ 5% aoRr LE-ABaRkmAEL L. A
R AL ER YL CIXAREHE b O F 2B 5 97 1000, 850 & T8 700 pg/mL. H# i LLER VA
TI1E 400,300 X T*200 pg/mL D4 3 & A BIEE LTz, & OREF Qe i iE 2 E (TA)
K Oy B (R BOMEA I X OB N AR ) oo BB I W T o LBRiE IZ B8\ T
bRt & O THEEITA LIRS T,

10. #E5:m

5—~F)—4, 5—FbkrRe—2 (3H) 77 3 aEERaERBREttTIC
BWT, aEEERT M OERMBREZFHEB LY () ik LT,
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Attachment 1 (1/3)

ARE =
ABREHE
R

Hy hEE
PRAF SR 1
L
He R

HE T H

R FETE

RO A2 B L

i R

RAMPIL A2 B L

No. A3349-1/3
HBRREE

A-3349
72 7E MR R
5—~FI—4,
v
.
migEET (FFRHEHE : 1°C~10°C) | #Hig
AR U —F o & — B HERT

20214 12 A 28 B (AiifE)

20224E2 H 22 B (#&1E)

5—Fv RFu—2 (3H) 75/

AW AT b v (BIRE)

DWNWT, [ ERBIRICFEFERBEORIN 2D D)
ThHHILEHRT S,

HIE TS O 2RI AT by &% (7200
WZOWT, B—EEBORICERRREORINEZED B)
ThHoT,

FRIMNRUL A LT b )V k2— PITRT,

i
TRAWIRANT PVBRIMEERFETH I LM b,

WREL 202142 12 A 28 H b 202242 H 22 H
ETOM, REFFETCEEThHomEHEL,
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Attachment 1 (2/3)

No. A3349-2/3
ABRMIEE

ARRBRIILL T O GLP FeHE % #5F L C M L7z,

[FHAL P E S R DA A EiE 9 2 R BR Mk (= B9 2 He i

(CERE 2343 H 31 H : R 0331 H 85, FK23-03-29F/HE 6 5.
BRIREIE 110331010 &)

RRELH
MDA VS —F & — HEGTRE
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Attachment 1 (3/3)

FROVBIL AT [ v

AT fiE

100 | ----een-

%7

0

T
4000

BRRIEE

No. A3349-3/3

v "»ﬂ\,/"\,v

1462.03—

e S

. 96637

10223 —
912:?6\_

A3349-Ext

T T
3000

T
1000

T 1

1462.09——

176107~

1421.58——

18I0 T

135214}

102231 —
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912.36— =

B48TI—
67897

{go820—
i125.26—

T
4000
A3349-Ex2

T T
2000
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Attachment 2

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

Negative control Positive control

Short-term treatment (50 studies, 15900 cells) Short-term treatment (50 studies, 15000 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.0 60.7
+ 6 S.D. 0.2 0.3 cp N 6 S.D. 0.0 11.5
UCL 1.1 1.3 UCL 0.0 83.2
LCL 0.3 0.1 LCL 0.0 38.2

Short-term treatment (50 studies, 15900 cells) Short-term treatment (50 studies, 15300 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.6 0.8 Mean 0.1 21.8
) 6 S.D. 0.2 0.3 MMC ) 6 S.D. 0.2 3.8
UCL 1.0 14 UCL 0.5 29.2
LCL 0.2 0.2 LCL 0.0 14.4

Continuous treatment (50 studies, 15900 cells) Continuous treatment (50 studies, 15300 cells)
. . Poly TA . . Poly TA
S9 mix Time %) %) Substance S9 mix Time %) %)
Mean 0.7 0.7 Mean 0.2 24.1
) 2 S.D. 0.3 0.3 MMC ) 24 S.D. 0.2 4.1
UCL 1.3 1.3 UCL 0.6 32.1
LCL 0.1 0.1 LCL 0.0 16.1

Cumulative background data of chromosome aberration tests in cultured Chinese hamster cells line (CHL/IU), carried out
under the same study conditions at BoZo Research Center Inc. from April 2018 to October 2021.

Negative control: solvent or extraction vehicle of the test formulations (water for injection, isotonic sodium chloride
solution, dimethyl sulfoxide, acetone, 1,4-dioxane or culture medium)
Positive control: CP; Cyclophosphamide, 14 pg/mL
MMC; Mitomycin C, 0.075 pg/mL (for the short-term treatment)
MMC; Mitomycin C, 0.050 pg/mL (for the continuous treatment)

S9 mix : + ; with metabolic activation - ; without metabolic activation
Time : Duration of treatment. Short-term treatment (6-hour treatment) was followed by 18-hour non-treatment
culture.

Poly : polyploid cells and endoreduplication cells
TA : total number of cells with aberrations excluding gaps
UCL : 95% control limits(upper control limit)
LCL : 95% control limits(lower control limit When calculated value was less than 0, LCL value was regarded as 0%)
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Table 1 5-hexyl-4,5-dehydro-2 (3H) furanone: /n vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: -S9 mix]

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i c 0, d : -
® mix  (ug/mL) Cells ctb cte csb cse other TA g TAG %) Cells”  Polyploid duplicated  Total
observed observed cell cell

1 150 1 0 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 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0) 2(0.7) Total 302 2(0.7) 0(0.0) 2(0.7)

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

700 2 150 0 1 0 0 0 1 0 1 83 2 150 0 0

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 303 3(1.0) 0(0.0) 3(1.0)

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

6 - 850 2 150 0 1 0 0 0 1 0 1 67 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 2 1 0 0 0 3 0 3 1 152 2 0 2

1000 2 150 1 0 0 0 0 1 0 1 46 2 151 1 0 1
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 303 3(1.0) 0(0.0) 3(1.0)

1 150 7 30 0 0 0 35 0 35 1 150 0 0 0

PC 2 150 7 27 0 0 0 34 0 34 78 2 150 0 0 0
Total 300 14(4.7)  57(19.0)  0(0.0) 0(0.0) 0(0.0)  69*%(23.0) 0(0.0)  69(23.0) 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 (mitomycin C, 0.075 pg/mL)

RPD: Relative population doubling

*:p <0.05 (significantly different from the negative controls by Fisher’s exact test)
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Table 2 5-hexyl-4,5-dehydro-2 (3H) furanone: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Short-term treatment: +S9 mix]

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i 15 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 2 0 0 0 3 0 3 1 150 0 0

NC 2 150 0 0 0 0 0 0 0 0 100 2 151 1 0 1
Total 300 1(0.3) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)

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

700 2 150 1 0 0 0 0 1 0 1 80 2 151 1 0 1
Total 300 1(0.3) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 303 3(1.0) 0(0.0) 3(1.0)

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

6 + 850 2 150 1 1 0 0 0 2 0 2 70 2 150 0 0 0
Total 300 2(0.7) 2(0.7) 0(0.0) 0(0.0) 0(0.0) 4(1.3) 0(0.0) 4(1.3) Total 303 2(0.7) 1(0.3) 3(1.0)

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

1000 2 150 0 2 0 0 0 2 0 2 46 2 151 0 1 1
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 304 3(1.0) 1(0.3) 4(1.3)

1 150 6 79 0 0 0 83 0 83 1 150 0 0 0

PC 2 150 8 70 0 0 0 76 0 76 52 2 150 0 0 0
Total 300 14(4.7) 149(49.7)  0(0.0) 0(0.0) 0(0.0) 159*(53.0) 0(0.0) 159(53.0) 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 controls by Fisher’s exact test)
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Table 3 5-hexyl-4,5-dehydro-2 (3H) furanone: In vitro chromosomal aberration test in cultured Chinese hamster cells
Results of the chromosomal aberration test [Continuous treatment: 24h]

Number of cells with numerical

Number of cells with structural chromosomal aberration " h lab . b
Treatment S9 Dose Level Plate RPD Plate chromosoma aEg(rir:rtéon
i c 0, d : -
® mix  (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 2 152 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 1 1 0 0 0 2 0 2 1 153 3 0 3

200 2 150 1 0 0 0 0 1 0 1 81 2 150 0 0

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 303 3(1.0) 0(0.0) 3(1.0)

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

24 - 300 2 150 1 0 0 0 0 1 0 1 70 2 150 0 0 0
Total 300 3(1.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 301 1(0.3) 0(0.0) 1(0.3)

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

400 2 150 1 0 0 0 0 1 0 1 41 2 151 1 0 1
Total 300 2(0.7) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) Total 302 2(0.7) 0(0.0) 2(0.7)

1 150 9 35 0 0 0 42 0 42 1 150 0 0 0

PC 2 150 8 42 0 0 0 50 0 50 70 2 150 0 0 0
Total 300 17(5.7)  77(25.7)  0(0.0) 0(0.0) 0(0.0)  92*%(30.7) 0(0.0)  92(30.7) 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 controls by Fisher’s exact test)
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Appendix 1 5-hexyl-4,5-dehydro-2 (3H) furanone: 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 o Condition of culture medium ¥
Concentration [ RPD ¥ nhibition Condition of cells — >
S? Treatment (pg/mL) (%) e %) b Color” Precipitates
mix | () e 0 2) ) 2) 3)
0 (NC) 100 0 . ; - - ; -
13.4 95 5 - - - - - -
26.7 97 3 - - - - - -
53.4 102 -2 - - - - - -
i)
Q
- 6 2| 97 3 - - - - - -
K 214 87 13 - - - _ ) j
F
428 66 34 - - - - - -
855 48 52 + + Light orange + + -
1710 -62 162 +++ ++ Light orange + + -

Concentration of 50% cell-growth inhibition : 808 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.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.

29



T-G605

Appendix 2 5-hexyl-4,5-dehydro-2 (3H) furanone: 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 | o Condition of culture medium ¥
Concentration | RPD * R ondition of cells — :
S9 | Treatment /mlL N inhibition Precipitates ©
- ) (ng/mL) )| rate %) Color "
mix | () 0 2) ) 2) 3)
0 (NC) 100 0 - - . . . _
13.4 100 0 - - - - - -
26.7 95 5 - - - - - -
53.4 98 2 - - - - - -
i)
Q
+ 6 £ o 95 5 - - - - - -
z 214 92 8 - - R _ ; ~
H
428 74 26 - - - - - -
855 45 55 + + Light orange + + -
1710 -116 216 +++ ++ Light orange + + -

Concentration of 50% cell-growth inhibition : 781 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

-+

g -

++

was also altered.

was also altered.

altered.

: No color changes
No precipitates
: Presence of precipitates.
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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 examined 1): immediately after addition of the test solution, 2): at the end of the treatment, 3): at the end of

e) -

4

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

Most of the cells were detached from the plate and floated in the culture medium. The shape of attached cells was also
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Appendix 3 5-hexyl-4,5-dehydro-2 (3H) furanone: In 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 N inhibition | Condition of cells Precipitates ©
. (ng/mL) (%) 07 ) Color "
mix (h) rate (%) 1 2
0 (NC) 100 0 - - - -
13.4 102 -2 - - - -
26.7 102 -2 - - - -
53.4 97 3 - - - -
L
Q
- 24 2| 107 102 2 - - - -
% | 214 87 13 - - - -
~
428 66 34 - - - -
855 16 84 ++ Light orange + -
1710 -176 276 +++ Light orange + -

Concentration of 50% cell-growth inhibition : 565 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 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

+: Presence of precipitates.
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Appendix 4 5-hexyl-4,5-dehydro-2 (3H) furanone: /n vitro chromosomal aberration test in cultured Chinese
hamster cells
Results of the chromosomal aberration test
[Short-term treatment: -S9 mix]

i . d)
Study type . ) Cell-growth Condition of cells®® Condition of culture medium
© |t Concentration [ RPD inhibition Precipitates )
: reatment (png/mL) (%) te (%) b) Color?
mix (h) rate (7o 1 2) 1 2) 3)
0 (NC) 100 0 - - - - - -
250 89 11 - - - - - -
400 85 15 - - - - - -
<
Q
] . g 550 83 17 - - - - - -
iz 700 83 17 + + - + + -
=
850 67 33 + + Light orange + + -
1000 46 54 + + Light orange + + -
PC 78 22 - - - - - -

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 % 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.
f) -: No color changes
g) -: No precipitates
+: Presence of precipitates.
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Appendix 5 5-hexyl-4,5-dehydro-2 (3H) furanone: In 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 (ng/mL) %) mhibl 103 N Precipitates
mix | (h) rate (%) ” Color
D 2) 1) 2) 3)
0 (NC) 100 0 - - - - - R
250 102 -2 - - - - - -
400 93 7 - - - - - -
2
= 550 85 15 - - - - - B
+ 6 el
z 700 80 20 + - . + + -
=
850 70 30 + - Light orange + + -
1000 46 54 ++ + Light orange + + -
PC 52 48 - - - - - -

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.
¢) 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
+: Presence of precipitates.
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Appendix 6 5-hexyl-4,5-dehydro-2 (3H) furanone: /n vitro chromosomal aberration test in cultured Chinese
hamster cells
Results of the chromosomal aberration test
[Continuous treatment: 24h]
Study type . | cell-growtn Condition of culture medium ¢
Concentration | RPD S .. ) . 2
S9 | Treatment JmL N inhibition |Condition of cells ® Precipitates
i (ng/mL) (%) o) ¥ Color”
mix (h) rate (%) D 2
0 (NC) 100 0 - - - -
200 81 19 - - - -
300 70 30 - - - -
o | 400 41 59 - - - -
.8
- 24 5 | s00 29 71 - - - -
= | 600 5 105 + - ] ]
700 -11 111 + - + -
800 -24 124 ++ - + -
PC 70 30 - - - -

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
+: Presence of precipitates.
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Appendix 7 5-hexyl-4,5-dehydro-2 (3H) furanone: /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) 46 1.28
13.4 44 1.21
26.7 45 1.24
° 53.4 47 1.31
- 6 2| 107 19 45 1.24
<
2 214 41 1.11
[_4
428 34 0.84
855 29 0.61
1710 11 -0.79

[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 1.24
134 45 1.24
26.7 43 1.18
o | 534 44 1.21
+ 6 2| 107 19 43 1.18
[
5| 21 42 1.14
428 36 0.92
855 28 0.56
1710 7 -1.44

[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) 46 1.28
13.4 47 1.31
26.7 47 1.31
° 53.4 45 1.24
- 24 2| 107 19 47 131
<
2 214 41 1.11
[_4
428 34 0.84
855 22 0.21
1710 4 -2.25

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
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5-hexyl-4,5-dehydro-2 (3H) furanone: /n vitro chromosomal aberration test in cultured
Chinese hamster cells

Appendix 8

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 1.38
250 47 1.23
o 400 45 1.17
2 | s50 44 1.14
- 6 < 20
7 700 44 1.14
&
850 38 0.93
1000 31 0.63
PC (MMC) 42 1.07
[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 1.38
250 53 1.41
© 400 49 1.29
2 | s50 45 1.17
+ 6 < 20
7 700 43 1.10
&
850 39 0.96
1000 31 0.63
PC (CP) 33 0.72
[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) 50 1.32
200 42 1.07
300 38 0.93
5 | 400 29 0.54
- 24 | & [ s00 20 26 0.38
S [ 600 19 -0.07
700 18 -0.15
800 16 -0.32
PC (MMC) 38 0.93
NC : Negative control (DMSO)

PC
PD

: Positive control (MMC; Mitomycin C, 0.075 or 0.050 ug/mL, CP; Cyclophosphamide monohydrate, 14 pg/mL)

: 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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