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3. E#

(50r6)-7E /Ay I TV RORBEKBEFREDHELRNT -0, FLED
BERMKE (CHL/IU MRaEK) 2RV e hRERB Y EiE L7,

MDITREEREXROABRLZBRET 20O THRB L LT, BEHEY 1710
pg/mL & L, LIFAK 2 CH 8 HELZRE L - MMM IMEIRRE EHE LE, Tof
%\ﬁﬁﬁﬂﬁ%mﬁwwﬁﬁmﬁwﬁ%ﬁﬁwvm%S%ML&t\ﬁﬁ%ﬁ&?
(3428 pg/mL LA £ R T 50%Lh DA s RE 30 1 V2 FB ASER 8 B U, 50% k0 G 1Y B 10
HBEE (BEMEME) 12 ZhZh 461, 830 K11 290 pg/mL Th-ole, T07-w. Ytk
RERRICI T 2 0BA I, ERMELEEOERBIEMEL T 450 pg/mL, RETE
PEETIE 900 pg/mL, HHEAEETIZ 450 pe/mL 2 ZNEFNEEBEL L. LUTFAK
STHRULAEHAAEZREL, RBREEMH L7,

REERFERBROZER., WThoONBELTRCOART, REFBERED—-
DERBETHIX Y v 72 EERVREERELZF T 2MIBOHBER (TA #) RO
BEOHBERIT RECHEREETH S SHRBEERLEZ b, BIELHE L.

BB, WTHOLBIEICEOTH, BEFBIEICKEITS TA BEEOMEKED HB R
LS%RMZRL, BEMSBBECRBOTITAEOBEZERBMNRD bAF - LD,
RBRITBEOICEE SN L EX SN,

UEDRERND, 5016)-FTE /A vI 7Y RIIARBRELETIC BN THEEKRE
BRELHFIRVWERERLE,
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EZEELREMAHEEMEFTOKBICLY, Gor6)-TE/ 4197 TV RORLM
HO—RE LT, ZAFEOKEEMIE (Fr A =—X - NARZ —Dilif LHME M
(CHL/IU)) 2RV 1k RERREZER L O T, ZORELHBET D, 2B, &
ARITUTOTA FIA4 /CHEmM L TERB L,

1) SHERERAAFSa Y
o [HBILFEWEZEIZRIRRD FEIHOWT)
(Fpk 233 A 310 : WAEK 0331 E 75, ER23-03-20WBE s, =
R 110331009 5)
o [REBPMHOETEROMEREEYLIEICET B E#I2o1W T
(Fpk 843 H 22 B : f{LiEE 29 8)
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LE
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RIF&H
RIF G AT

PRI E D0
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RAF S T

I ORI B
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(Sor6)-FE/ A 97 TR

(S or 6)-DECENOIC ACID
72881-27-7 (85392-03-6, 85392-04-7)

O
//\\//\\/,/\\/\/U\OH
(CSA No0.85392-03-6)

/\/\\\/\/\)J\OH

(CSA No0.85392-04-7)

C1oH 150,
170.25
25 WA 72 W A%

0.928(d20/20)
85.12%
y-Decalactone :

2.0%. d-Decalactone : 11.7%

91.1290 g (AERIAE &)

MEEAT (RIFMIF P O FRIRE : 3.7~5.2°C)

KRB TROBRMEOKREIT., T_XTHEELE,

DMSO
B I M
A M T bk 2 1

AR AT 2 E i L= f5 3. DMSO IZ 500 mg/mL T&
RLI=Z &5, DMSO 2%t L L TRIR L7,



52 #WERZDIAR

5.2.1 AHEAE

MREIEFRFETICBWT, REFH2OBEZ AV TEREBRIEIC L > TEM L,

1) R HE 7 4 ) B BR
WRME 0.3420g 2 2mL A A7 7 AR LI BHEMITAAT v /L,
EERED 171 mg/mL #BRIE (7 L — M 0.050 mL N L7200 Bk EE 1710
pg/mL) ZFRBM L7, RWT, 171 mg/mLBFEZ A 2 (K8 EOHRIE 1 mL :
B 1mL) THER 7 BEPERARR L. 85.5, 42.8. 21.4, 10.7, 5.34, 2.67 K1\ 1.34
mg/mL @ 8 ¥ B B 0 W BR ik & FHEL L7,

2) BEaERERR
WRMWH 0.1800g 2 2mL A A7 F AWM LI BEEZMATART v 7 L,
EERED 90.0 mg/mL #8#E (7L — M2 0.050 mL ¥R L 7=BE D B & P EE .
900 pg/mL) ZFHEBM L7, K\WT, 90.0 mg/mL IEHEZ AL 2 (FHEE ORI 1
mL : @8 1 mL) THEK 4 BEBEAR L, 45.5, 22.5, 11.3 R 15.63 mg/mL DF
SREEBMOGBRIKEZRARL =,

5.2.2 HBEE
AR L =,

5.2.3 ¥EM
ARFARO =S, REMERIZER L2V,

53 HNEMEHE
5.3.1 xR
Wi e LTHW - DMSO ZRaMEXHR & L Tz,

5.3.2 [G5tExtEE
1) FERBEELSR

44 FR : <4 ¥4 ¥ C(MMC)

ay b ER .

BE T : HAnBEEX Y VR &4t

bk : 2 mg (1) /¥R

RIFE T & . =&, EX

wess .
2) R#EEELSR

AR : v/u7% A7 7 3K (CP)

avies -
1

0



LSy : MEMETERRXESH
i : ALZR (97.0%LLE)
R1FFHIE - Wik GFAHE : 1~10°C) | #¢

RAF 577 N
3) AR5k
AR ARFICAT o 72,
(1) MMC
2 mg BREAATNVICABRRER (AAERS, XL KEMETIE oy b
Z5D =2 L mA<HEMLUE (1 mgml), KiT. T OWBIEE AR 20 T
Nk 2 BeBE AR (WK 0.250 mL : ABAKIK 4.750 mL) L. 0.050 % 0.0025
mg/mL OV Z B U 7o (S ) ALERIE 0 A BHE ML CII 536K 4.850 mL 2
0.0025 mg/mL ¥ % 0.150 mL A&7, HEEQLEME CITEEER 4.900 mL 12
0.0025 mg/mL ¥ % 0.100 mL X7, ZORORKBEEIZ. ZhZH 0.075
pg/mL KT 0.050 pg/mL) .
(2) CP
YRIBEE T T AF » 7 BILEIZCP % 0.0140 g 2FM L1z, = hic 4R MK
(AAFERS, kAt xgMEIE, vy rE2JJ 220 ooz <n
fEL 0.70 mg/mL ¥AIRZ TR L 7= (353 4.900mL I2 0.100 mL %M % 7=, =D
A DBASIEBE 1 14 pg/mL)
4) BEXTRYHE ORIREH
BEUERRIA FIA ERB RIS TV,

5.4 {ERHREH
5.4.1 #ARa

FrA =—X N2 RFZ—D itk Fe 50 HE 35 R (CHL/IU)Z AW 7=, MSITEBUE A
ERERFZEF JCRBAEAY 275 SR L. %&eeE L
CONWTEHMIZHOMERREL MR LT, MRIELETHD 2 & (EEWRE.
TR fENEER) 15~20 BERILAN, R@EROEHN 25K, v 2375 AvSEDERMNA
W) BHEBINTZHOE 0MALINTREBRICHER L7,

168 P D 8 e % B e 5 3 ) SR 19 MR AR, M R SR SRR T 22 WM TH

27,

5.4.2 HEREHRDRIRER
BHERBRAA FIA CHEABPHBISATVEED,

5.4.3 EHEEHE
CO M U Fan—=F%R\, COBRE 5%, BE37°C. SRELETCI~4R "L
AR EE R 21T - 7=,
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5.5 S9 mix & U2 %& 0 5l
5.5.1 S9 mix

so RowEER (s9/avrss—Ccx2y b, vy b ES TGP =2
SO mix ZFB L /=, HABIIFERFIZITo =,

)

2)

3)

S9
Z2R)

- Rk
Hfn -
FEME
&5 Gk

HEHRAERUCRE& .

16 F 3 FR
RfFEHIE
PRIF S BT
il %
%
B3 T
2y &S
& A
PRIF 5 Ik
55 F 3 IR
{RFEE AT

S9 mix AL (1 mL )

K

S9

MgCl,

KCI

TNa—2R-6-Y B

S9
AV = VER TR

7 v b-SD &
7@ - HEME

T =) NN EE—L(PB)RS5,6-_ Y 7 5 H L (BF)
fEREN & 5

PB4 H i EH & 5 30+60+60+60 (mg/kg k&)
PBi#x5 3 HH BF#%5 80 (mg/kg {&HE)

@B (-70°C LLF)

BERZ7Y —VF
2777 Z—C
AV 2 VEERTEMKNEH
WE (=70°C LAF)

0.7 mL

0.3 mL

5 pmol/mL
33 pmol/mL

S pmol/mL

ML =—a2F U TIRTF= VX7 LFF N B (NADP)

HEPES #2##% (pH7.2)

4 uymol/mL

4 pmol/mL

12



552 IBE&EH

Minimum Essential Medium (MEM)(GIBCO™, Cat.No IR :- 31t (56°C. 30
57) LTc1LiE (bovine serum: BS)% 10 v/v% N L 7- K2 ik (BS-MEM)# f 7=,

TR OERIBITABERTELE,
1) 4ifuig

2y hEF ; -

BiEx : Life Technologies Corporation
REFTIE B (=20°C LA
R 77 35 A
2) Minimum Essential Medium (MEM

( 2y hEF
Rl 5T Life Technologies Corporation
RAF 7 IR : ik (REAREE : 1~10°C)
RIFEHET ;

5.6 HEAE VY

ARIIUTIRLERAT—COIBIZER L7,

1. 8 2 198 Tl 4D 1) 38 55 R AL HE i S ML
REHE AL
R A0 T i 24 B

2. A RERER 55 B R AL PR 3 FERBHEEAL
R#AHE AL
M T AL B i 24 By

5.6.1 EEAIAE

UTOLIREDERENIRFEZRLETALE, S¥—LRERZIS A RFS5 =

- W BEAE U CRRBI A 1T - 7=,

g o REXITHF
TR RAEE BT =

o | EREAEE REEE( B

Y [DEgamE 24w o 24-

|| BBt xf B8 BE (Negative Control) NC

ETI AT BEEND 1. 2. 3+ n DRRES
[5 1% %t B8 B (Positive Control) PC

F — AL BEEEPY T DA 1. 2

BEREICL 2T U F AR
I— NMEL7ZABARE

S8 PF B R¥

RRESLa V2 — 2 REEBICE D IE-
72 T01) ~ 199 ¥ TCHO2HOHEERVARAT A
FOMBEETHES




56.2 FEDEE

1)

I e £ 7 40 ) B BR

BeEAEZ 1710 pg/mL (10 mMF84) & L, AFAK 2 THR L7 855, 428, 214.
107, 53.4, 26. 7k 13.4ug/mL DFt 8 AEAZBRE L7z, ZHITME TREXBR %

54
2) YEERERBR
FUEEIZBT 2ABEUTIIR L, ZTHICIX CRMERTBEER OB B %
BTz,
g 5 ¥k A& (ng/mL)

SERFRAAEE  EMRBNI ML 450, 225, 113, 56.3

ERFRAEYE  REHE ML 900, 450, 225, 113

HEEAERE 24 BEEAAER 450, 225, 113, 56.3

5.6.3 HBRa 14 FE D | 5K ER

REGRERBROABRERET D -DOTHMARE LCEMBLE, LT ORBREME
DILH, WERZLBELT R4, EHRETICBVC. REFLOBEX AV T.
EEBEC L > TEMBL-E,

)

2)

3)

(1)

(2)
)

4)

R AL ER 3 0 FEAUHNE MR (L & AOBHE ML, B ALER 1 D 7 U 2 01 P M f BR B
BROEBRMELBELZR T, Vv — L (FL—N B TF5RF v FL—} (B
60 mm) AV, F8 14L& Le, e, EXMREREME (Relative Cell
Population Doubling Number: RPD) 2 H i3 2 72D OB AR EHIC S L — h &
1 Beait 7=,

BRI 5 DMARMABE . S L — P Y0 2x10* E AR (K%K 5.0 mL)
EEEL -,

B3 . BN EEME T CHIMIZREN RN L 2HR%E. FEICE W,
BREORERCLE LTV, LERBREMAKAERD 7 L— N 1 IZ2ONT
. U TOFECREOMIMREZ T L, AEBGEOMIaEE L L,

45 IRy FE) AL PR 3= . ;
RBAF FRBER RETEREL s
FE 2 I = B 0.050 mL _ 0.883 mL 0.050 mL
S9 mix Fehn & 0.833 mL
W - BRI
B 0.050 mL 0.050 mL 0.050 mL

M7V — ORI Z BEFE L. Phosphate-Buffered Saline(—): PBS(-) % i it/
A. Tb—brE2HEHE L,

PBS(-)ZBEFE L. 0.25% Trypsin & % | mLiNx., 5 HM&HE L~

Ry T4 THIleE FBE - B SE%, SL— MCEH LV 10%BS-MEM
BREEZ I mLEML, MRBELZELE,

AR TEBEOGHRONHO T WA HER L, ERFRTAERE T 6 BT, EEn

14




5)

6)

7)

8)

9)

BRIETIX 24 RIS R L 7=,

6 REffE B %, FREMAEKREIZOVWTIE., ) EREICHHOEELRRT B L L L
W, BISCZAAZBMBE T CHIIRDOIRBZ MR Lz, KWT, £MiF&#amLi-4&
HERERTHRZESRL, HILOERES.OmL 2 ML, FiZ 18 MEEEL -,
BEETH., )RBICAHTHOEER OB OREZ R L= (EMREAEEDRE
BETROBRIEL, 8387 —FL L),

RNT, NOFEIHD, £7L— FOMBEBEELREL, K THOMEMEE
L7205

ToONCHRBRED D, X LIZHEW., BREXTREEZ 100% & L7450 3/l
#i(Relative Cell Count: RCO)ZHH L7z UNEAUTE 12N EALE) .
Fro, K2R3V, HAXMBEREMEERPD)ZEH L UM EAUTS
1{LZlMERLALT)

RCC(%)= — ERMTVLRREIC 1513 5 ST 3 T W 0 MILHK~ 100
o Bath o B IC 301 5 AL (R ) & T 5 O MR 3k

(1)
B 1 0 35 (P D)= 1gwmyﬁﬁm7ﬁ®ﬁf?+%Eﬁ%ﬁ®mm&)
(X 2)
RPD(%)= R B ALERRE IS 35 (T B A R S8 x 100
% Rt 5t FRBE(C 35 T 5 M K 5E [ (2 3K
(& 3)

fIAQ W FEHMH) 2 (=100-RCO)*ZHEH L, 50% %ty 2 AOEMRAND S0%HI
HEMERE (BE) 2EHLE,
HEEAOLUTOELIZ0OL LTI,

56.4 ZBAEEHER
UTORBRBEDI L, MEMZLEL T35, EEBETICBVT, KEK
HOHEZRNT, EEBIEICL > TERLE,

D

2)

3)

RS AL IR O BB & R EBHE (b, BRI E O 2 Z s et PR EE .
KR ELBHER OCBESBRELZR T, Y — L (FL—F) BFTRF v
ZU— b (EE60mm) 2 AV &R 28K L Uiz, £/ ML EME (RPD)
FEHT A0 0BBBAER IS L— a2 BRI,

XEIEFEIC H DM Z , U — P 0 2x10* B O MRS (5538 R 5.0 mL)
AL,

PEAE3 A& BISLOLMEZETAMEE T CHIBICRENR R VWD L 2 RERE. TREICE W,

15



4)

5)

6)

7)

8)

HERRDODRERVCARZTV, LEBBRMBKHIERD 7 L — b 1 KIZ2T
VI B A AR  HE C C AR R 2 R L, IR B AARF O MR EE & L7,

55 ) AL B i 3 .
FRBMEREL RANTE L LR
; 0.050 mL 0.883 mL 0.050 mL
R B (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix Fhn 0.833 mL
@ﬁggme& 0.050 mL 0.050 mL 0.050 mL
ool (0.150 mL)* (CP: 0.100 mL)* (0.100 mL)*

* o BBES RBE ORI E R R OB R BRI & 2R,

AR THBEOGRE OO B4 MR U, ERFRAEEE T 6 BRI, i
BIETIX 24 RIS R L 7=,

6 BFREE %, ERFRMAREIZ S W TR, ) FECHEOEEL RT3 & L4
W, B EEBRME T CMIRORIEEZMB L, KWT, FMiF&HEM L4
HEEHRCTMRZESL, FLOERKS.OmLEMx. Bic 18 BEGEEL>,
R T O 2 FRATIC 4) RERICITHO BT ELFERT 2 L L bic, BSrifEs
BB T CHRORELZHB L (EFMABEOEBRTROBRE L, 325
—Z L L) s ROTEH2KHOLAV—MNMZarEeI R (FAars U BEHKE. 10
pug/mL) % 0.1 mL 0%, FFEERGI% L=,

WRETHR, 7V — FOEBKREREFE L, 0.25%Trypsin &% 1 mL THIME % 2178
L7c#. 77U — MIH LV 10%BS-MEM 8% % 1 mLIEMUL 7z, =D 5 & B
1 OZVv— b (BiFEF-2) TOVTIRZO—EMAERI L., HAHE R H R
HECTHEEBEZREL, RCC, PDRURPD 2B H L1,

NDEREZEL L ED-MEE 0.075M b Y ¥ LK TR 15 S REEQmE
L. AFNVTa—)v  BifE=3: 1 BCEELRE, BEL-MEEZXSA Y
FAIRIEZSE 28RN T Lz, REBERITSL— MYy 2 KERL -,
IR T, A1 AU EZERER L, 2% F AR TH 15 DR%E LT Re ki
Az tER LT,

5.6.56 ABREFDEY KL
RCC, PD RURPD B IHIZITRREZ AW, TR OHEICE> THE LT,

1)
2)

3)

MR EICOWT, MIaRERNEMIEZER L dRBOEREL L,

PD IZ2oWTHE, NORREEZAVTHEL, MEAUTE 3M2MEHEAL,
MNERUTE 2L ETRRLE,

RPD (Z2oWTIX 2)DRRMEEZ AV, IEAUTH 1 LEZMBEAL, B TX
AR,

16



5.6.6 BADHE
56.6.18=RFIE

BHET T L — P42 100 BOREESRSBELLSETIHERZBEL, #
EREOBBELAFRZ2FE OMBROKEEHE L, RFICEREOHRKbRE L,
RERERKOBEBIITRTITSA VR TFTHo7,

566 2(BAEEDNE
REFEREIIBERELEMEFIIKRIIL, HERFREIUTOLILESE - &
BLz,
1) HERY
¥y v 7(g) : Quea B (ctg) R R E R (csg) 20Xy v 7L
FREEXIRESEORB EIZHAFAH2bD (GE
ReaoNResEOREEICHB) ThoT, 0D
RENVECHEOELUT THRLZERAQTMLRBD D
nsdHo,
e 8,53 (KB G (ctb) : Wi RS EoRE EHSIZTTNRTWE L DRV
MR REaSEOREBEICHS TH, TOREN
LasEORL EICBRTWEH 0,
Qo8 55 B A3 M (cte) OB RR w2 L,
G R E) T(csb) WA BREEORE ENGIITHR TS Y S1EERRD
HRWH DR UIREIMAEAEORE Fiodh -
TH. ZTOREVEAENFEOELU LICBATWD b O,

BB (cse) "R RAaE, RRRERR L,
% Offi(other) : W B ik (frg) 72 &,
2) HHORW
BEEEN, TOMBEPARFE>TWHIEFOE (ZfEE) 22, FMLEd
D,
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6. MERERRUEER

6.1 RIS 5E N 5 BR

f& & % Appendix 1, Appendix 2-1~2-3 B Appendix 4 IZR L 7=,

FEL R T AL B 1 0 FE AR BT ME (L R MR B FE ML i3 855 pg/mL BA b, MR LERTE T
428 pg/mL LA E D T 50%LA L o0 4 e S R A ) VE FR 358 80 B AL, 50% A i 18 58 1 61
BE (BERE) ZZhEh 461, 830 RUf 290 ng/mL L EH Xtz

6.2 REAREEHNE
f&i R % Fig.1~3. Table 1~3. Appendix 3-1~3-3 B T} Appendix 5 2% L 7=,
1) thiHof &
(1) AEEE#%
WTHNOMEMEY 450 pg/mL UL EOAETHIHFHERARD Sh i,
(2) AHEHETRF
WEFNDOREES 450 pg/mL L EOFAETHHABRD b,
2) AEE#%OEBROGTHMR
W DOLEED, 450 ug/mL U EO A B THERKOARASBRBEY R LT,
3) RAFREOHBEAR
WTFNOLBEL TR TOART, REAKEBERFOHRE (TA ) RULRE
FEORE (FERE) OHBEFIIBREOHEEETH D 5%RELT LI,

REFRFRBROBR. TA HEEROMEREAOHRRIZ, N ThOLBELTRTO
FETS%ERMERLEZEND, LEMIZIRMEL Bk L7,

T, WTHhoREEICE TS, RESBBEICKITS TA BEROMEEED HIRE
L S5%RMEEZRL, BESBEICBVWTIITAEOCEEAREMARD NI Enb,
REBEITEUICERShZEEX LN,

RBE, XEBRYE., 5-T /)4 v 7 TYVREQN6-TE® ) A v 7 T ROBEEM
RRICET 52 UMERBE LN, FRIZEOH AR5,

UEDHERMNSL, (50r6)-T¥ /) A v 7T RIARBREGETICRB TG KERS
BRETFIR2VER ML,
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Fig. 1

Results of the chromosome aberration test in cultured Chinese hamster (CHL/U) cells treated with (5 or
6)-DECENOIC ACID
[Short-term treatment : -S9 mix]

NC : Negative Control (DMSO)

PC : Positive control (mitomycin C : 0.075 pg/mL)
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TA or Poly value(%)

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with (5or

6)-DECENOIC ACID
[Continuous treatment : 24hr]
NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.050 pg/mL)
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Results of the chromosome aberration test in cultured Chinese hamster (CHL/TU) cells treated with (5 or
6)-DECENOIC ACID
[Short-term treatment : +S9 mix]

NC : Negative Control (DMSO)

PC : Positive control (cyclophosphamide : 14 pg/mL)
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Number of cells with numerical chromosome

Table 1 Chromosome aberration in cultured Chinese hamster (CHL/IIU) cells treated with (5 or 6)-DECENOIC ACID
[Short-term treatment:-S9 mix]

Time S9 ‘i(l)r:r:;izlfc Number of cells with structural chromosome aberration (%) RCC aberration (%)
. o -
L T obS::fc P cte csb cse  other TA%) g TAG(%) J::if (%) obfgl'vs iy P°z‘l’lls°'d other  Total (%) Jn“ii‘:'
100 1 0 0 0 0 1 0 1 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
56.3 100 0 0 0 0 0 0 0 0 - 91 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 1 0 1
6-18 - 113 100 0 0 0 0 0 0 0 0 - 97 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
225 100 0 1 0 0 0 ] 0 1 - 91 100 0 0 0 -
200 0(0.0) 1(0.5) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 3 0 3
450 100 0 0 0 0 i} 0 0 0 - 58 100 1 0 1 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 200 4(2.0) 0(0.0) 4(2.0)
100 0 17 0 0 0 17 0 17 100 0 0 0
PC 100 3 17 0 0 0 20 0 20 + 79 100 0 0 0 -
200 3(1.5)  34(17.0) 0(0.0) 0(0.0) 0(0.0) 37(18.5) 0(0.0) 37(18.5) 200 0(0.0) 0(0.0) 0(0.0)

¢: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
other: including fragmentation

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

NC: Negative control (DMSQ)

PC: Positive control (mitomycin C, 0.075ug/mL)

RCC: Relative Cell Count



Y4

Number of cells with numerical chromosome

Table 2 Chromosome aberration in cultured Chinese hamster (CHL/TIU) cells treated with (5 or 6)-DECENOIC ACID
[Short-term treatment:+S9 mix|

Conc. of Number of cells with structural chromosome aberration (%)

Time S9 tbest acticle RCC aberration (%)
P ) “ells A
by =% il obfzi g ot cte csb cse  other TA%) g  TAG(%) Jn“ii‘:' (*4) obcs'::t » P°'c3;‘l’l's°'d other  Total (%) ’;‘ﬁe‘
100 0 0 0 0 0 0 0 0 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 0(0.0) __00.0) _0(0.0) _000) 0(0.0) 000) 00.0) 0(0.0) 200 0(0.0)  00.0)  0(0.0)
100 0 0 0 0 0 0 0 0 100 1 0 1
13 100 0 0 0 0 0 0 0 0 - 97 100 0 0 0 :
200 00.0) __00.0) __00.0) _00.0) 00.0) 00.0) 00.0) 0(0.0) 200 1005 00.0)  1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
618 + 225 100 0 0 0 0 0 0 0 0 - 94 100 0 0 0 ;
200 00.0)  0(0.0) _0(0.0) _00.0) 0(0.0) 0.0 000) 0(0.0) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 100 I 0 i
450 100 0 I 0 0 0 I 0 i - 70 100 1 0 1 -
200 00.0) _1(05)  00.0)  00.0) 00.0) 1(0.5 00.0)  1(0.5) 200 2(1.0)  00.0)  2(L.0)
700 0 2 0 0 0 2 I 3 100 I 0 I
900 100 0 0 0 0 0 0 0 0 -2 100 0 0 0 .
200 00.0)  2(1.0)  0(0.0) 00.0) 00.0) 2(10) 1(0.5 3(1.5) 200 105 00.0)  1(0.5)
700 I 20 0 0 0 2 0 6%} 100 0 0 0
PC 100 6 18 0 0 0 2 0 23 £ 84 100 0 0 0 ;
200 7(3.5)  39(19.5) 0(0.0)  0(0.0)  0(0.0) 45(22.5) 0(0.0) 45(22.5) 200 00.0)  00.0)  0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
other: including fragmentation

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, 14 pg/mL)

RCC: Relative Cell Count
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Number of cells with numerical chromosome

Table 3 Chromosome aberration in cultured Chinese hamster (CHL/ITU) cells treated with (5 or 6)-DECENOIC ACID
[Continuous treatment:24hr]

Time S9 Conc..of Number of cells with structural chromosome aberration (%) RCC ———
@) mix CStatcle—Eag " - " - " X ~Judge. (%) _ Cells Polyploid —Judge-
(ng/mL) observed ctl cte cs cse other  TA(%) g TAG(%) ment observed  cells other  Total (%) s
100 0 0 0 0 0 0 0 0 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 0(0.0)  0(0.0)  0(0.0) 0(0.0) 0(0.0)  0(0.0) _0(0.0)  0(0.0) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
56.3 100 1 0 0 0 0 1 0 1 - 101 100 0 0 0 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 100 0 0 0
24-0 - 113 100 0 0 0 0 0 0 0 0 - 83 100 0 0 0 -
200 0(0.0)  0(0.0) 0(0.0) 0(0.0) 000.0) 000.0) 00.0) 0(0.0) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 100 1 0 1
225 100 0 0 0 0 0 0 0 0 - 76 100 0 0 0 -
200 0(0.0)  0(0.0) 0(0.0) _0(0.0) 0(0.0) 000.0) 000.0) 0(0.0) 200 1(0.5)  0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 100 0 0 0
450 100 0 0 0 0 0 0 0 0 - 54 100 0 0 0 -
200 0(0.0)  0{0.0) 0(0.0) 0(0.0) 0(0.0) 000.0) 0(0.0) 0(0.0) 200 0(0.0)  0(0.0)  0(0.0)
100 0 23 0 0 0 23 0 23 100 0 0 0
PC 100 3 23 0 0 0 24 0 24 & 103 100 0 0 0 -
200 3(1.5)  46(23.0) 0(0.0)  0(0.0)  0(0.0) 47(23.5) 0(0.0) 47(23.5) 200 0(0.0)  0(0.0)  0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
other: including fragmentation

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, 0.050pug/mL)

RCC: Relative Cell Count
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Appendix 1

Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with (5 or 6)-
DECENOIC ACID

NC : Negative Control (DMSO)
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Appendix 2-1

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/1U) cells treated with (5
or 6)-DECENOIC ACID
[Short-term treatment : -S9 mix]

Cell-growth inhibition test
Study type | Treatment and o | Cell-growth Observation®
S9 | time | Concentration R(O:C inhidition | Condition of| Color of Precipitates/Crystals”
mix [ () | Ggml) | | mie@)? | cells® | medium® 3 2 |
0 (NC) 100 0 - - - -
13.4 86 14 - - - -
26.7 87 13 - - - -
o | 534 87 13 + : - -
- |6-18 f:: 107 71 29 + - - -
z | 214 | 61 39 n i . -
= 428 51 49 ++ Light-orange + +
855 38 62 +++ Light-orange + +
1710 33 67 +++ Ligﬁht-omngc + +
Concentration of 50% cell-growth inhibition: 461 pg/mL

NC :Negative Control (DMSQ)

a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RCC.

c) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition
of the test solutions. Precipitates/crystals were observed l)immedir.\tely after addition of the test solutions and 2t
the end of treatment.

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

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

The shape of attached cells was also altered.
44+ Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape

of attached cells was also altered.
e) - : No changes of color

f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2010
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Appendix 2-2 -

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with (5
or 6)-DECENOIC ACID
[Short-term treatment : +S9 mix]

(Sgll-growth inhibition test
Study type | Treatment and o | Cell-growth Observation®”
S9 | time | Concentration R(O:C inhibition | Condition of| Color of Precipitates/Crystals”
mix | @) | @gmb) | " | mio)” | cells® | medium® [ 1) 2)
0 (NC) 100 0 - - - -
13.4 109 0 - - - -
26.7 106 0 - - - -
o | 534 | 9 10 + : : :
+ 618 £ [ 107 90 10 + . . .
z [ 24 | 7 28 + : 8 :
= a8 66 34 ++  |Light-orange + +
855 49 51 +4=F Light-orange + b
1710 18 82 +++ Ligﬂ-orange # +
Concentration of 50% cell-growth inhibition: ~ 83(  pg/mL

NC : Negative Control (DMSQ)
a) The plate in the negative control group was regarded as a 100% growth.
b) Cell-growth inhibition ratio was shown as 100 - RCC. The value was regarded as 0%, when value was less than or
equal to zero.
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition
of the test solutions. Precipitates/crystals were observed l)immcdiaucly after addition of the test solutions and “at
the end of treatment.
d) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+ @ A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium.
The shape of attached cells was also altered.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape

of attached cclls was also altered.
e) - : No changes of color

f) - : Absence of precipitates
+ 1 Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2010
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Appendix 2-3 -

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with (5
or 6)-DECENOIC ACID
[Continuous treatment : 24hr]

mrowth inhibition test
Study type | Treatment and o | Cell-growth Observation®
S9 | time | Concentration RfC inhibition | Condition of| Color of Precipitates/Crystals”

mix | () | (ug/mL) OO 1 ratio” | cells® | medium® 0 2)
0 (NC) 100 0 - - - -
13.4 113 0 - - - -
26.7 117 0 - - - -
o | 534 | 105 0 + - : :
- |240) £ [ 107 87 13 + - - .
7 | 214 56 44 P ; - i

il YY) 39 61 ++  |Light-orange +
855 26 74 +++ Light-orange + +

1710 0 100 TOX Light-orange +

Concentration of 50% cell-growth inhibition : ~ 20() ug/mL

NC : Negative Control (DMSQ)

a) The plate in the negative control group was regarded as a 100% growth,

b) Cell-growth inhibition ratio was shown as 100 - RCC. The value was regarded as 0%, when value was less than or
equal to zero.

¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition
of the test solutions. Precipitates/crystals were observed l)immcdialely after addition of the test solutions and *at
the end of treatment.

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

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

++ t Approximately half of cells were detached from the surface of the plate and floated in the culture medium.
The shape of attached cells was also altered.
-+ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape
of attached cells was also altered.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.

e) - : No changes of color
f) - : Absence of precipitates
+ @ Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2010
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Appendix 3-1 -

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/TU) cells treated
with (5 or 6)-DECENOIC ACID
[Short-term treatment : -S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
. . o d)
nS“9x [(l:;)e Co?:gel?r:i[)lon Condition of cells® | Color of medium® ll;recnpltates/Crystalsz)
0 (NC) - . = P
o | 563 : P ; ]

Q

« leml & 22 . - : :
g 225 + = & %
= 450 + Light-orange + +
PC - 3 E S

NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.075 ug/mL)
2) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of

the test solutions. Precipitates/crystals were observed ”immediately after addition of the test solutions and at the end
of treatment.
b) - : Mostof the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

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

: No changes of color
: Absence of precipitates
+ @ Presence of precipitates floating in the medium.

<)
d
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Appendix 3-2 -

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/1U) cells treated
with (5 or 6)-DECENOIC ACID
[Short-term treatment : +S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
S9 | time | Concentration Precipitates/Crystals”
it (l:: ) (ug/mL) Condition of cells® | Color of medium® D E 2. )
0 (NC) - = o "
2 1 13 <l - - -
g [ 225 ) 5 > :

+ | 6-18)] = -

Z 450 ++ Light-orange + +
& 900 +++ Light-orange + +
PC = . 5 z

NC : Negative Control (DMSO)
PC : Positive control (cyclophosphamide : 14 pg/mL)

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and “at the end
of treatment.

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

++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.

: Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape of
attached cells was also altered.

: No changes of color

+++

d) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
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Appendix 3-3 -

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with (5 or 6)-DECENOIC ACID
[Continuous treatment : 24hr]

Chromosome aberration test
Study type | Treatment and Observation”

S9 | time | Concentration Precipitates/Crystals®

2 e . b) 5 5
mix | (hr) (ugmL) | Condition of cells™ | Color of medium ) 5

0 (NC) - x 5 -
56.3 z ; & &
113 - - - -
225 + & E 2
450 ++ Light-orange + +
PC . . & -

- | 240

Test article

NC : Negative Control (DMSO)
PC : Positive control (mitomycin C : 0.050 png/mL)

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed l)immt:diatf:ly after addition of the test solutions and “at the end
of treatment.

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

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

++ @ Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
¢) - : No changes of color

d) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
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Appendix 4

Cell concentration and population doubling in the cell-growth inhibition test in cultured Chinese hamster
(CHL/IU) cells treated with (5 or 6)-DECENOIC ACID

[Short-term treatment : -S9 mix]

i) t-ype Treatment z.ind Cell counts ¥ Cell counts ¥ RPD
S9 | time | Concentration » 7 PD o
mix | ) (ug/mL) (x10° cells/mL) | (x10° cells/mL) (%)
0 (NC) 0.371 1.33 100
13.4 0.318 1.10 83
26.7 0.321 1.12 84
5 534 0.322 1.12 84
- | 6-18 § 107 0.148 0.265 0.84 63
7 214 0.228 0.62 47
= 428 0.191 0.37 28
855 0.141 -0.07 -5
1710 0.41%2 -0.28 -21

[Short-term treatment : +S9 mix]
Studyt'ype Treatment?.nd Cell counts ¥ Cell counts RPD
S9 | time | Concentration A - PD o
it | (hp) (ug/mL) (x10°cells/mL) | (x10°cells/mL) (%)
0 (NC) 0.301 1.02 100
13.4 0.329 1.15 113
26.7 0.320 1.11 109
= 534 0.272 0.88 86
+ | 6-18 g 107 0.148 0.272 0.88 86
3 214 0.218 0.56 55
= 428 0.200 0.43 ‘ 42
855 0.147 -0.01 -1
1710 0.0537 -1.46 -143

[Continuous treatment : 24hr]

Sy t.ype st — Cell counts ¥ Cell counts ” RPD
S9 | time | Concentration 5 2 PD o
—_— (ug/mL) (x10° cells/mL) | (x10° cells/mL) (%)
0 (NC) 0.351 1.25 100
13.4 0.396 1.42 114
26.7 0.410 1.47 118
2 [ 534 0.367 1.31 105
- | 24-0 g 107 0.148 0.304 1.04 83
7 214 0.198 0.42 34
= 428 0.136 -0.12 -10
855 0.0928 -0.67 -54
1710 0.000648 -7.84 -627

NC : Negative Control (DMSO)

The number of cells on the plate of each dose was measured using the auto cell counter at the time of start ® and end
® for treatment.

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

All calculations were carried out using Excel 2010
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Appendix 5 -

Cell survival ratio in the chromosome aberration test in cultured Chinese hamster (CHL/TU) cells treated with
(5 or 6)-DECENOIC ACID

[Short-term treatment : -S9 mix]

Study type
5 Direinens z.md Cell counts © Cell counts ® RCC RPD
S9 | time | Concentration 6 7 5 PD a
/| ) (ug/oil) (x10° cells/mL) | (x10° cells/mL) (%) (%)
0 (NC) 0.383 100 1.28 100
o | 563 0.349 91 .14 89
Q
£ 37 ;
i 6-18 = 113 0.158 0371 97 1.23 96
‘5 225 0.347 91 1.14 89
& | 450 0.224 58 0.50 39
PC 0.303 79 0.94 73
[Short-term treatment : +S9 mix]
Study type
- b a}nd Cell counts ¥ Cell counts RCC RPD
S9 | time | Concentration P 6 5 PD o
mix | (hr) | (ugmp)y | (x10°cells/mL) | (x10° cells/mL) (%) (%)
0 (NC) 0.395 100 1.32 100
o 113 0.384 97 1.28 97
Q
£ i 94 1.24 94
+ |eas| & |22 0.158 0372 2
g 450 0277 70 0.81 61
&1 900 0.206 52 0.38 29
PG 0.331 84 1.07 81
[Continuous treatment : 24hr]
Study type
——| Deatmenbond | o count® | Celliconnis™ RCC RPD
S9 | time | Concentration 5 o 5 PD %
mix | (br) | (ugmp) | (10°cells/mL) | (x10° cells/mL) (%) (%)
0(NC) 0.400 100 1.34 100
) 56.3 0402 101 1.35 101
Q
e , .07
240l B 113 0.158 0.332 83 1 80
‘:‘3 225 0302 76 0.93 69
=1 450 0215 54 0.44 33
PC 0410 103 1.38 103

NC : Negative Control (DMSQ)

The number of cells on the plate of each dose was measured using the auto cell counter at the time of start ® and
end” for treatment. Cell counts were displaved as the mean of measured values.

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

All calculations were carried out using Excel 2010
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