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ABREE G-12-012

B

2-Decyltetradecanol ) CHL/1U AR (Fr A =— X NbAZ— Mt ) 2 A Y (R B35
ZEEL., TOREKEREFREELT T,

BB EDIZOIZ E L 7o Mg EFEIH REBROREREB LS, T TOREREME (S9 mix FEFEET
BLOFET OMERFRINE, 24 FrLERFALER) 1230 T 3.5 mg/mL (§9 10 mmol) # B i LRI EE L L,
UTOREBZREL CBERERBREERL:,

S9 mix FETETE T DERFREIMLIE : 0.44, 0.88. 1.8, 3.5 mg/mL (A 2)
S9 mix TE7E T DERFE LR 0.44, 0.88, 1.8, 3.5 mg/mL (AL 2)
24 BEfEEEHALER 0,44, 0.88, 1.8, 3.5 mg/mL (A H 2)

8, WIRBLEOR R, T~ TOMBRY E AL TULEBA AN 36 LOMLERME T RHC B 38R ik
BT LT,

Qe B DHTIZIESI D EMLI- S RIBRDODHTHE RED LI AT RE SR R IR E AR EL . Z DR
ZETLTO 3 REMEBESRLLE,

S9 mix IETEE T OERFRIALEE - 0.88, 1.8, 3.5 mg/mL
S9 mix E1E T OEREEI LR 0.88, 1.8, 3.5 mg/mL
24 B[ E T AR 1 0.88, 1.8, 3.5 mg/mL

Qe (R OFE R, S9 mix 1E4F F ORI IR F 1 U8 24 B L CIIEE R E 42 T 5488
B L OSSR O E A BRI b o Tz,

S9 mix FETFIE T DERF LI TIL, Rt BEBFOREE R E2H M0 HER 6.5%L720 ., F
B SERT ORR HERE FIRE CED DRBRAL S S (BRI FRBE OIS R E O HEE D 5.0%% % 7
HEITERBROERERETTT2) MEASH., FRBREBORSETV, R ELEBEOEERE
A T OMBRO HEL SR TR R L AR (B R 1 5.5~6.5%) THLHH, fatest B oS R %
BT HMIROHBENEL KR ELRHEOEEREFREOHWRHLNZ LD, LT ORE
HEREL, RERRFAROBRBREEML-,

S9 mix FETETE FOEIRERALER - 0.44, 0.88, 1.8, 3.5 mg/mL (2L 2)

728, AIRBIEDORER, TN TORBRYE LI CTOEBA MR LU T RS RIR P
BRI,
Qe (R OTICESL D R L I 0 FHER DO oI REL LIC T IR m IR E R IR EL . TOWRE
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RERE S G-12-012
BETLITO 3 BEMNABENSELE,
S9 mix FETETE F DO EREEI4LER - 0.88, 1.8, 3.5 mg/mL

Qe R ORER ., T X COHRBRYE LB TSR E 26 7 MR LOE S EMao K2
BIZH BN ohizhoTz,

$EFW'E TéhD 12— O-tetradecanoylphorbol-13-acetate (ZEL T, HIRRBARLERERBRBLOF v 1=
— R NDLAS—IEEMIAE O REFRERR TREORENSI TV,

LU EDFER LY, 2-decyltetradecanol 1ZARRERSH T ¢ CHL/IU Mgic @R EEZFRE LN
FERm LT,

HERB M

2-Decyltetradecanol DR AR FEFHBIERZHFH 5720, 2D CHL/IU iz A 4u (A R
BRaEMmLT,

HEHARSA & GLP

ARER T, TFH L FEHE S IARDRBROFECHOWT) (ERK 23 48 3 A 31 BfHT, /A% 0331
B 7 BEASHEERRMBE., T 23-03-29 WEE 5 TREELVUEELERE. BRLRE
110331009 FREAMRAREBERHREM) (CHERL ., FR b 2P E S IR E Ef+ 535
FEER BT 2R HE ) (FRK 23 48 3 A 31 BT, FEEF 0331 % 8 SEAFBEEERLAR. Fik
23-03-29 WHE 6 SRFEXEMEEERER., BHRERE 110331010 FREARSREBRRR
W) AT L CEMLE,

MEEHE

1. #BWE

WERME THD 2-decyltetradecanol[{LF4 (B&) :2-T L N-1-FT I T H /) —N T NTITTH
=V IUPAC4 :2-T ¥ NT 7T a-1-74 v BEFR: 2-DT, CAS No.:58670-89-6, 73 F2\: CyHs00,
4y F8:354.65, Ty &S :08403DOV, & £:98.4%(GC) | Appendix 1 ZERNITHMEDHBEE DK
s, gmEOmEILEER %% Avvendix 21073, g |
AR E TR ARSI TR (FHIE :3~7°C) TRE LI,

WERHERIAOREMIC OV TIE, EEMEFMCE VT, HBERE LR EE2 AW TERBE
PARTGAIE B : 2012429 A 20 B) BLOERK T4 (BIE B :2013 4 3 A 22 B) 27—V =28k 5



HRES G-12-012

HREFHERAV TR AT EZRIEL , BE ORI ERERICECOBMN L AR L (EERE
ERTIEARBRE 5 M-12-023, EERK TR ITHEBRE 5 G-12-012 TEE., Appendix 3 BB),

2. BBtExTRE
S9 mix FEFFIE T OERLIERR IO 24 EREFHFLAEA OB BYELL T AbvA 2 C

(MMC, my &5 :558AAA, W FnEREES) ) 2V, $£72. S9 mix TEFE T R L3 F o Bt

BWELL T I7aRRAT7 73R (CP, vy b5 : 120M1253V, Sigma Chemical) & iV 7z,

RERIZIT, TNODBGIE R EZ B REN AK (2y MER :K2B90 8L T K2E84, KIFMILT )
WZEEHL ., B IRAF (-30°C) L72JR IR (MMC : 20 pg/mL, CP:1 mg/mL., FHH B :MMC 12 2012410 A 5
BERL201342H 7 A, CPiX20124 10 A 5 A) ZFARMREL T, FH8L% 6 » A LIPICRERICA
VN,

3. MRRLREE SN

CHL/IU e, Bl £ —RA 256 AT, O EICBW IR AKRREORBICE STy
%, ZOMME% JCRB Ml SL 7 KD ATF (1988 4F 2 A 10 B AT, AFREOMEMREL 4) L, MR, RiE
3R (KR FICHAS PR F (BRAEOREEK 23) Uiz, Z0#ME (FENBFRK 15 B, v~ /277 X< 05
YeleL) % | MREREGS ., ARAR 8 AR (BB SEZE A BRER) | 9 R (A E R TR B 7 R (RalkRER
BRERER) CRBRICAV,

BT, R IIE (CS, oy & 51522123, Biological Industries 384 T% 990250, GIBCO) % 10 vol%
EIMUT=A—2" 7V MEM B3 (10%CS/MEM) & V>, CO, A Fa—&— (5%CO,, 37°C DR 5
T)RNTE#ELZ, —7/L MEM B38KIE, (—27 /v MEM 85l =y 21 | O R (A AKREK) 4.7 g 12
K8k % 500 mL A0 TIRARL . BERSHEE (121°C, 15 4) Lizb DIz, L-7 A #3 (BAKBER) 249
0.15 g, 10 w/v%NaHCO, 7KIFKRZH 10 mL EEEICHML TR L,

4. 89 ISR

S9(myhEH RAA-655, 2012 4F 9 H 14 BELE, Fya—< )X 7= /7B 2 — /1L 56—V
SR ARG LT 7 B EOHE Sprague—Dawley 527 FOAFIEAHFRBIL-b OZEA L., # £ CHRIK
BAY (-80°C) ITRE L., BE% 6 » B LUNIERA L, 7 va—2-6-V 8 (G-6-P, Sigma) , B-==F
VTIRT T = URILAFRY B (B-NADP', AV ZVEERE T 2E) LU KCl AR E/KICENL,
BARE LU CBIEIRRE (-80°C) ICfRE L. MR FREE 6 » A LIRIZME M) 12240 S9, MeCl, BEWF
HEPES (pH 7.2) /0%, S9 mix &L7=, BRIZIE 10%CS/MEM:S9 mix % 25:5 DEG TRFLIZ S9 K
ISR AT (B RS DORKIEE 5 volb S9, 0.83 mmol/L G-6-P, 0.67 mmol/L B-NADP", 0.83
mmol/L MgCl,. 5.5 mmol/L KCI, 0.67 mmol/L HEPES),



RBRES G-12-012

5. #ERE IR BRIR DR

BIRED TR ORE R, BB E TRV ERBE CABLOVAF VAV ERE VI REE
THoTM, TENATRIRUT- MBI L TR (my & 5 EPEL169, FIt#ise T 3 SR pr
) & AV,

WERMEEBRELI-OL, B (T ER) 2MA TRIE (350 mg/mL) %2 ARRRLL, Z0ORIREE
FETERBEARL CTREDREOHKBRMEAEIRERML . o0 E 1 volbiiIiIL TREZTT-
70

(%00 e 138 8 0 7l R

5.47, 10.9, 21.9, 43.8, 87.5, 175, 350 mg/mL (XA Lk 2)

(Gl R RER]

43.8, 87.5, 175, 350 mg/mL (A M 2)

(e A 2 3 R A R

43.8. 87.5, 175, 350 mg/mL (At 2)

2E, WY B TR (FUR) BRI B BICEY, BB B8 EEEOE (O BN LETHRL
7o

HWRMEOBEEHR TOREMEIZ OV TL, BEFFLFTICE W TEIR., X FCHRELE 0.05
mg/mL RIS LT 350 mg/mL IEIRIZ DV THER W E SR EIR DA% 24 BRI O R EM A HER L 72 (R
&5 :M-12-023),

6. ARG FE I BKER

LB ERRICHVCDIERMEONBREZRET DO RBIETARTIA TR 3.5
mg/mL (9 10 mmol) & H = AERRE &5 7 JREERE (0.055~3.5 mg/mL. /ALL 2) 3 E L CHINZHEE
IR A E LT,

CHL/IU #fa% 0.25%N) 7S Rk & FAW T L7zt 4 X 10° 8/ mL OHIARREREL, 20D 5mL
2X10YE) BT TAF v 7T 4 = (EAE 6 cm) ICIETELI-, 153846 3 B BICUA T O FIECTER L
s L ONER AL Z T o7,

SO mix TFEETHBLIOFEET CARLETAIHE. KT v aDEREBEENEN
10%CS/MEM BE NS RIS ERZH (3 mL/ T 4w ir=) Uitk TRt (FatEX PR) S SR E 0 BRY
BaslikE 1 volhdsiN (30 pL/F4vi=)L 6 Bz, B %, MEM (LR S) THEL.,
10%CS/MEM (5 mL/7 423 =) TEHIZ 18 BFHIREE LT, SR DB 8138 T v 2 DR %
10%CS/MEM &Z3# (5 mL/T 4y i=) Llcth, Bl (R MEXHR) i3S REOHBRY E KL 1
VOISR (50 pL/T A=) L 24 BERLER LT, BBE 2 DT 1o a2 Ve, Eio, BRI XL
U T RSB I BRI O LB OB &4 IR T~

BERAMAE T R, BERIRER T 10 volbdib <V AKIBIR CHIRREZ B ELTZD L, 0. 1% YRZNINAF L



REAEE G-12-012

Y MR TRAAL, BRI BT 29 B AL BRI O M N 76 B % BL B 5 2 MR 2 FE 5 (MI-60, AV
YRR TE) TRIEL , SBIEIIHRIOHEEE L,

7. Bl RERER

FARE TR BRI R U R BR S TR B R R FE R E1T o7,

HRELE TN FRER DFE R A S LIT T N TOMLIRSA T 3.5 mg/mL (49 10 mmol) # FEiRE L L, Akt
2 TARERAERE U, SHITELE (Fath) xHRBEB I UM T REEL R 72, 1 BEDHIZY 4 DT ¢
w3 a (T2 LRGP BRBE IS IE AR 2 #DR) ZH WV, 2095 2 KT A REARZ /BRI,
FROD 2 BUZ DWW B BRI 5 B FH L MBI R 2 JI e LT,

BT BREELZ DU T, BE38 1% 10% CS/MEM F7213 S9 G EASHR L 72 #6 . MMC (20 pg/mL) %,
S9 mix FEFETE FOMRFRME T 15 /T 4y = (RAIREE 0.1 pg/mL) | BEEALEE TIL 12.5 pl/
T Az (TR 0.05 ng/mL) HAIL7=, S9 mix TF7E T OB CIZ CP (1 mg/mL) % 30 uL/
F vl o (BEIREE 10 ug/mL) INLT=, 7235, MMC 3L TN CP I3Z NG0B E T A KRDO#EE R E
EHRRETDHIENMON TS, Tz, EMERHREE B L ORI E QBRI D) T, BB AR B &
UL T R ICEE R O TR DA B2 AR T~ T,

LEEEREEADOT 1y 2l oW TE, SFEE T O 2 BERENC, I EINERERED 0.1
pg/mL Z7e D ENTHMU T, BB T %, 5B RZ 1% 0.02 w/v% EDTA &4 PBS(Ca?RBX U Mg*
REVET 4y 2dHicl) 5 mL A TE_o T o L0 EITAL ., Mz E= L& 1B U, MR
Wil A vk (1400 rpm, 5 43) L, EIEEE T2, 3 mL OKIER (0.075 mol/L KCI K¥EHK) ZNZ.. %9
30 4y KR LR 21T o7, (RARALERT. , BEEWR (A5 /— /v OKEEEE=3: 1 (v/Vv) ) % 6 mL I T
L, EIELE, 0%, EEEZEBC BOFREEREMA CGRILL, ZOBEBRIELZESHIZ 1 E
Tol-t%. VEOEEREMZ CHIZREL, DV EERATART TR (HOELH 7 ANB IR
BREE, 2 FESBLVATAREFTELA) LIZETL, EOFEFRE L, | T1viabizh 6 KD
RFAREREAFRLT,

{ERLT= AT A REEAE 70 volo AZ ) — MTEEIRIE LD 3 vol% Ak (pH 6.8  1/15 mol/L U
VTR CARGRR) T 8 Yk, KEBATTTWTHREL .,

7035, S9 mix FEFEIE F OERERIAERIZ DUV T, R EFE U4 CEREREIT o7,

8. Yl foHT
e KT SR Lo T L 1 F Ay a BB 1 ARDEARE IV CREEDT 5 h555 B0
4347 (500 HIL/ABAR) AT, 0.5%K D4 BHERA TR LTS A SR B R AT R AELHINTL , 2947 T A
BRI L TN EVIE O 2 I E AL B U, S0 IS0 D5 BT T RE ) Bt AR 4
VBT, ZORE BB BRI SR IRELE,
Fpva | BODEBNIATARIER 4 ok, 4 AOBEE BTN E RN S50 R
CHATUI, R RS L LAY, Ao BORL TR SR IREEFEL . 1 B0 200 {8 (100 AR/

9



REREE G-12-012

T Avia, 25 MR/ BEE) DS R PHIHIIE (G EEE:23~27 )T HOW TSR FOBEI L, 1
HESHT=0 800 fH (400 HEFA/ T 1 =, 100 FfQ/BEE) DA RPEHILIZ OV TR MRS (s
B3 38 ALL L) DFEF~T o, FOERICESOTRERE LR OMIS LB 5RO HER 25 R
7

Fry 7 BLOUIMERBERTONEIL, AARBEZRFRFS WALBWRRSE S ks
HIRIZE SN T o, Froy 7 BL ORI DD TR GBS EIE LD e JE G AR 2 vy 7,
ZHLA EEDOIRNEDEEIEERL, Xy T IO TUIBEREFREOHEIZIIE DRV IEE
L7,

Qe RO ERE (XFry 7 %) 28 1 505 L OMEEEAIRD BRSOV T, Rtk BRRE
LB B LR ] B LONGHER FRBER T 74y v v — DEHEHERIE (p<0.01, FAD IV ERER
FEER L, CWODRERBELBELL, WL BN DO 2Nk TR e kR H R
DFI R B HINAT o7z,

FRIDIENTEGN O EHBROEEMICEELZRIIFTRVOHIFERVHREEICHDOEL
2=l &

ARBRYIE I, [PRITD2ZERTERD S LRBROGEMEICEELRITTRVOHHFEEK
OREBREHEEICWE DR o122 & ) 130T,

F B E DT FHE L7 IRk B ORE R . T X TORBRSMT 3.5 mg/mL (10 mmol) iZ
BT 50%%HE 4 DA REIMEIVE A LR b o7, 7ok, WIRBER DR R, AIRBRAATFIZIE
T RTOMIBLEMET 0.22 mg/mL Ll EOEETEERPICIEEAFRO b, K TREIZIE S9 mix
IEETE F B L OTFEIE TOERERAE T+ X COWBRYE LI T, 24 FEREFEAEEE T 0.11
mg/mL LA DHERYE ALIRRE TR IR P ICITEER 0S5RD b LTz (Figure 1),

PLEDORRLY, T TORBRSAT 3.5 mg/mL (8 10 mmol) ZHm BB E L L T FRROBERE
% Yufa R ELE BB R LT,

SO mix JETETE FOERFRILLIR  0.44, 0.88, 1.8, 3.5 mg/mL (A k: 2)
S9 mix 1ETE F S ME 4LER . 0.44, 0.88, 1.8, 3.5 mg/mL (ALL 2)
24 BERSSELAEALER - 0.44, 0.88, 1.8, 3.5 mg/mL (/AL 2)

7P, WIRBROR R, T X TORBRYE LR CABBAARIS o L OMLE T RHC BRI FI2TE
BARB LI,

10



AEREF G-12-012

Qe (R TIZ B SL LRI L 1o D RIEB DO DT ORER . DT T RE R B mIRE L, T X TORBREM
T 3.5 mg/mL &go7eliMh, TORELEL TRLD 3 RERLBETREL

S9 mix FEFETE FOERFRI4ALER:0.88, 1.8, 3.5 mg/mL
S9 mix ETE T OERER4LFE - 0.88, 1.8, 3.5 mg/mL
24 FFRAEHEALEE - 0.88, 1.8, 3.5 mg/mL

Qe (R AT ORGSR S9 mix TF1E T OEFRLIE B IO 24 BEREFLIRIC OV, IERE LA
oMM LU BEMIADME FRIH BB MITRO b4L7270> o7 (Table 1, Table 2),

S9 mix FEFFTE T DRI, Rt BB W O R E 28 T HAE0 HIR R 6.5%E720
WERYENEBEOMERTLH T5MIA0 B RISt B L FITRE (HBLER5.5~6.5%) &2
7= (Table 3), 2O HBRRIIREFHFFFTOFERIEFINEF I E D SRR L e (RS RO E
REDHBRN 5,000, EERoT5 A ITITFRBROBFEITY) BEA S, BRBROEMERFTLIZ,
B EEOBERE OHREREFHEFROEET —FIVEE (2.2 1.31%, KK 5.0%,
Appendix 4) THY, R ELIIEOE E R EFREOHIB N R EELHIWL, LTFTOREZRELT
BERBREEmL,

S9 mix FEFETE T DR RIALER (FEBR) :0.44, 0.88, 1.8, 3.5 mg/mL (AL 2)

k. WIRBIEDRER., T~ TOMBRYE AL IR LB A3 L OB T REICHE R iR ISk
BRI,

Qe AR I NL D K LI RIS D 3T DFE R AT FlRE7e i mi B3, 3.5 mg/mL &72o7c
ZEnh, ZDRELEZ T TRLO 3 IREMEBIENREL,

S9 mix FEEME FOERFRIALEE (FF3BR) :0.88, 1.8, 3.5 mg/mL

PRSI ORER, T RTCORBREMICEBNT, B ERE A T/ B I OE M0 FE
T BN ER b e o7 (Table 4)

BT R E L CAV 2 MMC i, S9 mix FETETE T DR RTALER J6 LONERALERIC U TR Ak
OREERFEFHFL ., CP L S9 mix FE TOERMAEIC W TR AKOEERELFRE LI, Thb
DFREFRLY , AEBRRDKILATEREEZ4L7 (Table 1, Table 2, Table 4).,

2-Decyltetradecanol I, M#FFERT CTEME LM E Z AV 2EIRBARERERR RARESF M-12—
023) TIZEEDRRNPEON TS, 228, FHEWE ThD 12— O-tetradecanoylphorbol-13-acetate |Z
DN, BRERERBRBRBLOF v A =— X N LRAF—HEH A VD Y6 (R B R B Cratk

11
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DFERNELN TS D
PAEOFER LY, 2-decyltetradecanol X, AFRER ST C CHL/IU MRIC A AR ELTFHR LN
LT,

SE Xk

) BARBELAERZS OHLEBWRROSBERE  LEWE I CIAREERRE TN X, SlaEE,
H R (1988)

2) HRXBEBHE e, LaikR g BT —&E, BE 1998 4R, Life-Science Information Center, 3
7 (1998) . p485-486

12
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_%100.41_4325.;45:132;53
=
S 80 |
=
= 60‘
|
20}
5

20 I

0 0.1 1 10

Concentration (mg/mL)

Figurel Growth inhibition of CHL/IU cells treated with 2—-decyltetradecanol

@ : Short-term treatment without S9 mix
A :Short —term treatment with S9 mix

M : Continuous treatment (24 hours)

As the results of observation by the naked eyes, precipitation was observed at 0.22 mg/mL (A) and
more at the beginning in the medium under all treatment conditions. At the end of the treatment
period precipitation was observed in the medium at 0.11 mg/mL (B) and more for continuous

treatment, and at all concentrations for short—term treatment with and without S9 mix.

13



BBRES G-12-012

Table 1 Chromosome analysis of Chinese hamster lung (CHL/IU) cells treated with 2-decyltetradecanol (2-DT) for 6 hours with S9 mix
Concen- S9 Time of Concurrent” Mitotic®  Number . Number of cells with Number ©
Number of structural aberrations . .
Group tration mix  exposure cell growth index of cells Others ¥ aberrations of polyploid Trend test ”
(mg/mL) (hrs) (%) (%) analyzed gap ctb cte csb cse mul Y total +gap (%) -gap (%) cells (%) -gap POL
Negative 0 + 6-(18) 100 NA 100 06 2 0 3 0 O 5 0 3(30) 3(30) 3 (08)
100 0 0 0 0 0 0o 0 0 0(00)y 0(C00) 1 (03)
200 0 0 3 0 o0 5 0 3 15) 3 (15) 4 (05)
2-DT 0.44" +  6-(18) 93 NA not observed
2-DT 0.88°° + 6-(18) 91 NA 100 1 1.0 0 0 O 2 0 2 (20) 1 (10) 3 (08)
100 0 3 0 1 0 o0 4 0 4 ( 40) 4 ( 40) 1 (03)
200 1 4 0 1 06 0 6 0 6 ((30) 5 ( 25) 4 (05)
2-DT 1.87° + 6-(18) 91 NA 100 2 0 2 0 0 O 4 0 3(30) 2( 20) 2 (05)
100 0 1 0 1 1 0 3 0 3 (30) 3 (30) 1 (03) NA NA
200 2 1 2 1 1 0 7 0 6 (30) 5 (25) 3 (04)
2-DT 357 + 6-(18) 86 10.0, 11.2 100 0 1.0 0 0 O 1 0 1 ( 1.0 1 ( 10) 1 (03)
100 0 2 0 0 0 o0 2 0 2 (20) 2 (20) 0 (00)H
200 0 3 0 0 0 0 3 0 315y 3 (15) 1 (01)
CP 10 pg/mL + 6-(18) NA NA 100 3 29 49 4 1 0 86 2 53 (53.0) 51 (510) 0 ( 0.0)
100 0 27 36_4 1 0 68 2 45 ((45.0) 45 (450) 0 ( 0.0 )
200 3 56 8 8 2 0 154 4 98 ((49.0) 96*480) 0 ( 0.0 )

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);
mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

CP, cyclophosphamide; NA, not analyzed.

1) Acetone was used as a solvent and added at the level of | vol% per dish. 2) Cell confluency, representing cytotoxicity, was measured with a Monocellater ™.

3) Metaphase frequency was calculated by counting 500 cells in each dish.  4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10
aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were
analyzed in each group. 7) Cochran-Armitage's trend test was done at p<0.01 (one-side).

*_ Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.

pbe, Precipitation was observed at the beginning and the end of the treatment in the medium by the naked eye.

14



RBRES G-12-012

Table 2 Chromosome analysis of Chinese hamster lung (CHL/IU) cells continuously treated with 2-decyltetradecanol (2-DT) for 24 hours without S9 mix
Concen- Time of Concurrent” Mitotic”  Number Number of structural aberrations Number of c'ells with Number ©
Group tration exposure cell growth  index of cells Others ” aberrations of polyploid Trend test
(ug/mL) (hrs) (%) (%) analyzed gap ctb cte csb cse mul Y total +gap (%) -gap (%) cells (%) -gap POL
Negative " 0 24 100 NA 100 1 3 0 9 0 0 13 1 7(70) 6( 60) 1 ( 03)
100 1 3 0 0 0 0 4 0 2 (20) 2 (20) 0 (00)
200 2 6 0 9 0 o0 17 1 9 ((45) 8 ( 40) 1 (01
2-DT 0.044°" 24 105 NA not observed
2-DT 0.088™ 24 105 NA 100 1 5 1 1 0 0 8 1 6 ( 60) 5¢( 50) 2 ( 05)
100 4 6 0 0 0 0 10 1 8 ( 80) 4 ( 40) 1 (03)
200 5 11 1 1. 0 0 18 2 14 ( 70) 9 ( 45) 3 (. 04)
2-DT 1.8"° 24 103 NA 100 0 3 0 1 0 O 4 0 4 ( 40) 4 ( 40) 1 ( 03)
100 01 0 2 0 0 3 1 3(30) 3(30) 1(03) NA NA
200 0 4 0 3 0 0 7 1 7 (35) 7(35) 2 (03)
2-DT 3.5 24 103 8.4, 10.0 100 1 3 3 1 0 0 8 0 6 ( 60) 5( 50) 2 ( 05)
100 2 2 0 0 0 0 4 0 3(30) 2(20) 0 (00)
200 3 5 3 1.0 0 12 0 9 ((45) 7 ( 35) 2 (03)
MMC 0.05 ug/mL 24 NA NA 100 4 51 61 5 0 10 131 7 67 (67.0) 67 (670) 1 ( 03 )
100 6 32 31 1 1 20 91 3 48 (48.0) 46 (46.0) 1 ( 03 )
200 10 83 92 6 1 30 222 10 115 (57.5) 113*( 565) 2 (03 )

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);
mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

MMC, mitomycin C; NA, not analyzed.

1) Acetone was used as a solvent and added at the level of 1 vol% per dish. 2) Cell confluency, representing cytotoxicity, was measured with a Monocellater .

3) Metaphase frequency was calculated by counting 500 cells in each dish. 4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10
aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were
analyzed in each group. 7) Cochran-Armitage's trend test was done at p<0.01 (one-side).

*, Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.

pbe, Precipitation was observed at the beginning and the end of the treatment in the medium by the naked eye.
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Table 3 Chromosome analysis of Chinese hamster lung (CHL/IU) cells treated with 2-decyltetradecanol(2-DT) for 6 hours without S9 mix (result of not adoption data)
Concen- S9 Time of Concurrent” Mitotic®  Number Number of structural aberrations _ Number of c_ells with Number ?
Group tration mix  exposure cell growth  index of cells Others ” aberrations of polyploid Trend test ”
(mg/mL) (hrs) (%) (%) analyzed gap ctb cte csb cse mul Y total +gap (%) -gap (%) cells (%) -gap POL
Negative " 0 - 6-(18) 100 NA 100 1 2 0 2 0 0 5 0 5(C 50) 4( 40) 0 ( 00)
100 0 7 1 4 0 0 12 2 9 ( 90) 9( 90) 1 (03)
200 1 1 6 0 17 2 14 ( 70) 13 ( 65) 1 (01)
2-DT 0.44%° - 6-(18) 101 NA not observed
2-DT 0.88" - 6-(18) 96 NA 100 0 5 0 0 1 0 6 10 6 ( 60) 6 ( 60) 1 ( 03)
100 1 5§ 0 0 0 0 6 3 6 ( 60) 5 ( 50) 1 (03)
200 I 10 0 0 1 0 12 13 12 ( 60) 11 ( 55) 2 ( 03)
2-DT 1.8° — 6-(18) 95 NA 100 1 4 1 3 0 0 9 3 7(70) 6( 60) 2 ( 05) NA NA
100 1 11 1 0 0 o0 13 3 8 ( 80) 7 ( 7.0) 1 (03)
200 2 15 2 3 0 0 22 6 15 (75) 13 ( 65) 3 ( 04 )
2-DT 3.5 — 6-(18) 98 8.2,6.6 100 2 5 0 6 1 0 14 2 9( 90) 8 ( 80) 1 ( 03)
100 1 2 1 0 1 0 5 1 S(50) 4( 40) 0 (00)
200 3 1 6 2 0 19 3 14 (70) 12 ( 60) 1 ( 01 )
MMC 0.1 pg/mL - 6-(18) NA NA 100 6 8 62 5 0 10 168 5 74 (740) 73 (73.0) 1 ( 03 )
100 7 77 71 5 1 0 161 2 72 (72.0) 69 (69.0) 1 ( 03 )
200 13 162 133 10 1 10 329 7 146 ( 73.0) 142*( 71.0) 2 ( 03 )

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);
mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

MMC, mitomycin C; NA, not analyzed.

1) Acetone was used as a solvent and added at the level of 1 vol% per dish. 2) Cell confluency, representing cytotoxicity, was measured with a Monocellater .

3) Metaphase frequency was calculated by counting 500 cells in each dish.  4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10
aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were
analyzed in each group. 7) Cochran-Armitage's trend test was done at p<0.01 (one-side).

*_ Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.

pbe, Precipitation was observed at the beginning and the end of the treatment in the medium by the naked eye.
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Table 4 Chromosome analysis of Chinese hamster lung (CHL/IU) cells treated with 2-decyltetradecanol(2-DT) for 6 hours without S9 mix (Retest)
Concen- S9 Time of Concurrent” Mitotic®  Number Number of structural aberrations — Number of c.ells with Number ?
Group tration mix  exposure cell growth index of cells Others > aberrations of polyploid Trend test "
(mg/mL) (hrs) (%) (%)  analyzed gap ctb cte csb cse mul? total +gap (%) -gap (%) cells (%) -gap POL
Negative " 0 - 6-(18) 100 NA 00 1 2 0 2 0 0 5 1 5(50) 4( 40) 2 (05)
100 I 1 0 0 0 0 2 0 2 (20) 1 ¢ 1.0) 1 (03)
200 2 3 0 2 0 0 7 1 7 (. 35) S5 (25) 3 (04)
2-DT 0.044"" - 6-(18) 100 NA not observed
2-DT 0.088" —  6-(18) 99 NA 00 1 2 0 1 0 0 4 3 4( 40) 3 ( 3.0) 0 ( 00)
100 3 4 2 1 1 0 11 0 9 (. 90) 7 ( 70) 1 (03)
200 4 6 2 2 1 0 15 3 13 ( 65) 10 ( 50) 1 (01 )
2-DT 1.8 - 6-(18) 103 NA 100 1 3 1 0 0 0 5 1 5(50) 4( 40) 0 (00 ) NA NA
100 0 2 0 1 0 0 3 1 3 (30) 3 (30) 1 (03)
200 I 5 1. 1 0 0 8 2 8 (40) 7 (. 35) 1 (01)
2-DT 3.5 - 6-(18) 98 54,68 00 2 1 0 1 0 0 4 0 4( 40) 2( 20) 0 ( 00 )
100 3 2 1 1 0 0 7 2 7 70) 4 40) 1 (03)
200 S 3 1 2 0 0 11 2 11 (55) 6 (. 30) 1 (01)
MMC 0.1 ug/mL - 6-(18) NA NA 100 4 5063 0 0 0 117 5 60 (60.0) 59 (59.0) 1 ( 03 )
100 11 54 59 2 0 0 126 6 63 (63.0) 59 (59.0) 0 (0.0
200 15 104 122 2 0 0 243 11 123 (61.5) 118*(59.0) 1 ( 0.1 )

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);
mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

MMC, mitomycin C; NA, not analyzed.

1) Acetone was used as a solvent and added at the level of 1 vol% per dish. 2) Cell confluency, representing cytotoxicity, was measured with a Monocellater .

3) Metaphase frequency was calculated by counting 500 cells in each dish.  4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10
aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were
analyzed in each group. 7) Cochran-Armitage's trend test was done at p<0.01 (one-side).

*, Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.

pbe, Precipitation was observed at the beginning and the end of the treatment in the medium by the naked eye.
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Appendix 1

Certificate of Analysis

Product Name

Product Number
Product Brand
CAS Number
Molecular Formula
Molecular Weight

TEST

APPEARANCE

INFRARED SPECTRUM
PROTON NMR SPECTRUM
GAS LIQUID
CHROMATOGRAPHY
QUALITY CONTROL
ACCEPTANCE DATE

Supervisor
Quality Control
Milwaukee, Wisconsin USA

2-Decyl-1-tetradecanol,

7%

484503

ALDRICH

58670-89-6
CH3(CH2)11CH[(CH2)9CH3]CH20H
354.65

LOT 08403DOV RESULTS
VISCOUS COLORLESS LiQUID
CONFORMS TO STRUCTURE.
CONFORMS TO STRUCTURE.
98.4 %

APRIL 2001
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Appendix 2
R E D — XY EIE
HHRLEME O & B (IUPACH e o m e o
& %1—&_ T E o5 ) 2-FLNTF NFFh-1-F N
n % 2-Decyltetradecanol, 2-Decyltetradecan—-1-ol

5 2FUNNTF R TFH )~ FUAT NI R ) A
o A S & = 58670-89-6

-
LRI S TS i

7 ) OH
(WFhbFAHOFE (
N N

., TOoREOCHEE) J
ol F B 354.65
;B ICH LB BRLE
WmoE D ME (%) 98.4%(GC)
ol SR S D =Y (=~
W E OB oy b BB 08403DOV
T OAEKRREVSHER
# = =
*f i B o E PN
=428 )-n /K 2B AR
i = 17~20°C
i =% 271~275°C/33 mmHg

ORI B T D ME K HMEOHDEE L

B P oOEEHE

oy E i
w B’ R B
X 50 mg/mLCRIE

50 mg/mLO¥RE TiX, FHEEFICREA, RiABLUOERIT
Ebbnied o,

G R T D RS DMSO 350 mg/mL CANA

350 mg/mLOBE Tid, AREHIRA, B LOERT
BHLE ST,

7Ebh | 350 mg/mL CIER%

350 mg/mLOBE T, FMFFICRE, BRIBBLOERIX
BB -, Fe, TR, X T THREL0.05
mg/mLIB L UB50me/mLOEEDORBRIRIZ ST, TR
24BEBOEENERRLL (RBE S M-12-023),

%] WL SERIEIRNE, WEERIBVEATLE,
1. TRRE]OMICIE. R EOERRIEEEATDHIL,
2. F&ZEME I OMICIE, BE, XFICHTOIREMEZIRATIHEL,

3. TR+ BIEARE S ) OWICIL, R EOEEIIH T DEMRE R O OFER TORENE

HRRATDHIE,
= ENRHEBERRTS ¥ — B LTIV TRER L,
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Appendix 3
ERYEREDOE
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Appendix 4
CHL/IU Hifa%z A o5 A F R ARB T ORFWN AT OB RT —F

(2011 4E 6 A~20124 1 H)

g3 HEAEK SO mix > ALEE BE a0 HBEE (%)
i i3l

(hrs) E¥E£ S.D. &R &/
HEERE (FryTa2R)>
[EXeFgica 76 — — 2.2 £ 1.31 5.0 0.0
MMC (0.1 pg/mL) 24 il 6-(18) 53.0 = 11.6 76.0 30.0
CP (10 pg/mL) 24 " 6-(18) 29.1 *= 5.55 44.0 21.5
MMC (0.05 pg/mL) 24 iz 24-(0) 50.0 = 11.3 71.5 30.0
AEEEPEHTRE 2>
Rt st R 76 — — 0.20 £ 0.17 0.63 0.00
MMC (0.1 pg/mL) 23 il 6-(18)  0.11% 0.11 0.38 0.00
CP (10 pg/mL) 24 A 6-(18) 0.14 = 0.18 0.50 0.00
MMC (0.05 pg/mL) 23 it 24-(0)  0.10 = 0.14 0.50 0.00

1) fEque G%%?Tﬁ)&%‘tﬁ%(&%‘ﬁﬁm DAF VAT HHUR, 0.5 w/VhIILRF T AF LB m—RF
N ALK, 7B 228 DLTF —2%8bET,
2) 800 M HT LT,
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