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Fig. [-1 Results of the chromosome aberration test in cultured Chinese

hamster cells treated with Acenaphthylene
[Short-term treatment: +S9 mix]

Fig. 1-2 Results of the chromosome aberration test in cultured Chinese

hamster cells treated with Acenaphthylene
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Results of the cell-growth inhibition test in cultured Chinese
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cultured Chinese hamster cells treated with Acenaphthylene
[Short-term treatment: —S9 mix]



M-1346

HERREMR

£1 AEBETEE

RREE : M-1346

HBKRHE : TeFr7FrvoroFEEERiarAng
e kR ERER

1.2 HREEY

EIE KR ML (CHL/IU Mtk 2#HWT, FERDEORAKERHERED
AEZHALMITLE,

1.3 BRERERE
EAEHEEERLAFEEEER LFEPDHTSNKRE
T100-8916 HEEHTRBEEHE» B 1-2-2

1.4 FHEBR2IE
BRXEHAR SV —FE I —
T151-0065 FHEE#zA K KILET 36-7

1.5 HEBREHERER
BREHER SV —F Ly — HESWHETR
T412-0039 FFEREERBHNE L 1284

1.6 HERME
BLEH : FH#tEHRSH
Za¥ i : TeTFTFF 13
WA : 20084 10 A 30 A
RIFEAT : HESE I #HROPERFELRCE | HERERY

HilE mmE



M-1346
3. EH

TEF7FVVORERREBREDHELRET 12D, Fr/=—X nNLX
7 — i/ EARMESF AL (CHLAU) ZR W REHEFRB e £ L1,

Mo, REAELEERBTA FIA4 A CED LA 10mM (YT D 1550
pg/mL & LT, HIfEEMHIRBREZR L, 2oRR, ENFMAEEOMRBHNEHL
T 194 pg/mL 2RV T, FERMBEMHC T 48.4 pg/mL ITRW T, EHEABETR
24 BEM ALFR Fr OF 48 BRMALER & % (T 96.9 pg/mL (235 T 50% 4 48 % 2 Al sE R4 1
DGR bz, S0%AMASEAEMG RE (BEEE) X, ErRfamEo RBNE%ElE T
{% 113.5 pg/mL, FERBTEMAL TIT 38.5 ug/mL, ERFEALBRIED 24 BEFAHE TIX 69.8
pg/mL, ERRALIRED 48 BRRIALE TI3 68.4 ug/mL Thote, TNHDERLY, H
A R4 CED LR [50% A EDMBBEBEARBO SN HEE1X, MIREMEAEHS
M S0%LLEMR Eh A AREZREHERLTH] L OREICHEY, EREFHLEEOMN
BHEMEE T 133 pgmL 2 HZEmHAE L LT, BIF, 24k 1.5 Tt 5 &%, ERBHE
ML TIT 889 ugmL EEREHAESL LT, LT, A 1.5 THSHESY, ERQEED
24 RFMH] SLEE T, OF 48 FERIAAEE CIE 100 pg/mL # B AE L LT, BAUF, &k 1.5 TiFS
ABHFEELE, L, RAERERBROERMOEET, REAFIREREFRME
BEONIBETHL I LEBEE LD, EFRELEBEOREIZOVWTIE, BREZT
oo, FEERIIER L2hodlz,

REGRAFRBOGE., RAAKERFTORHARD—oDIFETHIF Y v 7%
SERVREHERE LF T H MO HESE (TA) X, M LEEORBIEE(L T,
EEHED 133 pg/mL 25 39.5 pg/mlL T, BEORIEEETH D 10%LL Eh b BEM
DHUEBETHS S%LAE 10%EFMM S ERL, REAREEKGFHREMARD bh i
e, MEMICBELHE L, —F, EFFLEEDOEAHIEELTIE, 2HE&T
O EEETHD SHhERBLZ R LD, BEMIZERELHTE L,

2B, ENMLEEOREELICRT 2 REFREFTHROBI OBITMIT, BE
D 20% oD LUENRONWAHETH S D20EIL, 0.15mg/mL, B ARS®
=) ORESERZH (cte) ZFFSHIOHBRBEEDOLBETHS TR EIX, 160 T
ol

— 5 EBEHRIEOHRFZWThOREEIIB O THLS%RECThHo7TcZ &0 b,
TEFT7F v rORGEEMNETFBREIL, BEMICBELHEL L,

TRTOABEICRE T, BEMBETIILEFEERTEH T 518K U1E i
OHIBIEE T S%RB T, EHEOHEREENICH-7-. Zhicx LT, BHNREET
HE LWEAFESEETOZEARD LN, - T, RRIEIEUDICERSNT-LE
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5 HEBEMHMBRUGE

51 HEBRYERVER

511 wWERME

fEF

2 FEFZ2F V-

BT Acenaphthylene

vy h&EE

CAS &% 208-96-8

b = dib

ot & 152.19

BE 0.899

M 96.3%

T~ filid TEFZ7T7Y 33%, 7772 0.1%, 1-AFNT+7
Z 1 02%, EDO/0.2%

= 275°C

k27N B ~READOHK

AFE 10g

ZEM HBHKTRHRICREEF I BV THELZRIEL, TORE
FANFELTERBHPOLZEMZMIE L7, (Attached
Data 2)

fRIFHiE miEE (BN, RIFERSOERRE : 3°C~6°C)

(RTF5 T MBS TERT RBRPERTFERCE | HERERY
HRRZE HREE

BV EOEE BYHviz, BOLEREELSGICOT, BEST Y
—APRBELRVESIZERER I, £, KSEELT
L

A EBRHEOBRDIZ, ERVTHRICRIEFTITESMNL.
BEEMEERE, T TREFICBTREELE,

51.2 BiE

£ VAFNRLRFF (DMSO)

oy CES LTF0010

kS AEER
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BExT : mMXHETEHRASH

RIT A g £

RIFEET : HMREmRES BEOEERR=E

BEORIREH - BERPERBICLDS L. KEFBETHLIEEZENA T

I e&hb, HAANMARL £ L, £ORR. DMSO
15 mg/mL TREFICER T2 EBRRBshiicd,
EHELE LTDMSO WA Z & E LT,

52 HWRBRAEAOHEN
g.2.1 HARSE

1) #HERa R HH R
HEBRHE 03100 g% 2 mL ARATZF AR L, BETERLEEIZ. AXT

> 7 U THREBRED 155 mg/mL B (7L — FZ 0.050 mL 5 L 7cBROBAEBE :
1550 pg/mL) %2FEB L, KT, 155 mg/mL BREZAH 2 (FREOHRIE | mL :
B 1mL) CHER 7TEREFRL. 77.5. 38.8. 194, 9.69. 4.84, 2.42 RTF 1.21 mg/mL
DIMEBREOEREELFM L7,

2) RBEERHER
ERMABETIE, RDE0.0400g % 2mL A A7 7 A FRM LT, B CEF

Li#ic, ART v 7L TRERED 20.0 mg/mL H#E (7L — b 0.050 mL &ML
FBEDRAEMEE - 200 pg/mL) B L=, KWT, 200 mg/mLFEAS A 1.5 (FiR
BEOWEBRIE20mL : BH 1.0mL) THEXK 6 BEBEFIR L. 13.3, 8.89, 593, 3.95, 2.63
RU1L76mgmL @ 7T BREBRFEOBRBKARAR L, RMEMEL T 13.3,8.89, 5.93,
3.95 & 1f2.63 mg/mL @ 5 MEBRREOSEBRKY . FAMBEMLTIX 889, 593, 3.95,
2,63 XU 1.76 mg/mL @ S MEEERE OB EE % Hv /-,

52.2 RS
RRFCER LIZ, 2. BREBRRIZTSTHR LEALS LT,

523 ZEH
ERYR I CEREZEMLUCBEIC, 88, B8, BB F650OTLMNEVW LEA

(R RURMICTEEL. BREOCOTEETRER LI,

53 xNEBE
531 BB
B L LTHAWEY AFLALEFF (DMSO) BN BHE L L,
53.2 Rt B
1) BEMEHEL LT, ABEMLETRYZ2e 74277 2 Fi v, ERBEHLET
<A b4 C2HAWE,

13
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& % . yonZxA7 73K (LUTFCPLEIEET D)

oy hFE i SDP4062

s ; Fu ot stk T ¥ beaa

A : AER (97.0%L20 1)

A7 H ik : MR, Bt

TRIFHAT : HERET T BEEERRE REED B RREE

& : <A b4 ¥ C (LT MMC LBERET 5)

oy hEE g S25AHA

L ST : e T EHS

pallii : 2mg (Aff) /H

RFHE : =if, BEx

RSP : HESSU AT B CEHARE BB EERIRTE
2) TRGE

PR RROEHRMAEEORBTEEITIE, CP00I40gE2 T T AT v 7R
LE (50 mL) R LE, THICEBEEKR (AERERY., XS REMET
%, vy hES K8H76) % 20mL I A THEAEL 0.70 mg/mL E#E (B5 K 4.900 mL
12 0.100 mL ZINZ /-BEDBACIREE - 14 pg/mL) 2R L7-, SRR LD
BIEMEAL TIZ MMC @ 2mg FEIE /S TNMICABRIER (AEERF. KRS KE
BT ow bEF K8HT6) #EHE T2 mLIMA THEAM LA (1 mgmL) , K

T DYEWE & A0 20 TIEY: 2 ExFEAIR (JEHR 0.250 mL : £ AIEIK 4.750mL) L,
0.050 1 0.0025 mg/mL DE R Z AR L7- (H5EiK 4.850 mL (2 0.0025 mg/mL &k
Z 0150 mL M Z 7=, Z DBEFOREIEIL0.075 pg/mL) .
k., ARITARE L., BREIIT TR LEROSS LT,
3) BEXERHEORIER
HIEDEURRELTA FI A4 VICTEAPERIATWVWS 2 & RUKESE TR S T
BOESTHLIZENLE CPRUMMC #BIR L1,

54  {ERAMEK
5.4.1 HERA PR

Fr A ==X NARF—ORfi I RBRHEFRIE (CHL/IU) Z AV i, Mk, &=
—w YA 2 RFRER A 75 2004 F 11 A 2 BICAFELE, AFER, P2F
N AR F L B8 10vivAERIT LRI M 2 A L IR ER P CREICEMER
Fli, ABRICEL CIX, 20—k, FERLMBL, BAHEREIToLL
DD THRAOHREE (544) 2FEHMOCERLC, BEETHI - LAERSL
EHbOERRBRICER L, EAFOMIBREMREIL, MiSEMMEIER T 7K, B
BAERERBOEREORETIE 1 # R Thol,
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542 MR EINEH
BRRBLEREEREDORBEENMBENZ &, E5IZHE A O(LFEWE IZR L TR
B, NP PS5y s RTF— 4 REETCHOA_ L EOBRENLABEIREER LT,

5.4.3 mEEH
IREEN 2 EEB ARV, CO,BE 5%, B 37°C, BIBELMHET CEE L, f#
RiZ 1~4 B Z L I2{To 1=

5.4.4 HRotREE

HRICERT MR, BFERELOREL, EE&FOT— Fit, FNREMET~
A377 X2HEROFEEITONT2008FE 12 H 1 H~20084E 12 5 18 RICERRE
EEBL, ELWSHEETIZ L 2mR L, MR, 304z ol ol
BRizde L=,

55 SO mix RUIEERE
551 S9 mix

SO RUHEER (S9/ 27728 —CEy b, AV T4 NVEBTEKASHE, vy
h#FEE : C081219101, C090213121) #EE& L., S9 mix Z PR U7z, FHRIMEARFIC
T,

1) S9
&7 S9
2y bEF 08121910, 09021312
&R 200842 12 H 198, 2009428 13 A
i - kT 7 v bSD H
{3 i3
78 (e 7 i p
FEDE Zx /SN ESZ—(PBYETRS, 6= 7 F iR (BF)
5% : IEENR S
BEHMER RS E PB 4 AM 30+60+60+60 mg/kg body weight
BF 1H 80 mg/kg body weight
RiFHIE mE (BIKIE 7 ) —H—)
& FAH#ARR 200968 18 3 (W% 6fEA)
20098 12 H (WiE#6EA)
wFERT EHEEHART BEEERBRE BRKE Y ) —¥—
2) fHBEE
AR AT P—
ey hEE C08121710, C09021211
RiE A 20085 12 H 17 R, 200942 H 12 H

15
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REHE : wE (BEEZ Y —H-—)
i FA#AER 3 20094 6 A 16 A (RE#% 6EH)
200948 A 11 B (WEH6EA)
BT ) B BH AT BEEERRE BRE T ) ——
3)  S9 mix DR
59 2 mL
HEER 4.7 mL 20mmol/L HEPES #2718 i#Z(pH 7.2) 1.34 mL
50mmol/L. A~ 7 R AKETE 0.67 mL
330mmol/L HE1k7 U 7 AJKEEHE 0.67 mL

50mmol/L & /b2 —R.6-U SEEKESH 0.67 mL
40mmol/L BB =aF T F75F=V

TR LAF NI B(NADP)AKEE & 0.67 mL
A 0.67 mL

582 BER
Invitrogen Corporation £ ¥ f#A L 7= Minimum Essential Medium (MEM, GIBCO™,

Cat.No. 11095-080) {Z. Invitrogen Corporation & ¥ i A L 3EfBi{k (56°C, 304») L=
411 iE (BS) % 10 vol% iR L TS L /- 5538k (BS-MEM) #H\/=, WHREO
BS-MEM x5 @iRE L,

1) 4MmiF

oy hES : 616941

LS : Invitrogen Corporation

RIFHIE : SR (-B0°C BRE DG HEE)

AT ST s HEIEH R EEERRE EERZ ) —F—
2) Minimum Essential Medium (MEM)

oy hES : 510522

55T : Invitrogen Corporation

RIFEFIE ¢ 15 7B

RAFEAT : HEGHENT BESUHFRRE GRE
56 HEEZ"

RBRULTOAT—VIRICER Lz, #ds, ERMAEECISVTHLICEBED
FRBFRONIZD, EFAEIEIIER L 2» o7,
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|, HRIE S RE AN R HRFELBE L REEMEL
IEFCEAE ML

1B g AL T 24 BEfE A0 B

48 B i s

2. kB HFEREHER ERF LR IL HBEME L
FEABEME

5.6.1 AN E
1) AARRIETE PN R

R CISCBEME L 2 T+, FRBIEMN(E - & L, ERARETIE 24
REME AR A [24—), 48BERINE# (48— & L7z, FIZ Z USRI TREMEXTRE (Negative
Control) ®FEILINCI %, WBHELEFEO S ITREOE V611, 2], 131,
o DRBREEAR LT RATHEREHS 2L,
2) HREERFRAR

AR R FEINHIASR & R E S 2 AL L2 T~ Tl Lz, X, BtEx BB (Positive
Control) |XIPCJ & L7z, eaffERII, RBESLOUBRAEZE TV Folla—FEL
7=l01)~T99 1 ETD 2 HIOFEBFRUVATA FEEFEHRLETF NV THEABMES
BRI L7z,

5.6.2 RENERE
1) HBEaE R ER

EEmEEE 1550pg/mL (10mMABY) L L, LITFAL 2 THIR L7/ 775, 388, 194,
96.9, 48.4, 242 KU 12,1 pg/mL OFF 8 fiEEZRE Lz, £/, ThIZ[2MExEEEE
Ay
2) REERFRER

AR IR O FE R, R AEEORBIEMEL TIX 194 ug/mL BT, JF
HRHTEIEIL TiX 48.4 pg/mL IC 3BV T, R T 24 FERALER K U 48 BFRALEE &
H1Z 96.9 pg/mL IZFBVNT 50% % 8 2 2 MRS FEFE NG (ER 25580 & iz, 50%Hl fe t 5K
MHRE (HREE) (3, ERFFEAEEORBEE/LTIE 113.5 pg/mL, FERBIEMEL
Tl3 385 pg/mL., EFEABED 24 BERJALE T 69.8 pg/mL . EFEAE O 48 BFEIAL
HMTIX68.4pug/mL Thoto. TNLEDFEREY ., A FI72A4 FCED OGN [50%L4
LEOMREENSED SR LHE L, MBS L I s0nLl Linw sh 2 HEE &
ERREETZ) EOBEICEY, EFMABREO MBS TE 133 pg/mL 2 B=H
Be LT, UTF. Ak 15 Ti s ARE, FRBIEEL TS89 pg/mL 2 RBARL
LT, BUTF, 4k 1.5 T S ARE%, EELR LD 24 RFEAER O 48 BEfE AR Tl
100 pg/mL Z#HEHEE LT UT. AL 15 CHSAHBRERESTD L ELE, F
WTALOBHE b ZALIC R HREE & USRRE RT BREBE & Bk (T 72
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563

0 A 188 1 H 1l 50 BR

REGRFRBOMAEYRETHLDICTFHRARL L TEM LK,

1)
(1

(2)

(3)

)

2)
(n

(2)

3)

HT R A AL P 1

RBHEME(L L IFRMESEO TN T ICHBR D B O BT DR M X BB & 8%
fro Y=V yHBRBEB S ZAF v 2 7L— (EB60mm) AW, 7L
— FEEBE2fCE L,

ZL— YD 22X 10V EOME (5K 5.0 mL) 1B L=, 1558 3 D#RIC,
FMHEEHETTRE L, MR RTEDORNI L 2HER LTI L, EHEK
{ETIIEEESH BB IC DV T, BB 0.883 mL # TV ERE ., S9mix 0.833 mL |=
FEVE 0.050 mL 20 % 72, HBRHEOFEBEIZI W TIL, 153K 0.883 mL 2 i
Y ERE, SOmix 0.333 mL \CHEX AR OFERIK 0.050 mL 2002 7o, FEINEEM:
{ETIEtE BBEEIZ ST, B8 0.050 mL 2 0 & | 1A 0.050 mL %0
A, HBROELEBEIC ST, ER/IK0.0S0 mL 2V ERE, SEEOHR
% 0.050 mL Zli0x 7z, &REL bICHME, AR CIrHoFERVEREOG %
e L. 6BERAEE LT-,

B BEREIC, AIRTHEBRHEOIHOFTELBET L L biC, B fEZE
FAME T CHBORELZER L, KW, SmiF2 ML 2 Mias B A ik
T L, # LVEEREHE 5.0 mL 200 A F i 18 B2 el 7=,

FERE T, IR EBEEBRE A F LTI — 0 (FE 99%LL E) T -
BEL, 0.1%27 )V RFZ A4 Ly NETHRE LT, BEEBMIaEENEER (£
L=, AV UARRFETERRKST) 2AVTHIBEEZRIE L., Bt
BBEOEZ 100% & LT, KHESHLER PHFERBTEHELOER LI OV TR
WE D S0%AMAEFEMFIRE (SIBE) 2R, F/o, 1F3E 6 BERE L EKED
FET ISR EOKRTHEIIZ, NIBECHHOEELTERE L., TICHROKES
BSAEEMET CEREL, BEL BRETHOBRIZ, 57— L L
)

AR

24 WRfRALER & 48RRI D £ E S R R BE R URBRI B LR 28R VT T,
Y — Ly BRBEBHE ST AF vy L—b (EE60mm) ZRHW:E, FL—F
ITEBE2 /K e LT,

Fl— kgm0 2x 10 B DM (EER S0 mL) ML, K3 Bkic,
B EEME T CHEL, HRICEFORWI L EMIB L TH G, 24 B
L UM 48 BERIALER & b ICEMERBEEIC DWWV T, B8 0.050 mL 2R Y R & |
B 0.050mL 20 2 7=, BB NEEEC DLV TIE, BEiIK 0.050 mL 2 Y B
2. SRBREOERBTE 0050 mLEMZ . 0%, KR THILOAER CEEE
DEEZFER L, 24RFMK U 48 FF R L7,

24 BFR R (R A8 BFFE] ISR T i, MIBCHBRYEONHOFELBE TS &
& il BN ATFEERARET CHIBOKE#MIB Lz, R\ T, SRFEAEE -

18
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56.4

Ffic. ke, BE. RERVMBEEEOHIE AT\ . 24 B &) 48 BER AR
IZR T DHEBRYE O S0%HIEAEINEIRAE (BEEE) ZRDi-,

FEEEERR

1) ErRFMLEE

(1)

(2)

(3)

(4)

(3)

RHTEIEAL & FERBRS AL O F L F U &tk o RR T |, #E 5 M B ALBRBE F: UM M4 0f
BRELZRT, >y— VR yBRBEES ZAF 77— (HEE60Omm) A
Wi, b — MR EBEARE LT,

Fr— &0 2x 10 EOMIE (EEES.omL) 2BFEL/-, HEIBRRIC,
BISATHEERME T CHRE L. MR ORVWI L ZERE L THL, REHEHE
LTI MBEIC DWW TIE, BT 0.383 mL ZH YV FRE, S9mix 0.833 mL |2
PEEEE 0.050mL F N 7=, HEBMENEEEI SV CIE, K 0883 mL 2
DEEZ, S9mix0.833 mL IZH X ZIBEOHERIK 0.050 mL 20 2. 7=, BBiExr FMEE
IOV TS 0.933 mL #BF %, SO mix 0.833 mL (Z#HE X CP 0.100 mL (Fk#
BEE - 14 pg/mL) ZM AT, FEABNE ML TIXBRENMNBEIZ W TR, B8R
0.050 mL ZH2Y [#&, B 0.050 mL M4 7=, WROHALEBEICOWVTIE, #
T 0.050mL ZHR VBB E, FHREOHERIK 0.050mL 202 7=, BMEXMBEICO
WIS 0.150 mL ZFR &, MMC 0.150 mL (B #&REE : 0.075 pg/mL) ZH0
Rl-e BELLICEME, NIRTIHHOFER HEREDOELZFER L, 6 BERE
FL,

Wik 6 BRI ZIC, AR CTHBRHEOHHOFEEFEE T L L L Iz, Br(ifEzE
EEESETTHE L, MIORELER L, KWT, £MmFL2 MU - EHeE
TR EE L, FLWEERSOML 2%, FiC 18 B2 T .
EH 2O L— b (HES- 1 RUL2) (25WT, LAGEERAEREROLD
EETOK 2BV N (FAL B, 10 ug/mL, FoesiEET
FHEASA) 2 0.1 mL D7, BEEAE T 5,025% b U 72 8 (Trypsin 0.25%,
Invitrogen Co.) THIRZFHMN L. HELOBEC L > TEDZMIBE 0.075M R4
U o LB CH IS HMERAEL, AFATa—)L: Bigi=3: | ETEEL
. BELEMBZATA FAFA 1> 2@FFICE T Lin, REEERT
TL— o0 2ffER L7, MR T, A1 BLALEZERERL, 2%F LY
T 15 i L TE REA L ER L7,

BOLIEB IHOTL—F (HEE-3 RU4) (3, £E 6 A% LREOLET
18 BFRIEEDOK THIZ, RIETIHOFHAZER L, FICH LA EHMEE T
TEREL, MEORESBERL:: GRETEHOBRIE, 2E7—FL LR,
F D% FEEENERRICEDL 7 VR LA A Ly VG LTERSERLL .
HEMBEENEESRZ AV THIAEESZ BT Lk,
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585 BEADOHRE

BMET TV — P49 1008, SRESZY 200 @OREENREEBRALEY
RPRBICHONT, BMERFOERL AN EHEOMROBELHE L, RICEEE
DOHABEZER L. 2B, FENOCEBEATOAD L 2T D, RAFERL
FTRTCEREBILL>THELE,

56.6 REXEREOHIE
REFEREIIESEY CRORFIIRIL, BERFREOIUTOLIILES -
SIE LT,

1) #WERF
REFERFEOEEIIUTOLICESE LSELT,
¥v v /(g ; e AR (ctg) R B ER(csg) T F v v 7 L

EREEIIEES A OREL FiIClTF23dh s (GERE
HoarRegEOCRM LEIZH D) LDOTH-T, £0
SRR ESEDIELU T THIRLERAHMAIAD L
hasbo,

Yot oy R RGBT (ctb) LIl & i3 RS EORE LS Th TVnA L
DR OIERERENRESEORE Lo THED
REVRESEDEL EICHENTWA H D,

Yefd 4y R ZZ Wi (cte) : IO R 35 72 &

Qe B EEIC)HT(csb) - Erh R EoRE Ers T T Y BIRENLRD
LRV OR VI ERAHM A REEOR# EIZH -
THhZTOREIVRESEDIEL EIZEERLTWA L0,

e BB Hi(cse) “EBRERak, BRRakR Y,
£ Dt (other) : B B {b(frg)iiL,
2) HEHEY

REEER, TOMRLBERF> TWIEFOR (ZEEF) LELVEELEEE
FEMEY TR LL.
i dik : polyploidy (#2/{%h0{k : endoreduplication % & Lp)

56.7 HERE
HIEE L TRFEAENTFELYRVWT, AELOEE oW EaEO#EN N
HOREZFOMBEOHREWL > TUTFOLIITHELE.

EEMEOHER Y FEEE
5% Fi 2 4 ()
5% LLE 10% i ZEE &)
10% LIk Bt ()
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RAGEEEEDOBRHREZ, ¥+ v 7280HE (TAG) LEERVEE (TA)
LT, BEHIEIEEICE»TIT27=,
BEEMaoBRARIIHREREMEXNIERE RO OB E 2B L HE LT,
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6. MERHER

6.1  HHRaIESEINHIRER
6.1.1 B REAIEE

E R LB BT S EHNEME(LORE R% Appendix 1-1 BT 2-1 (2, FRAAHHIEMEA(L
DifEF%E Appendix 1-2 R U222 1R L1z,

1) 50% B AR 0 i 3

RETEMEE TIX 194 pg/mL A EDFET S0%% 8 2 5 MAREFEMH 2510 b,
S0% AT G IR (BIRRME) 3 113.5 pgmL B Sz, £/, FERBITHEEL
Tl 48.4 pg/mL BL O T 50% % #8 % 2 A E) 2358 H L, 50% s #E a4
HIEEE (BIRR{E) 12385 pg/mL EEHE NI,

2) HWBROHTME#OBE

BIRIC L 2EBBROEBHOBEIIBVTIE, RBTEEERUIEARBNEELE HIZ,
BlhiIRDbhiholc, HBEBEOBRMICEE> L, KHEMEL Tl 96.9 pg/mL
AEORET, FHRBEELTIE 194 pgmL L EOHETRD BRI,

3) HRYELEKE TROKEROBZ

HBRHE O, RBEECRUIERBIEMEL S b2, 388 pg/mL LEDOHET
R bhi-, ERHELEEOMIEDKEZE A EEEMSET CHREL, REXME
FEBT 5 e, RBHEHEICRUFERBMEMEILE biT, 24.2 pg/mL LLED H & THIUR
DiFHE, FREEEIRD b,

6.1.2 38 g L B S

ERANEIEICE T 2 24 BERAAEE O R % Appendix 1-3 BT 2-3 10, 48 BEFIMED
f&E %% Appendix 1-4 B TF Table 2-4 (277 L7z,

1) SO% i HEL HE TR 71 ) i

24 WFRALER 1 T 96.9 pg/mL L E DB BT 50% % 48 % 2 MBI K 23R b,
50%AMARMEAEID I EE (B ME) (2 69.8 p/mL L EHE N, £/, 48 HFMALBET
1%.96.9 pg/mL L £ F & T 50% & 8 2 5 MDA R0 G, SO%Hl A HE 7 HhH
HEE (HIASE) 12684 pg/mlL EHE N,

2) HBRYEHRMEZOBE

RIRIZ L 2R ROARBOBRICEBVLTIE, 24 FBRAEE O 48 BMAIE S b i,
ElLidBo bhiedolc, HROPEFRMICMHE S IR, 24 BFRLER O 48 K AE
EHiIZ, 19 pugmL L EORAETRD LRI,

3) ERPHLEKTHEOREERORE

wEHE O I, 24 B T 388 pg/mL LA O BT, 48 BEEIE T 194
pg/mL A EORABRTRD bz, KR HQEEEOMELOWRE L FI LI EEMET
TEEL, BUABE BT L 24 BFMOBR N4 EMULE L biZ, 12.1 pg/mL
U toBETHEOEE. BET{AED LR,
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6.2 FEHEREHR
6.2.1 p L DB A
REHEMNL DR % Fig. 1-1, Table 1-1 B U Appendix 3-1 {2, FEAHHEMILOREE
# Fig. 1-2, Table 1-2 R TX Appendix 3-2 (2R LT,
1) #HBHERMEEZOBRE
PIIRIZ X A BEOEHOBEICEWV TR, KBHEEILEUIFRINEEL & BIT,
LT b olo, KBRPEORICHED X, /SHEM(CiX 133 pg/mL
UEORETRS bR, FBHEELETIIRD Dot
2) HRYENBETROSRHEROBE
R E O, BTSN TX 133 pg/mL TR O L, FMRBHEEL TR
SHETRO O eh o7, HRYEDLBEEOMIDORIE B S (IHEHEHET °8
BL, REMEEL LTS L, ABEEERUIERBTEELL LIZ, 59.3 pg/mL LA
EoREcilaniZilE, BERELARD oI,
3) HRfafEmERE
PHEREOHBRE (TA) 3, EEMLEEOKBEMELICIS W TIE, 133 pg/mL
T3 17.0%, 889 pg/mL TIiX 11.0%, 59.3 pg/mL TiX 11.0%, 39.5 pg/mL Tt 7.0%,
26.3 pg/mL TIX 0.5% %~ L, 133~59.3 ug/mL TiX 10% LA LA R LI Z EDBBE L,
39.5 pg/mL TiX 5% LA L 10% Ri@EE2RLE=ZEMbERME, FOMOHETII %
R Thol=Z b bEELHESRE, REAFEEFROMI OEEMIT, S5
oD 20%IZ{f DU ERRLNZHETHS D20EIL 0.15 mg/mL, BAHEH-
D R R EEHR (cte) Z RF M D HBRBAE O LLEIE TH 5 TREIL 160 Th o712,
F7-. GRSENEEOFERBEMEIC BT, 88.9 ng/mL TlX 4.0%., 59.3 pg/mL
T11 0.5%, 39.5 pg/mL TiX 0.5%, 26.3 pg/mL TiX 1.0%, 17.6 pg/mL TiF 1.5% %7
L. ZRHETS%RB CTChHo thbERLHESN,
B, BEYEMEEIIBOTRREEKBEREOURFEIIEMHOHEEERIZHY .
F - AREBRMAR OERE (Attached Data 3) LR THo7=, FiZ, BHERMBEECLY
TRFLWRAEEERFOFRENRBOLOA, TOHEARIRBREROF RE
(Attached Data 3) DEBEMEOHFEEEANIZH -7, - T, HBITEYIZTEHE SNz
B{x Lk,
4) BEEEEER
HOORE (FEE) oWHEED, ErFRAEEORBHEME LIV T, 133 pg/mL
Tt 0.5%. 88.9 ug/mL CiZ 1.5%, 59.3 pg/mL Tl 1.0%, 39.5 pg/mL TiE 1.0%, 26.3
pg/mL T2 05% %R L, ETORARTS%EMThoo Z L bt EHES R,
* 10, EREMAEREOERBFEEILICESVTIE. 88.9 pg/mL TiE 0.5%. 59.3 ug/mL
T 0%, 39.5 pg/mL Ti¥ 0%, 26.3 pg/mL Tl 0%, 17.6 pg/mL TiX 0%, &=L, £
TORBT%EBTho- thbBELYESRE,
ek, BEMBEECBVCCHEEHRENRT OHBEEIEEOHEEENICH D,

23



M-1346

F-ABEER OE EE (Adached Data 3) LEMRTH ~7- = LSBT ETICE=NR
Ehi-kEz 6N,
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7. B8

T+ 7F Lk, HRETEMG R OB ER RO A BREM L T 194 pg/mL
IV T, FEEHEMEE TiX 484 py/mL I T, EETAER T 24 BB R O
48 BFFEIALEE L $1Z 96.9 pg/mL IZ BV T 50% % 8 x 2 MEEAMBIERA 258 b,
S0%H A HE AR AN 0 B CBERR(E) (3, ARERLEE DO NRBHEMAL TIX 113.5 pg/mL., FF
AEE ML Tid 385 pg/mL, HEHLIR D 24 BRRTALEE TiX 69.8 pg/mL, WHEALERE
? 48 FEFAAIRE Cit 68.4 pg/mL Thot-. THHEORBRLID, A FFA L ICEDDL
iz T50% L EDMREEARD 6N 5513, M G AN S0%LL R &
NAHEREHAEL TS LoRFICHY, EFEAREDRBEE%L TIT 133
pe/mL ZEEAES LT, LT, 48 1.5 T 5 HEZ . JEAHEME(L TIE 88.9 pg/mL
RREAEE LT, LT, A 1.5 T8 5 BfEd, ERQmiko 24 MO R U 48
B ALEE Tt 100 pg/mL Z2REAEE LT, UTF, Ak 15 TH S ARERELE,
L., RAKRFARCERMLELE T, LEaFBERFTHERENHLNITHEET
HEHLBEELI-D, EHAFEBEORBICOVWTI, REXTToMN, ERILE
LA Aa T,

REEAFRBROBE, MEABERFORHARO—ODEIETHLIX v v %
BELWIRGAHKEFEA T 2MIR0 HRE (TA) 1T, ERFALEEORBEMEL T,
EEAEOD 133 pg/mL 725 39.5 ug/mL T, BHEDHERETH D 10%LA L1 6 B
DHEEETHS S%LLE 10%EKBNPS 2T L, SIZARKFENLENBED LN
=8, BENBMEGEELE, —F, SEAEEOERBTEEL TR, £2HET
BEHOUTEEETHL SURBEET Lz, BEMICEELHE L,

ek, ERMOABEORBEEL IR I2RAKEESREOMI OBEMT, B8
MDD 20%IZ T EO LU ERRONDHETH S D20EIE, 0.15mg/mL, B AED
7o) ORE R ERZE (cte) EHOMIROMRBMEOLZKETHS TR EiX, 160 T
Hol-,

B EEEREOHBRARIVTIOAEKIIE W T L S% KRB ChoTc Z Lhb,
TEF7FLrOREFRMEFERMEL BRENICRELHELL,

MR CIREEREREL T MR CEREOHBUERE L 5% T,
D HITEEENICH -7, THIZRL T, BEMBERETCRELVWLEKEERFD
FHEIBDENTZ, B, WTHhDEBIIBNTLR—AREIIBI 2HO7V— 1+
CRERREMEOEREEOE L W EEROHBN /o I Enb, RENTEIC
Eh & 7 b T L7,

TEF7F L4l HEZRAVIEREREZERBEICEB VT TA1537 BT TAL1538
EERICR LT, REEEEROIERBEELOEE T CREEZRLTWVWDS, 2TO
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|, 2-1RFE S A D acenaphene (2, TA1537 @k lZBV  TRIBEE @ flameshift mutagen TH
AT LB EEATVD Y,

ULO#gERNPL, TET7F L IRRBEGTICB W TRAKEER K (IFHEE S
S, REFEHKRFABIRE LRV LR LU
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Fig. 1-1
Results of the chromosome aberration test in cultured Chinese hamster cells treated with Acenaphthylene

[Short-term treatment :+S9 mix]

NC: Negative Control(DMSO)
PC: Positive Control(cyclophosphamide : 14 pg/mL)
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Fig. 1-2

Results of the chromosome aberration test in cultured Chinese hamster celis treated with Acenaphthylene

[Short-term treatment :-S9 mix]

NC: Negative Control{DMSQ)
PC: Positive Control(mitomycin C : 0.075 pg/mL)
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Table 1-1 Chromosome aberration in cultured Chinese hamster cells treated with Acenaphthylene
[Short-term treatment:+S9 mix]

Cell-  Number of cells with numerical chromosome

Time S9 Conc.-of Number of cells with structural chromosome aberration (%) st aberration (%) Slide
(h) mix testastice Cells b b th TA(% TAG(% Judge- ratio Cells Polyploid h Total (% Judge- No.
(hg/ml) observed i i & e i ) g () ment (%) observed cells b U0 ment
100 0 0 0 0 0 0 1] 0 100 100 1 0 1 68-1
NC 100 0 0 0 0 0 0 0 0 - L15 100 0 0 0 - 58-1
200 000.0) 000.0) 000.0) 000.0) 000.0) 000.0) 0(0.0) 000.0) (100) 200 10.5)  0(0.0)  1(0.5)
100 0 1 Q 0 0 1 0 1 61 100 1 0 1 47-1
26.3 100 0 0 0 0 0 0 0 0 - 61 100 0 0 0 - 46=1
200 H0.0) 1(0.5) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) (37) 200 1(0.5) 0(0.0) 1(0.5)
100 2 4 0 0 0 5 0 5 61 100 1 0 1 18-1
39.5 100 2 8 0 0 0 o 0 9 =+ 53 100 1 0 1 - 84-1
200 42.0) 12(6.0) 0(0.0) 0(0.0) 0(0.0) 14(7.0) 0(0.0) 14(7.0) (53) 200 2(1.0) 0(0.0) 2(1.0)
100 3 10 0 0 0 12 1 13 33 100 1 0 1 64-1
6-18 + 593 100 5 9 0 0 0 10 0 10 + 46 100 1 0 1 - 32-1
200  8(4.0) 19(9.5) 0(0.0) 0(0.0)  0(0.0) 22(11.0) 1(0.5) 23(11.5) (39) 200  2(1.0) 0(0.0) 2(1.0)
100 4 8 0 0 1 12 0 12 38 100 2 0 2 66-1
88.9 100 3 9 0 0 0 10 0 10 + 30 100 1 0 1 - 73-1
200 735 17(8.5) 0(0.0) 0(0.0) 1(0.5) 22(11.0) 0(0.0) 22(11.0) (32) 200  3(L5) 0(0.0) 3(1.5)
61 6 8 0 0 0 11 0 11 22 61 0 0 0 70-1
39 3 7 0 0 0 8 0 8 39 0 0 0 70-2
133 85 8 6 0 0 0 12 0 12 & 0 85 1 0 1 - 89-1
15 3 0 0 0 0 3 0 3 15 0 0 0 89-2
200 20(10.0) 21(10.5) 0(0.0) 0(0.0) 0(0.0) 34(17.0) 0(0.0) 34(17.0) (10) 200 10.5) 0(0.0) 1(0.5)
100 3 54 0 0 0 54 0 54 107 100 0 0 0 91-1
PC 100 9 51 0 0 0 56 0 56 + 115 100 0 0 ] - 29-1
200  12(6.0) 105(52.5) 0(0.0) 0(0.0) 0(0.0) 110(55.0) 0(0.0) 110(55.0) (103) 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 (cyclophosphamide, 14pg/mL)

Each slide number indicates the code number for chromosome observation by blind method and does not necessarily represent corresponding plate number for each cell growth ratio(%).
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 1-2 Chromosome aberration in cultured Chinese hamster cells treated with Acenaphthylene
[Short-term treatment:-S9 mix]

Cell-  Number of cells with numerical chromosome

Time SO Conc.'of Number of cells with structural chromosome aberration (%6) growth aberration (%) Slide
(h) mix lesteniile Cells b b & TA(% TAG Judge- ratio Cells Polyploid m Total (% Judge- No.
(ig/ml) observed B i s o i (%) & oo ment (%) observed cells b Lobn) ment
100 0 0 0 1 0 1 0 1 100 100 0 0 0 30-1
NC 100 0 0 0 0 0 0 0 0 - 93 100 0 0 0 - 52-1
2060 0(0.0) 0(0.0) 00.0) 1(05) 0(0.0) 1(0.5  0(0.0) 1(0.5) (100) 200  0(0.0) 0(0.0) 0(0.0)
100 1 0 0 0 0 | 0 1 60 100 0 0 0 08-1
17.6 100 0 2 0 0 0 2 0 2 - 66 100 0 0 0 - 07-1
200 1(05) 2(1.0) 000.0) 00.0) 00.00 3(1.5 00.0 3(1.5 (65) 200 000.0) 00.0) 0(0.0)
100 0 0 0 0 0 0 0 0 73 100 0 0 0 86-1
263 100 0 2 0 L) 0 2 0 2 - 66 100 0 0 0 - 56-1
200 0(0.0) 2(1.0) 0©.0) 0(0.0) 000.0) 2(1.0) 00.00) 2(1.0) (72) 200 0(0.0) 0(0.0) 0(0.0)
100 1 0 0 0 0 1 0 1 53 100 0 0 0 37-1
6-18 - 395 100 0 0 0 Q /] 0 0 0 - 73 100 0 0 0 - 85-1
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(00) 1(0.5) 00.0) 1(0.5) (65) 200  0(0.0) 0(0.0) 0(0.0)
100 1] 0 0 0 0 0 0 0 26 100 0 0 0 31-1
59.3 100 0 1 0 0 Q 1 0 1 = 46 100 0 0 0 - 17-1
200  0(0.0) 1(0.5) 0(0.0) 0(0.0) 0(0.0) 105) 0(0.0) 1(0.5) (37) 200  0(00) 0(0.0) 0(0.0)
100 3 1 0 0 0 4 0 4 13 100 1 0 1 77-1
889 100 3 1 0 0 Q 4 0 4 - 26 100 0 0 0 - 65-1
200  6(30) 2(1.0) 0(0.0) 000) 0(0.0) 8(4.0) 0(00) 8(4.0) (20) 200  1(0.5) 0(0.0) 1(0.5)
100 9 22 0 0 Q 29 0 29 86 100 0 0 0 35-1
PC 100 11 25 0 1 Q 34 0 34 + 86 100 0 0 0 - 67-1
200 20(10.0) 47(23.5) 0(0.0) 1{0.5) 0(0.0) 63(31.5) 0(0.0) 63(31.5) (89) 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, 0.075ug/mL)

Each slide number indicates the code number for chromosome observation by blind method and does not necessarily represent corresponding plate number for each cell growth ratio(%).
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Appendix 1-1
Results of the cell-growth inhibition test in cultured Chinese hamster cells treated with Acenaphthylene

[Short-term treatment : +S9 mix]

NC: Negative Contro DMSO)
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Appendix 1-2

Results of the cell-growth inhibition test in cultured Chinese hamster cells treated with Acenaphthylene

[Short-term treatment :-S9 mix]

NC: Negative Control(DMSQ)



M-1346

110

100

2 P
)
e
=
)
-3
o
o
w
3
O
A
[
%

0 2 i Y 2 2 i B i
NC 12.1 242 48.4 96.9 194 388 775 1550
Concentration of test article(pg/mL)
Appendix 1-3

Results of the cell-growth inhibition test in cultured Chinese hamster cells treated with Acenaphthylene
[Continuous treatment : 24hr]

NC: Negative Control(DMSO)
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Appendix 1-4

Results of the cell-growth inhibition test in cultured Chinese hamster cells treated with Acenaphthylene
[Continuous treatment: 48hr]

NC: Negative Control(DMSO)
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Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells treated with Acenaphthylene

[Short-term treatment : +59 mix]

Cell-growth inhibition test <|
Study type | Treatmentand| Cell-growth ratio Observation” |
S9 | time | Concentration | Plate Mean (%) Condition of | Color of Precipitates/Crystals” |
mix | (hr) (ng/mL) {andZ PR cells® medium® 1) 2)
100 ¥ o e o= e
0 (NC) 120 100 - o= -
129 — : ; :
12.1 129 113 = : - X
99 K . . :
242 750 96 - - = .
89 heps - - .
4 78 e
. 48 55 e - : : I
1 = 59 T = - + 5 ol
+ | 6-18 E 96.9 %9 56 i ;i . ;
o 19 -+ - + i
é 194 29 21 = = s =
10 +H+ - + =
388 19 3 +H+ - i + 1
10 +H+ . + 1
775 10 13 H : : * I
19 +H+ u + + |
1550 19 17 T - = = j
I Concentration of 50% cell-growth inhibition : 113.5 pg/mL I

NC: Negative Control(DMSO)

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

b) The mean showed as a growth ratio against the negative control value.

¢) 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 1)immediately after addition of the test solutions and 2)at the end
of treatment.

d) -
+

++
et 2

shape of attached cells was also altered.

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
: Absence of precipitates/crystals
: Presence of precipitates

: Most of the cells were attached to the surface of plates and grew as a monolater. Their shape was normal.
: A small number of cells were detached from the surface of the plate and floated in the culture medium. The

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

All calculations were carried out using Excel 2003
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Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells treated with Acenaphthylene

[Short-term treatment : -89 mix]

Cell-growth inhibition test

|
Study type | Treatmentand| Cell-growth ratio Observation® l
S9 | time | Concentration | Plate A—— Condition of |  Color of Precipitatestrystallf'_)_j

mix| (r) | (ugml) | 1and2 (MR g0 medium® T
100 ¥ | B I - - ]

0 (NC) %9 100 = - : i -
: _66 - ¥ = ) - T

121 |- 77 - : . -

55 i - : :

242 |33 66 * - - :

33 T . 5 r

. 48.4 44 39 FEn = » E

- |e18] 2| 969 |2 8 7 - = s

= 0 ++ - 5 =

= 0 -+ g § -

B | 14 : 0 oy = - .

0 TOX o= s T

i 0 ¥ TOX - ¥ ¥

0 —TOX g n m

775 0 0 ToX - = o

0 TOX - + +

1550 0 0 ,]__QE( = % T

| Concentration of 50% cell-growth inhibition : 38.5 pg/mL

NC: Negative Control(DMSQ)
a) The plate in the negative control group was regarded as a 100% growth.

b) The mean showed as a growth ratic against the negative control value.

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 1)immediately after addition of the test solutions and 2)at the end

of treatment.

d) -

: Most of the cells were attached to the surface of plates and grew as a monolater. 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.

+++

attached cells was also altered.

+ : Presence of precipitates

: Most of the cclls were detached from the surface of the plate and floated in the culture medium. The shape of

: There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.
: No changes of color
: Absence of precipitates/crystals

All calculations were carried out using Excel 2003
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M-1346

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells treated with Acenaphthylene

[Continuous treatment : 24hr]}

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®
S9 | time | Concentration | Plate —— y| Condition of |  Color of ) Precipitate;fgryﬁalsn
mix | () | (gmbl) | 1and2 [Mean () cells? medium® 1 | 2)
| 100 e ) ® e B L i)
NCTOR S 100 - - - -
74 + - & %
12.1 100 82 e s - i
74 A S, 2 : z |
242 |- 82 t - - - I
. 87 + T S % .
. 484 . 76 = : : - 4
. ol © | 12 e T R = S
24-0 g 96.9 24 17 = . . »
% 194 0 6 TOX - + -
ﬁ 12 TOX - + — J
0 TOX - + +
i 24 i TOX -+ + I
0 TOX - + +
i 12 ¢ TOX - + +
0 TOX - + +
1550 }F—— 0
0 TOX - : T
Concentration of 50% cell-growth inhibition : 69.8 pg/mL

NC: Negative Control(DMSQO)

a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative controf value.

¢) 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 I)immediately after addition of the test solutions and 2)at the end
of treatment.

d) - : Most of the cells were attached to the surface of plates and grew as a monolater. 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 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 -
f -

: No changes of color
: Absence of precipitates/crystals

+ : Presence of precipitates

All calculations were carried out using Excel 2003



M-1346
Appendix 2-4
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells treated with Acenaphthylene

[Continuous treatment: 48hr]

Cell-growth inhibition test

Study type | Treatment and | Cell-growth ratio Observation®
S9 | time | Concentration | Plate A w| Condition of [ Colorof | P",:Ei_Pit?m,’i/C'ySEaf‘_!l S
mix | (hr) (pg/mL) tignd g |Mem (%) cells medium” 1) 2)
100 ¥ SRR SO | SNUU R FSUI. SO NN S
0 (NC) 50 100 |- : - :
94 + = = -
12,1 ST 86 3 = . <
89 + 2 2 o
M3 2 92 * - . 5 - AI
- + ST s I |
i} 48.4 78 78 = » = - I
B PTYY B 10 =T . i ‘..-W_q
80| 2 %9 o 10 oot - - :
z | 102 |5 s |_T1ox [ - T " 1
& 5 TOX - + ¥ 4
' 1 5 TOX z + _*
au 5 2 TOX E + +
5 TOX - + I
3 5 3 TOX 5 + +
15 TOX - + +
1550 L 10 T QX 5 T T
Concentration of 50% cell-growth inhibition : 68.4 pg/mL

NC: Negative Control{ DMSO)

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

b) The mean showed as a growth ratio against the negative control value.

¢) 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 2)at the end
of treatment.

d) - : Most ofthe cells were attached to the surface of plates and grew as a monolater. 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.
+++ : 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/crystals
+ : Presence of precipitates

All calculations were carried out using Excel 2003
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Appendix 3-1
Results of observation in the chromosome aberration test in cultured Chinese hamster cells treated with

Acenaphthylene
[Short-term treatment : +59 mix]

Chromosome aberration test 1
Study type Observation” |
Treatment and i )
89 | Hime Comcentiation Conditioiof - Precipitates/Crystals
; b Color of mediipl“—=———p—————
mix | (hr) (ug/mL) cells f
1) i 2)
0 (NC) : : : * j
263 - - -
- | - . SR S—
=2 - - = =
£ + : - .
+ |68 S 593 * : - :
Lo
= 38.9 s 2 o :
++ 2 . -
= - + +
1 - " + -+ T
P : : : —]

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 ”immediatcly after addition of the test solutions and “'at the end
of treatment, Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.
b) - : Mostof the cells were attached to the surface of plates and grew as a monolater. 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

4
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.
c) - :Nochanges of color
d) - : Absence of precipitates/crystals

+ : Presence of precipitates
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M-1346

Results of observation in the chromosome aberration test in cultured Chinese hamster cells treated with

Acenaphthylene
[Short-term treatment : -S9 mix]

ﬁChromosome aberration test

Study

Treatment and
S9 | time Concentration

mix | (hr) (pg/mL)

Observation”

Condition of
cells”

Precipitates/Crystalsd)

Color of medium®

1) 2)

0 (NC)

17.6

263

- | 6-18 395

Test article

59.3

8389

PC

+
+
4k
+—+

NC: Negative Control(DMSO)

PC: Positive Control(mitomycin C : 0.075 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 "immediately after addition of the test solutions and *at the end

of treatment. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,

respectively.

b) - : Most of the cells were attached to the surface of plates and grew as a monolater. Their shape was normal.
+ : A small number of cells were detached trom 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.

c) - :No changes of color

d) - : Absence of precipitates/crystals
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