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Photographs of Metaphase Chromosomes

Photo. 1 A metaphase chromosome from the negative control group

[Confirmation test: +S9 mix]

Photo. 2 A metaphase chromosome from the 600 pg/mL group with chromatid

exchanges

[Confirmation test: +89 mix]

Figures and Tables

Fig. 1-1 Resulis of the cell-growth inhibition test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Short-term treatment: +S9 mix]

Fig. 1-2 Results of the cell-growth inhibition test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Short-term treatment: -S9 mix]

Fig. 1-3 Results of the cell-growth inhibition test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Continuous treatment: 24 hr]

Fig. 1-4 Results of the cell-growth inhibition test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Continuous treatment: 48 hr]

Fig. 2-1 Results of the chromosome aberration test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Short-term treatment: +S9 mix]

Fig. 2-2 Results of the chromosome aberration test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Short-term treatment: -S9 mix]

Fig. 2-3 Results of the chromosome aberration test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Continuous treatment: 24 hr]

Fig. 2-4 Results of the chromosome aberration test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Continuous treatment: 48 hr]

Fig. 2-5 Results of the confirmation test in cultured Chinese hamster cells treated

with 2-nitro-p-cresol [Short-term treatment: +S9 mix]

Table 1-1 Cell-growth ratio in the cell-growth inhibition test in cultured Chinese

hamster cells treated with 2-nitro-p-cresol [Short-term treatment: +S9 mix]

Tab&e 1-2 Cell-growth ratio in the cell-growth inhibition test in cultured Chinese

hamster cells treated with 2-nitro-p-cresol [Short-term treatment: -S9 mix]
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Table 1-3 Cell-growth ratio in the cell-growth inhibition test in cultured Chinese
hamster cells treated with 2-nitro-p-cresol [Continuous treatment: 24 hr]
Table 1-4 Cell-growth ratio in the cell-growth inhibition test in cultured Chinese
hamster cells treated with 2-nitro-p-cresol [Continuous treatment: 48 hr]
Table 2-1 Cell-growth ratio in the chromosome aberration test in cultured Chinese
hamster cells treated with 2-nitro-p-cresol [Short-term treatment: +S9 mix]
Table 2-2 Cell-growth ratio in the chromosome aberration test in cultured Chinese
hamster cells treated with 2-nitro-p-cresol [Short-term treatment: -S9 mix]
Table 2-3 Cell-growth ratio in the chromosome aberration test in cultured Chinese
hamster cells treated with 2-nitro-p-cresol [Continuous treatment: 24 hr]
Table 2-4 Cell-growth ratio in the chromosome aberration test in cultured Chinese
hamster cells treated with 2-nitro-p-cresol [Continuous treatment: 48 hr]
Table 2-5 Cell-growth ratio in the confirmation test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol [Short-term treatment: +S9 mix]
Table 3-1 Chromosome aberration in cultured Chinese hamster cells treated with
2-nitro-p-cresol [short-term treatment: +S9 mix]
Table 3-2 Chromosome aberration in cultured Chinese hamster cells treated with
2-nitro-p-cresol [short-term treatment: -S9 mix]
Table 3-3 Chromosome aberration in cultured Chinese hamster cells treated with
2-nitro-p-cresol [continuous treatment: 24 hrl
Table 3-4 Chromosome aberration in cultured Chinese hamster cells treated with
2-nitro-p-cresol [continuous treatment: 48 hr]
Table 3-5 Chromosome aberration in cultured Chinese hamster cells treated with

2-nitro-p-cresol [confirmation test]
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E- 2

2= b p s b/ —NDORAEREFRIEDABEBERIT 57D, FxA=—X « NLAF
—EEFM (CHLAU) #HWTHREKERRBREPER L,

DI, BERBRY A FIA VICEDH BN 10mM %33 1600 pg/mL #HEEHAEE L
T, MBS L EE L. TORE. SFFABEEORMHEEER UIERBIEHELT
i 200 pg/mL. EENEIED 24 BRI T 400 pg/mL, 48 RIS T 200 pg/ml T 50%
B2 D HREFENH SRR b, HBRHE O 50%MISEMENFIRE (BRE) 13ERHEAE
EORBHEME(L TiE 190.0 pg/mL, FEFBNEHEAL TIE 192.3 pg/mL, EHLBIED 24 BE0E
Tk 252.6 pg/ml, 48 FFHIALAER Cit 200.0 pg/mlL CEH I, Thiv, REKRERRT
. ERFRIALERTE B USEGLERE: & HiZ 400 pg/mL 2 BmARE LT, UTAK 2 THRIRL:
& S5 RBHERLYRE LLRAEAESHRELRF L

PEEBERROMLE, SRMAEREORIFEELCIL, 400, 200, 100, 50 &% 25 pg/mL
DORBEBERFTOERTHLIX vy 728 RVWREFHROHEEE (TAHE) X, %
85, 35, 25, 0 RV 1.0% %R L. 400 pg/mL TERBHOHERETHD 5% E 10%FK
WM CThHoTORBE L HE U, F-, SRAEEOIERBEMENL T, 400, 200, 100,
50 RO 25 pg/ml, OREEFBERFOHETHIFX v v 722 ERVREFE RO MBEE

(TAH) . €hFN 05, 0, 0.5, 0.5 R 36%%ETRL., Wb 5%RETH oo HiE
PEEHIE L, & bic, EAERED 24 BEAETIX, 400, 200, 100. 50 XUt 25 pg/mL
DHEFBEREOBETH I X v v 728 RVREEHROHUEHEE (TAH) . THLE
1.5, 05, 1.0, 0 R 1.0%%EFRL, WThb b%RETHoT=mbRELHELE, Eiz,
ERRAMIRED 48 FERER TIE, 400, 200, 100, 50 R TF 25 ug/mL OY&EIEERE DIEE
THLHX vy TH2EERVREFAROMBURE (TAE) . £h€h 3.0, 2.0, 1.5, 0 &
V0% %EFRL, Wb 5% RETh oo DL HE L, k. FEEMROHRER
FTHORBIEICEBWT S B%RM Tho7eicd, BiELHE L.

ARRABEORBEEIL T, REAEERESEBELZ R LD RRRREFERL L
2%, 800 KT 700 pg/mL TikHlaSEED0 - dREROSHPENBETE T TOX LHIEL
Foo F7z. 600, 500, 400 B T* 300 pg/mL ORAKBEREOBETHLH¥ v vy 7EE RN
BEEWMOHEEE (TAE) 3. FhFh 115, 7.5, 2.0 R 4.5% T, 600 pg/ml THHE
DHEEHETHD 10%LL L%, 500 pg/mL TRBHEOHIEEETHD 5%LLE 10%KFEERL
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Tefe OB EEHE Lz, 28, FEEAROHBERIWTNOARIZBNTS 5% KM TH-
Toteth, BHELHESND, —FH, SOBEORESBEICKT I REEOMERTRUER
EOHRBIILTREOCHERENC LY, RBEROETRELRERTHo 7=, BiT, H4H
EOBE BRI 2 REAERFTOHRARILTHAEOHERE LB A, RABHROY
Bl EFBROBELRBERRD LN, - TRRITENICEREINbDEEZLNE,

UEORRENE, 2-= ba-p-7 LY —id, FERBREF T TREEOBEREFRRE
EHTOMERESREITES VLD LHELE,
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# =B

BAFBEEERLBFETER LFPELENREOKFICLY 2= baps Ly —)1
OLEEERBRO—ERE LT, FHEOBEEHR (CHLIU) AV RE64KRFABREER LT
DT, TORFE2WETH, 2B, FRRIIUTOREELHFL, A N4 ICHERLTE
i Dy

Good Laboratory Practice (GLP)
(FHREEDERICHIARE EHE T 53R ET 2 EH#Ic o1 T
(ERL 154 11 8 21 B - BARE 1121008 5. TR 15.11.17 BEE 3 5. RIELSR
% 031121004 5, ERR 174 4 A 1 B BHEWIE)
F'OECD Principles of Good Laboratory Practice |
(OECD ##H£ : 19974 11 A 26 B)
BUERBIEN A FF 4
BRI EEIRDIHBROFEIZOWTY
(FR 1511 A 21 B ; BARE 1121002 5. ¥R 156-11- 13WFF 2 5. BRL
% 031121002 5, FERL 174 4 A 1 B B#AKIE)
+ TOECD Guidelines for Testing of Chemicals 473
(OECD %% : 199747 A 21 H)
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HBHHERUAE

1. #HEMERUEE
1) #HBRmE
R HEEE (Attached Data 1) (XH LR TR SIS BT 53E GLP F TOHHT

WWEICBDTHS,

it # F . BEFBEEEAMLRFETER LFEUHEHETENRE
B oz & r o RA{ER TSRS
£ boin : 2= bu-p-Z LY —/, Z2-nitro-p-cresol
CASE S : 119-33-5
MRS L RER OH CI)
X
o-
CHs
CHsCesH3(NO2JOH
# B 99.8%
A F B : 25g
% W BEHE

52l -+ &= : 153.14
v b & % : FBRO1
EOOM . RBRETHE. HEERIERKSHICBWTEEEZRER L,
CTORREEAF L TEEMEEHER L (Attached Data 2) ,
e F F ¥ . BT (REVHTOEREE . 3~7C) | &Hiz
" T B Bt BESGHEE $RUHETE OBRERUE 1 FEEER

W oo

WHEARE B
BRARMOBRYF . HRDEHOBRKMYITT R TEELL,
2) B
Zd B . CAFAARALKRFY K (DMSO)
oy bF%S : SDP6175
#H B AR

& xm  FEREIRAEXRHE
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 F K B . ER

" F % B HESEER BRE=

BEROBRED  HBRWHEHOBEI TR ORNEER L, FRMENY
AFNANEFRY F (DMSO) 2 160 mg/mL BEfFET3 Z &8
FERENT=7=2% DMSO s L=,

2. HEREOHY
D RABFHE

eY)

(2)

3

R T i R

WEWME 0.3200 g % 2wl A AT 5 X2 TFER L7z, DMSO THEML-&IC, AR
Ty 7L TERBERED 160 mg/mL K (7 L— R 0.050 mL M L7-BROKRKR
B : 1600 pg/mL) ZFAM L, KWOT, 160 mg/mL BiKZ A 2 (FBEDFERIK 1
mL: ¥ 1 mL) THEXK 7 BRFEFRIR L. 80.0. 40.0. 20.0, 10.0. 5.00, 2.50 R T* 1.25
mg/mL @ 8 RE R OB EFBL /=,

e RERR

ERFRAERE T, R WE 0.0800g % 2mL AAT7 TR IRR LY, BRETE
BLAERID, ART vy 7L TRERED 40.0 mg/mL BK (ZL— M 0.05 mL FA0
L7-BEOBARIBE : 400 pg/mL) ZFAM LI, KVOT. 40.0 mg/ml BEE AWK 2 (&
BREOFERE 1 mL : B 1 mL) CMEK 4 BREFRL, 20.0. 10.0, 5.00 XU 2.50
mg/mL @ 5 REBBEOFRELZFM L, AEEECROFERBELEEE bIC 40.0
78 2.50 mg/mL DR E BV,

BGMEIE T, BBRYWE 0.0800g 2 2 ml A A7 3 AR L, B THME
LIz, ARA7 vy 7 LTREBRED 40.0 mg/mL FHE (FL— M2 0.05 mL ML
TeBRORAEIREE - 400 pg/mL) MW L7z, KT, 40.0 mg/mL FiRE A 2 (B8
EOHBE 1 mL: i 1 mL) THEZK 4 BEERERER L. 20.0, 10.0, 5.00 XU} 2.50 mg/mL
D5 BEBRBEOFEEREEFM L, 24 FFRABRR U 48 FFERE L HIZ 40.0 15 2.50
mg/mL DFRIEKE A i,

Lk REAR (FERRR  ARHAERE - R

WRWME 05000 g 2 5mL AR T T A2 FM LD, BETERLEEIC, A X7
o 7 LCRERED 100 mg/mL ¥FiK (71— M 0.05 mL M L 7-BED B
1000 pg/mL) ZFE Ui, RO T, 100 mg/ml B % 2= THIR L. 80.0 (100 mg/mL
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AR 0.8 mL : & 0.2 mL) |, 70.0 (100 mg/mL ¥ 0.7 mL : 5% 0.3 mL) . 60.0
(100 mg/mL ##K 0.6 mL : 4 0.4 mL) | 50.0 (100 mg/mL %&# 0.5 mL : B 0.5

mL) | 40.0 (100 mg/mL #&# 0.4 mL : #&H 0.6 mL) XT*30.0 (100 mg/mL &F&
0.3 mL : A% 0.7 mL) mg/mL @ ¢ WEERB OBRE L FP L=, HBiIZI1L 80.0 »
% 30.0 mg/mL OHERIEE Iz,

2) FRMEEE
EHRFIC AR L,

3 =EH
WRYE ISR R RN UBRIC, B8, B8, RE, FRE0FLOFEFZARNB

JUOEEIIC TRE L., RROTERFHRE L.

3. #EMH
1) xR
&k (DMSO) ZR#eBHmEL L,
2) BBiExIR
(D BBHEXB®ME: LT, REERETRI 774277 3 FE| FERBIEELTIX
<A bwA L CEAVE,

% o a7 RT77IF (BUTCP EREET D)

m vy b F S : SDP4062

®OE ko FEEREIEERSSH

ol B EER (97.0%LL5)

" HFHF & AR EX

# T B T ARBWER FRRE EHEUEVHSBRATE
Z E73 <A b=A3 C (AT MMC &B55ES D)
ooy bFE 463AEC

g & K BIEREIEESH

5 i : 2mg (Ol AR

R F F &k =B, L

" 7 B B HEEHER ZRE=X RBECDHEERRFE
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(2) MBI

e ARERROGRELEE REEHE T, CP 0014 g 277 A F v 7/ BHE
(50 mL) IWRER L7, ZAUZABRRER (AXERFE. St XEMNET Y, K6G95)
% 20 mL DA THAE L 0.70 mg/mL FiK (&K 4.900 mL {Z 0.100 mL &M 2 72D
B - 14 pg/mL) EFRAB U7z, FEAEHIEHE(L T MMC © 2 mg F8/ 51 74
BAEE (AARRF. BRSEXERETE, K5G95) 2ERE T2 mL Mz THERZ
L7z (1 mg/mL) , RIZZ OB E DL 20 CTHEK 2 BREFR (81K 0.250 mL : A8 A
¥ 4.750 mL) L, 0.050 % 1*0.0025 meg/ml OFKEZHAM Lz (%K 4.850 mL iz
0.0025 mg/mL #E# % 0.150 mL Mz 7z, Z OREOBEAEERER 0.075 pg/mL) ,

Tt R R HRBROEFURELE TIX, MMC @ 2 mg FHAA 7T ABRAER (AAE
B RS KFEMETE K6D80) #HENE T 2 mL M CTEME LK (1 mg/mL) ,
WITZ OB E 4 20 THER 2 PSR (K 0.250 mL : AFRIFEK 4.750 mL) L.
0.050 K& (X 0.0025 mg/mL OFERZFHE L (E3#iK 4.9 mL 2 0.0025 mg/mL B %
0.100 mL 0% 7=, Z DREOREREIL 0.050 ng/ml) .

FERREARR (ERMAAEYE: BEHEEL) T3, REedRERAR drfnEE HE
ik & R FEIC X Y AR AT 72,

frjs, FAELIAEEE L, BARETCIHR LEDLS LT,

(3) BRI E DRIRE
ATEC (BHERRETA FI7 A4 2) OFEMRBIEN A F7 4 VITERBHEREINTHD
ZE. RUKBETRENSBMES THH &b CP RU'MMC #BIR L7,

3 A MIREHE
1) Hfakk

F ¥ A =— AN AR YO H BRI (CHLAU) AW, ML, Ea—<r
YA U RFRERA700AF (2004411 A 2 B) L, #REDPROLOERERE
EFRTTREFL., TNERE LSRR LAEbORER Lz, ERROSRERKT, &
BRSEREHI BB i 7 B0, QAR AR CIIERRGEE T 11 8, EHRLBERD
ReRBRBR T 15 A Th ok, T, THMIE~A =77 AvRETH D Z L 2 AFHED
fEH CRERE LTz,
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2) HIBROFIREH
BABERGEREORRERNEN &, ELHICHEL OLFEYEIIR L TEEZHES <,
N d Ty FF—4PEBETHIZ L E0RENOAFEREZER LT,

3) St
RN A BB 2 AV, COBE 5%, RE 37°C, SBELET CEE L, #Ri
1~4 AZEITfTo 7z,

4) HRROHERRE
REUCEA T 2 HBIIERB R SR L, 30 REE X2Vl CHRER LT T
BH0IZONT, BEEOT— NI, FNREHR O~ A 277 v EROFESORE
SWTESMICRESZERL, ELVERE T2 L 2RB L,

5. S9 mix RUHFEK
1) 89 mix
AV INEBERTERASH L VEALLSY L EFRRETokarros¥—%H
BRIZIRS LT SO mix ZFE L, FRBRICHA W S 0B BESFTBIRENLER, #7F
FERVERBIRE 27 7 7 ¥ —OFRFESRME FERHRKE K S9 mix DERILLTOEY T

B,
(1 89
% Fiin : 59
7y hES : 06051202
g % 8 : 20064F 5 A 12H
B -%#® : v bF-8D%
%  HE
i o 78k
ER-E K" : T/ EeEZ—n (PB) RS, 6-_ 778 (BF)
# &5 ik : EEAKRE
BEHREUCHREER
: PB 4HARM  30+60+60+60 mg/kg body weight
BF 1AH 80 mg/kg body weight
" 5 iE DWW (BERET ) —F—)
B H R : 20064F 11 A 11 B (BB e6EA)



REFEBH

(2) HigE®R
4 #
1y bEE
M ow B
BELIE
£ A #1 [R
& 7% % BT

(3) S9 mix DR
S9 2 mlL

. HREWET TRES BIEE7 U

=S S e

: 060616

: 20062 6 A 16 H

. B (BIERT Y —V—)

. 20064 128 15 B (Bik# 6 & H)

. HREHIRT BREE BIERT U —y—

HEER 47mL  20mmol/l. HEPES @ik (pH 7.2)

50mmol/L, #E{b~ 7 %7 AKERK
330mmol/L HEibA YV 7 LK
50mmol/l. ZA-a—2R-6-V UEEKIEER

M-1250

1.34 mL
0.67 mL
0.67 mL
0.67 mL

40mmol/L. E{EB=—aF 7 I F-75F=r

TRI LFF FY L EENADPY AR
HESAK (FBRA)

0.67 mL
0.67 mL

ERICIE, BRERIRRICAREIT S 2DIT, BRAOREREN ERERRICRD LD
KHERG OHERZFRL, EHAKICHE, pHRAN, 2888 LcRICHE. HELL
SHETTRE L, HEAKBRL TR, AOMREZEI2VEET, LEEOSENEERE

LCERERICHE LT,
2) HEEEK

Invitrogen Corporation J b A L 7= Minimum Essential Medium (MEM, GIBCO™,
Cat.No.11095-080) 12, Invitrogen Corporation X ¥ §EA LIEMIL (56°C, 304 Li:
#imiE (BS) % 10 vol%#si L THE LA E#E (BSMEM) #AWE, FAR%O
BS-MEM &R L,

(1) 4miF
=R
0} & Jo

511116

Invitrogen Corporation



M-1250

R F 7 & AE (—80CHREDHHE)

" 7 B o HBREHESR ERFEZ BEEZY-—¥-—
(2) Minimum Essential Medium (MEM)

7 vy b #&F 5 : 1335043

il & Jt : Invitrogen Corporation

" HFFH E B

R F B B : HRENER ZERFEE SBE

HEAE Y
HEVILUTORF — MR ER L,
1. AR RE I R AR TEEAL
FERBHEMEL
HETAIERTL 24 FEf0E
48 BE R
2. Pefalk B E AR R AR EE(L
FERFETENAL
HRAEE 24 FpfEALEE
48 Fef L
3. FERAEA yGLoa bRty RBIFEHEL
1D BRIFE

(1) #AEsEREH] =R
IR R TIIAMTEME L T+ | JERBEEMELEE T—1 &L, EFAEETIR
24 BRI % [24- ), 48 RO % [48-) & LT, BiC Zhickei) TR (Negative
Contro) D& INC| % . RO ERAEHOBESIIREOE W FnL I, T2y, 131,---
DOEEEFAR LTSNV CERBHS 2R L,
(2) REERERR
HIFEREIHIRR E FRICESEHAR LTV TRAI L, 7270, Bt R
(Positive Control) it TPC) & Ui, LAEERIT, RBESLABNEZ T X A
iwa—REL7 [01) ~ 199) £TCO2HOEFESRVUATA FEESEHELLEZ L
THE R E 2 BB L, |
- (3) mEsRAER - ALY - RBNEIE(E
Rk RERBRE FRICEFFHAR L7 A THEABRMELHEA L,
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BORE
AR I RE Nl BB
R A% 1600 pg/mL (10 mM #8¥) & L, LITFZ2AHK 2 THR L 800, 400,
200, 100, 50.0. 25.0 R1X12.5 pg/mL D3 8 AREZRE LI,
Yufa ik BRE R
MpUETEMERBR O R, ERFMLEERCESLEEO 48 RELE T3 200
pg/mL T, EETAERE D 24 FEEAE T 400 pg/mL T 50% 288 % 5 {IRRHEREM SIS
RO LN, HRYWED 50%MIaERMEIRE (BIREE) (JERFHABEEORBTEEL
T 190.0 pg/mL, FERHTEM(L T 192.3 pg/ml, EEHEATEED 24 BEEAE G
252.6 pg/mL, 48 BERTALE TiE 200.0 pg/ml S EH &N, ThbOERL Y, G
AL e DNBEEALER D 48 FERIAEE Tk 50% M AR I 3R £ 2% 200 pg/ml O3FEIC
HHIH, EREEEZER LD A THALMNIC 50% L EOMBEMIENED LR D
BEL LT, —BEELED 400 pg/ml 2RAFERERBRICKITI2RESREL L, HEEL
BEIED 24 RERALE T 50 % MR IIHI MR EL A 200 pg/mL 2HERICE L Tz d,
400 pg/mL ZREERFRABRICBTAEREGRESL Lz, Zhi b, SNELAESERT
ERALERIE & b ICRE A& 400 ug/mL & U, BUT 2k 2 TH]R Lk 200, 100, 50.0
B 25.0 ygmL OF 5 FEZRELE,
HBRRR
LEARTHRR - @RAEEOER, HEEICB T 2 BEBED 400 pg/mL
TEBHEORRAELN, T T, BAHAE% 800 ug/mL & L, UTFEETHRL
7= 700, 600. 500, 400 K 1F 300 pg/mL D5 6 HEEZRE L,
R R AR
EARERROARTREST H7-DICTFHRARE LTHEELE,
HRFELEE
USSR RBEEEOT N ENICERDHEB R, BYEBELRTE, 7
L—MNIFHE2HEL, 7T RAF 77— F (BE60mm) ZHWE,
Tl b7 D 2X104EOR (&K 5.0 mL) 2EE L, B#3 A%, R
BHEE(L CHIE®RIK 0.883 mL ZHB W BRE . S9 mix 0.833 mL Ik X [BHEXT BT
WAL 0.050 mL %, SR EALERE CHiE R OFRBRIK 0.050 mL #0% 7=, FER
BHEMEAL TIIBERH 0.050 mL M Y BRE | BT RE TILEE 0.050 mL %, #8



M-1250

PYE B ClRIEBEOHRIE 0.050 mL 22, WTFhogsb, £01% 68
MikE# L7,

® 5% 6 %I, AR THBRYEOMHOFERUERROGFEETI L L b,
BISAFRZEFRMES T CHRBORIEZRER Ui, kW CL Bl ABRHEE CHE L.
¥ UWEEEIK 5.0 mL £/ 2 Fiz 18 R Z Fiit 7=,

@ BBETH, HRZAEBERER CRIE LT 10%FA~ ) VETEEL, 0.1%7 VA
FANRAF Ly MECTHRE L, BESERMREEHN (E/Eb—F, YR
FFTERESH) 2AVTHREEZREL., BEFROMEE 100%E LT, £
BHEMAL R CIERBTBEEL DO F N FRIC OV THERYE D 50%H1F 8T8 &) 18 g

(HERSE) & Redi,
(2) EfEALEE

O 24 FEAEL 48 RFEAEBEO TN ENICEBRDEAERE, BEBEEZRTE, 7
L—HMIg#E2KRE L, 77AF 27 L—F (EE60mm) #RAVE,

@ FL— Yy 2xX104EOME (FEIK S5 mL) 2B L, 5% 3 RRICEEEIR
0.050 mL #R Y Br& . BB CIXEE 0.050 mL 2. #RYEAEH CIIER
B DRI 0.050 mL 247z, WTFhOBEEEH., 0% 24 B L 48 BERIEE#
L7,

@ 24 KRRV 48 FRIDOERKETHIC, IR THEBHEONHOFTERVIERIKEOG
FEETLLE L LI, BINAAZEENET CHMRORELRHE L, RKWT, 8
FLERIE L AR, tEif. BE, RERVHREEORIELTV. 24 KRR 48
R B30T A ERDE O S0%MPEFEINHIRE (FIRME) Z2RD7-,

4) HREEEERR
(1) KAk

O RS R CHERMBFEEO TN ENICHEBRDEREN, BERER Gt
BELRTE, 7L— MISHAKEL, 75 2F v 27— b (ER60mm) %
i,

@ 7FL—hH720 2X104EOHIE (R 5.0 mL) 2HE U7/, 55283 AHIC,
BTEHEAL IR 0.883 mL 2BV KR E . S9 mix 0.833 mL Ik & BRALHEEEC
FXEEEE 0.050 mL %, #RHHE RN CiiEBE OKRIK 0.050 mL M 7=, Bt
X BREETHEBE K 0.933 mL Y R &, S9 mix 0.833 mL i2%:& CP 0.100 mL (&
WA © 14 pg/ml) EMA T, FEABTEHCTIHERK 0.050 mL ZM VR, &
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P FRRE TI3EEE 0.050 mL % #RBW B BEBE T35 BRI OHRBRIK 0.050 mL %0
RTe. BBYERHBEE TIIERIK 0.150 mL #H D BRE& . MMC 0.150 mL (BHEEEE
0.075 pg/mL) #MA =, WTHOHESL, FO% 6 KRR L=,

@ 5% 6 FEmIC, AR CHBRDEONEOFTERERROGREET I L LI,
fBI ST AR 2RSS T CHIRORIB 2 RER Uiz, RO TC, A2 A B AR THhiE L.
B LWESRK 5.0 mL 2N X FIC 18 BREIER L AT 7=,

@ HE2HDTL— MZoWT, REGBEEAERERODOERE T 2 BrHA
WantI R (PAaLy 3K, 10 pgml, FEEERTEERSH) 2 0.1 mL
MA T, EFETHE, 0.25% b Y 7K (Trypsin 0.25%, Invitrogen Co.) T
MIaZ3B L. BLoBEIC L > TEDMIgE 0.07sM BV ) U ABBKTH 15 4
MERAE L, AFATAa—/L  Kif=3: 1K CEEL:, BELEMRERT
A FHFRIRITHE 2ERFICHT L, REEERIITL— MHie) 2HIERL
oo HIMEFE TR, 1 AZESEIRL, 2% ¥ AFETH 15 HHRE L TRefExR
FERLE,

® BEOAIRH2HOTL— MI, HREEAEMEIRBICEC I Y XRFIALLF Ly M RE
LR ER L, HESSHREESZ2 AV CHREEZRE L,

(2) EHnEE

O 24 FFEAER T 48 BEABEO TN TNCERDER RN, BHESBERUBES
BBEERIL, 7r— M MIg#4aE L, 77 RAF 77— b (EE60mm) %
A,

@ FL— Y0 2X10¢EOMEE (HHK 5.0 mL) ML, 5558 3 HHRICER
# 0.050 mL # B Y &, B BEECIES 0.050 mL %, HBRYEFEE CIE
#REE DHEERIR 0.0650 mL 0% 7, Fio, B BREIC oW TidsE##k 0.100 mL %
B1 Y BE MMC 0.100 mL (RABEE : 0.050 pg/ml) ZME7z, WTFhoOHEb,
T D% 24 FFE R T 48 BERIREE L7,

@ 24 BRKRV 48 BEOEEK TS, AIRTERDEOTHOGERUERKOAL
BETIL b, BNAOEERME T CRRORKEBERE Lir, KW T, R
ERYE & RERIC L C R AR ERI L7,

@ LB/ 2HOS L — bt HREENHRRICEC S Y ZAZAASMF Ly MRE
LAz L, BEESESEFZAVCHREEZRIE L,
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5 WERBRER

6)

7

@

@

®

(1) EEpiaEE  REHEMEL

WD E R, BEBEECEBERELRT T, 7L — MIg 4L L,
TZAF v 7— bk (HE60mm) * AV,

TU— D 2X104EOME (B53RHK 5.0 mL) 2RW L7, HEE 3 B,
AEME TS HIK 0.883 mL D R &, S9 mix 0.833 mL (Tt MR T
IR 0.050 mL %, B5H A EN TS ME O#%EBRIK 0.050 mL 2% 7=, B
S HBEECITIZRHE 0.933 mL 2 Y I & . S9 mix 0.833 mL 248 & CP 0.100 mL (&
HBEL - 14 pg/ml) ZMA T, WTHhOBEEL., £0% 6 R L,

¥ 6 BRI, AR CHBRHEONEBOFERVIEREOGLZEHETSH L L i,
BISCATFEZEFME T CHIISOIRE ZRER L, IRV T, M2 SRR CHiF L.
7T LVMERHE 5.0 mL #MAEIT 18 BEREE 2 451 72,

18 ISR DR A T #. AR CHRHEONHOFERIEREOEBYBETH L L
Hic, EITREEMET CHRORKEBERESE Lz, RWT, REKRERROE
WRERALERE & RIERIC U TSR 2 {ERIL /e,

BD2HOTL— M, HARSBREMEIRRICHEC S Y XIS A Ly MRELE
BEAFEHNL, BEEREEHERVWTHREELRE L,

BEAORER

BHETTTL— FEEY 100 @, FRELSY 200 BOREBENRR B LS
PHBIZOWT, MEREOREBEL AT TR -HORET&E L, RFFHIRAERE 46
~54 FEFOMIREERAL L., TOMBRRER&ELL, 2B, ZENCEERTDh
BEIICT IS, REAEKERITRTEREBICI-TRELL, BEKTER, 71—
b7 1 KROREEERE I —TFATHAL, BEREE L,
REEREOSE
RAEREIIMERE L ENREIRRIIL, BERERSODUTOLICEE - &
HLi,

(1) #EWERE

LAEAREOMBIILITOXL ) CERLARALIE,

¥ v /() : RS BR(cte) RUREF R (csp 2 L F ¥ v L LT RE
BEXRIROESEORE LICHA B35S CERETIHEE
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SEDORMEIZHD) bDOTHoT, FORIVEAHE
DOIRLAT CHBRZIERGHRUABDONDILDEEHRL
oo

Yot Sy RFIGNMT(cth) : BOHR & IIMT A B RESEORB ENSETh TS b0
RUHRARARRAIEORB EIchH>THhEORE
BRESFEDEBL BT TS LD LERLL,

Yefa S RBIZT KR (cte) : PR IRATH &,

Pt BRI (csh) © BTR AREEORE E»SIXTH TR YBREERRD S
WS ORUHEREREAREEORE EICHoTh
FORIBRESEOEL LIZBEENLTWA O R Yk

BT & e L,
LB Hese) | —BURGEREMHE, BIRRGEKLRY,
F Db {other) . BrA b (feg) fih,

(2) BHRF
RAEHS, TOHMRBEARF> TV IEAOE (ZHF) LE22VEELEES
FREIRFLER L,
%o grN : polyploidy (B{ZAN4 : endoreduplication % &ie)
8) HEEH
HIEWCER U CIRFRFHOFELZRAVT, AEO DR VI RAKOBEN TN
REEZFOMIOHEE (%) IZXoTUTOL S ITHE LT,

22 4y oD HHIE S Yl e
5% ik BB # (=)
5% LAl 10% R BB ()
10% LAE B % (+)

REAFHERFORHRED, ¥vr v 7280HEE (TAG) EFERVES (TA) &I
St BREHEIBREBICL L > TT2 7,

EEHROHERERIC HRETFEIIFANSBO OB LB L HE L,

B, HIEICE LTI FNFEEZ AV RP o7,
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B2

0 R e DA SR
D Rk
SRR AERIEIC BT S ABNEH L O R % Fig. 1-1 kU Table 1-1 iz, FERBEMLD
R % Fig. 1-2 H(f Table 1-2 iR L,
(1) 50%ARASHEREINH) 28 EE
MR A L CBTE (L Tk 200 pg/mL LA EDOBRE T 50%MEEFNHIANED b
U, 50%AMBEREIMHI AT 190.0 pg/mL CThot-, FRIERBEM( TIE 200 pg/mL
LLEDBEET 50%HBBREIEIASTED b, 50%MERIHTEMHIA AT 192.3 pg/mL Td
=¥,
(2) BERRMENIER TR OB IMROBE
HEMELEFHOMRORBE B HERMET CHREL., BIERELI LTS
L, KBNS TIE 1256 pg/ml LA EORBET, FERBTEME(L TIX 25.0 pg/mL L EOR
ECHIROTESESED bz, AR X 3ERROGHCBE T, R#FEELT
I3 1600, 800, 400 & T* 200 pg/mL T, 100 R 1% 50.0 pg/mL THE, 25.0 R 125
pg/ml CTREAOGFHELFFED bhie, FAHEMEL T 1600, 800, 400 XT* 200
pg/mL TEE&, 100, 50.0 BT 25.0 pg/mL CTHEBEADBRELAED bz, AIRIZ
& 2EBRME O OBE T, REFEERUSERBEEE L biZ 800 pg/mL LA ED
BECHHARD LN,
2) EfLEE
HFAMBEII BT 5 24 BB OFER % Fig. 1-3 R f Table 1-3 (2, 48 BFRIALAIE DR
R% Fig. "4 R ({ Table 1-4 {ZR L 7=,
(1) 50 % HRHE 1A R 51 02 2
R REFEINBIX 24 BRHIALEETHE 400 pg/mL BA_E DR EE T 50% MAREFENEIS2H &
. S0%KIRAIEREINRIMEE /X 252.6 pg/mL Thoto, Fic 48 BERLE TiX 200 pg/mL
LA EDFEEE T 50% MR MEI A58 b, 50% A A MG AL 200.0 pg/mL Th
Y
(2) R EH LB TREOER MO E
RO E LB OB OREL BISIAZEEMET THRE L., BB L KT S
& . 24 BRRAEE R (R 48 BRRTAAER & b 1T 25.0 pg/mL B L OB E THROFELENED



2.
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b, AIRIC X AR B O R OBE TiX. 24 BFRAE K O 48 FRRAE & H 12 1600,
800, 400 & T* 200 pg/mL TH, 100, 50.0 K1} 25.0 pg/mL THRBHEDOBHLLA
B b7, AIRICK 2FBRMEOITHOBE TIX, 24 FFRLER U 48 FREILE S
12 800 pg/mL LA EDEE THHESBD b,

REHREER
EHEFRAEEDOR R Fig. 2-1. 2-2, Table 2-1, 2-2. 3-1, 3-2 12, EEHNEEREORKR

% Fig. 2-3. 2-4. Table 2-3, 2-4, 3-3. 3-4{I7RL7,
D #BMELEETROERAEOEE

PR E AR OMBL OREIT., ARBENHRROES LIZERKRTHo T, T2
L, HERYHLBHEOMEORELBIIBERENSET CRE L, BEREL RT3
&R RILEE OIS (L T 25.0 pg/ml S EOBE CHRORESEESRD bk,
F SR REALELROIERBTE L, EHLBRED 24 REALEBER O 48 HHEAETIX 50.0
pg/mL BLEOEE CHIEO BN b, WIRIC X3 EERROGHOBE T,
SRR LR DA BHTEME (L T 400 K U8 200 pg/mL THE, 100 K 7 50.0 pg/mL THE,
25.0 pg/mL THREBOBALSARD bk, ¥ /= FFRMEEL T 400 X 14200 pg/mL
THE, 100, 50.0 XV 25.0 pg/mL TREZREOERELSRBDONL, —F ., EftLE
HECHE 24 RERIALER K UF 48 BRRIAAER & BT 400, 200 KT8 100 pg/mL TEE, 50.0 RO
25.0 pg/mL THREEOARALLEIBD b, F7-. HIRIC L 3FRHHEOTHOBET
. EREARER UERAEE L ICTHIIRD o d o,

2) WERF

WS RS OMEE (TA) 11, SRMAEREORBEL( CIE 400 pg/mL Tt 8.5%. 200
pg/mL T 3.5%. 100 pg/mL T 2.5%. 50.0 pg/ml T 0%K U 25.0 pg/mL T 1.0%, 400

pgmL BT 8.5% & BRSO HEREETH S 5%LLE 10%FKGEF Lz, —H. FHMR

BHEMEAL TR, 400 pg/mL T 0.5%. 200 pg/mL T 0%, 100 pg/mL T 0.5%. 50.0 pg/mL
T 0.5% %1 25.0 pg/mL T 3.5% L EEMEDHEREETH D 5%REE R Lz, Bi, BEL
Bk 24 FEEAFE T 400 pg/mL T 1.5%, 200 pg/mL T 0.5%, 100 pg/mL T 1.0%,
50.0 pg/mL T 0%K& 1% 25.0 pg/mL T LO% L BRMEDOHEEETH D 5% KL R LI, F
o, 48 BERTALE TIE, 400 pg/mL T 3.0%. 200 pg/mL T2.0%. 100 pg/ml T 1.5%,
50.0 pg/ml: T 0% K& *25.0 pg/mL T 0% L BHEDHIEEETH S 5%KRMETR LI,
FHBIE L b ICEENBRERUCBENBIICR ) 2 RAKEBERTOHRRBIIE « BT
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EOBHEOHERERNICHY . = -RRRB/OEERME (Attached Data 3) & IFIFRETH
Sl EMLRBRITEYICER AN EE LR,

3 BWRF

RO BRI, ERFELEE OEHEMEL TiX 400 pg/mL T 0%, 200 pg/mL T
0.5%. 100 pg/mL T 0.5%. 50.0 pg/mL T 0%&* 25.0 pg/mL T 0% & etk EE4E
TH5H %KM TH ol Fio. FEABIEELICBWTIL, 400 pg/mL T 1.0%. 200 pg/mL
T 0%, 100 pg/mL T 0%, 50.0 pg/mL T 0%K&TF 25.0 pg/mL T 0% & LD Y EEBET
BB 5% Tl o Tro EIC, ELMNIBIED 24 RERILE TIZ 400 pg/ml T 0%. 200 pg/mL
¢ 0%. 100 pg/mL T 0%. 50.0 pg/mL T 0.5% & 1% 25.0 pg/mL T 0% & FatE ¥ 2L 1
THD O%ERTH oI, F/-., 48 BEIAE T, 400 ug/mL T 0%, 200 pg/mL T 1.0%.
100 pg/mL T 0%. 50.0 pg/mL T 0% F 25.0 pg/mL T 0% L EBHEDHEEETH D 5%
KRG ThH o7, '

FALTRYE & b ICRERMET BB B AR EOHBR RIS «RBEOHIERENICIHD . £
FRBRMROERIE (Attached Data 3) LIEERIR ThH -7 &2 HRBILETICER &
nicEEZ 6Nz,

HERFRAAEEORBHEE LD R % Fig. 25, Table 2:5 RTr3-5 TR LT,

) #BHELARKTROERMROBESE

BRMELEFEOMBR ORI, MIERANFRROEE L BERFRR2EMTH -,
Thbh, HRHHLABKOMEOKEZEIAEENET CEE L., BBt
BT 5 L. 300 pg/mL LU EOBME CRROFEGHENRD bz, WIRIC K 3EHKROE
FOBE T, 800, 700, 600, 500, 400 R TF 300 pg/uL CTRADBRE(LERBD b,
¥ 72 FBRIC & A HBHE O MO T, 600 pg/mL U EOBE THHAR D S,

2) WERE

WEREOHERE (TA) K. 800 RTF 700 pg/mL THRABEB IR T TOX LHIESH
7zo E72 600 pg/mL T 11.5%. 500 pg/mL T 7.5%. 400 pg/mL T 2.0% % ¥ 300 pg/mL
T4.5%&. 600 pg/mL THEOHFEEETHS 10%LL E%, 500 pg/mL CTEBIEOHIE
EHETHD 5%LLE 10%FMGEENEIRLIE,

BHXEERCBESRBEICRT 2 REFEBERF OHRARIIE « BIERCBEORE
HENICH Y, TRBRBROEEME (Attached Data 3) LIZIERRTH -7 Z EnBHRA
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BilEtlcRES B2 b,
3) BHRE

RO HRRIT, 800 LT 700 pg/mL THENBEIN T TOX tHESINE,
600 pug/mL T 2.0%. 500 ug/mL T 1.0%. 400 pg/mL T 0%& 300 ug/mL T 0% & Bt
DHEEHETH S 5%RWETH -7,

e BB 2 REOHBRRIIZ 4 BIEOYERENCH Y . EERBREROE
fE (Attached Data 3) LIZIEEETH-oEZ ENLRRITBFYICERINEZEELZ LN
po
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x X

WERHET, ROAKRFRRBICEO T, ERNMAEEORMHEE( T, 400 pg/ml THRE
HEERFOEETHI X vy T EERVREFTHROMBRE (TAHE 2, EBEOHE
HETHD 5%LULE 10%KRETH ol DBEBIELHE L, —F., ERMAEEOIERETE
AL TR RAKORBERE A T 2RO HRETIME7, SEERROMBEROEMLEE
HoNRPol, e, ERGEETYH, 24 BRESLHE KT 48 RHEIBEHAE & b IZ R EH
OHERE LR T MO HBEEIEME T, FEMERROHRAROEMbLED b Rd o7,

LR RRROERMOAEEICBWT, SR TEEBE & HE s h o7z Dm0 E
HEORBIEEIC OV TRERERBR L £ L, FERRRBROMARMIEE(LTIX, 600 ng/mL T TA
EPBBECHEERETHS 10%EUETHoDBEL ., 500 pg/mL T TA ESEBHEOHE
EETH D 5%LE 10%KRETholoe Bt LHIE L, EHICEBRRORBREELIC
BOTEFHEOHRBIZARKFENRRD ONALD, BRENCBELHELE, 2, ¥
RAROABHEE I BT 2 RaEREFREOR S DEEEIC OV T, BEMED 20%I
MHEPOERERRONZHERTH S D20l Vi 0.77 mg/mL, B RAEH Y DRy EiH
(cte) ZFHOMIBOHRBEDHEE TH S TRIEIX V15 THoT,

2B, WThOLABEICBOTHRENRIFICR T S REAEOHERF R R EEDHERE
RETREOCHEREENICH Y, RBREROERELFAKTH T, EiZ, WThOLEKIZ
BOTH BRI 2 REEEERFTOHEARIETHEOHERLRELB 2, RRKER
DERME L RROBEELZFRENBD bvie, > TRBRITENCER SN D EZL LA,
e, 2 B vy —UVREICR T S REKREHBOHIMEEICE LnEiR] ., BRetRY
ORBREOCRELHEDLONAL o7, ZhbD I b, RRIZBEUCERS WD LE
2 HNT,

2-=br-p-Z VJ—AOEEETHDH 4 = 2 m-F LY 2- kT ) —ATD K
Ya4-=hazz/—A N, HEEZAVIEHRBREREERBRICBWWTEELE, 3=trT =/

— NV OFR2-TI /) 7=/ —ANIEE L BEIR TS,

UEDORERNG, 2-=buap-7 LY =g, FRBREGETCBO TRABOBEREF R
EETOIBEBEFIRETIHF SRV OLHE LK,
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Attached Data 3 M-1250

Background Data in the Testing Facility

Background data of chromosome aberration tests in cultured Chinese hamaster cells,
based on recent 5 studies carried out under the same conditions at Bozo Research

Center Inc.
Period : March-20056 — March-2006
Treatment Cells Polyploide Number of aberration
SO mix Time | observed cells(%) g cth cte csb cse other TA TAG
w0 ( 3 ) (2 )C 2 (4 o0 )C1 Yo )C7)H)(9)
. 18 % 0.3 0.2 0.2 0.4 0.0 0.1 0.0 0.7 0.9
Min(%) 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
Max(%) 15 1.0 0.5 1.0 0.0 0.5 0.0 1.5 1.5
1000 ( 3 ) (0 )( 3 )YC 1 )XCO0 YC o0 )( o0 )Y( 4 )( 4 )
. 618 % 0.3 0.0 0.3 0.1 0.0 0.0 0.0 0.4 0.4
Min(%) 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
NG Max(96) 1.0 0.0 0.5 0.5 0.0 0.0 0.0 1.0 1.0
1000 ( 4 ) 2 )C0HXC 383 )C0 )Y 1 )Yco (4 )( 6 )
) 240 % 0.4 0.2 0.0 0.3 0.0 0.1 0.0 0.4 0.6
Min(%) 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
Max(3%) 1.5 0.5 0.0 1.0 0.0 0.5 0.0 1.0 0.5
10000 ( 6 ) ( 4 Y(C 2 )Y(C 5 )YCo0 )YC2)Co (9 )(13)
480 % 0.6 0.4 0.2 0.5 0.0 0.2 0.0 0.9 1.3
Min(%) 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.5
Max(%) 1.0 1.0 1.0 1.0 0.0 0.5 0.0 2.0 3.0
Total 4000 ( 16 ) ( 8 Y(C 7 Yy 13)Y(C 0 Y( 4 Y( 0 )( 24 )( 32 )
% 0.4 0.2 0.2 0.3 0.0 0.1 0.0 0.6 0.8
000 ( 2 ) (16 )(9 )(s65)Y( 0 )>(C 2 )( 8 )(623)(627)
+ % 0.2 1.6 9.6 56.5 0.0 0.2 0.3 52.3 62.7
A Y Y 0.0 55 355 00 0.0 00 400 400
Max(%) 1.0 3.0 15.0 72.0 0.0 0.5 0.5 78.5 79.0
1000 ( 0 ) (13 )¢ 56 Y(100)( 0 Y( 2 Y( 0 )( 153 )¢ 164 )
- % 0.0 1.3 5.6 10.0 0.0 0.2 0.0 15.3 16.4
oo 18 Min(%) 0.0 0.5 3.0 7.0 0.0 0.0 0.0 12.0 13.5
PC Max(%) 0.0 2.0 7.0 13.5 0.0 0.5 0.0 185 20.0
1000 ( 6 ) (17 )( 57 ){(200)( 0 >(-1 Y( o ){(252){ 2686 )
- % 0.6 1.7 5.7 20.1 0.0 0.1 0.0 25.2 26.6
oMo 240 T MmGo oo 0.5 40 145 00 0.0 0.0 175 180
Max(%) 1.5 3.0 7.0 27.0 0.0 0.5 0.0 32.5 35.0
1000 ( 2 )y (22 )(2133)(502){ 0 Y( 8 )( 2 )(58 )( 598 )
. o % 0.2 2.2 13.3 50.2 0.0 0.8 0.2 58.9 59.8
ey 8 Min(%) 0.0 0.5 6.0 46.5 0.0 0.0 0.0 550  56.5
Max(%) 0.5 4.5 22.5 54.5 0.0 15 0.5 62.5 63.0

( ): number of observed.
Negative control(NC) : dimethylsulfoxide
Positive control(PC) : CPiCyclophosphamide, 14pg/mL (used for the system with metabolic activation method)
MMCMitomycin C, 0.05 or 0.075pg/mL (used for the system without metabolic activation metho
89 mix : without metabolic activation {-); with metabolic activation (+)
Time : Treatment hours - Hours of incubation without test article
Max(%) and Min(%) : Maximum and minimum of the total data where in each group was taken into consideration

Aberration g : gap {chromatid and chromosome gap)
ctb : chromatid break esb : chromosome break
cte ! chromatid exchange cse : chromosome exchange

TA : number of cells with aberrations excluding gaps
TAG : total number of cells aberrations including gaps

-31-
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Photo. 1 A metaphase chromosome from the negative control group

[Confirmation test: +S9 mix]

Photo. 2 A metaphase chromosome from the 600 pg/mL group
with chromatid exchanges

[Confirmation test: +S9 mix)
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Short-term treatment:+S9 mix
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Fig.1-1  Results of the cell-growth inhibition test in cultured Chinese hamster cells treated
with 2-nitro-p-cresol

NC: Negative control
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Fig.1-2  Results of the cell-growth inhibition test in cultured Chinese hamster cells treated
with 2-nitro-p-cresol

NC: Negative control
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Continuous treatment : 24hr
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Fig.1-3  Results of the cell-growth inhibition test in cultured Chinese hamster cells treated
with 2-nitro-p-cresol

NC: Negative control
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Continuous treatment:48hr
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Fig.1-4  Results of the cell-growth inhibition test in cultured Chinese hamster cells treated
with 2-nitro-p-cresol

NC: Negative control
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Short-term treatment:+S9 mix

1
r 00
i 90
- = 80
. (g 70 $
N’
g
1
. - 60 T
g
2
= = 50 <
Le)
8
e -0 g
8
- - 30 E
(@)
o
o b 20 v
- - 10
» 0
5 Y T Y T Y —_—
NC 25 50 100 200 400 PC
Concentration of Test Article(ng/mL)
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with 2-nitro-p-cresol
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Short-term treatment:-S9 mix
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Fig.2-2  Results of the chromosome aberration test in cultured Chinese hamster cells treated
with 2-nitro-p-cresol

NC: Negative control PC: Positive control
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Continuous treatment: 24hr
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Fig.2-3  Results of the chromosome aberration test in cultured Chinese hamster cells treated
with 2-nitro-p-cresol

NC: Negative control PC: Positive control
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Continuous treatment: 48hr
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Fig.2-4  Results of the chromosome aberration test in cultured Chinese hamster cells treated
with 2-nitro-p-cresol

NC: Negative control PC: Positive control
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Short-term treatment:+S9 mix

110 = 110
100 M 100
90 o . 90
e 80—
80 = X
L
o
. 70 .S
$ 70+ =
= &
= = GO .-qQ)
E 60 < Q <
Ll ®
&) - 50 g
L e GO EERRRE . 2
)] o
/\ of 40 a
- =]
v 40 4
3 @)
30 6
30 o
ro0 Y
20 o L 10
10 - 0
0 4 1) 1) T Y | —_—
NC 300 400 500 600 700 800 PC

Concentration of Test Article(ng/mL)

Fig.2-5  Results of the confirmation test in cultured Chinese hamster cells treated with
2-nitro-p-cresol

NC: Negative control PC: Positive control
TOX: Cell toxicity was observed.
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Table 1-1 Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells

treated with 2-nitro-p-cresol

[Short-term treatment:+S9 mix]

Cell-growth inhibition test

Study type| Treatment and | Cell-growth ratio Observation ¢
S9 : time | Concentration | Plate Mean Condition Color of Precipitates
mix (hr) (pg/ml) 1and 2 (%) of cells ¢ medium ® /Crystals ?
ey — — _
0(NC) igg 100 — — -
79 + Light-yellow -
12.5 59 69 + Light-yellow -
79 + Light-yellow -
25 79 ™ + Light-yellow —
59 ++ Yellow -
© 50 59 59 ++ Yellow —
. o 89 ++ YeHow -
+ { 6-18 g 100 59 59 s Vollow —
© 59 ++ Orange -
E;g 200 39 49 ++ Orange -
39 +++ Orange —
400 39 39 +++ Orange -
19 e+ Orange +
800 19 19 +++ Orange +
19 +++ Orange +
1600 19 19 +++ Orange +
Concentration of 50% cell-growth inhibition: 190.0 ng/ml
NC : Negative Control(dimethylsulfoxide)

a)
b)
)
d)

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

Observation of plate at the end of treatment
— i Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.

-~ : No changes of color

— : Absence of precipitates/crystals

+ : Presence of precipitates

: There was discontinuity among approximately half of the surviving cells.
: There was discontinuity among most of the surviving cells.
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Table 1-2 Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells

treated with 2-nitro-p-cresol
{Short-term treatment:-S9 mix]

Cell-growth inhibition test

Study type| Treatment and | Cell-growth ratio Observation ©

S9 i time | Concentration | Plate Mean Condition Color of Precipitates
mix: (hr) (ug/mL) 1and 2 (%) of cells ¥ medium ¢ /Crystals ?

ONC) 100 100 = - -

12.5 gg 99 — — —

% g T ——

e T e

—jews| 2 w0 i e el

R I I g i —— - —

P R

0 |0 T G

e P e

Concentration of 50% cell-growth inhibition: 192.3 ng/mL

NC

: Negative Control{(dimethylsulfoxide)

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.
c) Observation of plate at the end of treatment

d -

+ ; There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among approximately half of the surviving cells.

At
e) —

f)_

+ : Presence of precipitates

: There was discontinuity among most of the surviving cells.
: No changes of color
: Absence of precipitates/crystals

: Most of the cells were attached to the surface of plates and their shape was normal.
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Table 1-3 Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells

treated with 2-nitro-p-cresol
[Continuous treatment:24hr]

Cell-growth inhibition test

Study type| Treatment and | Cell-growth ratio Observation
S9 i time | Concentration { Plate | Mean | Condition Color of Precipitates
mix} (hr) (pg/mL) 1 and 2 (%) of cells ¢ medium * /Crystals ?
0(NC) igg "1 100 — — —
12.5 igg 91 — — —
e I ———
RS S —
e | e R e
3o o [ O e
oo | B T e T
e e
g I
Concentration of 50% cell-growth inhibition: 252.6 ng/mL
NC : Negative Control(dimethylsulfoxide)

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.
¢) Observation of plate at the end of treatment

d -

+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among approximately half of the surviving cells.

4+
e —

ﬂ_

+ : Presence of precipitates

: There was discontinuity among most of the surviving cells.
: No changes of color
: Absence of precipitates/crystals

: Most of the cells were attached to the surface of plates and their shape was normal.
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Table 1-4 Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells

treated with 2-nitro-p-cresol
[Continuous treatment: 48hr]

Cell-growth inhibition test

Study type| Treatment and | Cell-growth ratio Observation ©
S9 | time | Concentration | Plate | Mean ?| Condition Color of Precipitates
mix i (hr) (ng/mL) 1and 2 (%) of cells medium © /Crystals ?
100 ¥ — — —
0(NC) 100 100 — — —
88 - — -
12.5 a8 88 — — —
88 + Light-orange-yellow —
25 88 88 + Light-orange-yellow -
88 ++ Light-orange-yellow —
© 50 88 88 ++ Light-orange-yellow —
. "9" i ++ Light-orange-yellow _—
48 E 100 66 72 ++ Light-orange-yellow —
- 44 ++ Orange -
2
é 0o 55 00 ++ Orange =
22 +++ Orange -
400 22 22 +++ Orange -
11 +++ Orange +
800 22 17 +++ Orange +
11 +++ Orange +
1600 22 17 +++ Orange +
Concentration of 50% cell-growth inhibition: 200.0 pg/mL
NC : Negative Control{dimethylsulfoxide)
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.
¢) Observation of plate at the end of treatment
d) — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among approximately half of the surviving cells.
+++ : There was discontinuity among most of the surviving cells.
e) — : No changes of color
f) — : Absence of precipitates/crystals

+ : Presence of precipitates
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Table 2-1 Cell-growth ratio in the chromosome aberration test in cultured Chinese hamster cells

treated with 2-nitro-p-cresol
[Short-term treatment:+S9 mix]

Chromosome aberration test

Study type| Treatment and | Cell-growth ratio Observation ¥
S9 i time | Concentration | Plate Mean ” Condition Color of Precipitates
mixi (hr) (pg/mlL) 1and 2 (%) of cells ¥ medium * /Crystals ?
100 ¥ — — -
O(NC) 100 100 — — —
100 + Light-yellow —
25 83 92 + Light-yellow -~
83 + Yellow —
ﬁ 50 83 83 + Yellow —
) I 100 ++ Yellow -
+ {6-18 g 100 33 92 oy Yollow —
S 66 ++ Orange —
B
200 83 75 44 Orange —
66 +++ Orange —
400 66 66 +++ Orange -
100 — — —
PC 100 100 — — —
NC : Negative Control(dimethylsulfoxide)

PC : Positive Control(cyclophosphamide, 14pg/mL)
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.
¢ Observation of plate at the end of treatment

d) — : Most of the cells were attached to the surface of plates and their shape was normal.
4+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among approximately half of the surviving cells.
+++ : There was discontinuity among most of the surviving ecells.
e) — : Nochanges of color
f) — : Absence of precipitates/crystals
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Table 2-2 Cell-growth ratio in the chromosome aberration test in cultured Chinese hamster cells

treated with 2-nitro-p-cresol
[Short-term treatment:-S9 mix]

Chromosome aberration test

Study type| Treatment and | Cell-growth ratio Observation ¢

S9 i time | Concentration | Plate Mean ”| Condition Color of Precipitates
mix{ (hr) (ng/mlL) 1 and 2 (%) of cells ¢ medium * /Crystals ?

o(NC) 122 i 100 - — —

e L ——

e —

I e e e

T e L e W i —

T A g —

PC lgg 100 — — —

NC : Negative Controldimethylsulfoxide)
PC : Positive Control(mitomycin C, 0.075pg/mL)
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.
¢) Observation of plate at the end of treatment
d) — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among approximately half of the surviving cells.
e) =— : No changes of color
f) — : Absence of precipitates/crystals




M-1250

Table 2-3 Cell-growth ratio in the chromosome aberration test in cultured Chinese hamster cells

treated with 2-nitro-p-cresol
[Continuous treatment: 24hr]

Chromosome aberration test

Study type| Treatment and | Cell-growth ratio Observation

S9 | time | Concentration | Plate | Mean ®| Condition Color of Precipitates
mix ; (hr) (ng/mL) 1 and 2 (%) of cells ¢ medium ¢ /Crystals ?

0(NC) lgg " 100 — — —

N S e

g 0 g 99 ; o+

M

N S —— —

i v I = Oranes =

PC —g%—— 126 - = -

NC : Negative Control(dimethylsulfoxide)
PC : Positive Control{mitomycin C, 0.05pg/mL)
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.
¢) Observation of plate at the end of treatment
d) — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among approximately half of the surviving cells.
+++ : There was discontinuity among most of the surviving cells.
e) — : No changes of color
f) — : Absence of precipitates/crystals
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Table 2-4 Cell-growth ratio in the chromosome aberration test in cultured Chinese hamster cells
treated with 2-nitro-p-cresol
[Continuous treatment: 48hr]

Chromosome aberration test

Study type| Treatment and | Cell-growth ratio Observation

S9 : time | Concentration | Plate Mean © Condition Color of Precipitates
mix (hr) (ng/mlL) 1 and 2 (%) of cells ¥ medium © /Crystals ?

0(NC) lgg " 100 — — -

e T —

g | 50 | 100  Tintomne | =

e | B e T P e

R o o Orance -

= S

PC 22 e = = =

NC : Negative Control(dimethylsulfoxide)
PC : Positive Control(mitomycin C, 0.05pg/mL)
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.
¢) Observation of plate at the end of treatment
d — : Most of the cells were attached to the surface of plates and their shape was normal.
+ : There was discontinuity among a small number of surviving cells.
++ : There was discontinuity among approximately half of the surviving cells.
+++ : There was discontinuity among most of the surviving cells.
e) — : No changes of color
fi — : Absence of precipitates/crystals
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Table 2-5 Cell-growth ratio in the confirmation test in cultured Chinese hamster cells treated
with 2-nitro-p-cresol
[Short-term treatment:+S9 mix}

Confirmation test

Study type| Treatment and | Cell-growth ratio Observation ©

S9 | time | Concentration | Plate | Mean ”| Condition Color of Precipitates
mix (hr) (ng/mlL) 1 and 2 (%) of cells ¥ medium © /Crystals ?

100 # - — -

0(NC) 100 100 — = —

80 + Orange —

800 80 80 + Orange —

80 ++ QOrange -

400 80 80 ++ Orange —

% 60 +++ Orange -

£ 500 60 60 +++ Orange —

+ {6718 «

- 600 40 40 +++ Orange +

& 40 +++ Orange +

40 +++ Orange +

700 40 40 +44 Orange +

20 +++ Orange +

800 20 20 +++ Orange +

100 — - —

PC 100 100 — — —

NC : Negative Control(dimethylsulfoxide)
PC : Positive Control(cyclophosphamide, 14ug/mL)
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.
¢) Observation of plate at the end of treatment
d) — : Most of the cells were attached to the surface of plates and their shape was normal.

+ : There was discontinuity among a small number of surviving cells.
++ ; There was discontinuity among approximately half of the surviving cells.
+++ : There was discontinuity among most of the surviving cells.
e) — : No changes of color
) — : Absence of precipitates/crystals

+ : Presence of precipitates
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Table 3-1 Chromosome aberration in cultured Chinese hamster cells treated with 2-nitro-p-crescl

[short-term treatment:+S9 mix]

S9 Conc. Cells Polyploid Number of aberration
Time{h) Judge. TA TAG  Judge. $lide
mix ( pg/mL) observed cells (%) g cth cte csb cse other {%) (%) No.
200 0.5 1 1 ] 0 0 0 0.5 1.0
NC {100) (0 - ( 1) o o) o o) | 0y A 0y | 0y (0 ) (1 ) - 33-1
{100) {1 ) ( 0 | 1) o ) 0y ( 0y 0y (1) (1 ) 25-1
200 0.0 3 6 10 0 1 0 8.0 10.0
( 79) {0 ) { 2y A 2) | 5 ( 0) | 1} | 0) (8 ) €10 ) 18-1
400 { 83) ({0 - { 1yl 2y 4) 0) | 0} 0) (8 ) 7 ) = 16-2
( 38) {0 ) { 0y | 2) ( 1y ! 0y 0) | 0) (3 ) (38 ) 80-1
200 0.5 1 53 2 4] 0 0 3.5 4.0
200 (100) (1) - ( 0) ( 4) 0) 0} |« 0) ( 0y (4 ) {4 ) - 31-1
(100) (0 ) ( 1) 1) 2) A 0y o) { ¢y (3 ) { 4 ) 69-1
200 0.5 1 3 1 0 1 0 2.5 3.0
+ 6-18 100 (100) (1 - ( 1) ( 3) 1) o 0y ¢ o) ¢} (4 ) {5 ) - 83-1
{100) (0 ( o) 0) 0) A 0y ( 1y { ¢y (1 ) {1 ) 47-1
200 0.0 1 0 0 0 0 0 0.0 0.5
50 (100) (0 ) - { 1y 0} | 0) | Q) | o) 0) (0 {1 ) - 26-1
(100) (0 ) { 0 ( 0) 0} o o)« o) ( 0 (o ) (0 ) 70-1
200 0.0 1 1 2 Q o o 1.0 1.5
25 (100} (o ) - { 1} | 1) 1} | 0) 0) 0y (1) {2 ) - 18-1
(100) (0 ) ( 0) | 0) 1y o 0) | 0) ( 0y (1 (1 ) 94-1
200 0.0 3 23 29 Q 0 Q 70.5% 71.0
PC (100} (0 ) - ( 2) ( 13) ( 87T) | 0) 0) «( 0) (71 ) (72 ) s §2-1
(100) (0 ) ( 1y ( 10y ( 68) { 0) 0} | 0} (70 ) (70 ) 73-1

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 (dimethyl sulfoxide}

PC: Positive control (cyclophosphamide. 14 g g/ml)
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Table 3-2 Chromosome aberration in cultured Chinese hamster cells treated with 2-nitro-p-cresol
{short-term treatment:-S9 mix]
59 Conce. Cells Polyploid Number of aberration
Time(h) Judge. TA TAG Judge. Slide
mix { pg/mL) observed cells (%) g ctb cte csb cse other (%) (%) No.
200 0.0 0 1 0 0 0 0 0.5 0.5
NC {100} { 0 ) - { 0y o) ( 0) | 0) «( o) o 0) (0 ) {0 ) - 15-1
(100) {0 ) ( 0y 1) 0) 0y | 0) |« 0y (1 ) {1 ) 13-1
. 200 1.0 1 0 0 0 0.5 0.5
400 (100) {1 ) - { 0) o) | 0) 0) «( 0) | 9) (0 ) (o ) - 82-1
(100) {1 ) { 0) ¢ 1) ( 0) ( 0y | 0) | 0) (1 ) (1) 71-1
200 0.0 0 0 0 0 0.0 1.0
200 (100) {0 - ( 0) 0) ( 0) 0) o 0}y | 0) (0 ) {0 ) - 68-1
(100) {0 ) ( 2) | 0) a) 0) ( 0) 0) (0 ) (2 ) 50-1
200 0.0 0 0 0 0.5 0.5
- 6-18 100 (100) {0 ) - ( 0) ( 1« 0) | 0) 0) | o) (1) (1) - 30-1
(100) {0 ) ( 0 0) ( 0) o o) o) ( o)y (0 ) (o) 08-1
200 0.0 1 1 0 0 0 0 0.5 1.0
50 (100) (0 ) - ( 1) ( 1) ( 0) | o) o o) ( oy (1) (2 ) - 72-1
{100) (0 ) ( 0) 0) ( o) o 0) o) o) (0 ) {0 ) 98-1
200 0.0 2 6 1 0 V] [ 3.5 4.5
25 {100) (0 ) - ( 1) | 3) A 0) | o) ( o) o)y (3 ) (4 ) - 78-1
{100) (0 ) ( 1) | 3 | 1) o o) ( ) ( ) (4 ) {5 ) 0l-1
200 0.0 2 13 28 0 0 1 19.5 20.5
PC (100) (0 ) - ( 1y 6) ( 12} ( 0) ( 0) ¢y (18 ) (18 ) + 86-1
(100) (0 1} ( 1y 7) (14} ( 0) ( 0) ( 1) (21 ) (22 ) 24-1

¢: 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 (dimethyl sulfoxide)

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



M-1250
Table 3-3 Chromosome aberration in cultured Chinese hamster cells treated with 2-nitro-p-cresol
[continuous treatment:24hr]
89 Conc. Cells Polyploid Number of aberration
Time(h} Judge. TA TAG Judge. Slide
mix { 2 g/mL} ohserved cells (%) 4 cthb cte csb cse other (%) (%) No.
200 0.5 1) 1 1 0 4] ] 1.0 1.0
NC (100) (1 ) - { 0) 1) | 1y o 0y | o o) (2 ) (2 - 63-1
(100) {0 ) ( o)« 0y 0y 0y ( Q) ( o) (0 ) { 0 ) 49-1
200 0.0 1 2 1 0 0 0 1.5 2.0
400 (100) {0 ) - ( o) 1) 1) ( 0} | 0y ( 0y (2 ) (2 ) - 32-1
(100) {0 ) ( 1) 1 { o) ( ay ( 0) o)y (1) t2 ) §5-1
200 0.0 0 0 1 0 0 0 0.5 S
200 (100) {0 ) - ( 0) | 0) Q) f 0y 0) |« 0y (0o ) (o0 ) - 56-1
(100) - {0 ) ( 0) | o) { 1y ! 0y o 0) 0}y (1 ) (1 ) 92-1
200 0.0 0 2 0 0 0 0 1.0 1.0
- 24-0 100 (100) {0 ) - ( 0) ( 1y f o) 0) |{ 0} o) (1) {1 ) - 90-1
(100) {0 ) { o) 1) [ I 0y | 0) o) (1) (1 ) 81-1
200 2.5 1 O ) i+ i) 0 0.0 0.5
50 (100} (1 ) - ( 0) 0) | a) 0) A 0) «( o) (0 ) [GR - 64-1
(100} (o ) ( 1) ( o) a) 0) o 0) «( o) (o0 ) {1 ) 29-1
200 0.0 0 2 0 0 0 0 1.0 1.0
25 (100) (0 ) - ( 0) 1) ( 0) 0 0) «( gy 1 ) (1 ) - 02-1
(100) (o ) ( 0) ( 1) | 0) 0) 0) | 0y 1 ) {1 ) 22-1
200 0.0 2 13 22 0 ¢} 0 17.0 17.5
PC (100) (0 ) - ( 1) 5) ( 10) ( 0) | 0) | 6} (15 ) (16 ) + 76-1
(100) (0 ) ( 1) 8) ( 12) ( 0) 0) «( 0y (19 ) (19 ) 28-1

g: chromatid or chromgsome 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 contrel {(dimethyl sulfoxide)

PC: Positive control (mitomycin C, 0.05 4 g/mL)



M-1250

Table 3-4 Chromosome aberration in cultured Chinese hamster cells treated with 2Z-nitro-p-cresol

[continuous treatment:48hr]

S9 Conc. Cells Polyploid Number of aberration
Time{h) Judge. TA TAG  Judge. Slide
mix { £ g/mL) observed cells (%} g cth cte csh cse other {%) (%) : No.
200 0.0 0 0 0 0 0 0.0 0.0
NC (100} (0 ) - ( ¢) a) 0) |« 0) | 0y g}y (0 ) {0 ) - 87-1
(200} (0 ) { gy f 0y | 0} «( 0) o 0) ( ay (0 ) (0 ) 37-1
200 0.0 1 2 3 0 0 3.0 3.5
400 (100) {0 ) - { 0y 1}y | 1} 0) | 0y ( ¢}y (2 ) {2 ) - 51-1
(100) (0 1} { 1 ( 1) | 2} 0) o 1y o 0}y (4 ) (5 ) 05-1
200 1.0 2 0 3 0 1 0 2.0 3.0
200 (100) {1 ) - ( 0) ( 0} | 2) 0) 1) 0) (3 ) (3 ) - 75-1
{100) (1 ) ( 2) 0) 1) 0) 0) 0) (1 ) {3 ) 95-1
200 0.0 0 0 3 0 0 [¢] 1.5 1.5
~ 48~0 100 (100) (0 ) — { 0) | 0y ( 2) 0} ( 0) 0y (2 ) {2 ) - 46-1
(100) {0 ) { 0y o o) 1y ( 0y | o) 0y (1 ) (1 ) 84-1
200 0.9 4] ] 0 0 Q 0 0.0 Gg.0
50 {100} {0 ) - { 0} «( 0) | o) | 0y a) ( 0y (0 ) {0 ) - 99-1
(100) (0o ) { 0} | 0) ( 0) | o) 0y ¢ 0y (6 ) (0 ) 61-1
200 g.0 0 [} [¥] ] 0 0 0.0 0.0
25 (100) (0 ) - ( 0) | 0) 0) | o) ( 0) | 0) (0 ) (0 ) - 80-1
{100) (0 ) ( o) 0) 0) | ) ( 0) 0y (0 ) (0 ) 43-1
200 0.0 1 16 85 Q 0 1 46.5 46.5
PC {100} {0 ) - ( 1y | g) { 42y | o) « 0y G} (47 ) {47 ) + 06-1
{100) (0o ) ( 0) 7y ( 43) | 0) «( 0} «( 1) (48 ) (48 ) 52-1

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 (dimethyl sulfoxide)

PC: Positive control (mitomycin C, 0.05 ug/mL)
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Table 3-5 Chromosome aberration in cultured Chinese hamster cells treated with 2-nitro-p-cresol
{confirmation test]
59 Cone. Cells Polyploid Number of aberration
Time(h) Judge. TA TAG Judge. Slide
mix { 1g/mL} observed cells (%) g ctb cte csh cse other (%) (%) No.
200 0.0 0 Q 0 0 o] o] 0.0 0.0
NC (100) (0 ) - ( 0) ey 0) 0} | a) ( 0y (0 ) (0 ) - 96-1
(100} {0 ) ( 0y« 0y o 0) 0} ( 0) ( 6y (0 ) {0 ) 91-1
1 0.0 0 0 1 0 0 0 100.0 100.0
- o0 {0 ) ( 0) 0} | 0) | 0y 0) ( 0y (0 ) (0 ) 53-1
800 ( o) (0 ) TOX { o) ( 0) | 0} | 0) « 0) A 0}y ¢0 ) {0 ) TOX 53-2
(1) {0 ) { @) 0) | 1} 0}y 0) A 0}y ¢ 1 ) {1 ) 18-1
{ 0} {0 ) ( 0) 0) | 0) | 0y ) 0}y (0 ) (0 ) 18-2
0 0.0 0 0 0 0 0 0 0.0 0.0
( 0) (0 ) ( 0) ( 0} | 6} ( 0) { 0} | 0y (0 ) {0 3 44-1
700 { Q) (0 TOX ( 0) ( o) A 0) o o) 0) | o) (0 ) (0 ) TOX  44-2
{ 0) (0 ) { 0) ( 0} |« o) ( 0) 0} o @) (0 ) o ) 65-1
{ 0) (0 ) ( 0) o} o 0y o 0) 0} | o) (0 ) (o0 ) 65-2
200 2.0 18 g 0 Q 11.5 12.0
+ 6-18 600 (100) (2 ) - { 0y 3) ( 11) 0) ( 0) «( 0y (14 ) {14 ) + 36-1
{100) (2 ) { 1y« 3 7)) o) 0) «( 0y (9 ) (10 ) 11-1
200 1.0 1 9 0 1 0 7.5 8.0
500 (100} (1) - ( 0) | 3) | 5) 0) A 1y o 0}y (9 ) {9 ) + 88-1
(100} (1 ) ( 1 o 2) 4) 0) | 0) a0} (6 ) (7 ) 21-1
200 0.0 [s] 1 3 0 0 0 2.0 2.0
400 {100) {0 ) - { 0y 1) o 1) | 0}y | 0y o 0y (2 ) {2 ) - 41-1
(100) (0 ) ( 0) 0) «( 2) ¢ 0) «( 0) ( 0y (2 {2 ) 38-1
200 0.0 2 4 5 0 0 4] 4.5 5.5
300 (100) (0 ) - ( 1y 3y ( 4} | 0) «( 0) ( 6} (7 ) (8 ) - 03-1
{100) (0 ) { 1y o 1}y | 1} 0) 0) 0y (2 ) (3 1} 54-1
200 0.0 0 14 103 0 0 ] 56.0 56.0
PC (100) (0o ) - ( 0) «( 9) ( 51) ( 0) 0) «( 0} (58 ) {58 } + 57-1
(100} (0 ) { 0y 5) ( 52) { oy 0y { 0) {54 ) {54 ) 40-1

g: chromatid or chromeosome gap, ctb: chromatid break, cte: chromatid exchange. c¢sb: 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.

TOX: cell toxicity was observed.

NC: Negative control (dimethyl sulfoxide)

PC: Positive control (cyclophosphamide, 14 y;g/mL)
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