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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 480 pg/mL group with
chromatid breaks and exchanges
[Confirmation test: +S9 mix]
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Table 1-1

Table 1-2

Table 1-3

Table 1-4

Table 1-5

Results of the chromosome aberration test in cultured Chinese
hamster cells treated with 3,6-dichloropyridazine

[Short-term treatment: +S9 mix]

Results of the chromosome aberration test in cultured Chinese
hamster cells treated with 3,6-dichloropyridazine

[Short-term treatment:—S9 mix]

Results of the chromosome aberration test in cultured Chinese
hamster cells treated with 3,6-dichloropyridazine

[Continuous treatment: 24hr]

Results of the chromosome aberration test in cultured Chinese
hamster cells treated with 3,6-dichloropyridazine

[Continuous treatment: 48hr]

Results of the confirmation test in cultured Chinese hamster
cells treated with 3,6-dichloropyridazine

[Short-term treatment: +S9 mix]

Chromosome aberration in cultured Chinese hamster cells
treated with 3,6-dichloropyridazine

[Short-term treatment: +89 mix]

Chromosome aberration in cultured Chinese hamster cells
treated with 3,6-dichloropyridazine

[Short-term treatment: —S9 mix]

Chromosome aberration in cultured Chinese hamster cells
treated with 3,6-dichloropyridazine

[Continuous treatment: 24hr]

Chromosome aberration in cultured Chinese hamster cells
treated with 3,6-dichloropyridazine

[Continuous treatment: 48hr]

Chromosome aberration in cultured Chinese hamster cells
treated with 3,6-dichloropyridazine

[Confirmation test: +S9 mix|
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5 =&

36U/ R Y SV ORGEREFREOTELRNT D, Frf =
X NAR S — RN (CHLAU) % 7o Yoo (kB 7% SRBR 2 S5 L 72,

PO HIR AT HI AR A M L R, AR O RBEMHE{L T 375
pg/mL. FEFCHHETE(L Tid 1500 pg/mL, #EBENBRTE D 24 BefE LB TiL 750 ng/mL, 48
B ALBE T X 93.8 pg/mL IZB VT, 50% % #8 X 5 MR EAEIHRIER BN L FhiRD 5
Nz TNHORRLY, HA FIA L OHEICHE » CEBRBAELEDONRENEM T
i% 375 pg/mL. FEHEHEMEAL TiX 1500 pg/mL GEFLALFE LD 24 FEFLE CLE 750 pg/mL.,
AR EERALEE TIE 93 8 pg/mL A E L L THREARFHBOHAELTD -,

ReEREHBROBR., LAKTBERFTO—2OBETHIX v v 2 FE W
BERESHE T MO LRE (TA H) . FEREEHREROLELFETIEIVT
DB FHECEBNTH TR TOHETEREORHEREETH D 5%RMER Lizlzd,
Path & HIE Lo, —F, REHEME T, el E (375 pg/ml) O HBEHEOHEE
HETHD 10%AEER LD, 600 pg/mL k& ME L U-HERME (ErERa
1B - CEHEMAL) 2EH Lz, TORKE, 600 pg/mL TidRzEO-H, BEED
BENPERHEIT UR (unreliable) & HIE Xz, 480 KUt 384 pg/mL THEDH)
FERETHD 10%L EER L. TA EOEMCBEEEESRD L0, REE
ML CIEREICEE S HE L,

Flo, REAEHEEIC O WTE, REEHER THIReaERFRBR CREHE
(375 ng/mL) OHZEBMEEZ TR L, HRABR TIOLAHEE (384 pg/mLl) THEEZSRL
e, mAE (480 pg/mL) T S%REEEHETH -7, LoLads, ;A& TR
W@wﬁﬁﬁﬂiiM%&%<ﬁ%ﬁ®ﬁﬁ%%4w&?ﬁ%@®k@f%ot:
&L FILREERERBRLIERRBOBERCAECREMLRE VB O RIS
FHRESBED NI b, REAFKHER OBFREEITRA! ﬁﬁﬁ%kr%
EHIWE Ui-, — 5. FERENEM LR TR, EREAEBEICBWVLTHRE AR (750 pg/mL)

TEBEOHBENBME L HE S, EREEAERE CEBEERERS LN AES
SR AL CIXRME Ch oot Z OERRAERILICR T 5 BHER R 2 E R
&%@T%U\Eh%é%ﬁ%i%éﬁ%bﬁw%waﬁﬁb\#ﬁ%ﬁﬁm%wﬁ
BRI RE OF L IRME & o Lz,

R, TNTORABEICBN T, BEGRECRRAAERE 2R T OMBEADT
EREOHTRBARE S%RWT, BEOHERERNIIH 7, T LT, BN
BEHECTEELWRAHFEERFOFELFOL LN, -T, RRIIENICERS L
lbEZBNI,
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ULEDFHERNPG, 3,6-¥ 7 v o) &Y IRRBREE FORBEEHRLERIZEWT
YEFBERTRUREFEMATIIFER T L LHERLL,
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6. #&

i

EEFFAERRLHAFEETER (CLEHEZESHREOKRAILLY, 36-V7 0
Y FO L OREMFMO—RE LT, IIRBEOHFEMIR (CHLIU) 2AWVWIRE
FREVRIZERLEZOT, TOREERET S,
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7. BBMHERULE

7.1 RN ERUBE
7.11 HERME

AR 36-Yruntt Y Fow

B PR 3,6-dichloropyridazine

CAS HB & 141-30-0

HEER TR —
CIH\N*J}}_CI

TTE 148.98

foli 99.9%

AR 69.3°C

PEAR BEERERE

AFE 20g

WEM ERETHRIC, HRXEER YV —F &z
TREHETREL., ERHBTEE T2 L%k
B L7 (Attached Data3) ,

RTFHIE HREET (A - 1~10°C) (RTFHBEFHOERIRE !
3~6°C) | B

REFESEI HEBH AT HBYHERFERUVE | IEBERY
ERRE miRE

EH] EBRK TR, #RDEORRYIL. TEMTHER L

B, TRTHREHR SV —F A —ICTEEL
7.
7.1.2 oy

2E DMSO

= PEH5762

HE REERFIR

HETT FYepisE T RS

REFEFE E=¢i7)

RFHAT HESER AT BESHARE

W ORIRER HEATEER 2 i L, DMSO 234 A2 #aT L

7o FORERE, DMSO I LT, 150 mg/mL DIBET
BELIz72), DMSO R L LTRHRWAH Z L E L,
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7.2
7.2.1

1)

2)

3)

7.2.2

HER R ORR
HEE RS

FH e S B0 HT 1) BUBR
WHRWE 03000 g% 2mL A AT F A ZHEB Lz, BECEBLZEBIC, AR
Ty 7 LTEEREED 150 mg/mLER (7 V— M2 0.050 mL M0 LB O EK
JBE 1500 pg/mL) ZFE Lz, WROT, 150 mg/mL WBHE A 2 (FBE O
B 1mL : B8 1 mL) TIER 7 BREEAR L. 75.0, 37.5. 18.8. 9.38, 4.69, 2.34
RO117 mg/mL @ 8RR OB AL HE L,
L ERERR ERROEk
WERWE 1.5000g % 10mL AR 7 T AR L, BETHERLERIC, A X
Ty 7L TERSRED 150 mg/mLER (7L — FZ 0.050 mL &0 L 7B O &
BE ;1500 ug/mL) 2R L7, ROT, 150 mg/mL IFHREALL 2 (FBEOHK
SRR S mL: 388 S mL) TIHEIR 5 BRpEAIR L, 75.0,37.5,18.8,9.38 R U} 4.69 mg/mL
O 6 MEBRKOERIRALTRE Uiz, REEEL TR, 375, 18.8, 9.38 R0 4.69
mg/mL OHERIK Z ., REHEML T, 150, 75.0, 37.5 BT 18.8 mg/mL DHEERIE
b LAY
RAEGRERER ERUEERUOHEDRRR (ERHELERE - RBETEED)
WHRE 1.5000g %2 10mL A AT 5 2R L, BETHEE LB, AR
7y 7 LTREARED 150 mg/mL K (7L — FZ 0.050 mL #N L 72BRO KK
BE 1500 ug/mL) 2B LUIZ, ROT, 150mg/mL IS A A 2 (REEOWK
BRIK Sml : IWEL S mL) TIER 7 BEREAR L. 75.0, 37.5, 18.8. 9.38, 4.69, 2.34
B 1.17mg/mL © 8 REERMBEOMBRIT A HE L 7=, 24 BRRTOFE T, 75.0.37.5,
18.8, 9.38 J2 U 4.69 mg/mL D#FERTE %, 48 BEHIALEE G, 9.38, 4.69, 2.34 RUVX
1.17 mg/mL O#FFRIEH V-, T, 75.0 mg/mL B A2 A 125 (FBREOWH
BRUE 2 mL : WA 0.5 mL) THEWR 6 BEBEAIR L, 60.0, 48.0, 38.4, 30.7, 246 &
U 19.7 mg/mL @ 7RERBEOHBIRE Y L, mERHR (ERrfHamE - 1~
BHEMEIL) TiE, 60.0, 48.0, 38.4, 30.7, 24.6 XU 19.7 mg/mL OHEERIE %
770

A

RRHZABR U7, B, BREREIZTNTITR LGS Lz,

7.2.3

TEM

THRMECEEZ RN LR, #iE. B BRI FRS0EOFELRIRN
BROMEC THEL, HREPEETHDIZ L 2R L,
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7.2.4 WEBRBEREORED

REARFRBOERBOEER CEGRLAE HRABRL ST CAVWEESR
R ORIEEEOHEBRIKRIZOWT, BREER SV —F ¥ — HEBHEIIC
BWTHPLCHEEIC X VIBEORER % EM L7 (Attached Data 2) , FDHEE., BRE
AT A BREOBISIE. ERELBEOCRESRET 97.3%. RIEBET 949%Tho
Too F, EFRABERCERBRBR L. EREE T 1053%, mfKEE T 106.0%T
HY, WTHROBELHRGHE (BRECHTAEE : 100£10%) NTHoTZ, o
FEOBRE Z LT ICrT,

D EEnYg
2R : 3,6-Vr7muttyYy gL
oy hES : DU3PA
wEFE : WHEET GFE®A © 1~10°C) (RESHRBTERERE
2~8°C) | iz
RIS : HERGART KR ERFER O EESE
BREET

2) HPLC T HA
AT I : CAPCELL PAK C18 MGII (4.6 mm LD. x 150 mm . #I
S um, HRRASHLEER)

: 40°C
e : B A Y ) —Iv /TRAIRHR (700/300/1. viviv)
iR : 1 mL/min
R H : UV (& & 269 nm)
EAR : 20 L

F— b 7T —NERERE
=R (EERERL)
EANER

EAEFF A HEAWE

1 3 BREER (A7 2EAER)

2 3 EYERE (ERA)

3. 4 &1 = S B+
*REREN WP U ARAB AR,
BRI R O EZWRE O WGE X, MIE BT 24 FERE LI
Ehe, BB, NYF—Ta LBRRT, A TT N2
B OREZEERHREINA THE,

7.3  XEYE
7.3.1 Rt 5ot B
A U CHW - DMSO Rt & Lz,
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7.3.2

B3 14 i B

D REEELE
vruZ4A77 IR (CP)

Iy hEE : SDP4062

flEx : T RS

ol P : ElbFRA (97.0%L0 1)

REFIE : k. S

RIS : HESSMERT BEEMRRE BENYERRETE
2) FEMGENEMEE

<A bvA 2 C (MMC)

oy NEE : 540AHK

AT : BRBREE Y ) VRSt

Jih : 2mg (7)) /¥R

RIFFIE : EIR., N

BIEERT : IR BEENEHRE REEYEERETE
3) ARGk

FEIT T RTHRIZITV., BRITITTASNTEHBTR L 2R ICERLS L,

M

(2)

3

4)

REERGAR ERFAEE RBREHT

CP 0.0140 g % v BREBEW 75 AF v 7 BILE (50 mL) B L, Zhizk
BEER (BAERF, MASHERERETS, = v &S KIF98) % 20mL
MZCHEMEL., 070 mg/mLIEHEZ AR Lz (55389 4.900 mL {2 0.100 mL %0
ZT. TOREOHEEREDT 14 pg/mL)

et EEERR GRFMOAEE  FERBNEMHL

MMC D 2 mg FIE/SA T /A EBREER (HAERF, NS RKEREK TS,
2y hEE  KIF98) #EMRE T2 mLIX CEALME (1 mg/mL) , KIZT, Z
DR &k 20 TIER 2 BEAR (AR 0.250 mL - £BELEK 4.750 mL) L.
0.050 & T} 0.0025 mg/mL OEKZFHM L 7= (B5#EIK 4.850 mL iZ 0.0025 mg/mL
I 0150 mL M2 7z, Z OBROBEKREEIT 0.075 ng/mL) .

LEERERR EHAEE

MMC @ 2 mg FIHEAA TAICEBRER (B AERF ., RS RERETH
ey &S OHT6N) ZEHRBET2mLMATEHEMLYE (I mgml) . WIZ, =
DY & o 20 TIER 2 BEpEH R (BK 0.250 mL : £FERE 4.750 mL) L.
0.050 B TX 0.0025 mg/mL DIFEEZABM U= (%I 4.900 mL {2 0.0025 mg/mL
WL E 0.100 mL %2 72, Z OFFOBRKIEREX 0.050 ug/mL) ,

HeSERER (ERFRAEE  fUBHEME(®D)

CP 0.0140 g % y BWREFE 77 AF v 7ERLE (50 mL) IZFFRLE, ZhicsE
BEER (BARERSF. BRASHKRERMETE oy &5 9H76N) % 20mL
MACERL, 0.70 mg/mLEREFHE L7 (BT 4.900 mL 2 0.100 mL %71
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ATz, TORRORKEEED 14 pg/mL)
4)  BRtESRRME ORNER R
BMEBURBETA FIA4 Y (Ehd 6.2) WHEABHRBRIN TS Z L RUKERET

RN LA S THhAZ L7 5H CP EUMMC 22N L7,

7.4 (SRR
7.4.1 ks

FxA =—X - NARZ— OB RBAHEFHE (CHL/IU) 2HWe, Mg, b=
—w A T AFEER A 705 20094 11 A 25 RICAFL EREREZIT- -
B OWTHIROMERBEELZERL T, BETHDI Z ERERERT LD EHRERIC
EA L, EAROMBEREIT, Mg EmbsR T oif, faki i RRog
REfALERYE T 13 fE ., A RERROEFOAE LR ORERHAR (ERELAEE
FHEMEL) TR Th o T,

7.4.2 a0 EIREH

BRABEOURAERFORBRBEENEN &, Bt~ D{LEDEOYAERETHER
MEIZ R U TREMREL ., Ny 2 750y FF— 2 R EBETHL I L EORHNLA
A A IR L7,

743 BEEH
[REE T AEEEEZ AWV, CORE 5%, B 37°C, BRERGT TR L,
AT 14 B2 EITfTo 7,

7.4.4 KR E

EHCE R SN A HEIREICRBWT, PV— M ETHBIRICER T2 2 &, iR
fEINBERIDS 15~20 IR TH 2 2 &, RAKEOTY (- F) B22SKRTHDZ
ERUA 7T Al LHERMEVI S PR INHRN L, 30 EBL 2y
TSR LT TWA LD HWE,

75 SOmix RUEERORR
7.5.1 59 mix

S9 RUMiiEESR (89, =27y 7 #—C vy b, 7y bEE :C091218101, AV x>
ZLEERTEMTSH) 2ESL. SOmix 2R LU, BEIIEHBCT -,

1) S9
£ FR : S9
7y FEE : 09121810
fLEH : 2009412 A 18 H
& - RHk : Z w +-SD %

18
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2)

3)

752

i3
kg
FEBH

w5 :
BREHBECERER

REFIE

{# AR

BAFE AT

HWEESR

&

oy hEE

®IyEH

REFEFIE

i FIHARR

HRIFEET

S9 mix OFFE

S9 -2 mL
HHBER 4.7 mL

BER%

i3

7 B ih

Zx ANV EFE— (PB) ROV S5, 6V 7 TR
(BF)

fERER S
PB 4 HR  30+60+60+60 mg/kg body weight
BF 1H 80 mg/kg body weight

B (BIERT ) —Y—)
2010£6 H 17 H
HRBTFEH EERERRE BERY ) —F—

2T I H—C

C09121610

2000 12 H 16 H

& (BIER 7V )

201086 H 15 H

HESGHEN BEEMERERE BEREREZ D Y-

20 mmol/L HEPES #&f{# (pH 7.2) 1.34 mL
50 mmol/L #E{L~ 7 R0 AR 0.67 mL
330 mmol/L 3B{k A U 7 AKERK 0.67 mL
50 mmol/L 7' /3 —RA-6-U EEKIETK 0.67 mL
40 mmol/L BBk Bl — a7 I RT7TF =

PRI VEF RFY B (NADP) KEB#  0.67 mL
FEELK 0.67 mL

Minimum Essential Medium (MEM. GIBCO™, Cat.No. 11095) Z, FE@EI{L (56°C, 30
4y) L=41miE (bovine serum. BS) % 10 viv%iRII L TR U2 E3%E (BS-MEM)

RV,

1y

A i 7
oy hEE
BET
RIFT 15
RIFGET

4% O BS-MEM XA TEEEL -,

731681

Invitrogen Corporation

R (-80°C BRIE D IR )

HWEGHTEE BEEMERRE BEE7 V-

2) Minimum Essential Medium (MEM)

7y hET

719708
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BEor : Invitrogen Corporation
TIFT % : TR
REHEH : HE SRR BBMRBRE HEE

76 HEBRAZR
BRI TIOR LI AT — VONBIC M L7z,

1. FEAHE FE ISR SRR A e
FERANE ML

R T UBL R 24 BERE AL ER

. 48 FEfALE

2. PR AR yElisd i UL RS REBHEMEL
ERBHEMEAL

AR R 24 R 4LEE

48 BR RS AL PR

3. FERR B SERFMANER R BT

7.6.1 HANAE

1) AR R FE D SR
ERFMAAERE CIIRBNEELE T+ | JERBNEMEE [ & L, ERLEET
iX 24 BRRTAERZ [24-) | 48 BRI L T48-) L L7z, BizZhickiT CBE
#H& (Negative Control) ®FEIL INCl %, B EREHOBEIIREDS
WD Ty, T2y, 03) , « ORESEZRT LIS A THERABHELR
B L7,

2) HeESRFHBR
HRpa BRI B & RIS E S AR L 7~V TRl Uiz, 7272 L, Bt R
(Positive Control) X TPC) & L7z, AR, RBRES LLUBNEE T
Az —F{EL# [01] ~ [99) ETCH2HOEBTRTAT A FHEES AR
U 7o T LGl A S 2551 L7,

3) SRR
Jutr R R EHB L RIS LT L,

7.6.2 RENRTE

1) FHiREEFEIE SR
mEAES 1500 pg/mL (10 mMAEH) & L, BATAHK 2 THIR L7 750, 375,
188, 93.8. 46.9. 23.4 BN 11.7 pg/mL D5 8 ABERE L, £/, Zhick
MEXMRBEE R T,

2y LafEREER
R KB O R, ERFRAEEONENEME(L T 375 pg/mL T, FEMRE
JEME(E TIE 1500 pg/mL T, F(TEFAAIRE D 24 FRRRELE TiE 750 pg/mL T, 48

20
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7.6.3

REMIALEE-CIX 93.8 pg/mL T 50%% @ 2 2 MRS RmEER BB 5, 50%
MR FE RN HIR E (ERS(E) 1. EREREAEEO MAEHEME Tk 302.0 pg/mL,
FERBITEMEIE T 1116.7 pg/mL, BITER IR IE O 24 ISR R TrX 452.6 ug/mL,
48 BFALERTIE 79.7 pg/mL Th o7, ZHEDHER LY, HA K54 ICED
bz T50%EL EOMBBEMENRD LN 2EE . MIREENA S M 50%2L E
SN2 HBZREHELTE) LORELXSRL, FIIHFLEEIRITAS
50%% B2 DMEIEMSER AR D O HEICRITAMBIE L 50%EHE
FEIMEI R (EREE) 2 /22 L0 6, ERRAE EOMREEMEL TIT 375 pg/mL
rREMAEE LT, LT, Atk 2 T4 BE% ., ENMAEEOERBELLT
121500 pg/mL ZEmAREEL LT, T, A2 T4 AE%, BIERLEE
D 24 BERLETIT 750 pg/mL = AEE LT, LT, A2 THSHER,
G BRI D 48 BERIAME T 93.8 pg/mL 2 &S AE L LT, UTF. A2 T
AHEZBRE LT,

Fie, RAFERERBROMBRE, EREOABREBEONRENEE T, 375 ng/mL TH2
EBURBERENBEMELRLELD, ZOMBOAECALR RO THEIRB L E
dH5Z e, 600pg/mL #REHEE LT, LT, A 125 Cil e BELZ®
E LT,

BB, WITNOHE S ZRICEMEAEREER OB BRI T,

A 18 B4 U U BR

RedRERBRORAEBRRETAIZOOTFHRARBRE LTERB L, 2B, UTOE
EEERLEE T ARBRRER., ERRETICRBWT, BEEOSREZA T, EEB
EIZ & o TEhE L=,

1y
(D

(2)

(3)

R R ER 7

RBHEMEL & HEREEE O F N ERICERETBERCESRE A BHELR T
o ¥ — LGy BBEFSTAF 77— (BEE60mm) HWE, 7L
— MIEHE 2K L,

TL— hYzy X 10MEOMM (& 5.0 mL) ZIEE L, EE3 BRI,
I RE DRV & 2B ERBE THE LER L T H , REHEEL T
FERE M BREE I DTS, BEETE 0.883 mL #BR D R X . S9 mix 0.833 mL iZE X
B 0.050mL 2% 7, #BRYERERICOWTIE, BEK 0.883mL 2BV &
&, S9mix 0.833 mL IZf: & &IREE OBEERIK 0.050 mL 21 % 7=, FEMNFHTEHE(LT
VXM R BRI DWW T EE I 0.050 mL 2 H v (& (S 0.050 mL 212 7,
W E B ERFEIC OV TIL, B#K0.050mL 2BV RE, FBEDERIK 0.050
mL 2z 7o, &8EE LICHENE, AR TITHOFERERROGEHERL,
6 FERIESEE L7,

e 6 ERRRIC,. IR THBRYEONHOFELBET S L L bic, Fl iz
B T CHIA OREEZ RERE Lz, R\ C, Ml % 4 I S AN A B A e Tk
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C)

2)
(1)

(2)

(3)

7.6.4

L. B UWEEETE S.0mL 20 A2 18 BRI 25T =,

BB TR, AP EBElEER A FAT La—b (FEE99%ELE) THH -
BEL, 0.1%7 UAZ VAL F Ly METHRELEZ, BEEMREENTCER (€
JlL—& AU o RRETEGEASH]) 2AVCHREEZIE L, B
BEEOEE 100% & LT, REHEME R OHERBEELOFTRZRIZ OV TR
W O SO%MBEFMBIRE (BIEE) 2ROz, T/, B8 6 % & F&KE0
FET ISR EOKRTRIC, RIRTHHOFERZRER L, EICHiEORES
BN REBRHSECHE LER LD (EEETHROBERIL. 857 -4 L L),

AR R

24 BEEJALEE & 48 BERALBR D L ENIC R B R C R TR ERE 25T 7=,
A — VI vy BREE TSI XA Fy 77—k (EE60mm) ZHVE, L —k
& 28 & Lz,

TlL— Y70 2x 10MEOHAE (53K 5.0 mL) 2IFE L7, 5% 3 ARIC,

ARIZREORWZ L ARSI AREEME CHE LR L T b, 24 L
RN AR BRI & b IR MR BRI W T, BEEIR 0.050mL 2BV RE, B
H0.0S0mL 2 M2 /- BB EHERIC OV TIE BEETKE 0.050mL ZH VR &,

B IR OWEERK 0,050 mL 2 X, 0%, HIRTHHOFER EEEOE
RER L, 24 BRfE R OF 48 BEfEIREEE L7,

24 BEEI R OV A8 BRI OB R THRIC, R THBRHEOHOFBREBET I &
EHiT, FISIATHZERMET THROREZ IR Uiz, R\ T, SR -
EAEIC, P, BEE. RERVHREEOHEZITV, 24 KR O 48 RFHE 0
WRITAEBRYE O S0%MEREMETRE (BRE) 2R,

R2EHEEHR

UFOEHEZLE LT 5HRBER, BEREFICBVL T, BEFOHFEZHAW
T, HEHBRECL>TEEL,

1)
(1)

2)

R AL

FEBTEMEAL & FERENE IR L D F N F Al pa kst BB R e BB K OB M Xt
BEEEZRT-, vy VIIvBBREE S 7 AF v 77— b (ER 60mm) % H
Wim, L MREBE 4R E LT,

Fl— b0 2x 10 H O (SEIESOomL) BB L, BEI A, W
BUCREORNT LB ERMETHE LER L T b REEE I Tk
et BRBEIZ DWW TIE, 5K 0883 mL Z RV R X, S9mix 0.833 mL IZEE & 15
£5£0.050 mL 2N Z 72, R E A ERIC OV T KRR 0.883 mL 2 EL Y BR |
S9 mix 0.833 mL IZHE & BIRE OWERIK 0.050 mL 202 7, BiEXTHEEIZ >N T
(TSR 0.933 mL #FR &, S9 mix 0.833 mL iZ%5 % CP0.100 mL (Bi&KIBE : 14
pg/mL) EHIZ 7z, FEARENEMHEL TIRERER ROV T, B3 0.050 mL
FEYBRE ., B 0.050mL 2R 7o, BB RAERICOVTIE, 85581 0.050
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3)

4)

)

2)
(1

@)

3)

4)

mL ZH Y ERE | HEEOWHRIK 0.050mL 20472, B REEIC DL TiIEEES
% 0.150 mL #BRE ., MMC 0.150 mL. (5 #&IRE © 0.075 pg/mL) Mz 7o, FBf
EBICERME, ARTITHOFER OEREOEZ R L. 6 BRREE L,
B 6 BRI, AR THRBMEOWHOBEEZBRT S L L b, BfrEE
SAPMEE T CHIBORFB 2 FER Lz, OV TT, MM A i am A B Ak ok
L, HLWEEESOmL 2%, HiZ 18 Fef& 2 it 7=,
BE2LHOTL— b (BHFE-1 RUR2) 20T, AafBREfERERD D
BRET O 2BEANZa LI R (FA3/LT UK, 10 pg/mL, AEHET
EHEASH) Z 01 mL M A7 BPRE T#.0.25% U 7 AFHK (Trypsin 0.25%.
Invitrogen Co.) CHIRRZFIAM L, E-LoBEc L > CTHEDIZMEaE 0075 ME LD
U AR TCHI 15 SRR L, AFAT A a—/L  BfEE=3: 1 TCEEL
Tro BEELT-HRAERT A RFZ A IITHE 2EFNCHT L, ReadERR
TL— bYED 2ERIL /-, MAMEWE TR, 1 B EEREBRL, 2% X LAVRET
115 Mg U CRaEmER R ER L,

BAHEH 2HOT L — N (BEE-3 RU-4) 13, 5% 6 B & RO HIET
18 KFFEIEER OB TRIC, AR CHHOFELHER L. HiICHR R A28 747
EFEMECBE LER L ERKTROBRIL, 287 —%ELE) , 20
% HERIREN R EBRICHE L 7 URZ AN, A Ly P LA RRL L, B
i m N EEE S AV CHREEZBE L.

B AL ER 1

24 BEREIALVEE & 48 BERTALE O F VIS RRME IR B, R E B B Ot
MEEEZRT -, Oy — Vv BREF ST AF v 77— b (EE60mm) % H
Wi, TU— MEBBEEAKE LT,

Fl— MY 0 2x10YEOHIE (BEEWRS5.0mL) 2R L, BE3 AR,
JZBEORN I BB A EEBEME T LERELTHE, 24 BEAER
TN 48 BFRIALER &= & I [RPE R BREBEIZ DUV TIE, BRI 0.050 mL 2 EX D bR &, IR
0.050 mL /1% 7=, #HBRYWHEBEHICOWTIE, $FEK 0050 mL 2D RE .
K- B O BEERR 0.050 mL 402 7=, BEMEXTBEAEIC DV TSR 0.100 mL % HY
Y ERE MMC 0.100 mL (B HEE : 0.050 pg/mL) #MZ 7z, TO%, EIRTH
HOBFER CEREOCETER L., 24 FRL U 48 BRIEE LT,
BT — F (FEE-1 RU2) 20T, REFEEAEREROLD
24 BFRI R TN 48 FERIOISER T O 2Bz a A I R (FAIL K.
10 pg/mL, FoRME T EHERNSH) 2 0.1 mL A%k, FoOMit, ErREaEEk
EEERIC L (R AR (R L e,
BAHZH2HOT L — b (BESIRT-4) 13, 24 BRI RO 48 B DEE# D&
TRICAR CIFHORELZREE L, SICHRORESESEERBSI CEEL
PR L=, 0%, MIEEMENERBICEL 7 )V REZANAF vy NRBAELE
AEEHL, ERAREENEEES AWCHREELE L,
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3) weSERUER (ERRIAUEE  REHEMER)
Yefn (B R HREBR O IR LIS U TR L7,

7.6.5 T RDEE

FEMETC/L—FA7Z0 100, SEEYLZY 200 BoREESEERLLES
bz OV T, BERFEOREE L BY 2R ofilao e Lz, R
OHBHEATEHE L, 2B, EENCEENMTbRD X250, RafiERR
TRCERIEIZ L > T LE,

7.6.6 SEREBTONE
LEAEREIBERE LR ICKIIL, BERAEREICUTOLICESE - &

EL,

1) WHERFE

REEREFEOBEIIUTOLIICERLSELL,

v v () D BAaSER () RUEREAERE (csg)x 2L Xy v T L
R AE IR EORE EICBTR R H 550 (BE
YEMaPRESECRESEICZSH D) THhoaT, 0O
R EIPREHSEOIRU T CHEZRIERATMNIRD &
nsHo,

DESEREE(ctb) © BTABRESEOERB LIS TR TS 0RO
LMy EORE RIS > TH, ZOREIN
e SEONELL EIZBER TW D B D,

@S ERIA R (cte) ¢ MRETRASHR L &)

Yo AR E Wi (csb) D WA A REEORE ST TR Y BREARE
LRV E DR UG ERETM L LEFRO R EIZH >
ThH. FOESHLEANMEOIEL. EIZEER TV 0,

Yo B AR B 22 ¥ (cse) s TERRREE, RRREER Y,
% (D (other) : WA {k(frg) /e &,
2) B

LN, COMENIARRE THWOEADE (ZEHE) LB, FL
BEEBHER LER LT,
3 . polyploidy (#P{EHNE : endoreduplication % & i¢)

767 HERE

HEZE L TR ZNFELZACNT, BELOERE Nty ReadofiEil vic
FEORE 2 OMBOHERE (%) KLoTUTOL3CHE LR,
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BB HIRE B F Y

5% it 2%
5%LL.E 10% i SEhetE (2)
10%LL B & ()

HERFOREBRARIL, ¥¥ v 72E0EE (TAG) LEERVEHE (TA) &2y
T REHIERBEECL > T,
REMROHEARICHBEFEUIERMESBD oW GE 2Bt L HE L,
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8.

8.1
8.1.1

80 e 468 il 4T ] S5 B
12 BB IR R

ERERAEEICB T 2 KBHEME(L DR % Appendix 1-1 KT8 Appendix 2-1 1%, FEIX
BFHEMALORE R % Appendix 1-2 R T} Appendix 2-2 IZ7R LT,

1)

2)

3)

8.1.2

50%AMARIEFEMEIEE (Appendix 2-1 & TN Appendix 2-2)

RANEMELTIL 375 pg/mL BAE, FEMETEMEL TiL 1500 pg/mL @ A& T 50%LL
EORIRETEME RER D B, S0%MIREAEMGIEE (HRE) X, RBEEL
TIX 302.0 pg/mL. FEARHTEME(L TiE 1116.7 pg/mL 7 - 7=,

WERMVEIRINE % OBlEE (Appendix 2-1 & UF Appendix 2-2)

FBRE RIS B ROAROBEZRICE VLTI, RENEE(E R OFERHTELE
L& bZERERD bR hoT, i, WIRBIC L AHBRMERMCES FTHO
BETiI, NEHEECRUYERBNEHEL & HITHHERD b Rh o7z,

WS EMEE T REOBE (Appendix 2-1 & OF Appendix 2-2)
RBHEEC R CIERBHEM L & HITITHIERD O o T, TR ENEEED
MR ORE A B SIAIZERMET CRE L., BIEXTREL BT 5 & RBIEHE
£ CiZ 375 pg/ml 2L EOAETHRORLE - HEELPED LI, 117515 188
pg/mL ORBTREFEIR D ONAahoT, —F, HEMRBHEMEL TIX 750 pg/mL
VO ETHMIEOEYE - WEZAOPRD L, 11.7 505 375 pg/mL DB E TiX
EEIIFEO N Tz,

B 50 A0 B ik

EEAMBEIZ BT 5 24 FERIAE O FE R % Appendix 1-3 XU Appendix 2-3 {2, 48 B
LB OFER % Appendix 1-4 J U Appendix 2-4 (2R L7,

1)

2)

3)

S0%MRAEFEIMAIEE (Appendix 2-3 &Y Appendix 2-4)

24 B ALEREE TIE 750 pg/mL BAE. 48 BEREAVEECIE 93.8 pg/mL Bl EOAET
50%LL_E O MRS TEANE] 35RO H v, S0%ANIARSETEINGIREE (BIRSME) 13, 24 F%
FAALEE Tl 452.6 pg/mL. 48 BERMIR T 79.7 pg/mL 725 7=,
WHRYERNEHROBE (Appendix 2-3 & U Appendix 2-4)

SR E TR BEROAROBERIZE O T, 24 WL U 48 BERIAL
HEHIZBLRRED O 2hoT, £, AIRICX 2EBHERMICHE S FrHO
BETE, U4FFMAEERE 48 AR & LI BIERED O -7,

R ENEBRTROBE (Appendix 2-3 & U Appendix 2-4)

24 FFRAMEE KON 48 IR & B ITITHIER O b oo =, #BRMENBEED
MROREL B HEEFEHRE T CHE L, REGRE L ET 2 & 24 L
BCIX 375 pg/mL LA EO B ECHIFRDEREE - BEELBRBD BN, 11.7005 188
pg/mL ORETCREFITRO O RMh oz, —F, 48 BFFAE TIL 188 ng/mL
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L ko RAECRaOESE - BREAEHFED LR, 117505 93.8 pg/mL OFAET
i%l% mu&b%i’bfifﬂo 7'1_0

8.2 HBEAEEHAR
8.2.1 e PUB LS
REHEE O E % Fig. 1-1, Table 1-1 X TN Appendix 3-1 12, FERBHEMLORER

% Fig. 1-2. Table 1-2 X T Appendix 3-2 IZ-R L7z,

1) #BRWEEME%ZOBE (Appendix 3-1 BTN Appendix 3-2)
BB BRI S BB O AROBRICB W TR, RBTEMNE R OIERHE
L& BIEERERD NN o7, -, HIBC X 2WBRHEEMIE S IFHO
BETE., AENEEERCHERBTEELE bVEHBIERD o7,

2) #HBYELEBETROBEZ (Appendix 3-1 XU Appendix 3-2)
RBHEMEL R CIERBNEEL & D ITITHITRD bhvieh o 7o, HRHEQEED
MR DR RE RIS ERIRE T CRE L., RMETIRE & BT 5 & REEE
£ TIL 375 pg/mL O E THIRROEZE- - THRERELPFED Hh,46.9 75 188 pg/mL
ORABTIHRAFTEIRO N2 o7, —F ., IEABHEMEL TIX 750 pg/mL 2L E®
Jﬁ%ﬁﬁﬂﬂ@mﬂj EREENRBO LR, 188 R UN375 ug/mL D HETIIEEIX
W birho T,

3) REMEHEERE (Table 1-1 X TF Table 1-2)
BERFOHBRE (TA) X, REEMELIZIE O TIE, 375 pg/mL Tl 18.0% & B
MOHEEETHD 10%L LEETR L, 188,93.8 BTN 469 ng/mL TiZFhZh 0,
LOBR2.0% EBEOHERETHD S%RBETH o7, —F. EABEMIZ
FBUTIE, 1500, 750, 375 KUY 188 pg/mL TEIF7 0.5, 1.0, 0.5 KTV 0.5% &
DR EEETH D SURBTH-o T,
BB, RESBEIBVTIIRARESET oL IREOHELEANIC
MBIV TIEE LW LAREEREOFERLBVD LN, FOHBEE ii%
MHOHIEREENICH T2, > T, BRBEIEVICERSI-EELON,

4) BEEEHRE (Table 1-1 & U Table 1-2)
BORE (B oHBREDE, RENEEIZES VLTI, 375 pg/mL T 9.5% &
SO HIEEETHD S%LL L 10%KHER L. 188, 93.8 XU} 46.9 pg/mL T
XENEFN 05, 0 R 05% L [EEDHIEEETH S s%RE Th o7, —F, ¥
HRBHEME(LIZ BV TR, 1500, 375 B0 188 pg/mL TIEFHFH 1.5, 0 KT 0.5%
CEMOHTEEETH D S%RMThH o0, PRARD 750 pg/mL Tt 16.0%
CBMOUHEEETH D 10%U EERLE,
B, RBERBECBWLTR, REARBMEF OB EIREOH EEEMCDH
7, - T, RBIIEICER S EL b,
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8.2.2 AL R
24 BRRAEROFE R % Fig. 1-3. Table 1-3 & U Appendix 3-3 &, 48 HFfRJALEB DR %
Fig. 1-4, Table 1-4 & T Appendix 3-4 {277 L7z,

1)

2)

3)

4)

8.2.3

WBRYERIMER OB (Appendix 3-3 & (% Appendix 3-4)
BWBRYERMCAES BREOEHOBRICB O T, 24 BRSO 48 B0
BELHICELERBEDL LR oT, £, ARIC KL A2EBHERMICESHTHO
BETI, 4FMABE O 48 EHAE L HWICTRTORAETHITHERD b
i,

HEER G LR T BB E (Appendix 3-3 & U8 Appendix 3-4)

24 BERRAEE 48 BRI L LT R TOARTHHIRED LNk oT, #
S B BB O MR ORI A B ST HZERMEE T TR L. BRI L T
D& 24 FRR A CIE 375 pg/mL LA L0 HE CHRIBE ORE - BRERELIED SR,
469 5 188 pg/mL OAETIHEFNRRD O, —F, 48 BFRAE T
% 93.8 pg/mL O AETHIROEE - HEE{LESRD LIV, 11.7025 46.9 pg/mL
ORBETIEHEFERRD LT,

R EHEERY (Table 1-3 LU Table 1-4)

WiEREFOHBE (TA) X, 24 BEAEIZEB O CIE, 750, 375, 188, 93.8 B F
46.9 pg/mL TIEZNEI 1.0, 0, 0.5, 0 KT 1.0% L REDOHIFILIETH D 5%AK
WCThol, —H. 48 EFRILEIZIWV T, 93.8, 46.9. 23.4 XTR11.7 pg/mL T
XENENR 15, 0.5, 0.5 R 1.0% L RMEDHEEETH S %KM TH o7,
2R, BENEECB N TIRAEBERT ONBARIIBMOHERENIZH Y,
B REIC B W TR LVWRAREERSOFRISIR D L, £ OHRERILIE
PMOHERENICH T, T, RBRILENCERINTZ B2 Ohik,
uE R EAIRE (Table 1-3 & U Table 1-4)

HAOEE (BE) OHBRDT, 24 BRELBIIBWL T, 750, 375, 188, 93.8
K469 pg/mL TIEENEI 1.5, 0.5, 0, O R 1.0% L BEOHERETHD
5% Th o ln, —J7. A8 BRREIAERIZ 38U T, 93.8, 46.9, 23.4 BTN 11.7 pg/mL
TIEENENO0, 0.5, 0 KT 0% EREDOHEEETH S SUKBTH- T,
B, BB T, REAKNETOHBERIIBEOHELENICH
o, W T, RBRIIEEHIEEE N EE LB,

ERGEB (ERELEL - KBEEED)

W& B 4% Fig. 1-5, Table 1-5 2 T8 Appendix 3-5 1275 L7z,

1)

PR EIRNER OBE (Appendix 3-5)

WRYVE R S HREOBHOBEIZL T, BEERD LR 2T,
¥, AR LA BBWERNCAE I HOBE TR, X TOHBETHIHITER
HHNRDoT,
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2)

3)

4

R E NS T R OBLE  (Appendix 3-5)
FTARCORBTHBIRED SN2 oo, B E BB OMIEORE 2 #3101
FAETEMET CHE L, BMEEE L BT 5 &, 246 pyg/mL UL EOH & THil
DO¥EE - REREABRO O, 197 pg/mL OFETREFEIED Lo T,
LuEKEERY (Table 1-5)

BEEFEOMBEE (TA) (X, 600 pg/mL TIIHRBE O DR EE200 BY)DE
ZREmHFET. UR (unreliable) EH[FE L7, F£7-. 480 KT 384 pg/mL Tl
FNEN 30 RV 25% EBHEDHEEETH D 10% U LEERL, 307, 246 K
Y 197 pg/ml TIEZENEI 4.5, 20 KR 0% L BREOHERETH D 5%KMT
HoT,

7B, BEMBHEIBVWTRREREEREEONHEETIREOHEERBAILH Y,
BEEXH BBV TIHE LW REKBERTEOFRLIRO O, £OHREIY
HEOHERENICH -7, #-T, RBIEBUWICEREINTZEEZZ LN,
e KRN A (Table 1-5)

BAORY (EHA) ORI, 600 pg/mL TIHHBEMEO - DHEEEQ200 &)
OBENERBHIT, UR HE L7, E/, 480, 307, 246 KT 197 pg/mL T
HENRER 4.5, 25, 15 KV 0% EBHEOHIERETHD S%FM Th 7283,
FREIAE® 384 ng/mL T 11.0% & GO HIELETH D 10%LL EER LT,
¥, BESEECBO T, REAKENEFOHBRFIIREOHEEENICH
o, W T, RBIIECEBIN-EELONT,
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9. FE

36-un VU DREFERTFRECFEZRNTHD, FrA=—
R oo NARF - RBRHESF M (CHL/IU) 2RV REERFERRE EM L.

LEREEABROMBR, LAFEEREO—DOOEETHLIF Yy v 72 E LRV
BEEFEZETIMEOHEE (TA #E) . ERFEEEROLMEFETCIIVWTHR
DMBFHEZBDTH TR TORETEREQCHEREETH D SURBE R LD,
Pt L HIE L, —H, REEE X, BEHAE (375 pg/mL) OHBHEOHEE
HETHD 10%LL LA R LD, 600 ng/mL 2 &K &EAEE Lo (EHEMaE
% - RS 2ER L, €O/ ER, 600 pg/mL THIfllaBEEHO O, BEHKD
BENEMEET UR EHE SN, 480 K1 384 pg/mL THHEOHEEXLETH D
10%LL E& AL, TAEOEMCAEEFEENRD S0, RENEEIL TR A
L HE L, 2B, LAafEEFREORXOBEEICOVWTIX, BEMKRD
20%IZ HDORFERRONEARTH S Dyl NE 033 mgmL, HUHEHLVO
YL A3 R AR (cte) ZFF DM DO HBSR O LLEETH D TRE 1T 54 Tho7-, £7-.
P BRI OW T ABNESE LR TR AR EHR CTRBEHE (375 pg/mL)
DOHEEHEE T L, RARBRCITAELIHE (384 ng/mL) THEEF LY, BHE
(480 pg/mL) TiX S%EBERMETH -7, LHLAENDL, AR CIHHEOEEN
WIEIL 61% L3R | EEEOHIREL 45% L BRESREO ERCTh-ok 2 &, FiTke
FEREARBR CHERRABROZER UABRTRIBERCIBEOERB B LNBRELSRD
bhicZ e, REABMER OFEMEIIREMICRBNEEL CHME & B Lz,
—5, FERBENEER TR, EMMALEEICBOTEEAMAE (750 pg/mL) THEEK
OLBENRBELHES L, BE., FEET, SRHARANRVE LS F 0 HREITR
M4 22 EBMbNTHAR, ERMAEE CTBERERERAGONZHER S TnERN
HIE TR TH T, £/, HEEBYEIISEAE (1500 pg/mL) 2BV THEEER
WHETHHITRD 5T, MRESHOYEMNAESS| &2 SRtz
ED, ZOERRAEEICBITABMEERIBRENLLOTHY . EiCiafEn
BEEPERXLRZNLO LML, FERBNGE R OREEHPDEREOHERMEIIEMN &
HIWr LT,

TARTOREEZENT, BHIARECIRAEMEERE 2R T oMk OME Ak
DHBEHET S%RBT, BUHEOHITEEERNICH /-, ThIZH LT, BHEXFRRET
HELVWLRAREERTOFERIRDO LN, o T, RBEIHENICERSIN-LE
. bz,

B, VIFVCULREPETAIEBILADII. BELLTELFERENLTWVAN, <
LA vEEE KT TR (CAS No. 123-33-1) iZ2W Tk, VIOHIIE Y RO b U o3k
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MeBNWTIREBEEFFREL,. 2 A T oA Y TDNABEELFETH LHBEX
hTn3d, £/, S9 mix fFFFEFTO CHO M2 AV A RE AR ERER, Ree 7 vk
A THEE, fiEZHW-EREATERR, v~ R ) 74—~ TKHB, w7 A
FRW/MNERBCIRRE L BE AN TVE, A6, VU XU UBITEL U
EAMLIZSGE., BEMERCIERERAEZEXR CEBES R I{EHRHD Z N
WED IR TWE, —HF. 5-T /47 0m2-7 2 =L B #FTL3(2H)-4 1 (CAS
No. 123-33-1) 'V, Zu 7 =& v  (CAS No. 82697-71-0) @ | 74 7= L=
F /- (CAS No. 188489-07-8) "B ESMHIIRVEBRE STV S,

PEDHERNPG, 3,6-V 7 an ) ¥ VUV TARRBRRUT ORBHEELRICEWT
LEEERFROLAAEENWESTERT L MR L.

31



M-1407

10.

1)

2)

3)

4)

3)

6)

7)

8)

9)

10)

11)

12)

2% 3k

FEEERRE (1987) | <UGET>RBERERBRT — &, pp. 1924, =)L - T A = &
— . BEE

Ishidate M Jr. and Odashima S (1977): Chromosome test with 134 compounds on
Chinese hamster cells in vitro — A screening for chemical carcinogens, Mutat. Res., 48,
337-354

Matsuoka A, Hayashi M and Ishidate M Jr. (1979): Chromosomal aberration tests on 29
chemicals combined with 89 mix ir vifro, Mutat. Res., 66, 277-290

AR B (1982) - WHEALEIWAEAE & v B B ER & [H1R8R & (Screening Trial to Detect
Possible Chemical Mutagens and/or Carcinogens in the Environment - Mammalian Cell
Systems), B AEHESLBIHFSEE, 6, 31-43

Ishidate M Jr., Edited by Obe G and Natarajan AT (1989): Chromosomal Aberrations
Basic and Applied Aspects, Springer-Verlag Berlin Heidelberg, 260-271
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hydrazide and related compounds in Chinese hamster cells in vifro, Mutat. Res., 67,
249-257
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Padilla-Camberos E and Feria-Velasco A (2001): Evaluation of genotoxic activity of
maleic hydrazide, ethyl methane sulfonate, and N-nitroso diethylamine in Tradescantia,
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Morita T, Naitou T and Oishi E (1995): Mutagenicity of condensed pyridazines with
different substituents, Biol Pharm Bull, 18, 363-367

TEBERRE S, BWBERET—-F 31— “5-T 3 /4-730.2-7 2L
U # ¥ 3Q2H)-A
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(accessed 2010-05-18)
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Photo.1 A metaphase chromosome from the negative control group

[Confirmation test: +S9 mix]

e

Photo.2 A metaphase chromosome from the 480 pg/mL group with chromatid
" breaks and exchanges

[Confirmation test: +S9 mix]
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Fig. 1-1

Results of the chromosome aberration test in cultured Chinese hamster cells treated with
3,6-dichloropyridazine

[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 cells treated with
3,6-dichloropyridazine

[Short-term treatment:-S9 mix]

NC: Negative Control{(DMSQO)
PC: Positive Control(mitomycin C : 0.075 pg/mL)
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Fig. 1-3

Results of the chromosome aberration test in cultured Chinese hamster cells treated with
3,6-dichloropyridazine

[Continuous treatment: 24hr]

NC: Negative Control(DMSO)
PC: Positive Control(mitomycin C : 0.050 pg/mL)
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Fig. 1-4

Results of the chromosome aberration test in cultured Chinese hamster cells treated with
3,6-dichloropyridazine

[Continuous treatment : 48hr]

NC: Negative Control{ DMSOQ}
PC: Positive Control(mitomycin C : 0.050 ug/mL)
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Fig. 1-5

Results of the confirmation test in cultured Chinese hamster cells treated with
3,6-dichloropyridazine

fShort-term treatment : +S9 mix|

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

UR: This value was judged to be unreliable since no sufficient number of chromosome could be observed due to
severe cytotoxicity,




M-1407

Table 1-1 Chromosome aberration in cultured Chinese hamster cells treated with 3,6-dichloropyridazine
[Short-term treatment:+89 mix]

Cell- Number of cells with numerical chromosome

Time S9 Conc..of ‘ Number of cells with structural chromosome aberration (%) growth aberration (%) Slide
“(hY mix test article Cells b b 0 TA(® o,y Judge- ratio Cells Polyploid o, Judge- No.
(ug/mL) observed  © cte cs cse other A(%) g TAG(%) ment (%) observed cells other Total (%) ment
106 0 0 0 0 0 0 0 0 1060 100 0 0 0 54-1
NC 100 1 0 0 0 0 1 0 1 - 94 100 0 0 0 - 42-1
200 1{0.5) 0{0.0) 0(0.0) O0.0) 0(0.0) 1{0.5)  0(0.0) 1{0.5) (100) 200 000.0) 0(0.0)  0(0.0)
100 2 1 0 0 0 3 0 3 89 100 0 0 0 67-1
46.9 100 1 0 0 0 0 1 0 1 - 89 100 1 0 1 - 66-1
200 3(1.,5) 105  0(0.0y 000 000 4.0  00.0)  4(2.0) {92) 200 1(0.5) 0(0.0)  1{(0.5)
100 1 0 0 0 0 1 0 1 89 160 0 0 0 20-1
6-18 + 93.8 100 1 0 0 0 0 1 0 1 - 94 100 0 0 0 - 95-1
200 2(1.0)  0(0.0) ©0(0.0) 000y 0000 21.00 000 2(1.0) 94 200 000.0)  00.0) 0(0.0)
100 0 0 0 0 0 0 0 0 73 100 0 0 0 74-1
188 100 0 0 0 0 0 0 0 0 - 89 100 1 0 1 - 72-1
200 0(0.0) 0(C.0) 0(0.0) 0(0.0y 0(0.0) 0(0.0Yy 0(0.0)  0(0.0) (89 200 1(0.5)  0(0.0) 1(0.5)
100 3 13 0 0 0 16 0 16 47 100 12 0 12 45-1
375 100 4 15 0 1 0 20 0 20 + 42 100 7 0 7 ES 18-1
200 7(3.5)  28(14.0) 0(0.0) 1(0.5)  0(0.0} 36(18.0) ©(0.0) 36(18.0% (46) 200 19(5.5)  0(0.0)  19(5.5)
100 2 51 0 0 0 52 0 52 94 100 0 0 0 39-1
PC 100 6 47 0 0 0 52 0 52 + 89 100 0 0 0 - 03-1
200 8(4.0) 98(49.0) 0(0.0)  0(0.0)  0(0.0) 104(52.0) 0(0.0) 104(52.03 (94) 200 00.0)  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 ratic (%) 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 3,6-dichloropyridazine
[Short-term treatment:-S9 mix]

. Conc. of Number of cells with structural chromosome aberration (%) Cell- - Number of cells with l?umerlcal chromosome .
Time 89 . growth aberration (%6) Slide
) mix S Aele ; . . Judge- ratio  Cells Polyploid — Judge- No.

{pg/mL) observed ctb cie csb cse other  TA(%) g TAG(%) ment (%) observed cells other Total (%) ment
100 1 0 0 0 0 1 0 1 100 100 0 0 0 02-1
NC 100 0 0 0 0 0 0 0 0 - 95 100 0 0 0 - 19-1
200 140.5)  0(0.0) 0(0.0) 0(.0) 000.0) 1(0.5)  0(0.0) 1(0.5) (100) 200 000.0)  0(0.0) 000
100 1 0 0 0 0 1 0 1 81 100 0 0 0 43-1
188 100 0 0 0 0 0 0 0 0 - 81 100 1 0 1 - 93-1
200 1(0.5) 0.0y  0{0.0)  0(0.0y  0(0.0) 1{0.5)  0(0.0) 1{0.5) (83) 200 100.5y  0(0.0)  1(0.5)
100 0 1 0 0 0 1 0 1 77 100 0 0 0 47-1
6-18 - 375 100 0 0 0 0 0 0 0 0 - 81 100 0 0 0 - 64-1
200 0(0.0) 1{0.5)  0(0.0y  0(0.0)  0(0.0) 1(0.5)  0(0.0) 1(0.5) (81 200 0(0.0)  0(0.0y  0(0.0)
100 0 0 0 1 0 1 0 1 54 100 15 0 15 01-1
750 100 0 0 0 0 1 1 0 1 - 50 100 17 0 17 +  60-1
200 0(0.0)  0(0.0)  0(0.0) 1(0.5) 1(0.5) 2(1.0) O0.0) 2(1.0) (53) 200 32(16.0) 0(0.0y 32(16.0)
100 1 0 0 0 0 1 0 1 18 100 1 0 1 34-1
1500 100 0 0 0 0 0 0 0 0 - 18 100 2 0 2 - 86-1
200 100.5) 0000 0(0.0) 0(0.0) 0(0.0)y 1(0.5) 0(0.0) 1{0.5) (18) 200 3(1.5)  0(0.0) 315
100 7 31 0 0 0 36 0 36 90 100 0 0 0 53-1
PC 100 5 39 0 0 0 41 0 41 + 99 100 0 0 0 - 68-1
200 12(6.0) 70(35.0) 0(0.0y  0(0.0)  0(0.0) 77(38.5) 0(0.0) 77(38.5) o7 200 000y  000.) 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(%6).

Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 1-3 Chromosome aberration in cultured Chinese hamster cells treated with 3,6-dichloropyridazine
[Continuous treatment:24hr]
Time SO Conc.'of Number of cells with structural chromosome aberration (%) g(r:cis;h Number of cellz:: :1222213; r):ai chromosome Slide
(b) test article —rge N N o 1A AG(o Judge mtio ~ Cells Polyploid . Judge- No.
(ng/mL) observed ot cte cs cse other A(%) g (%) ment (%) observed cells other Total (%) ment
100 0 1 0 0 0 1 0 1 100 100 0 0 0 61-1
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 - 33-1
200 0(0.0) 1(0.5)  0(0.0)  0(0.0) 0(0.0) 1(0.5)  0(0.0) 1(0.5) (100) 200 000.0)  0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 93 100 0 0 0 06-1
46.9 100 0 1 0 0 1 2 0 2 - 86 100 2 0 2 - 49-1
200 0(0.0) 1(0.5)  0{0.0) 0(0.0) 10.5) 2(1.03  0(0.0) 2(1L.0) {90) 200 2(1.0)  0(0.0) 2(1.0)
100 0 0 0 0 0 0 0 0 79 100 0 0 0 84-1
93.8 100 0 0 0 0 0 0 0 0 - 93 100 0 0 0 - 27-1
200 0000y  0(0.0) 0(0.0) 000) 000.0) 0000 0(0.0)y 0(0.0) (86) 200 0(0.0)  0(0.0)  0(0.0)
100 0 0 0 1 0 1 1 2 79 100 0 0 0 32-1
240 - 188 100 0 0 0 0 0 0 0 0 - 79 100 0 0 0 - 94-1
200 000.0)  0(0.0)  0{0.0) 1(0.5)  0(0.0) 1(0.5) 1(0.5) 2(1.0) (79} 200 0(0.0)  0(0.0)  0{(0.0)
100 0 0 0 0 0 0 0 0 53 100 1 0 1 10-1
375 100 0 0 0 0 0 0 0 0 - 39 100 0 0 0 - 75-1
200 0(0.0)y  0(0.0)  000.0)  0(0.0) 00.0) 0000y 000 000 (46) 200 1(0.5)  0(0.0)  1{0.5)
100 0 0 0 0 0 0 0 0 19 100 1 0 1 48-1
750 100 2 0 0 0 0 2 0 2 - 26 100 2 0 2 - 51-1
200 2(1.0)  0(0.0) 0(0.0) 000.0) 00000 2(10) 0(0.0) 2(1.90) (23) 200 3(1.5)  0(0.0) 3(1.5)
100 8 38 0 0 0 44 0 44 93 100 0 0 0 59-1
PC 100 4 35 1 0 0 39 0 39 + 93 100 0 0 0 - 55-1
200 12(6.0) 73(36.5) 1{0.5) 0(0.0) 0¢0.0) 83(41.5) 0(0.0) 83(41.5) (93) 200 0(0.0y 0(0.0)  00.0)

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 celis with aberration including gap.

NC: Negative control (DMSO)

PC: Positive control (mitomycin C, 0.050pg/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 1-4 Chromosome aberration in cultured Chinese hamster cells treated with 3,6-dichloropyridazine
[Continuous treatment:48hr]
Time S9 Conc.'of Number of cells with structural chromosome aberration (%) g(r::\!:;h Number of ce[lzt\; 1:;32?;;10;31 chromosome Slide
(h) test am;jie Cells b 1 b th TA(% TAG(% Judge- ratio Cells Polypleid h T o,y Judge-  No.
(ng/mL) observed  © ce s cse other (%) g (%) ment (%) observed  cells other  Total (%) ment
100 0 1 0 0 0 1 0 1 100 100 0 0 0 69-1
NC 100 0 0 0 0 0 0 0 - 94 100 0 0 0 - 24-1
200 0(0.0) 1(0.5) 000y 0(00) 0(0.0) 100.5) 000y  1(0.5) (100} 200 0(0.0)  0(0.0)  0(0.0)
100 0 1 0 0 0 1 0 1 76 100 0 0 0 97-1
11.7 100 0 1 0 0 0 1 0 - 76 100 0 0 0 - 73-1
200 00.0) 2(1.0y G000 000.0) 0000 2(1.0)  00.0 2(1L.0) (7% 200 0(0.0) 0000y 0(0.0)
100 0 0 0 0 0 0 0 0 78 100 0 0 0 99-1
43-6 - 234 100 1 0 0 0 0 1 0 1 - 76 100 0 0 0 - 09-1
200 100.5)  0(0.0)  00.0) 0(0.0) 00 1{0.5)  0(0.0) 1(0.5) (79) 200 0000y 0(0.0) 0(0.0)
100 0 1 0 0 0 1 0 1 71 100 0 0 0 37-1
46.9 100 0 0 0 0 0 0 1 1 - 71 100 1 0 I - 28-1
200 0(0.0) 1(0.5)  0(0.0) 0(0.0) 0(0.0) 1{0.5) 1(0.5) 2(1.0) (73) 200 1(0.5y  0(0.0)  1(0.5)
100 0 0 0 0 0 0 0 0 65 100 0 0 0 07-1
93.8 100 1 0 0 2 0 3 0 3 - 65 100 0 0 0 - 82-1
200 1005y  0(0.0) 0.0y 2(1.0) 0000y 315 000  3(1.5 67} 200 000.0)  0(0.0)  0(0.0)
100 5 62 2 0 0 64 0 64 92 100 0 0 0 17-1
PC 100 5 49 2 1 0 54 0 54 + 92 100 0 0 0 - 46-1
200 10(5.0) 111(55.5) 4(2.0) 1(0.5) 0(0.0) 118(59.0) 0(0.0) 118(59.0) (95) 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 (DMSQ)

PC: Positive control (mitomycin C, 0.050ug/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(%a).

Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 1-5 Chromosome aberration in cultured Chinese hamster cells treated with 3,6-dichloropyridazine
[Confirmation test:+S9 mix]
Time S9 Conc.‘of Number of cells with structural chromosome aberration (%) gfcfx;h Number of cellsa[\;; 1rt;tri12r|:1(e;<):al chromosome Slide
(h) mix test article Cells b b h TA% TAG(% Judge- ratio Cells  Polyploid o Judge- No.
(ng/mL) observed cte cs cse other (%) g (%) ment (%) observed cells other Total (%) ment
100 0 0 0 0 0 0 0 0 100 100 0 0 0 88-1
NC 100 0 1 0 0 0 1 0 1 - 119 100 0 0 0 - 36-1
200 0(0.0) 1(0.5)  0{0.0) 0(0.0) 0(0.0) 1(0.5)  0(0.0) 1{(0.5) (100) 200 0(0.0y  0(0.0)  0(0.0)
100 0 0 0 0 0 0 0 0 99 100 0 0 0 52-1
197 100 0 0 0 0 0 0 0 0 - 93 100 0 0 0 - 46-1
200 000y  000.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0y 000.0) 0{0.0) (88) 200 0(0.0)  0(0.0) 0(0.0)
100 1 2 0 0 0 3 1 4 79 100 2 0 2 65-1
246 100 0 1 0 0 0 1 0 1 - 93 160 1 0 1 - 23-1
200 1(0.5)  3(1.5) 0(0.0y 00 000 420 1{0.5)  5(2.5) (T 200 3(1.5)  0(0.0)  3(1.%)
100 0 5 0 0 0 5 1 6 79 100 2 0 2 55-1
6-18 + 307 100 2 2 0 0 0 4 0 4 - 86 100 3 0 3 - 56-1
200 2(1.0)y 7(3.5) 0(0.0) 0(0.0) ©0(0.0) 9(4.5) 1{0.5) 10(5.0) (75) 200 5(2.5) 0(0.0)  5(2.5)
100 3 15 0 0 1 18 3 21 59 100 11 0 11 27-1
384 100 4 22 0 0 0 25 25 + 59 100 11 0 11 +  80-1
200 7(3.5) 37(18.5) 0(0.0) 0(0.0) 1(0.5) 43(21.5) 3(1.5) 46(23.0) (54) 200 22(11.0) 0(0.0) 22(11.0)
100 12 30 0 0 0 34 34 33 100 1 0 1 41-1
480 100 11 22 0 0 0 28 1 29 -+ 53 100 8 0 8 - 75-1
200 23(11.5) 52(26.0) 0(0.0) 0(0.0) 0{0.0) 62(31.0) 1(0.5) 63(31.5) (39) 200 9(4.5)  0(0.0) 9(4.5)
40 2 9 1 0 0 12 0 12 0 40 0 0 0 31-1
54 5 17 0 0 0 18 1 19 54 0 0 0 31-2
600 43 7 13 0 0 0 18 1 19 UR 0 43 0 ¢ 0 UR  05-1
43 6 12 0 0 0 15 1 16 43 0 0 0 05-2
180 20(1L.1) 51(28.3) 1(0.63  0(0.0)  0(0.0) 63(35.0) 3(L.7) 66(36.7) {0) 180 000.0)  0(6.0)  0(0.0)
100 7 43 0 0 0 48 0 48 119 100 0 0 0 07-1
PC 106 6 48 1 0 0 53 0 53 + 99 100 0 0 0 - 89-1
200 13(6.5) 91(45.5) 1(0.5)  0(0.0)  0(6.0) 101(50.5) 0(0.0) 101(50.5) (1060} 200 0(0.0)  000.0) 000.0)

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 (DMSQO}

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.
UR: These values were judged to be unreliable since no sufficient number of chromosomes could be observed due to severe cytotoxicity.
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