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Photographs of Metaphase Chromosomes

Photo.1 A metaphase chromosome from the negative control group
{Confirmation test: 48 hr]

Photo.2 A metaphase chromosome from the 1000 pg/mL group with the
fragmentation
[Confirmation test: 48 hr]

Photo.3 A metaphase chromosome from the 1000 pg/mlL group with
exchanges
[Confirmation test: 48 hr]
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Fig. 1-1

Fig. 1-2

Fig. 1-3

Fig. 1-4

Fig. 1-5

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 N, N-Dimethylacrylamide
[Short-term treatment: +89 mix]

Results of the chromosome aberration test in cultured Chinese
hamster cells treated with ¥, N-Dimethylacrylamide
{Short-term treatment: —S9 mix|]

Results of the chromosome aberration test in cultured Chinese
hamster cells treated with N, N-Dimethylacrylamide
[Continuous treatment: 24 hr]

Results of the chromosome aberration test in cultured Chinese
hamster cells treated with N, N-Dimethylacrylamide
[Continuous treatment: 48 hr]

Results of the confirmation test in cultured Chinese hamster
cells treated with N, N-Dimethylacrylamide

[Continuous treatment: 48 hr]

Chromosome aberration in cultured Chinese hamster cells
treated with N, N-Dimethylacrylamide

[Short-term treatment: +S9 mix]

Chromosome aberration in cultured Chinese hamster cells
treated with N, N-Dimethylacrylamide

[Short-term treatment: —S9 mix]

Chromosome aberration in cultured Chinese hamster cells
treated with N, N-Dimethylacrylamide

[Continuous treatment: 24 hr]

Chromosome aberration in cultured Chinese hamster cells
treated with N,N-Dimethylacrylamide

[Continuous treatment: 48 hr]

Chromosome aberration in cultured Chinese hamster cells
treated with N, N-Dimethylacrylamide

[Confirmation test: 48 hr)
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4. E#H

NN-CAFATZINAT I FORBEEEFEEOTFELRIT ALY, Fyr/=
— R e NARZ R EHEMEFME (CHLIU) AW ReakBsRBRerEH L.

FHIT, ZEEHELEERB TS RI A VICED LR 10mM (CHZET 5 1000
pg/mL & U, FMARBREMEIRER L ER Lz, TORBERE, SREAEE N EFAHE
B0 24 BB CIEIEESAED 1000 pg/mL (10 mM YY) 2BWTH S0% &2 15
FERRIETEIRER IR bivie b o 7o, EEAEE O 48 FERE A TE 500 ug/mL 1235
W 50%% 8B % DR TEINRI/E A A58 B, S0%FIMMEFEImAI e (BIRSME) I
291.7ug/mL THhofr, TROHDERIY, A FFA VICED BN T50%LL EDM
MmN EO N WESEEEHEZ 10mM & L, S0%LL FoMlasEtr’@dbh
HEAVE, MEREERHA LI S0%L, LB s AEZREFEL T2 LORE
W2V, BRI R UNERALER A O 24 BFRLEE TIE 1000 pg/ml 2 HEmHELE L
Tro F7o, EHFAERED 48 BREIATE T, 500 pg/mL I8V T 50%% 48 2 5 AR
MAER RO BN L OO, 1000 ug/mL IZB N T HE LW TEROK T 2RO
LIAEMoTZ EMnb, 1000 pg/mL ZHREHAEL Lz,

et R ERBROMSR, EREAEE R OSEFRLBEED 24 FFRAEIZB O T, B
BEBERED—ODEETHEIX v v 72 EERVWRGKEE AT 5RO EHR
F (TAHE) ROREEEMROBEREEL, ¥ XTOHETREOHEREETH D 5%F
WThot, —F, ERQEED 48 ERIALEICBW TR, KEAED 1000 pg/mL @
AT TAEDPBEEERLIZZ®, BEAES 1000 pg/mL & LT, LLF, Ak 1.25 T
FHHR L7z 800, 640 ZTR512 pg/mL OFt 4 AR CHERRBLER L=, TORE. TA
fErE 1000, 800 X640 pg/mL TREME, 512 ng/mL THREMHEA R L, HEEEMEDOM
MO STz, LA LR S EREARICBOTEBELOSREES T L HETIR
WTI B HAEETE R D 20% A T &R L, EEAEEO 48 BRI e~ TR B HE R
MHHERA B BE U Z & FUNEFRAEEO 48 BRIAETCHEEE R LK HE
@ 1000 pg/mL ITHNT & HIBIEETESRAS 25% &<, MARBETEED 32% %~ Lo kA
B0 500 pg/mL THEEEZRLEZZIEND, ZhOHDORAEEERTOHERIL. il
FHICEOIBRM AR LOTHD Z LB BEELRKRNE OO GEFOERED 48 KL
HEBERARIIBOT, DOBRECEBRENIROLATHEZ D, BAHIELE
WABEE Il Uz, REKREFSREORIOBEMICOHOTH, BEBRIED 20%
KASPOREPRONZAETHS D20 E Vid 0.68 mg/mL, BufEHZ Y OReE
SRR (cte) ZFEOMIOHBROLBRETHS TR L 21 ThoTe,

Fio, BEEHROHBERIZBNTIE, WThoOEELTXRTORE TREDY
EHEETHD S%EREThoTolod, BMELHELE,

B, THRTOABKEIRBANT, BEMRECIILRAFERF LA ToMBET
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EEAEDHBEED S%RET, BHEOHEERENICH>7-, ZHCI LT, B4R
HTEIZE LU LREARBEREOFERIADLN-Z e, REBIIEYICER ST
EEZLNE,

AEDERNG, NN-VAFAT 7 VA7 I FIEARRBEE TSV CaEE
REFERBIBTIRVY, EMARGKREERERREL T LB L,
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5. 1%

h

BAFBEERAELNDEEETHNR (CFEWHERTENREOKBEICLY , NN-UAF
AT 7 UAT I ROREEFHEO—F L LT, IZLEOEEMIZ (CHLAU) 2B W5
hEEREERBLER DT, FORELHRET S,
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8.

6.1

SABMHBEUVAE

HEMERVEE

6.1.1 WERIE

WM E ORESE DR,

JE GLP T TOSiFicE

SO THD (Attached Data 1)

22X 3

CASE S
HEEA LT

TR
i
P
oy
B
HER
FERR
AEE
Gy

RTFHIE

FAFHET

BV EODEE

BRI ORI >

6.1.2 gL

A
vy hEE
R

NN-ZPAF AT 27 YT I K N,N-Dimethylacrylamide

2680-03-7

o

GH::{-./{L Ny _CHg

CH3
99.13
0.9655
99.9%
171~172°C
-40°C LL'F
3.22
I~ E AERRE
25¢g
EBRKTHRIZ, SRSV —F 2 F—izBn
TEEMHZHEL., ERFEPOLEELHERELE
(Attached Data 2) ,
Fie, BB (REHRIFEREE  3~8°C)
HEGH T HRDERTFERCE | FABERY
HRBE BEE
BOEVIE, BURREREHIZOT, HES=T Y
—ABELELLRWESICEE T, £, KREEEE
L7, '
HWERMEOERRMIT, ERETRICKEMELHERE L,
FOH, TRTHEREER YV —FErrF -tk
THRELRL,

TER A
8194N
HAZRS
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& T : B A RFERIETIE

REEF L : EiR

RFHRT : EEGE R BEENRRE

ORI : WRWEBERICLD &, KIZAETHD LT

el b ERICHERATRR A E Lz, & DOFEER.
100 mg/ mL THEMET A Z L DFER I N2, Bl L
LCEFAKZRAWSZ & & LTz,

6.2 HERROMAH
6.2.1 FEE P
1) AHAIETEHN RIS
TERME 0.1000g% 10mL A A7 T AITHR LT, BECHR LK, AR
Ty LTRERED 10.0 mg/mLIER (71— M2 0.500 mL 7ML 72 B0 R KR
B 01000 pg/mL) EFHB U7, KWT, 10.0 mg/mL TR & A 2 (FBEOWRIK
SmL : S5 mL) TIER 7B FEFIRL, 5.00, 2.50, 1.25. 0.625. 0.313, 0.156 &
U0 0.0781 mg/mL @ 8 iR EERE OBBRE 4B LT,
2) BEEEERR
ERFRAEE T, WHRYWHE 0.1000g % 10mL A R T7 7 22T L, BT
BRLHBIC, ART vy 7L THRBEED 10.0 mg/mL B (71— ;2 0.500 mL
M L7 BR OB IRE 1000 pg/mL) ZFE L 72, RVTL 10.0 mg/mL R A 2L
2 (BZBEOHBRKS mL : K 5 mL) TIER 2EBEMEAR L. 5.00 XU 2.50 mg/mL
D 3 FEEE B DOREFRIE A TR LTz,
HEMEE T, BRHE 0.1000g % 10mL A A7 5 22T L, WETE
BRI, ART v 7 U CR&SEED 10.0 mg/mL BFE (7L~ MZ 0.500 mL ¥ -
U7 BROBAEIREE 1 1000 pg/mL) ZFERLL A, ®WC, 10.0 mg/mL B A AL 2
(B IREEDOBEERIN 5 mL I S mL) TIEWR 3 BREAIR L. 5.00,2.50 R O* 1.25 mg/mL
O 4 REEROFERER LR Uiz, 24 FFMAE TIX 10.0. 5.00 X T 2.50 mg/mL O
WA, 48 RRREALERTIT 10.0, 5.00, 2.50 BT 1.25 mg/mL DO #EERIEZ VT2,
WG (EpealBiys - 48 BEMIALER) Tl #BRME 02000g % 20mL A A7
RIFER Lz, TR LERIC, ART v 7L THEREBED 10.0 mg/mL &
B (7 L— M 0.500 mL @M L72BROBRAEEE ¢ 1000 pg/mL) 2R L7, RV
T, 10.0 mg/mL &R &AL 1.25 (BEEOKEBRIZ 10 mL : A8 2.5 mL) THEK 3
ERPEAIR L. 8.00. 6.40 ZUNS5.12 mg/mL @ 4 JRFEBRREDREBRE 2 B L7z,

6.2.2 FEEE
RRHZRB LTz, 2. BAREBHIL T~ TR LRSS L,

14
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6.2.3 ZEH
WEE LSRRI U B, B, BB, R, FRE0T(oFEFHIER
RO TEHEL, #RENTZETHL Z L 2HERLE,

6.3 pogiicky k)
6.3.1 [E3cFol:]
BEE LTHWE-ERBKZREELE L,

6.3.2 Bt xR
1) RETEEL

% PR : a7 A7y I K (CP)

vy &S : SDP4062

BETT : e MizE T¥EskA St

i : EFER (97.0%L )

RAF Ik : k. B3

RIFEAT : HBREMZERT EEERBRE REEYEGERATFE
2) FEREHEME( L

Z2y s : 24 h=A 2 C (MMC)

ey MEE : 525AHA

BT : WANBREE L3R 1t

AL : 2mg (Hfli) /R

wHEHIE : EiR, BN

RSB T : MBS R BEEENRRE REYDEERETE
3) WEFA%

AR T N TRBFCITY, BREXTC— BT Lo BRIy Ui,
(1) PetafkRERBR ERRORE AHTEE L
CP0.0140 g % yRBEAFT 77 AF v 7 BIULE (S0mL) LR LE, ZHCER
B (BAERGT, SRS RKERETS, oy &S K8H76) % 20mL M A
TEMEL. 070 mg/mL R Z R L7z (BRI 4.900 mL 12 0.100mL 212 7=, Z
DEFOFAEEEIL 14 pg/ml)
(2) HRaFREAR ERRAEE JERHNEM
MMC @ 2 mg FRENA TVCAHEEER (BRERT, St RERETE
oy hEE  K8H76) ZEFFET2mLMA THEME LY (Img/ml) , KIZ, ZOE
ANt 20 THEWR 2 BRPERIN (IR 0.250 mL : £ABEEK 4750 mL) L. 0.050
R R0.0025 mg/mL DR % FRE U7z (553818 4.850 mL 12 0.0025 mg/mL & % 0.150
mL Iz 7z, ZOROREKBEIL0.075 pg/mL)
(3) Gt fkRE R dEAEE
MMC @ 2 mg FEHEASA TACARRIER (AAERY, RS RERETE,

15
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2y hES  K8H76) #EHF T2mLMA THEM L7 (1mg/mLl) . K. ZOE
WAk 20 THEWR 2 BEEAIR (IR 0250 mL : £FHABIEWR 4.750 mL) L. 0.050
e 180.0025 mg/mL OFEIR A FHE U7z (B8 1K 4.900 mL 2 0.0025 mg/mL & % 0.100
mL % 7z, ZOBFEORKIREX 0.050 pg/mL)

(4) FERRRER (AL - 48 BERLHE)

MMC @ 2 mg FetE A T CAEBRSER (BAERY, Bl RERETS.
oy hER K8H76) 2ERBT2mLMATEMKLZ (Imgml) . ®iZ, ZOE
AN 20 THER 2 BYBEAIR (FF#E 0.250 mL : AFAHEK 4.750 mL) L. 0.050
K TR0.0025 mg/mL DK% TR L 7z (553K 4.900 mL iZ 0.0025 mg/mL K % 0.100
mL Mz 72, Z OFEORMEEE 0.050 pg/mL) ,

4) [t ERE ORI H

BEEERBY A FT4 v (B 5.2) ICEABRHREINTHND Z & RUKEE

TREPHRAES CTHAZ 0D CP RUMMC 3R L,

6.4 {FERMARE%K
6.4.1 poifink 3

Fx A ==X+ ANARZ— O BRBAMET MR (CHLAU) MW, M, =
— A T ARFEEE S 75 20045 11 H 2 BIZAF LA, AFH,. DMSO
Z 10vv%ER L2 RRICARZ BB L, BEERP CTRELHEERGF Lz, AR
LT, TO—H% A%, FEETMnL., #RIEEEITo R LORER L,
ff AR O MR T T, ARG TIX 3 JEY, R AR EHRER O RO
HETIE 7R, ERTALERTE I 11 HEAR, RERRRER (CESLLEE - 48 FERILE) TIX
1SR TH T,

6.4.2 MO ERER
HAREDORAGEFHEAREMENZ &, Br O FERE I L TEZHSEN D
L HERT LBV EERCEFLEORERRE AV REARFRBRICE AN
HRTWAZ G, AMlatkz @R L,

6.4.3 EEEH
REEH AYEREE & HV., COBE 5%, BE 37°C, mEBESRMFT CHEELE,
HERIT 1~ HZ L IZiT - 7,

6.4.4 Ot REE

EHAICER L TBAERBREICBWT, L — M ETCHBRICHEBETHZ &,
FfE R Y 15~20 B3R TH D Z &, RAKEROEY (—F) B25FKTHLD
ZERURA 2T T A L DFERERRN I E PR EN T A D, 30 RE#
ZIROHIRE TR AT o T B b DRV, |
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6.5

6.5.1

S9 mix R UOEER
S9 mix

S9 RUMMEE (89/ 2770 F—-C vy b, vy bESF : C081219101, AV =2
ANERTEKRRNESH) ZREL. SO9mix ZBE Lz, BEIIEARCIT> -,

1)

2)

3)

6.5.2
Minimum Essential Medium (MEM)

S9

& FR

oy hEE
&R

& - Rl
5

A
FHEME
SRR

HEMRAE RS &

RFFIE

= FAHARR
RIFET
HBEF

% Fr

oy FEE
B&ER
A7

= AR
RIS

S9 mix DFERK
S9 2mL
HEER

BER

4.7 mL

S9

08121910

2008 12 5 19 H

7 v hSD %

HE

7 8 #5

Tx )V EH —JUPBRTES, 63 7 TR L (BF)
fERER &5

PB 4 B 30+60+60+60 mg/kg body weight
BF 1H 80 mg/kg body weight

HmEw (BIKE7 Y —F—)

2009 6 A 180 (BLEH 6 H)

HEB AT BoEERBRE SRR 7Y —F—

a7y 7 Z—C

C08121710

2008412 H 17 B

wE (BEET Y —¥—)

2000 6 A 16 B (BEH% 6 A)
EESERTSCET BB E BEE T U —Y—

20mmol/L. HEPES #&#& % (pH 7.2) 1.34 mL
50mmol/L (b~ 7 R 7 AKIETK 0.67 mL
330mmol/L kB U o AKEEH 0.67 mL
S50mmol/L. /L3 — A-6- U LEEKERIE 0.67 mL
4A0mmol/L BB —oF 7 I RTTF =V

VR VAT B Y CEE(NADP)KIER 0.67 mL
BRx 0.67 mL

(GIBCO™, Cat.No.11095) (Z3E@{t. (56°C.
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304) L7=4miE (bovine serum. BS) % 10 vAv%¥ERIN L 7-853%% (BS-MEM) % H
Wi, REEOBEERITHEBERE L,

1) Aiig

By hEE : 616941

Ryt : Invitrogen Corporation

AT 1 : B (-80°C REDMIHE)

RAFH : BB BEEEARE BREV Y —¥—
2) Minimum Essential Medium (MEM)

1y hES : 510522

BT : Invitrogen Corporation

RAFHIE : T

CRAESGET : HEG T BEFEEARE ARE

6.6 HEAXK"
RKERIILITORF— JIEIZEM LT,

1. 0 o8 Tl 0 ) SR HEF AR HHENEME
FEABHTE ML

T LA Tk 24 W5 40

48 IR ] AuER

2. AR BRERER O RFMAER A C RS ML
FERBIEMEAL

ERC B TR 24 PR LE

48 HRRT AL ER

3. FERRRER E R ALEE T 48 H R QL PR

6.6.1 HA &
1) e sERE SRR
R AEE CIABTEME L E T+ | FEMRGENEMELE T-) &L, EAEiET
VL 24 RE[EIALER A [24-) | A8 HRFAJAAER % T48-) & L7o, WIZ ZHUEET Cratkxt i
(Negative Control) DAL INC) %, #HEBEMELBEOBATBEEDR W E,M
b5y M2y 3] - OFRESERR LT L CHERBHEEHEM L,
2) Btk BEHBR
AR RE N R R & R B S ERAR LTV THEM L, 72720, B
(Positive Control) X PCJ] & L7z, R EERIT, RBESLOUBATEZ V¥
Liza— PRl 101} ~ 199 £ TO 2 HFOFZRRAT A FEHFEFEHRELE
TN CHERABME LR L,
3) MRER
e (R BB & BRI UCElkAl Lz,

18
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6.6.2 HEDOXRE

1) HRAREFEEDHIEER
mEAE% 1000 pg/mL (10 mM ) & L, BUFAK2 THR L 500, 250,
125, 62.5. 31.3, 15.6 R} 7.81 pg/mL OFF 8 HEETE Lz, £72. ZhiTfatExt
BEERITE,

2) REHEEFHR
HHRR IS RN RER O B L R AR B R ONERTALER R O 24 RE LR Cidiem A
£ 1000 pg/mL (10 mMAEY) ZBWTH 50% %18 2 5 M NEIER IR
LR olz, EFALERED 48 REEALER TIX 500 pg/mL 2B\ T 50% %8 % 54
FOHETEINEIEA SR Hh, S0%MMBEAEMEIEE (EIGE) 12 291.7 pg/mL TH
o, ITNOLOFERID, HARKIFA TED LI [50%LL EORREENTED
LR WBESHEEEAELY 10 mM & L, 50% EoMREEAED L3 BE81T
ﬁ%%ﬁb%%#;ﬁMULW%éﬂéﬁ%%%mﬁ%&?éJ&@ﬁﬁ@%“
0 B ] AL ER Y R UNEL e AL FR VA D 24 R ALER T 1000 pg/mL ZEcm A E L LT, LU
TR 2 TEIAEERE Uiz, £, EfRBBIED 48 RpFMAE T, 500 pg/mL
BT 50%% 88 2 2 M BFEIFIEA AR b= H 00| 1000 pg/mL 2B\ T
HELWHBBEEROERTEROONE ol 56, 1000 ug/mL 2 EEHHAE L
LT, AT, A2 CH4ARZHRE LU, ZHICEMBER OB R 2%
e, i, REEERFRBORER., EHAEEO 48 BELE T, EmAEOD 1000
pg/mL IZBWT DA, REFEBEREERFOMBROMER (TA E) 2. BHEOH
TEETHZ 0% EEFR LU Lo b, HRAE (ERLIEL - 48 BRRE0H) %
ET AL L, REHAEL 1000 pg/mL & LT, LATF, At 1.25 T 800, 640 &
U512 pg/mL DF 4 HEZRE Lic, ThIZEtEst BB K OB B 2RI o,

6.6.3 008 i 168 %8 0 ) ERL B
RERBRERBROARIBRETHOITFHER L LTEB LR, 2B, LUTOR
BRI, BEBETICEN T BREBOREL AW T, EFEBIFIC L > TEK L,

1) ERFfEALER A

(1) RBEEHEL & FERBIEECOENFNICRMES BER ORI E B2 3R T
Tmo Y — VIR YRBEESIAFy 7 L—F (EE60mm) ZHW:, 7L

— MIEEE 2K E LT,
(2) 7L— Y0 22X 10" B GEEK 5.0 mL) Z3EE L7, BE 3 A%,
B EBEMET CHE L, HRICEFEORVWZ LR L TH L, AEEHE
{ETIEFEMERT BB DWW T, BEEIE 1333 mL ZHD ¥, SO mix 0.833 mL i
fr & B 0.500mL I 2 7z, HERDELIREEIZ DWW TIK, BEEIR 1333 mL £
DERE. S9mix 0.833 mL T8 & B IR E OWEERIK 0.500 mL 200 % 7=, FEMHTEME
LTI MR BRBHC DV TR, FERHE 0.500 mL ZHL Y Br . #EE 0.500 mL Z M
AT, PEBREENEEIZ OV, B3BIK 0500 mL Z#HV RE, SREOHR

19
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# 0.500 mL &Mz 7=, £HLLICEME, AR THIBOBERTREEROEY
ERE L. 6 BRI E L,

(3) XE 6o BEZI, HIRCTERMEOWROFELZBETH L & b, BIfiiE
FAMEE T CRIZB L, MROREZHER Lz, VT, fg2fmERmAER AR
TRCHEE L. 5T UWERIE 5.0 mL 200 %2 B2 18 Bl 2 ki) 7=,

(4) BERETH., MRALEHEBIERECAF LT a— 1 (ME 99%LL ) Thhig -
BEL, 0.1%7 VAZNAANL A vy METHRE U, BEHREENEER (£
V=7 FY U RARFTEKRRASH]) FRAVCTHREEESZHEIE L. BiExt
BEEOMA 100% & LT, RENEEEROERBEE{EOENEHIZ DWW THEER
BB O S0%MAaEREMEIRE (BIRE) 2Rk, iz, B3 6 FEM% L RO
FET 18 BRI EOK TR, ARTITHOF®ERESE L., EiTHaokEr
BISEATFEETEME T CHE L, BB LE (EERTHOBRIZ., 8587 —4L L
) .

2) EBALE L

(1) 24 FRFFEAEE & 48 BRERIALER O Z N E iz, IRENBER BRI E OB 23T
e Y —VIZyBEEE TSI AF v 77— b (ER 60mm) vk, b
— MEERE 2L LT,

(2) Fv— Y70 2xX10M B0 (BRI 5.0 mL) 2B L7, 5538 3 AkiC,
BISIALAEEEMSECEEL, MRICEFORVWILEZERLTHDE, 24 FEEL
F R O 48 BRI & b ISR BRI DWW TR, HFRIR 0.500 mL FHRV BR X,
T 0.500 mL 2N 2 72, #ERMELEBIEIZ OV TIL, &K 0.500 mL #H Y k&
X, FPREOFERIK 0.500 mL M xTm, £0%, AR CHHOFER OEEK
DETZHER L., 24 FFE RV 4 REEE LT,

(3) 24RO 48 BRI DERE TR, RIR THERYE O HOBFBA2BET5 &
Ebiz, BINATHREEMET CEEL, MIEORERER L, RWT, EFFH
ERE L AR, YR, BE. RERUHREEORIEZITV, 24 BEE RO 48
BRI 38T DR E O S0%MRBREMGIREE (MIRE) ZRd7-,

6.6.4 SEAEEREHR

AT ORBERER, SERE TV, BAFORREELHAWT, BERECL-

TERB L,

1) BERERALERTR

(1) RENEME(L & IERBHEME O ZNEIC, RS REE, R ELEER G
MEBEEER T, Vv —VIEyBBEHE S 7 AF vy 7 — |k (ER60mm) %
B, FL— MIKEANE L,

(2) Ty b4 0 ax10*EOME FBKS.omL) BHERELL, %3 A%k, 8
SMAHZEBRBE T CHE L, MIRICAEAFEORWI LR L THr L, REEEL
TR BB DWW T, 8 1333 mL ZEY BRE, S9mix 0.833 mL 25
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(3)

4

(5)

2)
(1)

2

(3)

AR 0500 mL 2N % 7=, WEBRMELABIEIZ Y VLT, BEK 1333 mL 2 EY
BrE . S9mix 0.833 mL 2 & FIRE DOHEERK 0.500 mL 22 7, BBMEXTRBEEIC
OVVTCIIEERE 0.933 mL 22 & . S9 mix 0.833 mL IZHE& CP 0.100 mL (ki
B 14 ng/mL) 2% 7, FERBHENE(L CIlIBME T BRI DV T, 5541 0.500
mL ZEYBE, BE 0.500 mL M%7/, WHRDELBECO VLTI, BER
0.500 mL 2BV [R& ., BIBEOHEBRIK 0.500 mL ZMA 7, BHEGREC-SNT
IEE I 0.150 mL 2[R & . MMC 0.150 mL (Bf&E 1 0.075 pg/mL) &M %72,
HRL LN, AR TIFHOEER USROG EZFEE L., 6 BfgEE Lz,
K 6 BERRIC, IR THBRYEONHOFELEE T L L bic, Bz
PEMSESE T CEZE L, MilaOREZER LT, RWT, FIEZHEN LI-4£BRE
W AR L, HLWERRS.omL #0%., FiZ 18 B E A i =,
ZR2HOTL—F (BER-1 RU2) (oW T, Raf@efERERO D
EEETOR 22BN 2 VE I F (F A2 U I|HK, 10 pg/mL, FiXMiZET
EHEASM) F 01 mLMZ /- FEETH.0.25% U 73 B (Trypsin 0.25%.
Invitrogen Co.) THEREZHIZ3 L, B LoREC &> TED A Z 0.075M (L7
U oAWK TH 1S SEERELAEL, AFALTa—))  FiE=3: 1 THEEL
Troe MELIEMBEATA FHT A IKITHE 2EANCIE T Lz, RABERIT
TL— 470 2HERI LT, MIRE TR, N1 BERTEBL, 2% X AFRT
15 SR U CREaEEREER LT,

BAOEBE 2 HOT L (FEF-3 RU4) 13, & 6 %k L RAKRDOFIET
18 BB OK THRIZ, RIRTILOAFEZHERB L., FICEL A EERMET
THEL, MiEOREZRR L GERTROBRIIX, 2857 —%& LK),
F 0%, MIEREMEIRBICEC 7 U RF AL F Ly NRE LT EREER L,
HEMas R TEE AV CRasE L2 IE L,

AR

24 FFfEALER & 48 BFRMLER D2 NI PR IREE, B B AR & Rt
BEAZRT 2, VY — VIR yBREEESIFAF Y 77— (EE 60mm) %H
Wihe, U— MEIEBH4ARE LT,

Fl— %720 2x 10" EOME (BRI SomL) ZEELE, HE3 R%RIC, B
SNMAZEERETCEHEL, MIRICEFORVWI 2R LTI, 24 KL

TR TN 48 BERALER & b iZ FaME s BRI DWW T, B 0.500 mL ALY B

B 0.500 mL &0 % 72, R ELEREIC OV T, B8 0.500 mL 2 MR 0 R
x| BIEEOWEBRIK 0.500 mL 2027, BT BEIC W OISR 0.100 mL
ZIDERE MMC 0.100 mL (FAEIRE : 0.050 pg/mL) EMz 7=, 0%, KR
THHOBFERERROB Y FER L, 24 FFE LU 48 RERiREE L7z,

BE2LBEDTL— b (KEES-1 RUW2) 22750 T, LEEHERERERO LD
HERTOR2EMANCaAEI R (FX 2V R, 10 pg/mL, MK T
MRS & 0.1 mL MR T2 HEEBIE TH.0.25% b U 73 IR (Trypsin 0.25%.
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G

3)
ey

(2)

(3)

)

Invitrogen Co.} TR Z I L, EOHBEC Lo THEDIZMIE 0.075M kb
Uy AR TR IS HOREBEAE L, AFLTAa—)L  BfiE=3: 1K CTEAEL
Too BEELMIE AT A NHT A 1IZOE 2EFANCHE F Lz, RAFERT
Tl— MY 2 KER L, MR TR, | BULEEREER L, 2%F 2 PR T
IS MR L TRERERLER L,

BAOBRK 2O T L — b (ES3R0-4) 13, 24 BRI RO 48 B OEEEE DK
THICHARCTIFEOFEZHER L, BEICHINOREZ BT BEEME CEEL
FESR L7, FO%, MREENRERIZEC 7 URAZ AL F Ly MNRE LTE
AEER L, HEMREEREER AW ClaEELE L,

FeRAtER (GEARALERY: - 48 RERIALED)

FEtERIREE, R ENIEEER OB B AR T, vy — iy BIBEE
FAF 7T l—F (EFE60mm) ZHW:, L — MIZEE48E L,
Tl— bSE Y 2x 10 EOMR EEESsomL) RIEE L, EEIARK, A
SACHEERRAME T CHEE L, MIICEFORNWI L EERE LT D, B iR
WOUWTEE, REEIK 0.500 mL A BV Br& | I 0.500 mL iM% 7=, #EERDELL
BRI OWTIE, BEIKE 0.500mL 2D br& | FBE ORI 0.500mL Z /M %
7o BEMESTRREEIZ DV TIIEEETE 0.100 mL 2 H Y B & MMC 0.100 mL (Fi&ig
FE 0050 pg/mL) Mz, 0%, R THHOFER IEREO AL TR
L. 48 BfEisgE L,

SHE2KOTL— b (BEEE-1 RU2) 12onWT, RERBIEAERERDO-D
BT ORN2EMANC A EI B (F A3 B, 10 ug/mL, fGHSET
FREA ) % 0.1 mL IR 7, 5588 T1£.0.25% b+ U 73 U8R (Trypsin 0.25%,
Invitrogen Co.}) THIlRZ R L, mLODBEC L » TEHEMIR%E 0.075M HE{Lb
U LTRSS SRIEBAE L, AFATa—b  Big=3: 1 CEEL
oo BELEMBEAEAT A RTT R 1KICHE 2EFTICE T Uiz, RaEERd
Tl— bED 2 ERLUE, MIRETE, 91 BESEBREL, 2%F AP T
915 M U CpadEmR 2R L,

BOBFH 2OV — b (BFE -3 RU-4) 1%, FEEK TRICAR CITHOFE
EREFE L. BICHBRORELESIMAERBE CHE LRR L, T0%, Hie
HIEMEHRBICHEL 7 VU RAI AL A by MEE UEREER L, EEHRE
EREEEFAVWTHREEZRE L,

6.6.5 ZRDEHE

BEMET T L— FE-0 10048, FREYND 200@0REANEEBR LS
HWHFHBRIZOWT, FERFOEERE BT R oMa: ik Uiz, R EFHE
OHBRERTE L, 28, FENCEEMThRA LT 50, L EERR
TRTCEREIC L > TEELE,
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6.6.6 REFREEONLE
REERFIVBERE - EMERTCRYL, BERFRERUTOLIEEE - »
HL,
1) #HERR
AR EOREINTOLICER LHELE, :

F v v () : Pt SRR (ctg) R B R (csg) B EieX vy v 7 &
AR YA SEORM B PH5 LD GE
REHESVRERESEORMEICHD) ThHhoT, £0
£ AP RESEOBLLT CRIBZRERETMIRD L
nabo,

Yufa o R B E Wi(ctb) BT S GBS EOREN L Bk Th T s L O R U
e nkeasfoRE Ll H-Th, ORI
nESEOIEN ECEh Tha Lo,

Yu o oy R B AT i cte) - 11078 S BN R

Ju b (KB (csb) - WA S RaEOREESSHIITHh TR Y BIFENR
LIV s ORUIEREHMSLRAaEORE Eizh-o
TH ZORSPERASEDIEU LIZEh THhE L0,

P (RTI R (cse) - TBRARAE, BRREERRE,
% O (other) : W b (frg)ft,
2) BWRE

e, TOMBRBARER S TWLIEFOHE (ZEHF) 20, FLiE
BEBENRELER L
(2 g : polyploidy (RZP{Z/N{E : endoreduplication % &r)

6.6.7 e HE
HECE LIRS EMFEZ AT, RESOERE Vot loiiEir ot
FRIRE ZHFOMBOBRBEE (%) L-TUTOL I CHE LT,

R o KR I TE ZE U
5% e %
5%LL E 10%A7 S ()
10%LL F B M (+)

BERTOBHREIZ, ¥y v 728058 (TAG) LEEHRWES (TA) itk
T, BEHIEIEBEICLL -, TITo 7,
REEMROHBRICARREEIIBEEIED N HGEEBE L HE L,
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7. HREHR

7.1 0 e HE A0 I SR BR
7.1.1 b i PUR NS

HEFREEIC BT 2 RENE RO E % Appendix 1-1 2 TX Appendix 2-1 12, FEfR
NEMEL OFEFR % Appendix 1-2 KN Appendix 2-2 IR L/,

1) 50%HRREFEIHEIRE (Appendix 2-1 & T} Appendix 2-2)

ARENEMEC R CIERBNEEL & biC, T X TORHET 50%LL EOHIRaEFREMHI AR
HHIT . S0%MMAREAEMEIRE (HIEE IEEHER,o T,

2) #HEBRWEHNMEROBE (Appendix 2-1 X T Appendix 2-2)

BRI E BRI O SRR R OEH/OBEIZHB W TiE, RETEEER CHERENEEL
EBIT, TRTORBTERERD AR oT, o, AR X 3B ERMIC
PES OB Tid, RENEHEMEECIHERBTEE I & biZ, T_XTORE T HER
oo T,

3) HWBRMELNEETIFOBE (Appendix 2-1 & TF Appendix 2-2)

RHTEMEL R OCIERBHEEM L DICT X TOHE TR IR D bhviaho o, #HER
WENEBEOMBOREEZ B IAERBET CRE L., BYEIREE S i+ 5 &
RENE R CIERFHEMEA L iz, TR TORETCEFEIED ORI,

7.1.2 HHTAL IR %

HERALEIEIZ BT 5 24 FERLEL DR E % Appendix 1-3 U8 Appendix 2-3 12, 48 FF
AL DOFE R % Appendix 1-4 2 OF Appendix 2-4 |28 L7z,

1) S0%HIBFATEPHIEE (Appendix 2-3 B (O Appendix 2-4)

24 WERMLEEE TIE, T TOHET 50%LL EOMREEMG AR D 5y, 50%8
@%ﬁ@%%#(%%ﬁ)i%&w%@#oto — ., 48 RERAERIE TR, 500 pg/mL
LA EORET 50%EL EOFBIZBEFEIHI AT S, S0%MEEMEMEIREE (i)
1% 291.7 pg/mL 72~ 7=,

2) HEBRYERMEZOBE (Appendix 2-3 & U} Appendix 2-4)

WERMERIMAE S BB ROGHOBRICBVTIL, 24 FETAIEE T 48 B0
B, T RTOAETELERBO o7, £, ARICX 5#EBRSE TN
FES T OBELCiE. 24 FERIABER O 48 BB & bic, T TOHETHHIIER
H LN T,

3) WHRBELMETRROBE (Appendix 2-3 & U Appendix 2-4)

24 FERRAGEE K U 48 BRLEL L H 12, TR TORETIFHER D bl ol, #
R ELHEFEOMROREL B S EZRBET CHRE L BB L T 5 &,
24 BRI ClE, 9 TORETEFEIRD o, —7F, 48 AR T
500 pg/mL LA B BB CHMIROEEE, BEE(LIFE wgntc7m#5%OMML®
HAETIREFRRD Lo T,
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7.2  3FEREEHR
7.2.1 ER N &

KETEELORER % Fig. 1-1. Table 1-1 BT Appendix 3-1 12, FEREHEMHILOER
% Fig. 1-2, Table 1-2 &2 T Appendix 3-2 iZ’R L7z,

1) HRBHEAMEROBE (Appendix 3-1 KT Appendix 3-2)

HRMEHEMICHES BREOCFHOBEIZBO TR, RENEMIEE UM BTHEL
EHIZ, TXTORAETENMTRD N hoTz, -, HIRIZ X A28EBHEFRMIC
fEO T OBE Tl ABETEECR OIERBEMEL L i, T X TORETHHIER
HoENEhol,

2) RSB LB TRROBE (Appendix 3-1 & T Appendix 3-2)

RENEME R UIERBENEEL & L ICT R TOHBETIFHITR D bhiaho o, #5
WHEAAEREOMBAOREL B (EZRMET CHE L, BMEMBE L kST L,
RBTEEC R CIERBNEEL L I, T XTORETEEIIRD LR o T,

3) B EEERY (Table 1-1 X T8 Table 1-2)

BEREOHER (TA) X, REHEEITBWTIE, 1000 pg/mL T 1.5%. 500 pg/mL
T 0%&TF 250 pg/mL T 0% L BHEDOHEEETH D SURMThH o7, Fiz, IERH
FEMELIZ BT, 1000 pg/mL T 1.0%, 500 pg/mL T 0%K X250 pg/mL T 0% & &
HEOHEEETH S s%RBTH o,

2R, BESBRECBOD CIHRARERY OHBRIIREONHELENITH Y,
NHEEBIEROE AL (Attached Data 3) SRR ThH o7, Fio, BEMESBEICBWT
ELWREAEERTOFRFIBOON  ZOHBREIBEOHEERERNICH T,
ST, RBITBEICER S B2 LT,

4) WPAAEEIY T (Table 1-1 & U Table 1-2)

BRIRTE (FERE) oHBE=RE, ABHEE/ICB VLTI, 1000 pg/mL T 1.5%, 500
pg/mL T 0.5% K% (N 250 pg/mL T 0.5% & RIEDHELIE TH D 5% Thh o 7=, Fz.
FEMABHEMEL IS BV TR, 1000 pg/mL T 1.0%, 500 pg/mL T 0%K (X 250 pg/mL T 0%
EEMEOHERETH D 5%K Th o7,

R, BRI TRREAGENET OHEBRFIRECHIEEENICH Y |
XA DOE R (Attached Data 3) LR TH o722 & LRBRIIHETNT ER &
nizEEZL N,

7.2.2 E %
24 Br AL DOHER % Fig. 1-3. Table 1-3 R U Appendix 3-3 12, 48 BEEJALE O R %
Fig. 1-4, Table 1-4 T Appendix 3-4 (2R L7z,
1) #HRMEIRNEROBIE (Appendix 3-3 & U* Appendix 3-4)
WS E RO S BERBHOBAOBEICB W TIT, 24 BRLER TS 48 BRAWNE
EBIT, TRTORETELERERO LN 2o, 7=, BRI X 2¥BRME RN
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S AT OB TIE, 24 B K O 48 BERAEL L b1, X CoOMETIHHER
HoHNIEN T,

2) WRMELEKTREOBE (Appendix 3-3 & U Appendix 3-4)

24 FRFFALEE R TN 48 FEALEE & HI2, T RTOHETHHIERD Loz, #
B E RO M OREL BISIAHERMEE T CHE L el BE L T 5 &
24 B GiX, 500 pg/mL LA OB & CHIMMOEE, BRELRR D bhi-, 250
pg/mL OHETCIZREENRRO O o, —FF, 48 BERIALE TiE, 250 pg/mL LA L
ORECHIfROEE, HEE{SEO BN, 125 pp/ml DAETIIEEIIRD LI
Wnoiz,

3) Yufa{kiErERE (Table 1-3 2! Table 1-4)

FEREOHBRE (TA) 1, 24 BERAERIZ VT, 1000 pg/mL T 1.0%. 500 pg/mL
T 0%KR 250 pg/mL T 0% & [BEDHIERETH D S%RBETH -7, —H., 48 1M
PRI BUN T, 1000 pg/mL T 38.0% & BEDHIERERHETH S 10%LL LA 7w L7, 500
pg/mL T 4.5%. 250 pg/mL T 0.5% % 8 125 pg/mL T 1.0% & [EMEOHEEXETH D 5%
Kiw T o7z, 7RI, 48 BrE LI OMBEIEFEZERL 1000 pg/mL T 25%, 500 pg/mL T
W% TH 77,

7o, BHEMBECBOWTHRAEREERT ONREIRECH ELENICH Y
NABM X OE &ME (Attached Data 3) ERIBETH -7, HiZ, BHEMEEIIBNT
WE LD RAFEERFOFERLBD LN, COHBFIIEHEORNEEENICH -2,
PE->T, BBIIEWICERIN-ZE L 50,
4y YeEEER9RE (Table 1-3 XU Table 1-4)

AR (M) oHEREIL, 24 RFRLEIZBVTE, 1000 ug/mL T 1.0%, 500
g/mL T 0.5% % (X 250 pg/mL C 0.5% & R DORERERETH B S%UKIMTH o, Tz,
48 FFEALELZ BV T, 1000 pg/mL T 0%, 500 pg/mL T 0.5%., 250 pg/mL T 0% %
TF 125 pg/mL T 0% ERMEOHEREETH D S%EMTH o7,

ks, RRMER BB ICR W TR ARSI R O BERIIREOH ERENICH Y,
SGAERRER DO BB (Attached Data 3) SRR ChH o2 &b BRI EDIC £ &
NicEEZHRE,

723 HEHAR (EHRAEL - 48 FFREANE)

#E R % Fig. 1-5. Table 1-5 BT Appendix 3-5 {Zx L7,
1) #HERMEHFEMNEZOBIE (Appendix 3-5)

WRMERMICEE S BREROBHAOBBIZB VT, TXTOARTELRREDD
- Rileholo, e, BRI 2EBRDERMIEIITHOBE TR, $XTORET
WHIEFERD Lo T,

2) HEBRWEMHEEK TROBIE (Appendix 3-5)

TNTOHETHIHITRD bhigdole, $RBRYE QRO ML O EE & 8 SIA048

EHEBET CEEL, BB L KT AL, TXTORECHEORE, BEE
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{E2siBo bz,
3) BaEEEERY (Table 1-5)

BEEEOHME (TA) X, 1000 pg/mL T 42.0%, 800 pg/mL T 33.5%. 640 pg/mL
T16.0%EBHEDHEEETH D 10%LLETHY | 512 pg/mL T 5.0% & BEEEOHIE
EHETHD 5% E10%RMETH -7, 70k, ZOROMARIEIERIX 1000 pg/mL T 8%,
800 pg/ml T 5%, 640 pg/mL T 17%. 512 pg/mL T 19% TH o7,

Flo, BESBECBODTHERAEBERSOHBEIIREDCHELEENICHY .,
NAB R OE B (Attached Data 3) &LHERTh -7, B, BBHEXREILBWNT
EELWRAKREERFEOFRLBD O FOHBERIIBHEOHERENICH - 12,
- TC, RBRIEICEB I B2 LR,
4y LA EE (Table 1-5)

R E (fF3&k) OHImEIX, 1000 pg/mL T 0%, 800 pg/mL T 0%, 640 pg/mL
T 0%K U512 pg/mL T 0% ERRMEOHEREETH B S%RETH -1z,

B, BHENBEICBODTIREAREMETOHBEIIREDHELENCHY .,
NiRB sk O =8 (Attached Data 3) ERBETH =2 & HEABRITHEYICER S
nicktEz bhiz,
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8. E®E

LEARERBROER, EREMAEERE OERQEED 24 BELEBIZBWL TR, B
BEEERED —SDBETHAF Yy v TS ERVIREERERE L E T HMIBO HIE
F (TAHE) ROEEEMBEOHRER, TN TORETREDHELETH D 5%HK
WChoTo, —Fh, ERAEIED 48 FFRALEIZ BV TIL, &®mAED 1000 pg/mL @
AT TAEPBEEZTRLEZS, HBAES 1000 pg/mL & LT, BLT, At 125 T
FHIR U 7= 800, 640 BRTNS12 pg/mL DEFF 4 HETHBERBRLEB L, FO/KR. TA
i1 1000, 800 B 1F 640 ug/mL TEEME, 512 pg/mL CTEBMEEZ R L. ARBKFEEOHE
MBBO R, LML 6 EERRBRICEBWTEBEROCERBMEZ R LI-HAE T,
WL MIBRSEREER A 20% LT AR U, EARLEE D 48 BRfE ALERIZ b~ CHERR S RE
MEERAPE BH L Z L RUERAEED 48 OB THEE R LR HE
@ 1000 pg/mL BNV T S E RN 25% &K<, MRBRERM 32% %R Lok A
B0 500 pg/mL TIHEEERLEZ END, ILORAKEBERTOFRIL, M
BHEICHEIEFRENRLOTEL Z L LBEHER NS OO ERLEE D 48 R
HEERARIIBN T, DHABREOBEESED LN THAZ b, REHELE
PR L Ml U7, RAEREFREORS OREMIZ YW T, BEMIED 20%
AT PDRERRONZAETHS D20 i 0.68 mg/mL, B BAESHZ Y Oé
S3EATHE (cte) BB OMBPOHREOLERE THS TRE VX2l Thotz,

T, FEEFROBRRIIBEWNTE, WThOOBEEL T~ TORETREDH
FEEETHD SUKRB Tholzinh., BHELHE LA,

BB, TRTOLBEIBNT, REMBETRRAFRBERE2E T 5MRRT
EEFEOHERRIT S%RE T, BRECHEEENIZL-, Zhicxt LT, BitxtE
BHTHELVWVRAEEEEFOFE/RD LN LD, RBITEDICERINLE
EEZ LN,

NN-UAFATZ YT 2 R, BEZ2AV5EREAREEAR X, RBEHEHL
B OSECBHEMALSEETIZRBVW T, TA97, TA98, TA100, TAI1535 R TN TA1537 BBk
TERBMPRILVERESRTNS Y,

P EDHERENL, NN-DAFAT 7 U AT I FEERERREEFTICB O TRERED
BREBRBIIFEIRVE, BURLRETEERFFRELTF IO LRFM LI,
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9.
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2)
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4)

5)

6)

SE M

FEFEREE (1987) : <UGET>RAEERFEABRT—FE, pp. 1924, T - T A »
= BKR

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

Matsuoka A, Hayashi M, Ishidate M Jr. (1979): Chromosomal aberration tests on 29
chemicals combined with S9 mix irn vitro, Mutation Res., 66, 277-290

AEE K (1982) : IZFLEVARAE & BV D BR SR & B R s (Screening Trial to Detect
Possible Chemical Mutagens and/or Carcinogens in the Environment - Mammalian Cell
Systems), A AEVEMBLFESEE 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

Hashimotoe K, Tanii H (1985): Mutagenicity of acrylamide and its analogues in
Salmonella typhimurium., Mutation Res., 158, 129-133
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Photo. 1 A metaphase chromosome from the negative control group

[Confirmation test: 48 hr]

Photo.2 A metaphase chromosome from the 1000 pg/mL group with the
fragmentation

[Confirmation test: 48 hr]
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110 = 100.0
100 . L%.O
99 P B 4 80.0
)
80 p 4 70.0 °\a
9 :
S ¢ £
T 70 Fp 4 60.0 §
- u
g 8
ot
< 60 p 1500 2
2 ®
g @
I e e 4 400 E
3 2
? :
0k 4 30.0
m ¢ £
v <
A
30 b 420 O
\)
20 < 10.0
100 O O O 4 0.0
0 [l 2 f 1
NC 250 500 1000 PC
Concentration of test article(ng/mL)
Fig. 1-1

Results of the chromosome aberration test in cultured Chinese hamster cells treated with
N,N -Dimethylacrylamide
[Short-term treatment: +S9 mix]

NC: Negative Control(water for injection)
PC: Positive Control(cyclophosphamide : 14 pg/mL})
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110 p = 100.0

100 2 90.0

2 p - iS0.0
&
80 p 4 700 =
< <
S T
s 0p . =2 60.0 o
-5 b
®
£ E
= 60 p =+ 500 3
2 e
: 2
i I e e 4 400 3
I, Q &
o g
A 40 b ’ 4300 2
u =
v @
A
30 b 4200 O
\

20 p 4 10.9

10 o, O -0 4 00

0 2 1 2
NC 250 500 1000 PC
Concentration of test article(ng/mL)
Fig. 1-2

Results of the chromosome aberration test in cultured Chinese hamster cells treated with
N N -Dimethylacrylamide
[Short-term treatment: -S9 mix]

NC: Negative Control(water for injection)
PC: Positive Control{mitomycin C : 0.075 pg/mL)
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110 p o 100.0
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100 W 4 90.0
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= 60 p 500 2
< =
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o e e 4400 5
C
ﬁ 40 } -Psn.o E
Y] &)
A
30 b 4200 O
v
20 b 4 10.0
104) O O an®, 4 0.0
0 & a [
NC 250 500 1000 PC

Concentration of test article(ug/mL)

Fig. 1-3

Results of the chromosome aberration test in cultured Chinese hamster cells treated with
N,N-Dimethylacrylamide

[Continuous treatment : 24hr]

NC: Negative Control(water for injection)
PC: Positive Control{mitomycin C : 0.050 pg/mL)
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110 p - 100.0
100 | 4 90.0
9 } M 500
&
80 b 4 700 S
- S
S 1
T 70 F &60.0 S
.'l: -
o
£ E
= 60 500 2
= o
5 £
S0 50 400 3
—_— @
[ =
O g
A 40 300 $
| =
v O
A
30 200 O
Y
20 10.0
10 0.0
0 2 A 1 1 |
NC 125 250 500 1000 PC
Concentration of test article(pg/mL)
Fig. 14

Results of the chromosome aberration test in cultured Chinese hamster cells treated with
N, N -Dimethylacrylamide
[Continuous treatment : 48hr]

NC: Negative Control{water for injection)
PC: Positive Control{mitomycin C ; 0.050 pg/mL)
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110 o 100.0
100 | 4 920.0
9 b 4 80.0
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8o b 700
= <
$ =
S nf d 60.0 .g
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30 50 400 5
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Y] ]
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30 200 O
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NC 512 640 800 1000 PC

Concentration of test article(ng/mL)

Fig. 1-5
Results of the confirmation test in cultured Chinese hamster cells treated with NN -Dimethylacrylamide

[Continuous treatment: 48hr]

NC: Negative Control(water for injection)
PC; Positive Control(mitomycin C : 0.050 pg/mL)




Chromosome aberration in cultured Chinese hamster cells treated with N, N -Dimethylacrylamide

M-1349

Table 1-1
[Short-term treatment:+S89 mix] ‘
Time S9 Conc._of Number of cells with structural chromosome aberration (%) gS:vlvlt-h Number of celli;:; 1:;2221?;;3'1 chromosome Slide
(h) mix test article Cells b b h TA(% AG(% Judge~ ratio Cells  Polyploid o, Judge~- No. ‘
{pug/mL) observed ct cte cs cse other (%) g TAG(%) ment (%) observed  cells other Total (%) ment
100 0 0 0 0 0 0 0 0 100 100 1 0 1 10-1
NC 100 0 0 0 0 0 0 0 0 - 99 100 2 0 2 - 55-1
200 0(0.06) 0000 00.0) 000 0(0.0) 0(0.0) 000y 00.0) (100) 200 3(1.5)  0(0.0)  3(1.5)
100 0 0 0 0 0 0 0 0 91 100 0 0 85-1
250 100 0 0 0 0 0 0 0 0 - 91 100 1 0 1 - 41-1
200 0(0.0)  00G.0) 0(0.0) 0{0.0) 0(0.0) 000.0) 0(0.0) 0(0.0) oD 200 140.5)  0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 99 100 1 0 1 37-1
6-18 + 500 100 0 0 0 0 0 0 0 0 - 81 100 0 0 0 - 04-1
200 0(0.0)  0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (90) 200 1(0.5)  0(0.0)  1(0.5)
100 0 0 0 0 0 0 1 1 81 100 1 0 1 12-1
1000 100 1 2 0 0 0 3 1 4 - 81 100 2 0 2 - 31-1
200 100.5)  2(1.0)  0(0.0)  0(0.0)  0(0.0) 3(1.5)  2(1.0)  5(2.5) (8) 200  3(L.5)  0(0.0)  3(1.5)
100 8 59 0 0 0 63 0 63 99 100 0 0 0 26-1
PC 100 7 62 0 3 0 64 0 64 + 91 100 0 0 0 - 72-1
200 15(7.5) 121(60.5) 0(0.0)  3(1.5) 0(0.0) 127(63.5) 0(0.0) 127(63.5) (95) 200 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 (water for injection)

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(%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 1-2 " Chromosome aberration in cultured Chinese hamster cells treated with N,N -Dimethylacrylamide
[Short-term treatment:-$9 mix]

Cell- Number of cells with numerical chromosome

Time S9 Conc._of Number of cells with structural chromosome aberration (%) growth aberration (%) Slide
) mix CACle—E : X o TAGL TAGy Judge ratio — Cells  Polyploid —Tudge- No.
{pg/mL) observed ct cte cs cse other (%) g (%) ment (%) observed cells other Total (%) ment
100 0 0 0 0 0 0 0 0 100 100 1 0 1 03-1
NC 100 0 0 0 0 0 0 0 0 - 99 100 1 0 1 - 58-1
200 0(0.0) 0(0.0) 0(0.0) ©0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (100) 200  2(1.0)  0(0.0) 2(1.0)
100 0 0 0 0 0 0 o 0 92 100 0 0 0 80-1
250 100 0 0 0 0 0 0 0 S0 - 167 100 0 0 0 - 94-1
200 0(0.0)  0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (100) 200  0(0.0)  0(0.0)  0(0.0)
100 o 0 0 0 0 0 0 0 92 100 0 0 0 32-1
6-18 - 500 100 0 0 0 0 0 0 0 0 - 84 160 0 0 6 - 19-1
200 0(0.0)  0(0.0) 0(0.0) 000.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (88) 200  0(0.0) 0(0.0)  0(0.0)
100 0 2 0 0 0 2 0 2 84 100 1 0 1 68-1
1060 100 0 0 0 0 0 0 0 0 - 92 100 1 0 1 - 15-1
200 00.0)  2(1.0) 000.0) 0(0.0) 0(0.0) 2(1.0) 0(0.0) 2(1.0) (88) 200 2(1.6)  0(0.0)  2(1.0)
100 7 32 0 0 0 36 0 36 84 100 0 0 6 75-1
PC 100 7 31 0 2 0 37 0 37 + 92 160 0 0 6 - 16-1
200 14(7.0) 63(31.5) 0(0.0) 2(1.0)  0(0.0) 73(36.5) 0(0.0) 73(36.5) (88) 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 (water for injection)

PC: Positive control (mitomycin C, 0.075pg/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 1-3 Chromosome aberration in cultured Chinese hamster cells treated with N,V -Dimethylacrylamide
fContinuous treatment:24hr]
Time SO Conc. 'of Number of cells with structural chromosome aberration (%) gfod“it-h Number of cells;;\; ﬁgﬁ?@gal chromosome Slide
(h) mix fest article Cells b b h TAC TAG(% Judge- ratic  Cells Polyploid b o, Judge- No.
(g/mL) observed ot cte o8 ese other ) g (%) ment (%) observed cells other  Total (%) ment
100 0 0 0 0 0 0 0 0 100 100 0 0 0 77-1
NC 100 0 0 0 0 0 0 0 Q - 92 160 0 0 0 - 13-1
200 0(0.0)  0(0.0) 0(0.0) 0(0.0) 0{0.0) 0(0.0) ©(0.0) 0(0.0) (100) 200 0(0.0)  0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 78 100 1 0 1 84-1
250 100 0 0 0 0 0 0 1 1 - 71 100 0 0 0 - 38-1
200 000.0) 0(0.0) 000  000.0) 0000y 00.0) 1(0.5) 1(0.5) (78) 200 1(0.5)  0(0.0)  1(0.5)
100 0 0 0 0 0 0 0 0 57 100 0 0 0 14-1
240 - 500 100 0 0 0 0 0 0 0 0 - 64 100 0 1 1 - 79-1
200 0.0y 0000 0(0.0) 000.0) 0000 000.0) 0(0.0) 0(0.0) (63) 200 0(0.0) 1(0.5) 1(0.5)
100 1 1 0 0 0 2 0 2 64 160 1 0 1 54-1
1000 100 0 0 0 0 0 0 0 0 - 57 100 1 0 1 - 61-1
200 1(06.5)  1(0.5) 0(0.0) 0(0.0) 0(0.0) 2(1.6) 0{0.0) 2(1.0) (63) 200 2(1.0) 0(0.0) 201.0)
100 4 24 0 1 0 29 0 29 100 100 1 0 1 97-1
PC 100 3 34 0 0 0 36 0 36 + 100 100 0 0 0 - 53-1
200 7(3.5) 58(29.0) 0(0.0)  1(0.5)  0(0.0y 65(32.5) 0(0.0) 65(32.5) (104) 200 1(0.5)  0(0.0) 1(0.5)

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 (water for injection)

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 N, N -Dimethylacrylamide
[Continuous treatment:48hr]

: Cone. of Number of cells with structural chromosome aberration (%) Cell- © Number of cells with qumencal chromosome .
Time 89 . growth aberration (%) Slide
(h) test a“‘lfle Cells o X o TA TAG(o Jadge- mtio ~ Cells Polyploid ~ Judge- No.

(rg/mL) observed © ©s cse other (%) & (%) ment (%) observed cells other  Total (%) ment

100 0 0 0 0 0 0 0 0 100 100 0 0 0 63-1

NC 100 1 0 0 0 0 1 0 1 - 96 100 0 0 0 - 47-1
200 100.5)  0(0.0)  00.0) 000 000 105 0000y 1(0.5) (100) 200 0(0.0) 0(0.0)  0(0.0)

100 0 1 0 0 0 1 0 1 63 100 0 0 0 98-1

125 100 1 6 0 0 0 1 0 1 - 66 100 0 0 0 - 06-1
200 1(0.5) I{0.5) ©(0.0) 0(00) 000 21.0y 000 2(1.0) (66) 200 0(0.0) 0(0.0)  0(0.0)

100 1 0 0 0 0 1 0 i 43 100 0 0 ] 90-1

48-0 - 250 100 0 0 0 0 0 ] 0 0 - 39 100 0 0 ] - 48-1
200 140.5)  0(0.0)  0(0.0) 0(0.0) 0(0.0Y 1(0.5) 0{0.0)  1(0.5) (42) 200 00.0)  0(0.0)  0(0.0)

100 2 2 0 1 1 4 1 5 29 100 0 0 0 42-1

500 100 2 3 0 0 0 5 0 5 - 33 100 1 0 1 - 50-1
200 4(2.0)  5(2.5)  0(0.0)  1(0.5)  1(0.5)  94.5)  1(0.5)  10(5.0) (32) 200 1(0.5)  0(0.0)  1(0.5)

: 100 12 23 0 0 13 40 1 41 26 100 0 0 0 25-1

1000 100 14 14 0 0 14 36 1 37 + 23 100 0 0 0 - 76-1
200  26(13.0) 37(18.5) 0(0.0)  0(0.0) 27(13.5) 76(38.0) 2(1.0) 78(39.0) (25) 200 0(0.0)  0(0.0) 0(0.0)

100 10 55 0 6 0 61 1 62 89 100 1 0 1 28-1

PC 100 11 56 0 6 0 58 2 60 + 89 100 1 0 1 - 46-1
200 21(10.5) 111(55.5) 00.0) 12(6.0) 0¢0.0) 119(59.5) 3(1.5) 122(61.0) (81) 200 20,0y 0(0.0) 2(1.0)

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 (water for injection)

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(%).

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 N, -Dimethylacrylamide
[Confirmation test:48hr]
Time S9 Conc..of Number of cells with structural chromosome aberration (%) gfoe\}:;h Number of cells;;\; ::rl';tl;;l;n:;():al chromosome Slide
(h) test article Cells b b h TA(% TAG(% Judge- ratio Cells  Polyploid th o No.
(ug/mL) observed  © cte s cse other (%) g (%) ment (%) observed cells other Total (%}
100 0 0 ] 0 ] 0 0 0 100 100 0 0 0 96-1
NC 100 0 0 0 0 0 0 0 0 - 107 100 0 0 0 39-1
200 000.0)  0(0.0) 000.0) 0(0.0) 0(0.0) 0.0y 00.0) 0(0.0) (100) 200 0(0.0) 000.0) 0(0.0)
100 1 5 0 0 | 6 0 6 25 100 0 0 0 05-1
512 100 1 3 0 0 0 4 0 4 + 14 100 0 0 0 02-1
200 2(1.0)  8(4.0)  0(0.0) 0(0.0) 1(0.5) 10(5.0) 0(0.0) 10(5.0) (19 200 0(0.6)  0(0.0) 0{0.0)
100 8 15 0 1 17 0 17 25 100 0 0 0 20-1
48-0 - 640 100 6 8 0 1 3 15 0 15 + 11 100 0 0 0 45-1
200 14(7.0)  23(11.5)  0(0.0)  1(0.5) 4(2.0) 32(16.0) 0(0.0) 32(16.0) (17 200 0(0.0y  0(0.0)  0{0.0)
100 13 14 1 1 10 30 0 30 3 100 0 0 0 92-1
76 10 13 0 13 26 0 26 7 76 0 0 0 43-1
800 24 3 6 0 0 5 11 0 11 + 24 0 0 0 43-2
200  26(13.0) 33(16.5) 1(0.5)  1(0.5) 28(14.0) 67(33.5) 0(0.0) 67(33.5) 5 200 0(0.0)  0(0.0) 0(0.0)
100 16 17 0 0 21 43 0 43 3 100 0 0 0 36-1
93 15 12 7 0 21 40 0 40 14 93 0 0 0 88-1
1000 7 0 0 0 0 1 1 0 1 + 7 0 0 0 88-2
200 31(15.5) 29(14.5) 7(3.5) 0(0.0) 43(21.5) 84(42.0) 0(0.0) 84(42.0) (8) 200 0(0.0)  0(0.0)  0(0.0)
100 10 55 0 10 1 64 0 64 85 100 1 0 1 66-1
PC 100 11 55 1 7 0 62 1 63 + 85 160 0 0 0 24-1
200  21(10.5) 110(55.0) 1{0.5) 17(8.5) 1{(0.5) 126(63.0) 1(0.5) 127(63.5) (82) 200 1(0.5)  0(0.0)  1(0.5)

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 (water for injection)
- 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(%6).

Each value in parenthesis on cell-growth ratio (%) data showed mean of celi-growth ratio against the negative control.
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