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Figures and Tables
Fig. 1-1 Results of the chromosome aberration test in cultured Chinese
hamster cells treated with Mordant Black-7
[Short-term treatment: +S9 mix]
Fig. 1-2 Results of the chromosome aberration test in cultured Chinese
hamster cells treated with Mordant Black-7
[Short-term treatment: —S9 mix]

Table 1-1 Chromosome aberration in cultured Chinese hamster cells
treated with Mordant Black-7



M-1350

Table 1-2

Appendices
Appendix 1-1

Appendix -2

Appendix 1-3

Appendix 1-4

Appendix 2-1

Appendix 2-2

Appendix 2-3

Appendix 2-4

Appendix 3-1

Appendix 3-2

[Short-term treatment: +589 mix]
Chromosome aberration in cultured Chinese hamster cells
treated with Mordant Black-7

[Short-term treatment: —S9 mix]

Results of the cell-growth inhibition test in cultured Chinese
hamster cells treated with Mordant Black-7

[Short-term treatment: +S9 mix]

Results of the cell-growth inhibition test in cultured Chinese
hamster cells treated with Mordant Black-7
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[Short-term treatment: —S9 mix]
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4. EfN

ENH NI Ty /-1 DRBAEREFREOFELZRATI DD, Fx/=—-X -
NI A — fifi R SRR ME S AE (CHL/IU #ifask) 2 AW - REdRREERRELERL LT

RIS B OMS R, ERFEAREORSEHEEL T 65.6 pg/mL T, FERBE
AL TIE 131 pg/mL T, FIOEFLRED 24 BELETIE 131 pg/mL T 50% % £ %
2 AR RN ER SRR 0 Hidz, S0%AIN NG RE (B {E) (3. ErRRLE
EORBHEME(C TiE 49.2 pg/mL, FERBHEE(LTIX 1214 pg/mL, BT ESGAEED
24 FEMAETIL 1052 pg/mL Thoto, TRHDOFERELD, A FFA VITED BN
= [S0%LL EOMBIEMEARD N AHEE X, MREEAHE G 50%LL Einfl
Z2EABRZERARLTD LOREEZBBL., FICELEICBITD 50% %8 %2 2k
HEFEANEH VR 23500 b - BEICET M= L 50% iR Ra s E (BesE) %
B LN s, EFFABREORBNEE(LTIX 625 pg/mL 2 FK&E AR L LT, LT,
25k 1.25 TEF s BE %, IEEBEME(E R OB E D 24 RRELE T 250 pg/mL
FREHAEL LT, T, A2 THSHARZREL., #RIEOMBSFELZED -,

RaFRERBORBE, REREERED—DDEETHIX Y v T2 WY
BEREEZHTHEROMEE(TA E) i EREAEE O RBTEME(L T 62.5 pg/mL
TiX 4.5%, 50.0 pg/mL TIL 4.5%, 40.0 pg/mL TiX 3.0%, 32.0 pg/mL TiE 2.5 %R
25.6 ng/mL T 2.0% & RUEDHEEETH D S RFBTh o7z, Fio. FERBIEMEL
IZBWWTHE, 250 pg/mL TIHREHOMALABE 7 UR (unreliable) & HJ7E L7z,
125 pg/mL TiX 13.5%. 62.5 pg/mL TiX 9.0%. 31.3 pg/mL Tik 4.0%MK U 15.6 pg/mL
TiE 1.5% & 125 pg/mL THEDOHEERETH D 10%LL L&, 62.5 pg/mL ITBVWTEE
BHEDHELETH 5 S%ELE 10%KRH 27 Lz, FFABHEEIZBOL T, TAED
EIMCAEREGFESRBOLONRIZ LG, BELHELE, o, RAKBERED
REOBRI 2, IMERTED 200HBETIOHEHBRMERE (SDyfE) ZHEEE LR
Lol Z 5, SDyfEX 0.18 mg/mL, BLAEHZ) DRESERTZH (cte) &2FD
HIEROHBEROLEETHS TRIE T 120 Thotz, BB, ERFRAERETHL D
ICBHEDHEE L7 0, ERLEIEILER L2227,

— 7 EEMEARRO HRFBEIWTROLBEICEWTH S%ERMThHho72Z L hb,
ENE T T w1 OREBEENEEHFREIRELHE L,

S2TOMEEICE T, BEFBIECR O CIIRAFEERE O HERIBRE D
EERENICHY, IERABREROERELRAFE THo, FiZ, BESHEEIZEVT
HBELVIRAEEEERFOFRELRBO SN FOEBARIHBEOHERENICH 2/,
E-T, REBIETICERIN-LEZ LN,
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6. HREHHRUAE
6.1 HEYMER VBN
6.1.1 WEBEME

BES
4
JLEERIFR
2y &S
CAS &=
A i
e

STE
i
Tty

(ETN
LM

AFE
RIFITIE

RTFHE

EoHFWwEDEE
EH]

6.1.2 oy LS
& PR
T hEF
MO
BEsT
RFEFIE

FENF T T 7T
Mordant Black-7

3618-60-8
Cl
NaN/@S{J_ .
HO oHg' ONa
Sa
416.77
92.7%

FARHY 73% (5H, \HL LTEREA A 7100
mg/kg, WEEA A 1300 mg/kg)
EE~MEEEREE

ERETRII, LAEELERSRICBWTEEH
ZREL, EREBETOLEEEZHER L7z (Attached
Data2) ,

25g

EEA, WEERT (ERIEE : 3~6°C) |, RBEMERD U
AT EERE (BFR)

HERBMER HRUERTFERVE | FAHEERY
HHRNE mRE

RriCEEL

EBRUTER., #BRDEOBRAYITTATLALFELTE
BRAAHICTEE LR,

A K

9A7SN

BAERH
HFASHERERETLS
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BRAFE R ; EREMERT BEEERRE

VA I O AR B : HRATHBRIZ W T, HBRYE O EN K ~O BN
FHWERLALE A, 42.0mg/mL CRELRGBELTL
&b, BEE LTERAKRKERA VW,

6.2 HREOHEK
6.2.1 BRAE
1) HERREREIME R

HEYE 04200g % 10mL A A7 Z At fFER L, BETHR LB, ART
v T L THRSEED 42,0 mg/mL TRE#E (7L — M2 0.500 mL #RMN L 7= B0 f i e
4200 pg/mL) ZFB Lz, KWT, 420 mg/mL BB 2 ALk 2 (FBREOWHRIE SmL -
I SmL) THEWR 7 BEREAR L. 21.0, 10.5, 5.25, 2.63, 1.31, 0.656 & T 0.328 mg/mL
D BB ORI A TR L7,

2) BEGREFRR

SERPRALEE T, EBRHE 0.0500g % 20mL A A7 5 AR LT, BIETR
BLERBIZ, AAT vy 7L TEEBRE D 2.50mg/mL BRETE (HEIK, 7L — Mz 0.500
mL 00 L7z RO EMRE : 250 pg/mL) ZFAR L7-, KT 2.50 mg/mL #ERIK % 2
2 (RBEOHRE SOmL : EE5.0mL) THER 4 BEfEAR L, 1.25, 0.625, 0.313
B 100,156 mg/mL @ S IREE M OESEZ AWM L, £7-, 2.50 mg/mL #ERIEE 4 fF
FR (BEBRIE 10.0 mL : %45 30.0mL) L. 0.625 mg/mL #BREZ#A/BL L 7=, FiT, 0.625
mg/mL HEBRIEZ AL 1.25 (FBEOWERIK 20.0mL : B 5.0 mL) THEK 4 BRREFHIR
L. 0.500, 0.400, 0.320 %7} 0.256 mg/mL @ § #EERMBOHRIEEZFR L /=, NHHE
ML TIiE 0.625. 0.500, 0.400. 0.320 %2 TF 0.256 mg/mL @ 5 IREERBOERIES . FE
FEETEMEL Tk 2.50, 1.25, 0.625, 0313 BUX0.156 mg/mL @ 5 {REEERPE D g% %
v i,

6.2.2 TIBUHE
BRI L, 2, BAFRIKIIT A TITR LEALS LT,

6.2.3 BEMK

HWEE I EEARM LRI, #iE, BB, kB, FEZ0FLoFEL+HIRG
RUMEIZTRE L, #RBOTEEFRE L, CORBER, TEMEICEMBERVWZ
R L,

6.3 HEHE
6.3.1 B E
B L THAWEERBEASERESBHE L L,

12
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6.3.2 IEExi B Y E
1) Y 2u74+A773IREvA bvwavr Ch, RBHEMELR L FEABEELLRED
MR L LTERTRE W,
() ¥Y27a74+A77IF (LT CP&BEETH)

oy hEE : SDP4062
LIS ; FoyestigE T A
LR : EFER (97.0%2 1)
RIF S ; R, EX
RIFET : HEASTERT ECEEMERRE REMDERBREE
=
2) w4 b= C (LLFMMC EBERRT5)
oy bEE ; 525AHA
5T : W FORREE T 2R ESHt
ki : 2 mg (A1) /&
RTFERME : =R, X
RIFG T : HESBH T BECENRRE REMDEZEERET
&
2) WREGE

FAIT T RTHBICTY, BRIEITTRT—ESRBITRE L% ER0Ns L,
(1) PR R SR LEE REHEEL
CP 0.0140 g %2 y BRAEE 77 XA F v 7 @ILE (50 mL) (CFFER L7, Zhick
HAeER (AXERT, KASHKRKERMETIE, oy hES 8K83N) % 20mL N
ZCHEREL. 0.70 mg/mL EE # 78R LU/~ (B5#iE 4.900 mL {2 0.100 mL 2 /0% 7=,
Z DREOREEBEIL 14 pg/mL) .
(2) fefa (F R EHER SRR LB JEUEME L
MMC D 2 mg FBEASA TICABRRER (BAERT KA SHRERRET S,
gy hES 8K8IN) ZEHNE T2mLMA THEME L (1mg/mL) ., RIZ, ZOF
AL 20 CNEWR 2 B REFHIR (B 0250 mL - £E /#4750 mL) L. 0.050
B R 0.0025 mg/mL DEH 2 TR L 72 (FEH#IK 4.850 mL IZ 0.0025 mg/mL &% %
0.150 mL 1% 7z, Z OREOFBRALREIL 0.075 pg/mL)
3) RBHEXRE ORINER
i (5-2) DEEEURBYA FIA4 VCERAP RSN TWAE Z L RUKERT
PR ES THAHZ LB CP LUYMMC 8 IR L1,

6.4 (ERMAKE

6.4.1 Hrask
Fyd ==« NLAZ—DffHEZRHEFHIN (CHLIU ffatk) #H 1=, #ie

13
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2. Ea—wrY AL U AFREGRAV 7B AFE (20044 11 A 2H) L., #FKE
DI DERFERITD A FAZNEFY R (DMSO @ BB 99.0%L ., Fg
FETEHRNSH) % 10vol% il LI EER P CHRFL, ThEmf LEEE L.
bORER L, EAROMMAEREX, SRR TIL 7/, REERE
KB OSRFABETER 1R Tho T,

6.4.2 o EINER
HARERCEHFEFORBFRMNEVI &, BIZEL O(LFEMEITH L TRZMENE
. BEET—E2NEETHAZ LEHEEAMLAMIBEEIR L=,

6.4.3 EEEH
IREEH ABEREBELZ AV, COBE 5%, {BE 37°C. BEELHT CEE L, #
Riz1~4 BZLiZfTo7=,

6.4.4 HMlRotRsE

RBICERT ML, BREENOHEL, REAKDET— M, FENEREU~
A a7 T A EROFGEEIZOWVWT2009F5H 8§H ~20094%5 A 14 BICEMRES:
ERL, ELWEHEZETAHZ 2R L, MR, 3028 % B CRAR
Bl [

6.5 SOmix RUIEER
6.5.1 S9 mix

SO RUKEER (89 =27724%—C vy b, vy b&EZ C090213121, Y%
NEBTEHERNESH) #BEL. SO9mix AL, ARITEARFIITo .

1) S9

4 FR : $9

oy bEE : 09021312

BhER : 200942 H 13 H

& - R#k : 7> hSD%

i3 : i3

18 i ] 7 38 6

HEME - 7 x ) SN EH—/H(PBYRTRS, 6-2 /7 F K (BF)

®’ G : iERERR 5

BREHHRVCREE . PB 4 HME 30+60+60+60 mg/kg body weight
BF 1 H 80 mg/kg body weight

RIF Tk : wE (BEER7 ) —¥—)

15 R HAFR : 20098 F 128 (Blistke®AR)

RIFBAT g B R B EEARE BEKE7 ) —F—

14
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2) THEER
2 FR : a7y g i—C
oy hEE : C09021211
fEH 2 20092 A 12 H
RAFH i £ B GBIEKR7 U ——)
= AR : 20098 H 11 H (MiE#% o6@A)
AT : HEY SRR EEEERRE BEE Y Y ¥ —
3)  S9 mix DA
S9 2 mL
THEER 4.7 mL 20 mmol/L HEPES #E7& i (pH 7.2) 1.34 mL
50 mmol/L, #i{b< 7 & 7 LK 0.67 mL
330 mmol/L kA UV o LKEIR 0.67 mL
50 mmol/L Z /b= —2-6-1 LB KEETE 0.67 mL
40 mmol/L BA{kR =2 F 7T I R-TF =
TRy LAF FY EENADP)KIRIR 0.67 mL
FRELK 0.67 mL
6.5.2 BER

Invitrogen Corporation & ¥ B A L 7= Minimum Essential Medium (MEM, GIBCO™,
Cat.No. 11095-080) {Z. Invitrogen Corporation L 0 A LIEM{L (56°C, 304y) L=
4MiE (BS) % 10 vol% i L TRRARL L -85 (BS-MEM) # Ao, SAR%®
BS-MEM {3 ERF L7,

1) 4MiF

2y hES : 616941

RIE T : Invitrogen Corporation

RIFTE : W (-80°C RIE DM RE)

RIFSET : HERGHT R #BEEERRE BERZ Y —V—
2) Minimum Essential Medium (MEM)

2y hES : 510522, 554263

BETT : Invitrogen Corporation

RFFHE : by

wAFEET : HERW AT BESERRE GEE
6.6 HERAE"Y

HBRIIUTOARAT—VEICER L, B, SEFHAEEICBVTEHR O BMER
ERELNZY, ERAEE, BERARRVCENRRIZER L2570,
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L. # e 8 5E ) 3R R AL ER VR REEME
FERBHEME( L

EBEAVIER s 24 B ALTE

438 BFHI40E

2. Pk B E R b R AL s RBEE
FEARBTEME(L

6.6.1 15| Ao N

1) RE I AEID &I SR

RO TR UENE L &2 T+, FERBNEELE - & L, ERLEBETIT 24
BB % (24—, 48 FRfEIALBE % T48—) & L7c, FIZZHICEEiT TR (Negative
Control) ®BEIEINCI &, BBHEAERHOBEZREOR VI MBI, T2), 3],
weDORBEEERAST L7 L THERBM SRR Lz,

2) REfRFRER

HEEEMHIRE EARICEEEZHRB LT TRE Uiz, £/, B
(Positive Control) (X[PCJ & L7z, REFEEARIT, RBRESFLUHBANES 7 ¥ LI
= FELET01)~T991 ETD 2 HfTDEBZRVRATA FIRBEEEZHR L Z I THE
A EZme L,

6.6.2 AREDOEE

1) HARS R ) SR

REAE% 4200 yg/mL & L, LATFAK 2 THK L7 2100, 1050, 525, 263. 131,
65.6 21328 ug/mL DEF S HEEZR/RE L, T, ZhICEMETEBELZRIT -,

2) HAKEFHER

MR REMEIRBR O R, EEMAEEORBHEML T 65.6 pg/mL T, IEMAME
(L TIX 131 pg/mL C, BICEFHAEED 24 BREAE T 131 pg/mL T S50% %8B X
DAARETEIMHIER AR b, SO%MAEFEMHIRE (HIEE) 132, SR AsE
EORBTEME T 49.2 pg/mL, FERBNEME(L TIX 121.4 pg/mL, EICEFLERED
24 BRI TR 1052 pg/mL Thotfz, ZhoDERLY, A FIFAVicEDBR
7= T50%LA EOfEIREM D b2 HEE 13, MISEIENA S I S0%LL LMl &
HEAB*REEHELTE) LOHELSBB L, FICELEITRITS 50% 4 % 2l
HEMHEHERALRD O ARICE T 2653 L 50%MEMEMAIRE (BEE) %
BELARL, SRMABEORBTEE( T 62.5 png/mL 2 FK®mAE L LT, LT,
ANk 1.25 TEH S BEY, EREFLEEOERETEME LR CERLIRED 24 FFE QL
T2 250 pg/mL 2 HEREAEE LT, LT, A2 THSHEZREL, #BREOARY
FiEEEDE, -, EHEAHED 48 BERAE TR, RERAED 328 pg/mL iZiW
T, FFHETEIMBIED 67% % T L, SO%MIHEEIMHEIRE 2B 2 2 WERTOMENE S
., 2 SEBREIC LD S0%MIERMERE (BHIEE) ZRO5Z ERdERI-
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Too LOSLZRA S 32.8 pg/mL LA L0 ABIZI T 2 M 85 HhH) =iz B B HiFME 23R
DAL, AHELIZBAIC, 10~15 pg/mL 1T 50%AMA0E RN E BEET 5 & HER &
NEZEML, 313 pgmL ZRERAEL LT, UT, A2 THS AEBE2REL .
£, WTAOBA L TR RBRER B BEEA R -,

6.6.3

# A 18 e 4 ) LB

REFEEERBORAEZ?RETIE-OICTFHERRBRLE LTEBE L, 2B, UTOR
B, EERETICBV T, REFOSEL AV T, EEBIECL > TE/B L,

1
(1)

(2)

3)

4

2)
(1)

(2)

KERE R AR

REHEMEL & IERBHER O T FRIc R EAE R R RS HEE 525
Tro V¥ — LU yREBEE 77 AF v 7 7 L—F (HEE60mm) ZHW:, 7L
— hMEEB 2 E L,

ZlL— bYf- Y 2X 10 EOME (GF%iE 5.0 mL) ZEREL7-. 55 3 BRI,
B{IHERME T CEEL, MIRICEFEOQRWI LEHER L Th b, AHEE
{ETCIXEMESTBEEIC VLTI, BRFE 1333 mL ZHV B E, S9mix0.833 mL (=
X 0.500 mL 2N 2 70, KR ELEBEIC OV TIL, B##K 1.333mL 2 I
DERE. S9mix0.833 mL IZHE = B E OYEERIK 0.500 mL 20 % 7=, FEMCHHEME
{ETIXEMERBEIZ OV TIE, 8K 0.500mL ZED &, B4 0.500mL 200
AT, HBRMELBEBEIZOWTIL, HEIK 0500 mL 2RV RE, FBREORKER
i€ 0.500 mL i1 x /-, L LICHFME, AIRTHHOEERERHEOBAR
SR L. 6 BFfHEE L7,

K 6 FFMIR I, MR CHBRDE O HOFEZEET S L & bz, BIAiEE
FRISSE T CHEBIDIKEEAFERR L, W T, M2 4ABAER (£MFE) Tt
B, rLVERKS.OmL Z2MA FIC 18 BRIEEZFIT-,

BLE T, M2 EBAEKEEGAF LT Ia—)L (HiEF 99%LL E) Tkl -
HEL. 0.1%7 ) RFANAL F Ly METHRE LTz, BERHREEAMCER (£
V=5 F) N ANETEKRNSL) ZRAVWVTHREELRZE L., BT
HBEEDEZ 100% & LT, RETEEEROHERBMBEEEOZLZRIL OV THER
WE D S0%MAEFEIE IR E (BIRE(E) ZRediz, T/, 158 6 Bf% L B0
FiET IS BT ROKRTHIC, NIRTHHOBEELHER L., EiICHBORES
BINAIFEZFMET CHRE LER L (EBERTHOBRIX, 887 -4 L
i

LT AL B Y

24 FRRALIR L 48 FERTALIE D E TR E BB R OPS M B 2 /R 1T 7,
VA=V yRBEES T AF v L— b (BB 60mm) W=, ZL—F
ITEB 2L L,

TL— b4y 22X 10V EOMIE (FEK S0 mL) 2EELL, B8 3 A%,

17
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(3)

6.6.4

1)
(1)

2

(3)

4)

BN{AEEEBET CEEL, MIBIEEORNI LRHEL T b, 24 FF
QLFR R TR 48 BEALER & b [ Rt IBEE I D T 3K 0.500 mL 2 B D B & |
B 0.500 mL 20 % 7z, #EBRMELEREIC OV TCE, $HEIK 0.500 mL Z Y R
., FREOHERK 0.500 mL #0427, £0%, AR THHOFERURRIK
DEEFER L., 24 B R O 48 BERGETE L 1=,

24 BRI RO 48 BRRI OISR TR I, RIE CTHEBROEOMHOFEZBRTH &
Ebis, BNZMHEEMET CEEL, MIEOREZER L, ®RWT, B
SLBEVE & RERIZ, HEE. BT, LERUVHBEEORIEZITV., 24 BERRED 48
B AR IS BT BB E O S0%ARMETEIMBIRE (BIREE) 2k,

SERRERR
SRS MR A
REATEME(L & IERBTEE LD Z h EhicEiEx B, (R EAER R Uetext
BEEZRTE, VY-V YRBER 27X F 77— (EE60mm) = H
Wiz, Fb— hMEg8E4E L,
Tl— b0 2X 10V EOMAE (FEiK 5.0 mL) 28R L, #H5#E 3 BRIZ,
BINAIHEBRMET CHEL, MRICEEORWI L 2BRA L Thb, BHEE
LTIt BHFIC OV T, #1333 mL ZBRVERE, S9mix 0.833 mL 12
FEE VA 0.500mL 200 2 7z, BERMEAMEEICOWTiE, 853K 1.333 mL 2 HL
DBRZ . S9mix0.833 mL iIZHt = & REDHEKERIE 0.500 mL 0 x 7o, B B
WOWTIIIEEK 0933 mL 2%, S9 mix 0.833 mL IZ#c= CP 0.100 mL (&#&
BRE ;14 pg/mL) ZMMAT:, FERBHEE(ETIRBEBESEEICOVWTIE, BHRIK
0.500mL ZE V&, BFE0.500mL 2027, HBHELERICONTIE, &
FIK 0500 mL YR & FIREOHERIK 0.500mL 12 7o, BHEERIRICD
WWTIEEEEIE 0.150 mL %%, MMC 0.150 mL (BR#BE : 0.075 pg/mL) Z0
Zlc. BELBICHENE, ARTCITHOBER EREOALZHER L., 6 BFHE
ELT.
3 6 BRI, RIRTHBRYEOINHOEELBET S L & bic, Erfifaz
M T CHIBOREBEZRER L, RWT, iR 4EBAER (nES) Tk
B, FrUVERIESOmL 204, FiC 18 REMEEE T -,
EH 20 FL— b (FES-1 RU-2) oW T, RAaAEEHERERD D
HERTOM2BEREENCaAEI F (FAaT UBiK,. 10ug/mL, FoeMizET
EERADH) & 0.1 mL IR 7, BEEAE T12,0.25% F V) 73 U EER (Trypsin 0.25%,
Invitrogen Co.) THEREZ M L, ELDBEZ XK > TED-HMa% 0.075M HE{L D
U AATRTCH 15 SREEEBQE L, AFALTAa3—)  EifE=3: | TEEL
Teo BELICMIEEZAZ A FHZ A 1 BUZ-E 2 ERTICHE T Lz, REKERDT
TL—bY720 2HERIL7-, MIEET%, 1 BEXEERL, 2%¥ AVIKT
F1s ke L TRERERFER L,
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(5) BABZH 2HOTL—F (HEF3 RU4) 1X, 1] 6 BE% LRKROFIET
18 BREEER DK TRIZ, R TIHHOFEA MR L, FIZHIROWEE % H30L
HERWMBET CHRELHER L. BERTHORBRIZT, 875 &1Lk ),
FO%. ERBETEMEHRRIZELZ U ZZ AL T Ly MRE LT-ERZER L,
HEHnsEREEEr AV THREEXRIE L,

2) ERLEE

ERFRAEEOERBEE LI B CTHHEATRRE Lo, B AEETERL

Rnoto,

6.6.5 BEROHR

EHMETTTU— M4 1008, SFBESTD 20 @oRaEBBE<EBRA LS
HPHBICOWT, HEREOERRLEEFF oMo+ Lz, FFICEEE
DOHBEIFETHE L, R, FENCBEERTLRAL 5T, REFERIX
TRTEREIC L - THREL,

6.6.6 FEEREOSE
REGREIIWERER LEMREICKAL, MERFEIISOIUTOLIICES *
SBELE,

1) WEEY
BReaAREOREIUTOLICERE LSELE,
X ¥ v 7(g) 3 R ER(ctg) R PBREEE (g EieX v v T L

R aEIResEORE LIk A AH 5 (FEkE
maonkeasEoEigbichsd) bOTHLT, TD
R ENRGRESEOBLLT CHBRIERARMARD L
NHbDLEERLE,

e 4y R B RT (ctb) - Il & i s a S EOEE LA HIETTRTVWA S
DR OFERATMARESEORE EICH>THLED
EINRASEOEL LB T AL EE L,

s A3 (KB ZE Ha(cte) - MO F AR 2E# e &

e REIY) W (csb) Wi AR aEORE EHSETh TRV 8IRENED
bRV DRV EREBTHMAREFORE EIZH >
THLTOESNRBRASEOIREL LICEhLTWHI LD
LR L EE L,

Pefa (KA 2z M (cse) “ERRRaR, RRRAaER L,
% M (other) 3 B A {b(frg)fh,
2) BHIRE

REKEDN, ZOMBIEERE> TWIEADHE (ZHFE) CELVEFELLZES
THEHEFLEE L,
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FEE : polyploidy (BZP{Eh04& : endoreduplication % &e)

6.6.7 HITERSE
HIEIZEE L CiSEsr T2 A0, RELOEE Noitw ik E ol N
HNREZFOMMOEREL) L >TUTOLICHELE,

AEHBOHEE HEEE
5% i B (=)
5% LL_E 10% il SR ()
10% Ll E Bt (+)

NEREERFORHEEIL, v v 25058 (TAG) EEELWVWES (TA)
LiZot, BEHEIIBREIZLL - TiToT:,
REMBEOHRFICHERFENZIERELSRBOONEHBE 2B HE L,
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7. HB&R
7.1 ARSI RE RN HIGER
7.1.1 K B ) AL B %

HERHAEEICR T 2 AEELOFR 2 Appendix 1-1 XU Appendix 2-1 {2, FER
BEHEMELORE R % Appendix 1-2 &R U¥ Appendix 2-2 \Zx L7,

1) 50%HH e F 4 il 5 BE

HOBRETE NG, REHEPE(L T 65.6 pg/mL DL L O B T 50%A0R B TE D) 23508
B, S0%MBIBETEMEIRE (IS E) (2492 pg/mL Thot, iz, FERBEMEL
T 131 pg/mL LA EDREE T S0%HRRE S5 #2332 80 & AL, S0%# e 8 7 410 1l 2 22 (O
BEME) 13 1214 pg/mL TH o1,

2) #HERYHEFNEEOBE

WBRHEBNMICHE ) AIRIC L 2B OBAOEEICB WL TIE, RBTEEEREOIER
BHEME L & bIZ, 65.6 ug/mL LA ETEEEIC, F£7- 328 pg/mL DA E TCIHREAICEL
BROLIE, EBRDEOFICHES I, REEE R CERBEEL L BT,
BEEHED 4200 pg/mL OFETRD 6N,

3) WROHEOEKETROEEMIROBE

WBYHE L BbNn2MEICL TR, REHEEEROERBMEMEI & BT, 525
pg/mL UL EORETRO b, #RYELEROHBOREZ B I AEFHMET
TEE L, B R L i 5 &, RBHEMECR VIERBHEM(L & B IT, 525 pg/mL
LLECHBRME - BEbha29ERy+— VERICESEL WD, BERETH-
. FEi=. 65.6 ug/mL LA EOHBETHBORERE, BEZLARBD LN,

712 EHT AL

ERFLEECRBT S 24 BEABEOR R4 Appendix 1-3 B U Appendix 2-3 (T, 48 B
HILE O FE R % Appendix 1-4 B F Appendix 2-4 {Z7R L7z,

1) 50%:AH e f RE i) B2

FAREHE RE T 1, 24 BRRAAAEREE T 131 pg/mL KL E DB E T S0% S RIS 2352
B 5, SO%AMABREAGIBE (BIE(E) 131052 pg/mL ThHovz, 72, 48 KRN
HEYE T 32.8 pg/mL BL L OB EE T S0%HRAREREIN ] 235860 HAv, 50%HHREHE Tl M il i
B (HERRE) 13 32.8 pg/mL L F Th o7z,

2) WERYHERMER OB

WEHBE RN ARIC L AEZEOECHOBBICH VW TIE, 24 BFEAER W 48
REA0E & HiZ, 65.6 pg/mL UL ETHRAIZ, £7232.8ugml DAETHREAIZE(LS
oo, HHRPEORMCHE X, 24 BFRLERO 48 AR E HIZ, K
ERE®D 4200 pg/mL DB ETRO L,

3) HWHRYE LK TR ORI OB

HERME L B AWHEIC X BT, 24 BRRMER O 48 BRRME L b, 525
pg/mL U EORETRD i, HBRHELEFEOMORREZ BT EEBEMET
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THEL, BMEXBEEL BT S L. 24 HFEAE T, 525 pg/mL UL ETHRBRHE &
BEbhapENrry—VERIKEZL W), BEFETHY., 131 pg/mL LA E
OREBRTHIROEE, BEEEABDO LN, 48 RN TIE, 525 pg/mL LLETH
BHBEEBRbNIYEN Yy — VEEICEZEL TWELOEERETHY, 328
pg/mL LA =D A& CHAOERE, BEE(LLBED LN,

7.2 RBEREHER
7.21 i3 By fE R %

REHEME L DFER % Appendix 3-1, Fig. 1-1 U Table 1-112, JERFHEELORER
% Appendix 3-2, Fig. 1-2 XU Table 1-2 127" L7,

) #EBRHERNEZOBE

R ERINCAE S ARIC L 28R 0GHOBERICE W TIE, ABTE%EETIE, 40.0
pg/mL LA ECEEAIZ, 25.6 ug/mL LA LD FAE THRERICELIED iz, FENRHE
PEIL TIE, 62.5 pg/mL BLE TEEIZ, 156 pg/mL UL ED R B TCHREBIZELNED D
nic, HBRHERMCAI IFFHIT., RBHEEERCIERBHEE(LE bz, Bdbhi
Moz,

2) #HERYHLEBKTROKEMROBE

HHRHE L Ebh MBI LA HIZ, BB ERCIER#EE LS LIZRD B
highotz, HBRYENEROMIDREZE LA EEHEMEE T CRE L, B
PEE BT B L, RENEM(LTIX, 50.0 pg/mL LI b F & CHIRR D iRiE, FEREZ(LAH
B b, FERMEEE T, 313 pg/mL LLEDAE TR ORI, FHELE(LHAER
b,

3) REFEEERY

REEEEREOHEE (TA) ., EERLEEOREEELTI 62.5 pg/mL T
i% 4.5%, 50.0 pg/mL TIX 4.5%, 40.0 pg/mL TiX 3.0%, 32.0 pg/mL Tit 2.5% K% 1* 25.6
pg/mL Tlix 2.0% EREDOHEEETH S SUKRMmThorlz, iz, FERBEELICE
WTiE, 250 pg/mL TIHBEHOMIEIEE ST UR (unreliable) &¥IE L7, 125
pg/mL TiL 13.5%, 62.5 pg/mL TIL 9.0%, 31.3 pg/mL Tid 4.0% K% TF 15.6 pg/mL Tl
1.5%& 125 ng/mL THEOHIEEETH S 10%LL EE, 62.5 pg/mL {2 BV TEEBM®
HEEETH S 5% E 10%KFEE 7 Lz, 250 pg/mL OABRIZEBWTL, HERDOM
ANEHZESRT UR LHE LD, BHEDCHEEETH S 10%LU EEZRLE,

BB, EESEEHCBWTHREEFHERFOLNERIREDOHEEREENICH Y,
NHBRiEx DI F({E (Attached Data 3) LA Th -7z, BiZ, BHEMEBHIZBWNT
T L WIRAKIBEERTOBESIRO LI TOHERIBHOHEXENICH o2,
oT, RBIETMCERINEZLEL BN,

4) BREFEEIRT

HHIRE (FEMA) omBmEEE, REHEMEETIX 62.5 pg/mL TiX 0.5%, 50.0 pg/mL

T 1.5%., 40.0 pg/mL TiX 0.5%, 32.0 pg/mL TIL 0% K 1f 25.6 pg/mL TiX 1.5% & &
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HEOHERETH D SUKRMTH o7z, Fiz, sERBHEMRIZEB W TIE, 250 pg/mL T
I EEOMBABERE SN UR (unreliable) & ¥|E L7, 125 pg/mL TIE 0.5%, 62.5
ng/mL TiX 0%, 31.3 pg/mL TiE 1.0%& W 15.6 ug/mL Tid 2.5% & O H EZXHET
D SURmMTHoT,

BB, BESBEIBODTEIRAKREHEFOHRBREIIREOHEREERNIZH Y,
NRABMEER O = {E EFREETH - Z L LRBRILEYICER &
Wit ZEL Bhi,
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8 EE

RAGRFRBROBR, RAKEEREO —HDOEETHLIX Y v ST LRV B
EREREEETHOMEOHESE (TA #) . ERFEROLEBEONRBHEE(E TR, B
DOHEFEERR LI, FERBEEETIE, BEOHEEETHD 10%LLED TAE
PRLEZERT TAEOBMCEARKTFERRDONEZZ N, BEMICHME
LHIE L, ENELBEOERBEELICBOVLTEBMEERBE NI G, B
ECAEERFHRREDERSL, BERF N 20%HBRT2HERBRYERE (SDyE)
EEEL LT LIZE 24, SDyfEIZ 0.18 mg/mL, BEMBAEH- Y oYtk
(cte) ZFOMBMOHBRDOLLEETHS TRIE L 120 Thov-, BB, EREL
R CH O AMCBMENTERE Li-7=8, EEAEEITIER L o7z,

—F fEEEAROHRE I TNOAREIIBWT L S%ERBMThHholoZ &b,
FNFIT Ty 7] ORGBERNEETFREEIIRELHE L,

ETOMRBIEIZBWT, BHEMEBEICBO T REFEEERT O HBRRITREDH
EEENICHY, F-ABMERDERME (Attached Data 3) ¢RI TH -7z, FiT,
BHEMRBECBVWTRELVWRAKEERFTOFEELRRD LN, TOHREIBMED
HEEXERNIZH T, EoT, RBITBUNCEMENIZLEL LN,

£ OT Mg E AV BEEERRBICBVL TR, AMEELOSGT THBitE
TTZERBEESRTWS Y, B, 7/bEMoBEERERBRICIZ, 7V EDEBT
FIRENGPEET, thi-TELLZEx DLEDIBEFEICREEZRZLTWY
BILLEBTRENTHS, ZEBRME HILERENICT SEEHITBETHZ &b,
ZOBITWRMNLEERERZ R T LHESh, HRVEB ELZOELHIBREE
YT A EEEERBOBRELZAE LA, RULLRbhoT, REBRME L HLL
DILEEEEZH T3 7 L&MW TIL, Acid Alizarin Violet N @ Salmonella %
FEREAZRERRTIX, ABESECOZETICEBVWTHEENE "B LATVS
B, —FH. AlluraRed AC DREHERERR T, ERMEME(LTIIRRME, EiRas
ETEREBEEBEIRTEY Y, BEESFEHEOBRNEABEEILOEET TEL T
BRIEBWT, RERMEORRL—HELTWD, BiL, BEOHEIZOWTIL,
Salmonella BHEZ AW EHRRAZERBRROTF A nra v a y_x (Drosophilla
melanogaster) Z AW - HEEEHEERBICB VTR BHEL BEIRATWS ¥, /-,
BT SMeAamE Hv o~ U AL DNA BEEIERR (Comet assay) Tid, &
wERE L RRIC, KBEMOARNR BT N o AERZEENCETSLEe!IT. T
2817 5 DNAREESBEVEREINRTHWE Y, ZThbOERE2L, 7Y/ {LEHO
BEEHEOBREMEECE. TYEOBELER EFNOERNFET HAREE LTSRS
NDEHB, BERICELR2VWT Y EEYWOBRBEEERERBBIC DV TIITALRAMNEZL
BUEBRICE L TMBICERT 2 AEE b RB IR TS 9, AlBRHERERICIE
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REEHCICBOL TEREEEF RO LN 5B R 203 BOEBRREAERARIZE VT,
Combes Hii, TOREGBEMIEIT VEBRKTERL, = b2 EOFECERT S & #
BLTWVWSD 928, AEBRHBEICET VELZBROTEEEECEEEETLZA 0N
AREERRYE LRV, b, FEZ2FET LI LB MOENATWVWS
3'-methyl-N,N-dimethyl-4-aminoazobenzene (3'-Me-DAB) @ Salmonella Bk % =18
FRRAEERBIIBVWT, SOOFEF L EEZOUMBREZERL TWLWHA, A YEE
¥7 =/l (PCB) THELET v MF SO 12X THRVBEBMEABLADN D,
7z /) NV E S —VFETIIRGEEEOBRELIRD bR Lo EREL TS 12,
Fiz, FUEEHIcxT 28 EHEMEE. B MF S9 2BV EHAICIIBEEFR L, &
EHORBIIEECPHERBOONLREL TS Vo nb L7 ED
BRARICIESRMELZET SLERTRIND,

UEDERNL, EAZ T T v 7-T 3ARREFETCEBWTRABREEREFI
FRTLD, REFENEFEIFRLRVERHER L.

23



M-1350

8.

1

2)

3)

4)

5)

6)

7)

8)

9)

10)

11)

12)

S5 3k

AREEEEE (1987) : <HFT>REFEREHBRT —F&E, pp. 1924, = - T A -
e HER

Ishidate M Jr. and Odashima S (1977): Chromosome test with 134 compounds on
Chinese hamster cells in vitro — 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 in vitro, Mutation Res., 66, 277-290

HEE E (1982) - IZFLEVMIANZ AV 5 R & [E B8 = (Screening Trial to Detect
Possible Chemical Mutagens and/or Carcinogens in the Environment - Mammalian Cell
Systems), A A& mElFL£5E, 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

[Danish EPA] Danish Environmental Protection Agency. 1998. Survey of azo-colorants
in Denmark: Consumption, use, health and environmental aspects. Ministry of
Environment and Energy, Denmark.

Brown JP, Dietrich PS. (1983): Mutagenicity of selected sulfonated azo dyes in the
Salmonella/microsome assay: use of aerobic and anaerobic activation procedures.,
Mutation Res., 116(3-4), 305-15.

Lee WR, Abrahamson S, Valencia R, von Halle ES, Wiirgler FE, Zimmering S. (1983):
The sex-linked recessive lethal test for mutagenesis in Drosophila melanogaster. A
report of the U.S. Environmental Protection Agency Gene-Tox Program., Mutation Res.,
123(2):183-279.

Tsuda S, Matsusaka N, Madarame H, Ueno S, Susa N, Ishida K, Kawamura N, Sekihashi
K, Sasaki Y F. (2000): The comet assay in eight mouse organs: results with 24 azo
compounds., Mutation Res., 465(1-2), 11-26

Combes RD, Haveland-Smith RB., (1982): A review of the genotoxicity of food, drug
and cosmetic colours and other azo, triphenylmethane and xanthene dyes., Mutation
Res., 98(2), 101-248

Mori Y, Niwa T, Toyoshi K, Hirano K, Sugiura M. (1983): Mutagenesis in Salmonella
after metabolic activation of carcinogenic azo dyes and their isomers by liver S9 from
rats, mice and hamsters., Mutation Res., 121(2), 95-102

Mori Y, Niwa T, Toyoshi K. (1983): Mutagenic activation of selected aminoazo
compounds by rat liver: evidence for a cytochrome P-448 dependent reaction., Gann.,

74(4), 483-92.

26



M-1350

110 a 100.0

100 *90.0

90 4 80.0
&
4 700 =
- <
S g
=1 J)GD.O S
-*-; )
= [+
= =
= 4500 8
g «
QL

=

SR < 40.0 5
—1 1 @
-4 (=)
&) =
ﬁ 4 300 2
o
\4 )
A
4200 O
Vv

4 10.0

4 0.0

0 a [ ] 2 a2 A
NC 25.6 32.0 40.0 50.0 62.5 PC

Concentration of test article(pg/mL)

Fig. 1-1

Results of the chromosome aberration test in cultured Chinese hamster cells treated with Mordant Black-7

[Short-term treatment : +S9 mix]

NC: Negative Control(water for injection)
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 Mordant Black-7
[Short-term treatment : -S9 mix]

NC: Negative Control(water for injection)
PC: Positive Control(mitomycin C : 0.075 pg/mL)

UR: These values were judged to be unreliable since no sufficient number of chromosome could be observed due
to severe cytotoxicity.
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Table 1-1 Chromosome aberration in cultured Chinese hamster cells treated with Mordant Black-7
[Short-term treatment:+S9 mix]

Ti Conc. of Number of cells with structural chromosome aberration (%) Sl Humbenarodlls wik t?umencal L :
ime S§9 - growth aberration (%) Slide
(h) T i Cells b b b " TAG(® Judge- ratio  Cells Polyploid 1o, Judge-  No,

(pg/mL} et ct cte cs cse other  TA(%) g G(%) mieni {8 hscued gl other Total (%) Bk
100 0 0 0 0 0 0 1] 0 100 100 0 0 0 13-1
NC 100 0 0 0 0 0 0 0 0 - 99 100 0 0 0 - 85-1
200 0(0.0)  0(0.0) 0(0.0) 0{0.0}) 0(0.0) 0(0.0) 000.0) 0(0.0) (100} 200 0(0.0)  0(0.0) 0(0.0)
100 2 (] 0 0 0 2 0 2 74 100 0 0 0 72-1
25.6 100 2 0 0 0 2 0 2 - 74 100 2 1 3 - 46-1
200 2(1.0)  2(1.0)  000.0) 0(0.0) 0(0.0) 420 0000 420 (74) 200 2(1.0) 1(0.5)  3(1.5)
100 0 3 0 0 0 3 0 3 83 100 0 0 0 89-1
320 100 I 1 0 0 0 2 1 3 - 66 100 0 0 0 - 62-1
200 1(0.5)  42.0) 0(0.0) 0.0y 000 525 1035  6(3.0) (75) 200 0(0.0)  0(0.0) 0(0.0)
100 0 2 0 0 0 2 0 2 66 100 0 1 1 58-1
6-18 + 40.0 100 0 4 0 0 0 4 0 4 - 66 100 0 0 0 - 66-1
200 0(0.0) 6(3.0) 000.0) 0(0.0) 000.0) 6300 000.0) 6(3.0) (66) 200 0(0.0) 1(0.5) 1(0.5)

100 0 4 0 0 0 4 0 4 49 100 1 1 2 22-1

50.0 100 0 5 0 0 0 5 0 5 - 58 100 1 0 1 - 11-1
200  0(0.0)  9(45) 0(0.0) 0(0.0) 0(0.0) 9(4.5) 0(0.0) 9(4.5) (54) 200 2(1.0) 1(0.5)  3(L5)

90 2 0 0 0 1 3 0 3 24 20 1 0 1 94-1

10 0 0 0 0 0 0 0 0 10 0 0 0 94-2

62.5 65 2 3 0 0 0 5 0 5 - 24 65 0 0 0 - 33-1

35 0 1 0 0 0 1 0 1 35 0 0 0 33-2
200 4(20)  4(2.0)  0(0.0) 0(0.0) 1(0.5)  9(4.5) 0(D.0)  9{4.5) (24) 200  1{05) 0{0.0) 1{0.5)

100 2 58 0 0 0 60 2 62 108 100 0 0 0 23-1

PC 100 1 51 0 0 0 52 0 52 + 91 100 0 0 0 - 28-1
200 3(1.5) 109(54.5) 0(0.0)  0(0.0)  0(0.0) 112(56.0) 2(1.0) 114(57.0) (100) 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 (cyclophosphamide, 14pg/mL)

Each slide number indicates the code number for chromosome observation by blind method and does not necessarily represent corresponding plate number for each cell growth ratio(%).
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 1-2 Chromosome aberration in cultured Chinese hamster cells treated with Mordant Black-7
[Short-term treatment;-S9 mix]

Ti Conc. of Number of cells with structural chromosome aberration (%) Cell-  Funbenorcsiiswith 1.1umer1cal cheqmosaime .
ime S9 . growth aberration (%) Slide
e ARl —a n 5 e TR TAG(y Judee ratio  Cells Polyploid . -, Judge Mo.

(hg/mL) observed il o8 # e gier (%) & (%) ment (%) observed cells e ol ment
100 1 0 0 0 0 1 0 1 100 100 0 0 0 01-1
NC 100 1 0 0 0 0 1 0 1 - 20 100 0 0 0 - 87-1
200 21.0)  0(0.0)  0(0.0) 0(0.0) 000.0) 2(1.0) 0(0.0) 2(1.0) (100) 200 000.0) ©O(0.0)  0(0.0)
100 1 1 0 0 0 2 0 2 100 100 3 2 5 67-1
15.6 100 1 0 0 0 0 1 0 1 - 100 i00 0 0 0 - 14-1
200 2(1.0) 1(0.5)  0€0.0)  0(0.0)  0(0.0)  3(1.5)  0(0.0) 3{(1.5) {105) 200 3(15)  201.0) 5(2.5)
100 | 3 0 0 0 4 0 4 100 100 2 0 2 31-1
31.3 100 1 3 0 0 0 4 0 4 - 90 100 0 0 0 - 03-1
200 2(1.0)  6(3.0) 0(0.0) 00.0) 000.00 84.0) 0000 8(4.0) (100) 200 2(1.0)  00.0)  2(1.0)
100 2 7 4] 0 1 10 0 10 81 100 0 0 0 38-1
6-18 - 62.5 100 0 8 0 0 0 8 0 8 + 72 100 0 0 0 - 69-1
200  2(1.0)  15(7.5)  0(0.0) 0(0.0) 1(0.5) 18(9.0) 0(0.0)  18(9.0) (81) 200  0(0.0) 0(0.0)  0(0.0)

100 3 10 0 0 1 14 0 14 63 100 0 0 0 24-1

125 100 2 11 0 0 0 13 0 13 + 45 100 1 0 1 - 90-1
200 5(2.5)  21(10,5)  (0.0) 0(0.0) 1(0.5)  27(13.5) 0(0.0) 27(13.5) (57) 200 1(0.5) 0(0.0) 1(0.5)

1 0 0 0 0 0 0 0 0 27 1 0 0 0 41-1

8 0 0 0 0 ] 0 0 0 8 0 0 0 41-2

250 4 0 1 0 0 0 1 0 1 UR 18 4 0 0 0 UR 081

8 1 1 0 0 0 2 0 2 8 0 0 0 08-2
21 1(4.8)  2(9.5) 0(0.0) 0(0.0) 0(0.0) 3(14.3) 0(0.0) 3(14.3) (24) 21 0(0.0) 0(0.0) 0(0.0)

100 3 30 0 0 0 33 0 33 109 100 0 0 0 43-1

PC 100 6 30 0 0 0 36 0 36 + 90 100 0 0 0 - 47-1
200 9(4.5) 60(30.0) 0(0.0)  0(0.0) 0(0.0) 69(34.5) 0(0.0) 69(34.5) (105) 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.

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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Appendix 1-1

Results of the cell-growth inhibition test in cultured Chinese hamster cells treated with Mordant Black-7

[Short-term treatment:+S9 mix]

NC: Negative Control(water for injection)
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Appendix 1-2

Resuits of the cell-growth inhibition test in cultured Chinese hamster cells treated with Mordant Black-7
[Short-term treatment:-S9 mix]

NC: Negative Control(water for injection)
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Appendix 1-3

Results of the cell-growth inhibition test in cultured Chinese hamster cells treated with Mordant Black-7

[Continuous treatment: 24hr]

NC: Negative Control(water for injection)
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Appendix 1-4
Results of the cell-growth inhibition test in cultured Chinese hamster cells treated with Mordant Black-7

[Continuous treatment : 48hr]

NC: Negative Control(water for injection)
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Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells treated with Mordant Black-

7

[Short-term treatment : +S9 mix]

M-1350

"Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®
S9 | time | Concentration | Plate y| Condition of | Color of Precipitates/Crystals”
mix | (hr) (ng/mL) 1and 2 Mean (%)} cells? medium® 1) 2)
0 (No) [T 00 - : - 2
28 Mg | % | Cigwpue | :
6 [ | 8 : :
I R ol I = s ; :
+ | 618 g 263 |2 0 o e - ;
- I I e e By
wo 0| o = e — |
20 |5 | ¢ g Fagie Z E—
200 14 12 :2) ke 4 T
Concentration of 50% cell-growth inhibition : 49.2 pg/mL

NC: Negative Control{water for injection)

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) Condition of cells was observed at the end of treatment.Color of medium was observed immediately after addition of

the test suspensions.Precipitates/crystals were observed "immediately after addition of the test suspensions and “at the

end of treatment.

d -
++

+—+

e) -
f -

shape of attached cells was also altered.

attached cells was also altered.

: No changes of color
: Absence of precipitates/crystals

+ : Presence of precipitates

g) Condition of cells could not be observed due to severe precipitate of the test article.

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: Approximately half of cells were detached from the surface of the plate and floated in the culture medium, The

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

All calculations were carried out using Excel 2003



Appendix 2-2

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

7

[Short-term treatment : -89 mix]

M-1350

Cell-growth inhibition test

Study type | Treatment and{ Cell-growth ratio Observation®
S9 | time | Concentration | Plate w| Condition of |  Color of Precipitates/Crystals”
mix | (hr) (ng/mL) tand 2 |[Mean{%) w cells? medium® ) 2)
i 0 (NC) 197 100 - - = =]
e B I S 54 —
656 5 | ™ [ e : —]
BN = I - e —]
- | 618 g 263 |13 17 ot }:;:: - -
Bl || 3 D Pupe ; ;
1oso |—2 6 3 e - -
20 [—2 | ¢ PR : :
N e I e e
I Concentration of 50% cell-growth inhibition :  121.4  pg/mL

NC: Negative Control(water for injection)
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) Condition of cells was observed at the end of treatment.Color of medium was observed immediately after addition of

the test suspensions.Precipitates/crystals were observed "immediately after addition of the test suspensions and “at the

end of treatment.

d -

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.

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

shape of attached cells was also altered.

e) -
-

: No changes of color
: Absence of precipitates/crystals

+ : Presence of precipitates
g) Condition of cells could not be observed due to severe precipitate of the test article.

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

7

[Continuous treatment ; 24hr]

M-1350

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation”
S9 | time | Concentration | Plate - o) Condition of Color of Precipitateslcrystalsﬂ
mix | (hr) (ng/mL) Tand2 |V oon (%) cells? medium® 1) 2)
—100° - - - .
0 (NC) o1 100 E = : =
91 - Light-purple - -
528 83 2 - Light-purple n -
74 = Purple i .
656 |0t 73 = i : -
|33 ++ Purple = .
° i 33 4 ++ Purple - i
B 5 o 16 ++ Purple - =
20 2 263 | 17 iy s £ :
7 16 2) Purple - T
o 525 41 a0 g) Purple - + i
| 33 g) Purple - +
1050 |32 30 = P _ * |
66 g) Purple - +
10 66 i 2) Purple - +
33 2) Purple + T |
s 41 22 £) Purple + +
Concentration of 50% cell-growth inhibition : 105.2 pg/mlL I

NC: Negative Control(water for injection)
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¢) Condition of cells was observed at the end of treatment.Color of medium was observed immediately after addition of

the test suspensions.Precipitates/crystals were observed ”irmnediately after addition of the test suspensions and at the

end of treatment.

d -
++

dt

e) -
) -

+

shape of attached cells was also altered.

attached cells was also altered.

: No changes of color
: Absence of precipitates/crystals
: Presence of precipitates

g) Condition of cells could not be observed due to severe precipitate of the test article.

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The

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

All calculations were carried out using Excel 2003
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M-1350

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

7

[Continuous treatment : 48hr]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation”
S9 | time | Concentration | Plate wl Condition of Color of Prc:x:ipitates/Crys’ceatispj
mix | (hr) (ng/mL) I and 2 Mezan (%) cells® medium® D 2)
0o o) [BT g - - i —1
28 3= 33 s t:zﬂ:l‘:m: - : I
656 [—=5 24 — e - : 1'
e e e
- |0 2 | 28 -2 4 o s ; : 1
B | — 4 g i - > I
i 1050 |3 5 i S ; =
2100 |30 | 45 i i i —
200 |2 18 {3 e : T
Concentration of 50% cell-growth inhibition : below  32.8 pg/mL

NC: Negative Control(water for injection)

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) Condition of cells was observed at the end of treatment.Color of medium was observed immediately after addition of

the test suspensions.Precipitates/crystals were observed Yimmediately after addition of the test suspensions and Yat the
end of treatment.

d -

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.

+++

attached cells was also altered.

e) -
f -

: No changes of color
: Absence of precipitates/crystals

+ : Presence of precipitates
g) Condition of cells could not be observed due to severe precipitate of the test article.

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

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

Black-7
[Short-term treatment : +S9 mix]

Chromosome aberration test

Study type Observation”
Treatment and . . d)
S9 | time Concentration Condition of .9 Precipitates/Crystals
mix | (hr) (ug/mL) cells® Color of medium :
D 2)
0 (NC) - - : -
- Light-purple - .
56 - Light-purple 5 -
- Light-purple - =
% 320 = Light-purple - :
= s - Purple 1 - -
+ | 6-18 ; 40.0 - Parple : -
w
~ + Purple - -
50.0 + Purple - -
+ Purple - -
62.5 — = - - Jl
PC - - - > |
| : - - —

NC: Negative Control(water for injection)
PC: Positive Control(cyclophosphamide : 14 pg/mL)
a) Condition of cells was observed at the end of treatment.Color of medium was observed immediately after addition of
the test solutions Precipitates/crystals were observed ”immediately after addition of the test solutions and “at the end
of treatment. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.
b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
¢) - :Nochanges of color
d) - : Absence of precipitates/crystals



Appendix 3-2
Results of observation in the chromosome aberration test in cultured Chinese hamster cells treated with Mordant

M-1350

Black-7
[Short-term treatment : -S9 mix]
| Chromosome aberration test
Study type Observation®
Treatment and T . d)
S9 | time |  Concentration Conditionof | . . o A iy
mix (hl‘) (ngmL) cellsb} 0101 O medium i
1) | 2)
0 (NC) - - : | -
- Light-purpie . i -
15.6 - Light-purple - l -
+ Light-purple - | -
;‘f 2l + Light-purple = | = -
= + Pumple - i "
- e8] E 62.5 + P - - <i
o
= + Purple . .
i + Purple - - 1
+ Purple = [ = |
230 ot Purple . i - !
= = % I 5
PC ; |
- - - | - |

NC: Negative Control(water for injection)
PC: Positive Control{mitomycin C : 0.075 pg/mL)
a) Condition of cells was observed at the end of treatment.Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed "immediately after addition of the test solutions and “at the end

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

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

: A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of aitached cells was also altered.
: Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.

b) -
+

c) -
d -

: No changes of color

: Absence of precipitates/crystals
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