(A&

#HBEE R R RAERESAR

EEMNBOEH: B TS5vH-7 No. T-0310
SERE R AR 20094E2F9H &KY 2009%2H 128
feEEY | HERYE SREEH@n=——H/TL—F)
LRD DHE EEXE R IL—LI IR
HE (ug/7’L-) TA100 TA1535 WP2uvrA TA98 TA1537
Rt B 105 18 27 17 13
(DMsO) 12 ( 109) 12 ( 15) 36 ( 32) 21 ( 19) 14 ( 14)
113 9 44 10 4
19.5 116 ( 115) 7 ( 8) 24 ( 34) 17 ( 14) 5 ( 5)
179 * 18 * 28 27 6 *
S9Mix 78.1 140 * (160 ) 10*( 14) 39 ( 34) 1 ( 19) 7¢C 7)
(=) 148 * 0 * 0 * 50 * 0 *
313 137 * ( 143) 0*( 0) 0*( 0) 34%( 42) 0*( 0)
0* 0 * 0 * 0 * 0*
1250 0*( 0) 0*( 0) 0*( 0) 0*( 0) 0*( 0)
0* 0 * 0* 0* 0*
5000 0*( 0) 0*( 0) 0*( 0) 0*( 0) 0*( 0)
Bt B 128 10 30 39 8
(DMSO) 98 ( 113) 13 ( 12) 37 ( 34) 39 ( 39) 8 ( 8)
132 13 47 61 53
195 119 ( 126) 7 ( 10) 29 ( 38) 34 ( 48) 51 ( 52)
198 * 7 * 11 * 42 * 78 *
S9Mix 78.1 197 * ( 198) 9*( 8) 15%( 13) 39%( 41) 70%( 74)
(+) 343 * 16 * 0* 34 * 13 *
313 305 % ( 324) 10*( 13) 0*( 0) 54%( 44) 8*( 11)
0 * 0 * 0 * 61 * 0*
1250 0*( 0) 0*( 0) 0*( 0) 55*( 58) 0*( 0)
0 * 0 * 0 * 0 * 0 *
5000 0*( 0) 0*( 0) 0*( 0) 0*( 0) 0*( 0)
) E AF-2 SAZ AF-2 AF-2 ICR-191
S9Mix —
£ E |FAE Q71 0.01 0.5 0.01 0.1 1.0
ELE
8| Gio | =L+ 522 321 81 419 1781
% 485 ( 504) 332 ( 327) 88 ( 85) 390 ( 405)| 1617 (1699)
B?g SoMix & W B[alP 2AA 2AA B[21P B[2]P
B P O 5.0 2.0 10.0 5.0 50
)
P 975 283 1249 401 117
1022 ( 999) 257 ( 270)| 1140 (1195) 434 ( 418) 123 ( 120)
(&5)
AF-2 :2-(2-7YN)-3-(5-=ba-2-FY )T HUNTIV
SAZ PYAEFMA
ICR-191 :2-Ab%Y-6-9A0-9-{3-(2-9A0IFN)7I/I AL WTI/ITYYY - 2HCI
2AA 1 2-73ITUNEY
Bla1P ANy lale’ Ly

* BBRYBICLHEBEEN

( HYRIZ. 28DTL—+DFEYEETRT,

183

BOLNITEETT,




.

GIE))

* BERYEICLASEBRENBOHONZEETRT .

NT:HE&tE 9,

(IR SROTL— DT EREEREERT,
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A B R X (FHABRIER:-SIMix)
BEMEORH - EAL I ToVD-1 No. T-0310
T 20005289258 &Y 2000%2H28A
BT | wHERYEO ERERHQO——&/IL—F)
2D RZ BEXE R IL—LSTHE
HE (ug/7V—bH) TA100 TA1535 WP2uvrA TA98 TA1537
S 97 22 31 44 20
(DM"S(')';‘ 89 7 35 25 8
90 ( 92+44 ) 8 ( 1284 ) 39 ( 35+40 ) 33 ( 3495 ) 5 ( 1179 )
114 6
96 10 12
2.44 97 ( 102101 ) 13 ( 1025 ) NT NT 6 ( 8x35 )
113 10 13
94 10 12
4.88 91 ( 99+£119) 6 ( 923 ) NT NT 12 ( 12206 )
108 12 21 35 10
111 8 29 27 5
9.77 118 ( 11251 ) 13 ( 11%£26 ) 35 (28270 ) 28 ( 3044 ) 20 ( 12+76 )
) 106 17 36 21 4
s(g_r\_nsx 101 10 37 34 8
19.5 131 ( 113161 ) 13 ( 13+35 ) 29 ( 34%44 ) 26 ( 27£66 ) 12 ( 840 )
131 8 * 23 33 6
148 10 * 30 38 6
39.1 120 ( 1332141 ) TE( 815 ) 200 ( 24%51 ) 32 ( 34:32 ) 5 ( 6%06 )
152 * 11 * 34 24 7 *
162 * 8 * 27 59 9 *
78.1 175 % ( 163115 ) 9% ( 9:15 ) 27 (2940 ) 28 ( 37£192) 13%( 10£31 )
14 37
5 47
156 NT NT 6 ( 8%49 ) 43 ( 42%50 ) NT
0 * 49 *
0* 44 *
313 NT NT 0* ( 000 ) 45 *% ( 46+26 ) NT
% ¥ AF—2 SAZ AF=2 AF—2 ICR-191
[5 | SoMix |FE (ue/71L-F) 0.01 05 0.01 0.1 1.0
3 éﬂ‘% 617 342 96 475 1728
g L‘L:%;; m=-#/Th | 625 335 109 485 1560
621 ( 62140 )| 318 ( 332%123) 96 ( 10075 ){ 459 ( 473131 )| 1770 (1686 % 111.1 )
¢ £5)) '
AF-2 12+ 2-7Y)-3~5-=h1-2-2UMT PN TN
SAZ B VZ A VbIN
ICR-191  :2-AMY-6-900-9-[3-(2-/ONIFL)PI/7 AL L TI/ITHYS V- 2HC




(B13=3)

A B E R K (RERIEA:+SIMix)

BB DL BTV T5vo-7 No. T-0310
[ RN 200052258 K£Y 2009%2F 288
BB | HEBPED EREEHCO=——8/JL—F)
LRD A& EE SRR TU—LYTHE
HiE (ug/7'b—b) TA100 TA1535 WP2uvrA TA98 TA1537
91 10 33 47 18
K’%ﬁggf 91 1t 33 48 10
104 ( 9575 ) 11 ( 1106 ) 32 ( 33:06 ) 4 ( 4621 ) 2 ( 17%61 )
126 7 31 45 22
114 5 41 36 16
2.44 103 ( 114£115) 2 ( 5%25 ) 34 (35251 ) 51 ( 44%75 ) 16 ( 18+35 )
93 6 27 a4 22
112 5 41 41 17
488 120 ( 108139 ) 2 ( 4%21 ) 37 ( 35%72 ) 2 ( 2z15 ) 18 ( 1926 )
99 7 41 55 37
109 15 31 37 25
9.77 117 ( 10890 ) 7 ( 10+46 ) 28 ( 33+68 ) 45 ( 4690 ) 33 ( 32+£61 )
] 99 7 31 48 48
SQQ_T_A;X 102 9 28 49 st
19.5 132 ( 111+182 ) 8 ( 8x10 ) 33 ( 31%25 ) 33 ( 43£90 ) 51 ( 5017 )
118 7 26 45 75
162 8 28 54 74
30.1 126 ( 135+234 ) 8 ( 8x06 ) 31 ( 28%25 ) 42 ( 4762 ) B TA4£10 )
197 * 9 * 19 * 65 * 72 *
221 * 16 * 18 * 66 * 55 *
78.1 167 * ( 195+27.1 ) 10%( 12+38 ) 13%( 1732 ) 61 % ( 64£26 ) 59% ( 62+89 )
272 *
216 *
156 241 * ( 243281 ) NT NT NT NT
329 *
332 *
313 278 * ( 313303 ) NT NT NT NT
4 F BL2]P 2AA 2AA BlaJP Bla]P
F5 | SoMix [F& (ug/71L—H) 5.0 2.0 10.0 5.0 5.0
% ERR 977 285 1045 322 119
;g &5’0? W=/ | 1032 253 992 378 109
938 ( 982+472 )| 278 ( 272+168 )| 1151 (1063810 )| 373 ( 3584310 )| 102 ( 110+85 )
fH=)
2AA 1 2-F3/FUMSHY

BlalP

AW eIt Ly

* BEMBICLAETRENBOOLNIILERY .

NT:#HEE7.

( ORI SKOTL—OEHERVFEREETT .
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GE )]

2R & R R (FHEB2EA -somix)

* BEMEICLSETRENRHONIELETRY .

NT:FHERE7

( HRIE SBOTL—+DOFESER VIEEREETT .
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BBRNEOLI ELE S TS599-7 No. T-0310
G ES D] 200953F 28 &Y 2009%3A5H
REGEN | BRYED EEREEHRQO=——8/TL—F)
3] AE EEXE R IL—LITRE
3 (ue/7’V—1) TA100 TA1535 WP2uvrA TA98 TA1537
e 69 15 31 18 8
OHSO) 8 8 27 17 9
83 ( 78+78 ) 8 ( 10+40 ) 32 ( 30%26 ) 20 (- 18:15 ) 5 ( 721 )
85 8 7
110 8 5
2.44 93 ( 96+128) 6 ( 7+12 ) NT NT 11 ( 8£31 )
106 8 3
108 13 2
4.88 116 ( 110+353 ) 10 ( 10225 ) NT NT 4 ( 3x10 )
99 5 34 31 5
95 16 32 26 1
9.77 77 ( 90117 ) 10 ( 10£55 ) 37 ( 34%25 ) 19 ( 2560 ) 5 ( 423 )
. 79 7 2 20 2
S(gi'gx 93 1 31 15 5
195 9% ( 89%84 ) 11 ¢ 10£23 ) 33 ( 35x59 ) 21 ( 1932 ) 4 ( 415 )
9 g+ 33 16 8
111 12 * 34 19 3
39.1 131 ( 113176 ) IH*( 1021 ) 23 ( 30x61 ) 19 ( 1817 ) 8 ( 6+£29 )
124 * 1 * 39 28 7%
155 * 7% 33 23 5%
78.1 176 * ( 152 £262 ) T*( 8+£23 ) 35 ( 36%31 ) 24 ( 25+26 ) 9% ( 7+20 )
8 21
19 35
156 NT NT 12 ( 13%56 ) 24 ( 27£74 ) NT
0* 36 *
0 * 45 *
313 NT NT 0*( 0200 ) 4% ( 42%49 ) NT
% ¥ AF-2 SAZ AF-2 AF—2 ICR-191
& | somix [FIE (ne/7L—F) 0.01 05 0.01 01 10
<3 @Z‘% 546 321 126 439 1439
g ﬁ%j) A=-F/T-M| 632 322 110 459 1388
627 ( 602+483 )| 350 ( 331%165)| 116 ( 117+81 )| 448 ( 449100 )| 1196 (1341 +1281 )
R=E3)
AF-2 :2~(2=-7)-3~(5-=hB-2-Y )T PINTIV
SAZ TV EFMIA
ICR-191  :2-Ab¥¥-6-9RR-9-[3—(2-YRRXFN)7/7 O NI /17D v 2HC!




N

(BI5%5)

AR E R F (KHBR2E B :+S9Mix)

EEHMEOLI: EILA I T5u-1 No. T-0310
BEEEIiE:E] 20094E3H2H &Y 2009F3H5H
HEiEt: | 2EBhED BRERRCO=—F/TL—~)
tRo A= EEEEE TU—LS TR
i (ug/7'0—F) TA100 TA1535 WP2uvrA TA98 TA1537
106 11 35 40 6
K‘?gﬁgg? 116 7 35 33 7
114 ( 112£53 ) 00 ( 921 ) 23 ( 31%69 ) 48 ( 4075 ) 8 ( T7%10 )
116 10 28 34 3
98 12 27 35 15
2.44 106 ( 107£90 ) 8 ( 10£20 ) 39 ( 31%£67 ) 37 ( 35%15 ) 12 ( 1235 )
99 9 41 36 25
114 5 32 31 19
4.88 125 ( 113+13.1) 3 ( 6%31 ) 25 ( 33£80 ) 38 ( 35+36 ) 4 ( 1955 )
113 5 32 29 18
115 11 29 34 21
9.77 115 ( 114£12 ) 9 ( 8£31 ) 35 ( 32+£30 ) 4 ( 3676 ) 33 ( 2479 )
! 107 5 30 53 36
S(ﬂ_w;" 113 13 25 44 38
19.5 107 ( 109£35 ) 8 ( 9+40 ) 37 ( 31%60 ) 50 ( 4946 ) 4 ( 3942 )
137 15 28 47 59
125 5 28 46 63
39.1 120 ( 127+87 ) 6 ( 9+55 ) 26 ( 27£12 ) 50 ( 48%21 ) 77 ( 66£95 )
167 * 10 * 15 * 36 * 54 *
198 * 13 * 15 * 48 * 58 *
78.1 165 * ( 177+ 185 ) 5% ( 9:40 ) 13*( 14£12 ) 45% (4362 ) 77*( 63%123)
243 *
212 *
156 246 * ( 234+ 188 ) NT NT NT NT
313 *
347 *
313 332 % (331170 ) NT NT NT NT
Z2 % B[alP 2AA 2AA B[2IP Bla1P
15 | SoMix [FE (ue/7L—F) 50 2.0 10.0 50 50
ﬁ ERE 1067 289 1097 347 139
;g “f-af’ I=-8/7 b | 1094 276 1029 423 120
1088 (1083142 )| 271 ( 279:93 )| 1063 (1063340 )| 406 ( 392399 )| 128 ( 129%95 )
E=
2AA 1 2-T73/TUNGEY
Bla]P AV el by

* HERMEIC LS EFREANBHONLLERT,

NT:SHEET

( NI IRDTL—+OFEHER VREREETY .
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(35%6)
AESRERARICEITSHHERESR

HERMEOLT: EILA U TS599-7 No. T-0310
SR ER SE e HAR 20094298 XY 2009428 12H
RO DRE EEDERE JL—LTRE
Gk (he/7L=h) TA100 TA1535 WP2uvrA TA98 TA1537
B
(DMSO)
195
S9Mix 78.1
(=
313 73
1250
5000
(DMSO)
195 2256
SOMix 78.1 845
(+)
313 674
1250
_ 5000
(%)

HEM A, BENBOMEU EOEREREI D —HERL-EOHEHL .
HEE=-HERME tmgh YD ERERIND-—

TEROFHEXIZIYEHT S,
EE=(HZAENI0-—K—RBiEEBEOa0=-—#) x 1000 %% H 2 (ug/plate)

188




CIE3)

AREB1IEBICHITAHLEFEHESR
BERYHOEH - BT TS5v9-7

No. T-0310

EEES D]

20095E2F25H KY 200942FH28H

REBETE
0]
7

HERME
DRAE
(ug/7b—h)

HRERKQO=——&/TL—F)

EE X ERE

IL—LTRE

TA100

TA1535 WP2uvrA

TA98

TA1537

S9Mix
(=)

REtExt iR
(DMSO)

2.44

4.88

9.77

19.5

39.1

78.1

156

313

S9Mix
(+)

PETEXER
(DMSO0)

2.44

4.88

9.77

19.5

1692

39.1

1458

78.1

1280

576

156

949

313

696

(&5

A EIE, BEERROBEUEOERER IO —BEZRLEOHRHL .

EEE=-BYE imgh YD ERERIN - —H

FROFERKICLYEHTS,
iEE=-(Y%AS0I0 - —¥— et Boan——3) x 1000/ L4 %A 2 (ug/plate)
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M-1350
4. EH

NS NT Ty OREEREBREOERERTT 5720, Frf=—X -
DR — RSB (CHL/U MIBHR) & P\ 7o S PR BB 2 20 L

FRRHE T I HI B OER. ERHEAEEORBENEML TIX 65.6 pg/mL T, FERHE
AL TIE 131 pg/mL T, FISEFAAIRED 24 BERLE TIE 131 pg/mL T 50% %8 x
% MR REIN I VER 35RO b ATz, SO%MAETEIGIRE (BIRSE) X, RO
EORBHEME(L TIX 49.2 pg/mL, FERBHEME(L T 1214 pg/mL, EITERRELEED
24 BERALER CIT 1052 pg/mL THoTe, TRHORRIY, HA FIFAVIZED LR
= [50%LA EOMIREMENRD b2 A 1R, FIRBEFEHNE 2T S0%LL Bl s
Z2HRBRBREHAEL TS LOREEXBRL, BICKLAEIZBITS 50% %8 x 5/
HEMSIERANRD DN -HEIZHIT 2R L 50%MiaEEmaBE (BRE %
BRLens, ERFMAEEORBNEHL TIX 62.5 ng/mL 2 &EmAEL LT, LT,
Ak 125 Ti S HE%. FERBNEEL R OERAEIED 24 RFEALER T 250 pg/mL
FREAERL LT, T, A2 CEHSARZREL. HREOBRYUFEEZED T,

REFEERBROBR. REKEEEEDO—DOEETHEX Y v 72 E TR
BEREXH T HHEONEE(TA E) 1L, ERFE AR EORBTEME(L TiX 62.5 pg/mL
TiX 4.5%., 50.0 pg/mL TId 4.5%., 40.0 pg/mL TiX 3.0%. 32.0 pg/mL TiX 2.5 %RV
25.6 pg/mL TIX 2.0% L EHDHERETH D S%KRM Th o7z, Fh. FERBHTEMEAL
WZBWTIE, 250 pg/mL TIZHEHOMIAMBIZ 49 UR (unreliable) & HE L7z,
125 pg/mL TiX 13.5%, 62.5 pg/mL TIX 9.0%, 31.3 pg/mL Tik 4.0% K 0 15.6 pg/mL
TiE 1.5% & 125 pg/mL THREOHEEETHD 10%LL L%, 62.5 pg/mL IZBVTE
BBHEOHIERELETH D S%ELE 10%RE 2R Lz, FERBTEHELICBO TR, TAED
EMCARKGFEENRDONZ b, BELHIELRL, /o, REKEERES
HEORI%Z, BEREN 20% LA TIHEHRYERE (SDyfE) 2HEIZEL L TR
BLmEZ A, SDyfEIF 0.18 mg/mL, B HESH =Y ORESERE (cte) ZFFO
M OHBREOHBETH S TRIE Vit 120 Thot, 2B, ERMLEETHL,»
WCHERTEE LI2i2 o, ERLEIEIIER L 2o T,

—F EEEMROHREBITIVTNOLBEIIBN TS S%RBEThH o722 &b,
BNF L NT Tyl ORBEENEREFREITRELHE L,

ETOLBEICZRNT, BESBECBV CTREKEERT O BB IRMEDH
EEENICHY ., FERBEROERMELRAKTH -7, BiT. BHEFRBEICRNT
FELVWREFEBERFEOREMNBO ON. LOHBARIBHEOHELENICH - 172,
> T, RBUTBUICER SN LEZ DN,
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M-1350

UEDFERNS, EVF T Ty 7-TEREBREGTICRB W TREREBERE X
FERT L. REFBIEFEIFRE LRV LR L
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M-1350

6. HEBEHHRUAEX
6.1 BERPERUAY
6.1.1 wEYE

WBRMEENL L T Ty 77 3IUREELERRESE L VRSN, BBRYYE
{8 (Attached Data 1) (%, WWHA{LFTEKRKXSHICEIT D3EGLP FTOSHTIZED
<HLDTH B,

EHE

Z2 )
FEEERIFR
oy NEE
CAS &S
BEXXiT
RHER

Zs
R
A

PR

REM
AFE
RIFS L

RIFHET

B EoEE

A

6.1.2 BE

Z2R
oy hES
HO®
&
RFFHIE

WAL FETERKXSH
ENE L NT Ty TT
Mordant Black-7

08001
3618-60-8
¢l
mwclf-.
HOOH OH] ONa
416.77
92.7%

TARHY 13% (Db, BoL LTHERAA 7100
mg/kg, FHEEA A2 1300 mg/kg)
Ea~MEAERHIRE

ERETHRIC, WBEZELEKRSHICBWTRES
ZREL, ERYFMFTORESE R L7z (Attached
Data 2) ,

25g

HH. WREET (EREE :3~6°C) . WEMHEY
TR (BhE)

HEBRET HBYERTFEROCE | FEHEERY
BRME HKBE

EBRRTH®, HBROEOBRRMITT N TLELFETE
HASHICTEEL,

5 K

9A75N

RARRBS
KRASTERERETS
=iR

192
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M-1350

. 8 R 8 e 570 o) BB FE R R AL R i REEEL

FERFBHEMEL

AR IR . 24 FRRE ALER

48 BefE A

2. e (R B ERER SRR REBHEME(L
' FERBIEMEL

6.6.1 AN
1) HERETREISIRER
FERPFAAERE TIXRBENEME(E 2 T+) . FERBVEELEZ - & L, EFEAEETIT 24
e AL % (24—, ASREEIAAER A 48— & LTz, FIZ Z ST TR (Negative
Control) DHFEIXINC) & ERWERBHOBEIIREDE VI ML), 12), 73],
- DFEBEERHAT LT L CHEAEMS 2 LT,
2) LaEEERERR
MR EEMEIRBR CFARICESEHBLEZTIANALTHE Lz, -, BHEXMR
(Positive Control) {X[PCJ & L7z, REFEEARIT, RBRESLUBNEFEZ 7 ¥ LI
a— REL7T01)~T991 ETD 2 HIOBBERUNRAT A FEESEHAR LT N THE
A EEZEAN LI,

6.6.2 AEDORTE
1) ARETEMHIRR

EEAE% 4200 pg/mL & L, AT 2 THIR L7 2100, 1050, 525, 263, 131,
65.6 X328 pg/mL DEL S HEEZBRE L, T/, ZHICERMEXMEBELR T,
2) REAERERBR

IR E AR OR R, ERMAEEORBTENEIL TiX 65.6 pg/mL T, FERBE
(L TIE 131 pg/mL T, FICEFOEED 24 BRLE T 131 pg/mL T S50% 5B X
LB TEIEIER 258D biiz, S0%MBIEREMGIRE (BHIRE) X, SReFLE
EORBHEME(L THX 49.2 pg/mL, FERBHEE TIZ 1214 pg/mL, BIZERLEBRED
24 BRI CIE 1052 pg/mL THoT-, THHDF/ERLV, HA FITAVICED LR
= [50%LA LEOMBEENT D b H5EE1, FAEHEIE 52N 50%LL Bl s
LZREEEHEL TS COBEELSRB L, BEILELBICBITS 50% %8 x 5Hia
HHEMHERALRRO O ARICK T 2ME1E & 50%MERMEIREE (BgHE) %
BRERLZNL, ERMABEEORBNEME(L T 62.5 ng/mL 2 KEHEL LT, LT,
A 1.25 TH S BEZ . EFRFRLBEEOIHERINEMHL R OEFRLIERED 24 KHELE
TiX 250 pg/mL 2 & EHAEE LT, DT, A2 TEHSHEEZREL., HREOFR
FiEEEDT, £, EFELEEO 48 ERIAE T, KIEFAED 32.8 pg/mL 2B
T, HEBETEIHIED 67% %R L, S0%MIEEMEIRE LB RVWEROELE S
T, 2 RERIEICED S0%MEEEMERE (BSE) 2RO Z L8HRL1-

16
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M-1350

7o L>LARA D, 32.8 pg/mL UL EDOREIZERT A MIRSEFREME RICHBEKFENR
DB, SMELIZEAIT, 10~15 pg/mL 12 50% MR FEIMHI R E NEET 5 L HEA &
NBEZENL, 313 ugmLEREHEL LT, UT, A2 THSBEEZREL,
Flo, WTHROHE S TR BB R OB REEZ R -,

6.6.3 HBpatE RE N HI L BR

LERREERROBAEZRETHEDICTHABRE LTEMLE, 2B, UTOR

BRIBEL BEBETCSV T REFORELZ AWV T, EEBIEIC L > TER L.

1) RO

(1) RBEHEM L L ERBEEHLOETNTNICHBRD ENBER VR REELRIT
Tro VY —VIyBREEE 7 AF v 77 —F (ER60mm) AW, 7V
— MIFBE 2L LT,

(2) FL—hYEy 2X10'BOMIE (5ERK 5.0 mL) ZEE L, 583 BRI,
BISALHEBRMET CHREL., HIRICEEOLNWI LR LTS, RETEHE
LTI BEEIC OV T, &K 1.333 mL 2BV BE. S9mix 0.833 mL {2
X 0.500 mL N2 7=, #BRWELBEIC OV T, &K 1.333 mL 2 H
DERE. S9mix 0.833 mL IZHE = B IEE DRI 0.500 mL 2% 7=, IEMHNEM
b TR REEIZ DV T, BEIE 0.500mL 2B Y &, A4 0.500 mL 20
ZTz. HRMELEBEIZOWTIL, HEHK 0.500 mL #BV &, KBEOHR
#0500 mL #Mx 7=, £FHELIZHEME, NIETITHOBERUVEREDOGE Y
BB L. 6BRfIEE LT,

(3) ' RHRZIC, NIRTHEBHEOIWHOFELBETH L L biC, BISIALHEE
FHMSSE T CHIBOIREERFER L7, RWC, Mlas4AmaEik (FnES) ik
L, FLWEERKRS.OmL 22X FIZ I8 BERIEREFT -,

(4) EEKRTHR. HE2EBRBEREOAFLT IV a—L (HE 99%LL L) Tl -
BEL. 0.1%7 YV RZANL ALy NETHRE L, BEMIEEERNEERE (£
JEL—& AV N AKEFTERINSH) 2AVWCHEREEZRIE L, BT
BEEOEL 100% & LT, RENEH LR OIERBMEEILOZNETNIZ OV THER
WME D S0%MIEFEMMERE (BIRE) 2RO, £/, 558 6 FF% L RO
FIET 18 BHEROK TG, RIETIHHOFELHER L, BICHBORIES
BISAAEEREBET CEE LER L ESEKRTHORBRIL, 825 —4FL L
776 ) W

2) EFAEE

(1) 24 BRI L A3 REBAEOF N NI R D ENBER O B2 5% 7=,
VX — VI yBRBEESTAF 7 L—F (ER60mm) AW, FL—h
IIEBE 28 & LT,

(2) FL—h%E70 2xX 10 EOMI (EEIKE 5.0 mL) BB L7, H#E 3 BRI,

17
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M-1350

(3)

6.6.4

1y
(1)

(2)

(3)

4)

BISSAIAAEFBET CEHEL, MBRICEFORVI L 2R LT, 24 KR
LR N 48 BT & HICEM R BRI DUV T IR 0.500 mL 2R D BR & |
I 0.500 mL 2002 7=, #BRWELEEIZ OV T, B 0.500 mL 2 B D &
&, FREOHRK 0.500 mL 2Nz 7=, Z20%. RAIRTIHTHOFTERUEERR
DEEFER L. 24 R KON 48 BRfEEE L1,

24 BRI R N 48 BRI DR T %I, AR CHBMEONHOFEZBETDH &
Ebiz, Al Aﬂﬁ%ﬁﬁf’%“?f%ﬂ% L. MfaORES R LTZ, RWT, EERE
B L RIRRIC, Bei%. BEE. RERCHEEEORIEZITV. 24 BEIR O 48
REEAAER IS BT DHBRE O S0%MAREMMEIRE (IR ZRD7,

LEAERERR
M RRRE AR R
REHEMEAL & IERBEME LD Z T I EtExt BEE, S BR M E LB & O tExt
BEZRITE, Y VIRYBRBEE S 7AF v/ —F (ER60mm) #H
W=, LU — MIKBEE4KE LT,
FL— b4 2X 10 EOMM (FEK 5.0 mL) ZBE L7, 55E 3 A%,
BINSAHEERMET CHEL. MBRICEFEOLRWI L EZER L TH L, REEHE
L TIXEMER BEEICOWTIE, EER 1333 mL ZBVERE, S9mix 0.833 mL (2
X IR 0.500 mL 2 M 2 7=, #BRMELEIFIZ OV TIX, HEKR 1.333mL 2 i
DERE. SOmix 0.833 mL X & K BEDOHERIK 0.500 mL 2N 7=, BiExEEE
I OWTILIE IR 0.933 mL 28X . S9 mix 0.833 mL IZ#%5% CP 0.100 mL (H#&
BE .14 ng/mL) ZMx 7, FERBEECTITBRESREICOWVTIE, BERK
0.500 mL ZE Y BR& ., BB 0.500 mL 2% 72, HRHEQEEIZOWTIE, 15
EWK 0.500mL ZEY BR& |, RBEDOHERIK 0.500 mL # M2 7=, BEMESHREEICD
WIS 0.150 mL 28 & . MMC 0.150 mL (R#&EEE : 0.075 pug/mL) %40
Zlre BELELICHEME, ARRTIHFHOFERVERKROGLHER L. 6L
#L7,
B 6 BRI, MR CHBRMEOHHOFEELBETH L L bz, Btz
FEMSE T CHIORELZER L, RWT, AL ABAeEK (F0ES) T
BL, FILWERKESOmL #Mx, FiZ I8FFRIBEELRRT =,
EH2BHDTL—F (BEE-1 RU-2) 220 T, RaEEEAERERMOD
BEXRTON2EMANCa2LEI N (FAaV Iy VBAIR, 10 ug/mL, FEHET
#HBASH) 2 0.1 mL MR 7o BEEE T£.025% V) 7o R (Trypsin 0.25%.,
Invitrogen Co.) THEREZFIA L, B LOOBEIZ X o’C%y)ﬁ_ﬁﬂﬂ’ﬂ% 0.075SM &1k H
Uy AR TS SREEQBE L, AFALT/La—/b  BiEE=3: 1R TEHEL
7o BELI-HZ AT A RHT A ITHIZHOZ2EFNICHET Lto Jutb (AREARIT
FL— M40 2BERI L7, MRET®%R, A1 BERERL, 2%X LA PR T
15 Rt L CREBERSIER LT,
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(5) BHZH2HOTL—F (HES-3 EU4) %, & 6 BFE% LEROFET
18 RSB OKTIRIC, NIBTITHOBFELZER L, FICMIBOREES B SINAL
FHEFEME T CHE LR L (BERTHOKERIX. 287 —F L L ) .
Z D% IEEIMERRICE L 7 U RZARL T Uy N LT EARSERIL .
HEMAEENEEEZ BV CHREELAIE LT,

2) EFTALEE

HRFRAEEDIERBHEELIZRB W TSR HEE Lo 7o, ERAEEIIER L
oot

6.6.5 EXofsm
BEMETTTL—NED 1008, FEEL 200 OREENRBESBRA LS
HPHBIZHONWT, BEREORELEF+F MO L EEH L -, RRICERE
OHEAKEZTE L, 28, FENCEENMTORD L 52T 5-0, REaFERZ
TRTUEREICL > TEELL,

6.6.6 REBHREEONE
REFEFIBERELEHEREICKRIIL, BEEFREIOIZUTOLIICESE -
SE L,

1) HWERE
REEEEOBEEIIUTOLIIZEE LSEL .
Xr v 7(g) : e 5 EA (ctg) R VR EEE (csg) 2 X v v T L

FRAaEIREsEORE LICli A5 GERE
BN LESEOR#BEICIHD) bOTH-T, FD
R ENPRESEOBULT CHERRELRBHMIRD S
N5HLOEER LT,

Yo €2, 53 R BIGT R (ctb) - Yl & 1T A SRS RO LA SIETR TV S
DRUOFEREEM AP ERESEORE EIchb > THLED
BEINRREBESEORL EIZEEN T2 LD L ER L,

Yt /3 (AR ZZ i (cte) Y5 & 5 7N R

T ARG W (csb) Wrh SR EEORE L, ST TR Y BREAENE
BNV LOR RGNS REEORE EIZH -
THZDREPLRASEDEU LCEATHE LD

LByl E EE L,
Yo (ARIZZHi(cse) - “ERAEREE, BREEER Y,
% Dl (other) : Wr A {b(frg)ftt,

2) HEURE
REBELN, TOMEEERF > TWIEADE (ZFEE) LERVFLLELSES
ZEMERELEE L
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s : polyploidy (B2PN{Z/0{F : endoreduplication % & 1¢)

6.6.7 HERE
HIEICEE L T FOFELZ AWV, FEDLOEE Nicitn Rl oEdr o
BHEE 2B MO ERE)L > TUTOLICHEL -,

EEHBEOHEER HEREYE
5% AT ke (-
5% LAE 10% i SR (£)
10% LA E B M (+)

REFESEFOREREIL, Xy v 7280846 (TAG) ¢EFERWEE (TA)
T, BEHIEIRIBEIZL > TiITo 7=,
EFEHBEOERBIIAEBKFEXIFRESZBDOONZBEEZHBELHE LT,
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7. HEBREBR
7.1 AR EINHIEER
7.1.1 5 B R 0K

ERRAEECB T ARENEEILOER % Appendix 1-1 X T Appendix 2-1 12, FER
SHEMELDORE R % Appendix 1-2 &Y Appendix 2-2 (258 L 7=,

1) 50%HH e FE 1 R 2

FRRETE IR T, RBNEME(L TIX 65.6 pg/mL LA LD EE T 50%H R B8 TE M ) 2358
LI, S0%MMAaBETEIMGIEE (BIRSME) (X492 ug/mL TH oz, Fiz. FERBHEMAL
Tid 131 pg/mL LA L DR E T 50% MR SEFEHNG 2558 8 © 41, 50% 8 R 38 FE 47 ) 82 B (K
B&ME) 1% 121.4 pg/mL THo T,

2) HRHEFMESZOBE

BBRHE RS BRI X 2B OCHOBEICB O TiIE, REEEICRUIER
BHEME L E BT, 65.6 pg/mL LA ETHREIZ, F£7- 328 pg/mL DHE TITREAIZEL
VRO LT, WRWE ORI D FrHIX, RBEEEEROIERBHEEL & biC,
EEHED 4200 pg/mL OB TERD NI,

3) HBRYELBKTROEERREOBE

HBRYE L BON2PEICKATHIT. REEECROFERBEMEL L HIT, 525
pg/mL UL EOFAETRD Oz, R ELEROMEORES B S AEHMET
TEEL, RSB L BT 5 & RBNEER OIERBHEEL & $ 12, 525 pg/mL
UETHBRME L BDNIMEN Y Y — VEEICEZ L T2z, BERETH-
Tre F7-. 65.6 pg/mL UL EORETHIBEOERE, MEELIRD b,

71.2 E AL

EFAABEICRB T 5 24 R LB ORE R % Appendix 1-3 R T Appendix 2-3 {2, 48 B
IALER D fE F % Appendix 1-4 BTN Appendix 2-4 IZ7R L7z,

1) 50%:H0 Aa 18 Rl o) VR B

R HEFE RN &, 24 BRRALERE T 131 pg/mL LA E DB EE T 50% M FEEH 2338
DO, S0%HIARETEIEEE (BRSE) (£ 105.2 pg/mL Thot-, F£7-. 48 BRI
VA T 32.8 pg/mL LA E DR E T S0%MARBAEIHI 23580 H v, 50%AHAaE TR
BE (BERSME) 12328 pg/mLELTFTH T,

2) WEBRWERMEROBEE

WERHERMCHED AIRIZ L 2EEBOGHOBERIZRB VL TIL, 24 BEAER O 48
REfALER & H1Z, 65.6 pg/mL LA ETERAIZ, F7232.8 ug/mL DB TREGIZE(LD
BN, WERPEORMIZHED i, 24 FFREAER O 48 BRELE L b2, &
EAED 4200 pg/mL DHETRO LN,

3) HRYMHEALEKTREOEEMBOBE

WEBME L BN A5WMEIC XA, 24 BREQAER D 48 BERIQLE L HIZ, 525
pg/mL LA EDORE TR bz, WEBRYELEEOMONREZ BB EHEMET
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TEBEL, BMYRBEL TS L, 24 BFRAETIX, 525 pg/mL UL L THEBEYE &
BEoh2HER vy — VEBIKEEZEL WD, BERETH Y., 131 pg/mL LA E
ORETCHRORLE, FEEELRO O, 48 RERLE TIX, 525 ng/mL LA ETH
BB LEBRDONOYER Y —VEERICEEL TWEDOBERETH Y, 328
pg/mL LA Lo E CHIlaD R, BEE{EHERD LT,

7.2 RBFRRERER
7.2.1 PR A8 %

REHEEILDOFER % Appendix 3-1, Fig. 1-1 X' Table 1-1 12, IERFHEMELORKER
% Appendix 3-2, Fig. 1-2 R UF Table 1-2 {277 L7,

1) #HEBRHERNESZOBE

B E RIS BIRIC K 2B O AFOBRIZE VT, REHEME/L T, 40.0
pg/mL LA ECEREIZ, 25.6 ng/mL UL LD HETRERICE(IB D o, FERBE
LTI, 62.5 pg/mL LA ETEEAIZ, 15.6 pg/mL LA EO BB TREAIZELNED S
Ni-, WRHERMIMED K. RBEEEROIERBIESELE bz, RdOLNA
Mot
) #HBRYELEKTROEERROBE

HBRME L Boh 2MEIC LI, AEEECROERREELELE HICED L
nihotl, HRMELEROMBOREZEHEFRMET CHE L., BMEMR
BEL BT B L RENEMETIX, 50.0 pg/mL LA ED A E THIIR DR, FREE(LMN
RO LT, FERBFEMECTIE, 313 pg/mL LA LOAETHIBOERNE, BEELAR
Hbhi,

3) REAEERY

LEKRSERTEOHERE (TA) . EMLBEORBMTERELTIE 62.5 ng/mL T
1% 4.5%. 50.0 pg/mL TiX 4.5%. 40.0 ng/mL Tl 3.0%, 32.0 pg/mL TIX 2.5% % T 25.6
pg/mL TIX 2.0% L EEEDOHEEETH D SURMThH o7z, i, ERFHEHELICE
WTiE, 250 pg/mL TIHHEEHR OIS BE ST UR (unreliable) & HIE L7z, 125
pg/mL TIE 13.5%., 62.5 pg/mL Tid 9.0%. 31.3 pg/mL TiX 4.0%K% T 15.6 pg/mL Ti
1.5% & 125 ug/mL TEHHEDOHEREMETH D 10%LL L% 62.5 pg/mL IZ BV TEBHED
HEEETH D 5%LLE 10%EKEH LR L7, 250 pg/mL OARICBW T, HELKROH
AR BEINT UR EHELS, BHEOHELEETH D 10%LUL LER LT,

BB, BHEMBEICBOCIREAREERFTONRFIIRMEDHEEENICH Y,
XA DE =E (Attached Data 3) ¢ RERTH -7, EiZ, BEMFREIZBNT
FELWREGFESREFOFERPED DN COHBREIGHEOHERENICH T,
- T, RBIEYICERIN-EEX LN,

4) LFEAKHRE

BRRE (FEF) oMBmEFIL, REEMHE(L T 62.5 pg/mL TiX 0.5%. 50.0 pg/mL

TiE 1.5%., 40.0 pg/mL TiX 0.5%. 32.0 pg/mL TiE 0%K% O 25.6 pg/mL TiE 1.5% & &
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HOHEEETH D SURBETh o7z, T, ERBHEMLIZB W TIX, 250 ug/mL T
ISR ELE OB EE ST UR (unreliable) & ¥ L7z, 125 pg/mL TiL 0.5%, 62.5
pg/mL Ti 0%, 31.3 pg/mL TIL 1.0%K& T 15.6 pg/mL Tid 2.5% L RO HEEET
HD 5S%KRMTHoT,

7E. B RBEICESWD T REARENEFTONBERIIBEOHELEENIZH Y |
NHABRIERR O RME (Attached Data 3) L[RIERTH 7= Z & 0 HRABRITE YT EE &
niceEZEx o607,
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8. #HE

REFRFTRBROBR, REAKBEEREFEDO—DOOHEETHIX Yy v 2B LRV B
BEREEHETIMBOHERE (TA ) &, EFM[ALEEORBNEH(L T, B
DOHEEEL TR LI, IERBEMHEL T, BECHEEETH D 10%LL L0 TAE
ERLIEZ RO TA EOEIMIIIHAERFENRD NI Ehb, BREMICEHNHE
CHE L, ERMABEOERBITEELIZBOTBEREREMNE LN Enb, B
CABEERESREDHI L, BEREN 20%ERTIHETEHRMEEE (SDyfE)
PHEL LTRETLIZE Z A, SDyfEIX 0.18 mg/mL, BEALAEH - DY@ EITH
(cte) ZEOMBMDOHBEROLEETHS TRE VL 120 THhot-, B, ErEFQL
HETHOMNTBENREE LI/, EELEEIIER L b7,

—F (EEEAROHBERIIVTHOLAEEICBWTHL S%RBTHolmZ b,
FENL U NT Ty 7T ORBEBRHETHESIIEBELHELE,

ETOMBEIIBNT, BEMBRICBW THREABERTE O HRRIIBREDOH
EEENICHY, E-RBRFROETRIE (Attached Data 3) LR TH -7, EIZ,
B REIZ BV TIIE LWAEKEERFTOFRLIVO O, TOHREIBED
HEEERNIZH T, - T, RBRIIBEUICEBEh=¢Ex b1,

ZL DT L EYE RV EGEERBRICBWL T, RENVEEILDOELBT CHME2R
RTZEBRBEShTNWS 9, Bz, 7/ LEWORGEEMHRBRICIE, 7Y EOET
FRARKEHLEET, ThLl-TE L4 DILEHIPBEEEHEICREZR-LTW
BIENTRINTND, FEBRME LLFEBENCT VLEMIBT D &b,
ZOELEHHAPEERERZ R T EHESH, HRVEBRLZOBTHBRRE
WICET 2 BEEENRBROREEAE L, RYELhbol-, AgBRME L E U
DILFEEEEF T D7 {LEW TIL. Acid Alizarin Violet N @ Salmonella &% F >
ERERERBR T, REEECEOZETICBVWCEGEM "B Doh T3
5. —77. AlluraRed AC DREERERR T, FEABEE(LTIRERME. Eas
ETIREBELEESATRY " BEEEHOREANFEABEE(COZETTELTY
HRIZBWT, AERYEORREL—HLTWB, BiZ, BEOHHEIZOWTIE,
Salmonella Bk W2 BIREAREERBRKENX A 0 a v ¥ a v/ (Drosophilla
melanogaster) & FAW I S HBFERBRICB O IR BELBESATVSE Y, E /-,
BEOT VLA WE AWz~ U A Z182% DNA BEHEIKHER (Comet assay) Tik, &
WHRME LRI, KBMEOALVKR BT N U LB BENICET SLEaW, §F
f#IC81T 2 DNABRBHEBENEREINTHE ), ZNOOERENSL, 7T/ LAHD
BESHEOBRBEEEICIL, 7YV EOELRIS SITMNOERMBFET D AREME L RE X
nNaem, BRICELORWT ELEMOBRGEEBREBBIC OV TIEIARAZENE L,
BUEBRBICAE U THMIER T2 RS L RBRENT VD O, REBRMERRIZIHE
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RENEMELICB W TEBEENRO DN 1R 203 SOERBARERARIZENT,
Combes L, TOBREBEMET VEBERTIHRL, = M EOFEICERT S LH#
BLTWS 'O, AEBRHEIET VEL2RVWTEEEHICEEREETEE21 00
HPRIEEIRELLZ2 W, B, FEZ2FER T LI LA TWVD
3'-methyl-N,N-dimethyl-4-aminoazobenzene (3'-Me-DAB) @ Salmonella Btk % RV 718
TRRARERRBRICIT, SO DFEEA L MEDLEBRMNL EML TV 52, R HEL
EZ7 ==/ (PCB) THHELZT v MF SO & o TRVEGREERELON DN D,
7=/ ANV E S NFETITEBRREOERSROON AT ERELTND 2,
Bz, FMbEIcxt+ 2B EFEEIL. & MF SO ZAWESEICIIEEETRL, &
BEHORBUICEECHENRDOONIZEHELTHE NI M S9ICEE TV ED
BRARCEIESRELZZR T ILERTRENS,

UEDRERND, ENF T T v 7-TRFRRBREGTICEBWTREFEERFE T
FRTOIP, REFEHNEFIFRLRAVERER L.
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Table 1-2 Chromosome aberration in cultured Chinese hamster cells treated with Mordant Black-7
[Short-term treatment:-S9 mix]

. Conc. of Number of cells with structural chromosome aberration (%) ?ell~ Number of cells with r?umerlcal chromosome .
Time S9 . growth aberration (%) Slide
(h) mix (St aMticle—Fn o TAL TaGoy Judge ratio T Cells Polyploid .~ Judge- No.

(ug/mL) observed ctb cte csb cse other (%) g AG(%) ment (%) observed cells other  Total (%) ment

100 1 0 0 0 0 1 0 1 100 100 0 0 0 01-1

NC 100 I 0 0 0 0 1 0 1 - 90 100 0 0 0 - 87-1
200 2(1.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 2(1.0) 0(0.0) 2(1.0) (100) 200 0(0.0) 0(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 - 100 100 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(1.5) 2(1.0) 5(2.5)

100 1 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) 0(0.0) 0(0.0) 8(4.0)  0(0.0) 8(4.0) (100) 200  2(1.0) 0(0.0) 2(1.0)

100 2 7 0 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) 200 000.0)  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(0.0) 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 0 8 0 0 0 41-2

250 4 0 1 0 0 0 1 0 1 UR 18 4 0 0 0 UR  08-1

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(143) 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 2-2

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

[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Concentration of 50% cell-growth inhibition : 121.4 pg/mL

Study type | Treatment and| _Cell-growth ratio Observation”
S9 | time | Concentration | Plate M op Condition of {  Color of Precipitates/Crystals”
mix | (hr) | (ug/mL) | 1ang2 [Mean (%) cells? medium® 1) 2)
100 - - - "
0 (NO) |55 100 - - : -
| 66 - Light-purple - -
328 79 > - Light-purple - -
79 + Purple - N
65.6 —=3 79 - = - -
| 46 ++ Purple - -
§ 131 40 45 — Pae - : |
- _ © 13 ++ Purple - N i
6-18 -g 263 0 17 — Parplc - - |
w 525 0 3 g) Purple - + 1
& 6 g) Purple - +
—6 g) Purple - +
1059 6 6 g) Purple - +
|6 2 Purple - T
2100 6 6 g) Purple - F
| 13 g) Purple + +
4200 13 13 il Purple + +

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 l)immediately after addition of the test suspensions and Yat the
end of treatment.

d) - : Mostof 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) - : Nochanges of color

f) - : 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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Appendix 2-3
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster cells treated with Mordant Black-

7
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | Treatment and | _Cell-growth ratio Observation”
S? time | Concentration | Plate Mean (%)” Conditic;;) of Col?r 0{) Precipitates/Crystals”
mix | (hr) | (ng/mL) | land2 cells medium 1) 2)
o N0 2T 100 : : - -
2s |20 | o S T :
656 |—2& 73 : g“u”r;:: - -
| —32 35 = pupe - -
- | 240 g 263 ——}g- 17 ot l‘:m: - -
T e |00 e e ;
toso |32 30 g e - *
2100 |58 69 Z; ;’:r’g:: - t
v e

Concentration of 50% cell-growth inhibition :  1(05.2 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 l)immediately after addition of the test suspensions and Yat the

end of treatment.
d) - : Mostofthe 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.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape of
attached cells was also altered.
e) - :No changes of color
f) - : 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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Appendix 2-4
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 M ool Condition of |  Color of Precipitates/Crystals”
mix | (hr) (ng/mL) 1 and 2 | Mean (%) cells? medium® 1) 2)
| 100® - - - N
0 (NO) o6 100 - - - -
32 ++ Light-purple - -
328 32 33 ++ Light-purple - -
24 ++ Purple - -
656 |—=4 24 s purpe : -
|17 ++ Purple - -
o 131 10 14 ++ Purple - -
- 0l © | 0 +H+ Purple - _
awof 2| 263 7 4 st P - -
7 7 g) Purple - +
Eim) 525 0 4 2) Purple - + i
3 g) Purple - +
1050 > 5 & P : !
__ﬁ g) Purple - +
2100 42 45 o) Purple - +
21 2) Purple + +
4200 14 13 2) Purple + +
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.
¢) 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) - : Mostofthe 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.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape of
attached cells was also altered.
e) - : Nochanges of color
f) - : 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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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 — "
S9 | time Concentration Condition of Color of medium® Precipitates/Crystals
mix | (hr) (pg/mL) cells? olor of medium ;
1y 2)
0 (NC) - - - "
- Light-purple - _
¢ - Light-purple - -
- Light-purple - _
.% 529 - Light-purple - _
+ |e18] & 40.0 - Purple - -
@ - Purple - _
LM
= + Purple - -
>0 + Purple - ”
++ Purple - -
62.5 — — - -
PC : - - n

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 Zat 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.
¢) - :No changes of color
d) - : Absence of precipitates/crystals
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Appendix 3-2
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

Stud Observation”
Treatment and — "
S9 | time Concentration Condition of lor of . 9 Precipitates/Crystals
mix | (hr) (pg/mL) cells? Color of medium ,
D 2)
0 (NC) - - - -
- Light-purple - i
156 - Light-purple - -
+ Light-purple - N
% 313 + Light-purple - -
- - = + Purple - | _
6-18 ; 62.5 - P : -
o
= + Purple - -
125 - Pae — -
++ Purple - -
250 — — - :
PC - - - | -
_ K - { -

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.
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.
¢) - :No changes of color
d) - : Absence of precipitates/crystals
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