C.l. Basic Violet 1

[CAS No. 8004-87-3]

Molecular formula: CoqH,3CIN, Molecular weight: 393.95

ch\N,CHg, *
I X
=
| N o
C. .
Ha I\Il i \I?|H+
CHs CHs
ABSTRACT

Reverse mutation test was performed using bacteria in order to evaluate whether C.I. basic violet 1
induces genc mutation, C.I. basic violet 1 induced gene mutation in WP2uved and TA1537 without
metabolic activation (=89 mix) and in TA98 and TA1537 with metabolic activation (+59 mix).

SUMMARIZED DATA FROM THE STUDIES

Purity: Uhknown

Test strains: Salmonella typhimurium TA100, TA1535, TA98, TA1537
Escherichia coli WP2uvrA

Test method: Guidelines for Screening Mutagenicity Testing of Chemicals

(Chemical Substances Control Law of Japan) and OECD Test Guideline 471

Procedure: Pre-incubation method

hlnl: DMSO I certify that this is a true copy, and
does not differ from the original.

Shin Nippon Biomedical Laboratories, Ltd.
Drug Safety Research Laboratories

Study Director
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Positive controls:

Dosage

=S89 mix: 2-(2-Furyl)-3-(§-nitro-2-furyl)acrylamide (TA100, WP2uwrA,
TA98), sodium azide (TA1535) and 9-aminocacridine hydrochloride hydrate
(TA1537)

+89 mix: 2-Aminoanthracene (TA100, TA1535, WP2uvrA, TA98, TA1537)

First dose-finding test:

£S89 mix: 5, 15, 50, 150, 500, 1500, and 5000 pg/plate (all test strains)

Second dose-finding test:

Main test:

S9:

Plates/test:

No. of replicate:
Study No.:
GLP compliance:

Test results;

=59 mix: 0.246, 0.614, 1.54, 3.84, 9.60, and 24 pg/plate (TA100, TA1535,
WP2uvrd, TA1537), 0.614, 1.54, 3.84, 9.60, 24, and 60 pg/plate (TA98)
+89 mix: 0.614, 1.54, 3.84, 9.60, 24, and 60 pg/plate (TA100, TA1535,
WP2uvrd, TA98), 1.54, 3.84, 9.60, 24, 60, and 150 pg/plate (TA1537)

' -89 mix: 0313, 0.625, 1.25, 2.5, 5, and 10 pg/plate (TA100, TA1535,

WP2uvrd, TA1537), 1.25, 2.5, 5, 10, 20, and 40 pg/plate (TA98)

+89 mix; 2.5, 5, 10, 20, 40, and 80 pg/plate (TA100, TA1535, WP2uvi A4,

TA1537), 1.25, 2.5, 5, 10, 20, and 40 pg/plate (TA98)

Rat liver received a combination of intraperitoneal injections of
phenobarbital and 5,6-benzoflavone to induce drug-metabolizing enzymes
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A 2-fold or greater and dose-dependent increase in revertant colonies was observed in WP2uwrA

and TA1537 without metabolic activation (=89 mix) and in TA98 and TA1537 with metabolic

activation (+89 mix).

Genetic effects:

Salmonella typhimurium TA100, TA1535

+ 17 -

Without metabolic activation: []  [] [*]

With metabolic activation: (] [] *]




Salmonella typhimurium TA98, TA1537
+ ?
Without metabolic activation: [*]  []

With metabolic activation: *1 11

Escherichia coli: WP2uvrA
+ ?
Without metabolic activation: [*] []

With metabalic activation: (1 1

[]
[]
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Reverse Mutation Test of C.I. Basic Violet 1 in Bacteria
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1% 60 pg/plate, TA1537 TiE 150 pg/plate 17 fl
ZENT. T2k, WERE LK XUt 48 1
MREEHOZ L—k EL Hiz, 150 pg/plate F
THEBHE O HIRBZES Lo
PE-T, AeliaiL, [Risdo 2 FLl ko
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AF-2: 2-(2-Furyl)-3-(5-nitro-2-furyl)acrylamide
NaNj3: Sodium azide

9AA: 9-Aminoacridine hydrochloride hydrate
2AA: 2-Aminoanthracene
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Table 1 Results of reverse mutation test (first dose-finding test) with C.I. basic violet 1

RANE1E R Moa HIRER 20 =—% plate
OFE (pg/plate) O ox OB OB R TL— b7 pE
TAL00 TA1535 WP2invrd TA98 TAI1537
Rtk xf B 103 78 100 9 6 § 13 20 12 32 24 23 5 4 7
DMSO (9 + 14 ) 7 +2 Hlc1s =4 H2w 5 H 5 +2 )
5 93 102 74 5 6 4 59 48 64 36 37 41 10 11 11
(9% + 14 HlC 5 =1 Y s7 =8 3w =3 Hlgn 1 )
15 34 % 3] % 35% 1* 2% |+ 34 % 35% 35% 32 27 16 4% 2% 2%
(33 £ 2 ) 1 =1 (¢ 35 = 1 N( 25 + 8 ) 3 + 1 )
50 0**#0 t*#o R & 0*&#0 **#0 k& 2] % 17# 10* U** 0## 0** 0*&*0?**0 FEFK
$9 mix (00 ) o =0 1w =6 Nt o 0 H o =0 )
3$T?ﬁf 150 () **E( kkE() *xk () Hrd() wxR() 222 %% () %% () %% () Hhk() kER() Rkk Q HEH() REd() £5%
(0 +£0 HC O +£0 HNCO =0 HC O =0 HCoOo 0 )
5[}0+ 0#*#0##*0 kx% 0**#0 ##to k% 0'“‘*0 #i#o EE 0*;‘-*0 uso L 0#**0***0 kg
(0 £0 0 +£0 HC O +£0 HC 0 =0 H 0 +£0 )
1500+ 0#**0*&#0 k% 0**#0 IHHFO ok 0#**0 ##*0 EEE 0*#*0 :tho sk 0#**0**#0 iR
(0 0 HC 0 +£0 JC o0 =0 HC O £0 HiC 0 0 )
5000+ 0***0 tt#o EEE D#*#O #**0*#* 0#-3*0 #**0 EEk 0*##0 'Hliro iR 0#**0 *’H'G *EE
(0 =0 HC 0 +£0 HC O =0 HC 0 +£0 H 0 =0 )
(R B ] 105 105 95 5 5 12 20 20 20 30 21 30 g8 6 9
DMSO (102 =6 )¢ 7 =4 Hl(2 =0 Hlc2 £5 H 8 £ 2 )
5 108 126 98 6 5 1 28 26 25 44 37 51 8 5 8
(11 o= 14 Y 7 £ 3 (26 £ 2 H( 4 7 N T £ 2 )
15 82 100 91 L 5 6 46 47 36 33 43 53 16 13 14
(91 £ 9 H¢ £ 2 (4 =6 H(4 £ 10 (14 £ 2 )
50 S0% 42 % 40 0* 0* 4% 33+ 32% 42¢ 17*% 33*% 31 % 1m 9 5
9 mix (4 +5 )l 1 =2 Y 6 Y2 +9 Hlg 8 £3 )
T]?E"F 150 0*##{] 'H!tfo FEE 0!:’!*0 'HH?D S 2 18’3 51‘ 81‘ OAHK*O ’HNbO XL O*’on an!D wkk
C 0 =0 Dl 0 £0 Hc1w =7 Hc 0o x0 ¢ 0o x0 )
500+ 0***0 $$$O$$$ 0*#"?0**#0 EE 2] OH D** 0*# 0##*01&*#0 ¥k 0%#*0 ##*0 *kk
( 0 0 H)C O +0 HfC 0 &0 HC 0 +0 H(C 0 +0 )
150[}+ 0***0 t#?(}l@lﬂl 0#**0**#0 L 0#**0 #*i{) L] 0*#*0*##0 ok 0#*1‘0 *t#o Fk¥E
( 0 0 JC 0 +0 H( 0 0 HI(C 0 =0 H( 0 0 )
5000+ 0###0 ti*o Fkok 0*#*0 #tto sk 0*#*0**#0 dokdk 0’(-*1'0 #HIO FkE 0**#0 t$#0 EEE
( 0 0 ) 0 0 ¢ 0o 0 N 0 =0 H( 0 + 0 )
& 4 T AF-2 NaN, AF-2  AF-2 9AA
Somix | A& (ug/plate) 0,01 0.5 0.02 0.1 80
t | HTFET | m=—3 plate| 366 345 364 194 178 214 352 321 324 528 496 485 278 317 281
(358 + 12 )|(195 = 18 (332 + 17 )|(503 = 22 H[(22 = 22 )
# £ T 2AA 2AA 2AA 2AA 2AA
S9mix | &® (pg/plate) 1 2 10 0.5 2
| FET oo =—3 plate| 848 855 787 136 182 156 209 253 242 505 528 547 230 240 235
(830 + 37 )|(158 = 23 H|(235 + 23 (527 = 21 (235 = 5 )
a) () HoOHMEILoT L— FOEHFH + ZikEE
b) iR E A
AF-2 : 2-(2-Furyl)-3-(5-nitro-2-furyl)acrylamide NaN,: Sodium azide
9AA : 9-Aminoacridine hydrochloride hydrate 2AA: 2-Aminoanthracene
¢) DMSO : UAFLALKFV K
d + CEBRE OISR BT HE
e) * =Dy 2 V70 FOROAFENEEMREO R LS L THLMAICRESAHTWA L O.

*%

dok

MRMIC R m =20 b b o, 28, ZoifElE, ERERoo=—dE [0) L LL

= b ROy 2 TG FOEOATFREBINEIZ L VEESR, Sy 2T 0 FORR

L, fuhoro—hBbbhinho.

S b EDAR Y2 VT FOFMOETREBRMEICLVMESh, Ay 2 I 00 FOMBERL,




Table 2 Results of reverse mutation test (second dose-finding test) with C.I. basic violet 1

SRR (LR m & fIRER 2 0 =31 “plate
DA (ng/plate) HOK o B & m LA 7 FE
TA100 TA1535 WP2uvrA TA98 TA1537
e {4 ok BR 89 73 88 8§ 9 4 14 15 21 27 24 29 39 7
DMSO ( 83 + 9 [ 7 =3 (17 £ 4 Hlc27 £3 H( 6 =3 )
0.246 117 87 103 9 7 6 34 22 28 3 3 6
102 + 15 ¢ 7 2 Hfc s x e ] NTEER o, Loy
0.614 114 87 103 4 7 8 37 35 40 30 27 31 7 4 3
(1o + 14 )l 6 £ 2 Hle 3T 3 Hlc2w £2 H 5 =2 )
1.54 111 118 101 4 9 5 75 66 49 35 27 27 11 11 16
$9 mix (110 = 9 )¢ 6 = 3 Hlc 63 = 13 Y30 =5 H(13 +3 )
EHFETF 3.84 149 130 127 10 5 6 89 70 85 52 41 41 16 23 14
(135 = 12 Ol 7 £ 3 HlC 81 = 10 H( 45 £ 6 ) 18 £ 5 )
9.60 64% 77% 75% 2F 5% 4% 43 41 41 58 41 43 5% g% 10%
(72 =7 HC 4 £ 2 D42 =1 (47 =9 HI( 7 £3 )
24 O¥* Qx* Q%x o* 0% ¥ 19% 20% 17* 15% 19% 14% 0% Q¥ Q%+
(0 =0 HlC 0o =1 HC1 £2 Hl1w £33 H( 0 £ 0 )
60 ()‘“‘ D#*t 0**
Not Tested Not Tested Not Tested Not Tested
( 0 +0 )
[EXERoul] 93 100 88 8 6 10 30 33 25 12 17 31 0 5 8
DMSO (94 =6 ) 8 =2 Hl( 29 4 Hl(27 8 H( 8 3 )
0.614 106 112 91 8 5 10 25 25 24 12 30 139 il
(103 £ 11 D)|C 8 =3 (25 £ 1 Hl( 34 =35 )
1.54 134 126 101 4 7 4 25 29 21 46 42 53 11 8 12
(120 = 17 )¢ 5 =2 (25 4 H(47 =6 Hl( 1w 2 )
3.84 109 109 95 11 11 10 27 29 27 52 49 58 4 5 6
S9 mix (104 + 8 Ol 11 £ 1 (28 1 H(S53 x5 H( 5 +1 )
ffET 9.60 114 116 125 16 9 14 42 43 35 69 77 57 7 71 3
(118 = 6 (13 + 4 H( 40 £ 4 H( 68 £ 10 )( 6 = 2 )
24 83 66 82 6 6 3 32033 30 42 48 40 19 20 21
(77 £ 10 ) 5 =2 H(32 £2 H43 £4 H2 =1 )
60 16% 6% 11* 2F 2% ) 45% 43% 7% 22% 10* 16* 12 6 7
(1 o+ 5 O 2 £ 0 HfC38 =10 )16 +6 H( 8 3 )
]50 0*!#0***0‘?*#
Not Tested Not Tested Not Tested Not Tested
( 0 =0 )
& & AF-2 NalN, AF-2 AF-2 9AA
So9mix | AR (pg/plate) 0.01 0.5 0.02 0.1 80
| FEFET [ oo=—3 "plae| 373 364 38 205 202 234 442 458 463 432 451 448 262 217 355
(374 = 11 )H[(214 = 18 (454 = 11 )|(444 £ 10 )|(278 + 70 )
*} % Th 2AA 2AA 2AA 2AA 24A
S9mix | JI&E (pg/plate) 1 2 10 0.5 2
| TET |ap=—%  plae| 654 640 682 192 177 164 217 214 223 528 508 510 221 214 183
(659 = 21 )|(178 =+ 14 (218 + 5 (515 = 11 )|(206 + 20 )

a) () ACEEL IO 7 b— b oTHE + FiEE
b) EEtExtiRfE O/ TR

¢) DMSO

AF-2 : 2-(2-Furyl)-3-(5-nitro-2-furyl)acrylamide

9AA : 9-Aminoacridine hydrochloride hydrate
VAT AN YR
= EDRy s TS50 FOMOEEHEEGBRIOZR LR L T B MIMESA TN D L O,

NaNj: Sodium azide
2AA: 2-Aminoanthracene

oo bRy 70 FOROAFTMESRMEICLIVAESh, Ny I ROEMERL,
BRIz a o =—%bh 540, ks, TOB&T HEER o =—#4 0] & LT,

L L, Ghar=—30b6hiznho.

= kDS s T FOWMOEEREBRIEIZ L RCAE S, Ny 2y VT 0 FORR



Table 3 Results of reverse mutation test (main test) with C.1, basic violet 1

o [P [ m m® RS o1 o = —3 /plate
DT (ng/plate) B OE oo @& % " T b—Ah 7 FH
TAI100 TA1535 WP2uvrA TA98 TA1537
24 5 B 118 109 117 6 4 10 22 21 22 19 21 21 5 5 6
DMSO (115 + 5 ) 7 £3 22 =1 H20 +1 H 5 =1
0.313 136 137 117 9 7 6 38 33 41 Not Tested 7 8 6
(130 + 11 )| 7 =2 Hl( 37 + 4 ) 7 % 1
0.625 119 152 134 5 12 2 52 52 49 Not Tested 8 2 4
(135 £ 17 ) 6 £ 5 ) 51 = 2 ) 5 £ 3
1.25 143 169 136 5 8§ 8 91 77 356 30 24 28 12 25 19
(149 + 17 OHlC 7 2 M 75 = 18 )27 £ 3 Hl( 19 = 7
S9 mix 2.5 125 119 132 8 6 12 70 55 43 29 24 31 11 10 19
IFFET (125 = 7 OfC 9 + 3 (56 = 14 (28 £4 Hl(13 £ 5
5 96% 98 ¥ 120 * 3 8 7 71 72 55 33 26 39 19 13 19
(105 = 13 H)({ S5 = 2 (66 + 10 H( 33 = 7 ) 17 = 3
10 62*% 50% 75% 0% 1% 3% 64 46 52 18 30 23 4% 6% §*
(62 = 13 M 1 £ 2 ) 54 £ 9 (24 £ 6 ) 6 = 2
wl Not Tested Not Tested Not Tested 9t 13% 0¥ Not Tested
(11 + 2 )
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