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2. RERICHTERE
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Salmonella typhimurium TA98
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Salmonella typhimurium TA100 [ 37 5% 3K A A L R AT
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Salmonella typhimurium TA1535

19974 10H 9 H

Salmonella typhimurium TA1537

19974 10H 9 H

Escherichia coli WP2uvrA
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3. S9 Mix
(1) S9DANFHIESE
B8 - B A D LA Q) WA (T % v a—<r (47 27 7 AR
fEFH A 20164F 10 A 7 H flik
A D Y4 Lot No. | RAA201610A
-85.6~-78.7°C

PRAFIREE

(fRAFHARS : 20164 11 H 22 H~20174 1 H 11 H)

(2) S9DFREIF Ik

5 H # W i 123
il o R 7 v h-SD% KPR PB& 5,6-BF
PE Vi3 551k REREN P 5
S s 7 38 i < PB4 H [ 5-:
i i &E*jjgo 30+60+60+60(mg/kgh &)
PB#45 3 H H BF #¢5-
194-246
(GNEY g (mg/kg 1A ) 80(mg/kglh )
(3) S9IMix DFLAL
B o SOMix 1mLF1 D& B gy SOMix ImL D&
S9 0.1 mL NADPH 4 umol
MgCl, 8 umol NADH 4 umol
KCl 33 umol| Na-U > FEfRE R 100 pmol
T a—R-6-U R 5 umol | Z DAt (




4. WRERYEERIR O

4 R & oo LotNo. | Z'L—1F | #liEE(%)
i v e ek T3k JISHI#E
o
DMSO FR AL DSH0997 BT, 99.0% I
KON DMSO (2 DWW CIEfiptEakbr 4 50 L 7=, T OfEHE., K
?® 50 mg/MLCIERIE TH - 7223, DMSO @ 50 mg/mL TSR L |
i I T ADREZDORISMELRD Lo/, DMSO
IR oe
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5. RIEGFEDOSM:
(1) Z=fF
4 i o e Lot No.
Nutrient Broth No.2 OXOID LTD. 1239615
Al 5% 2% RF R 9 BEfH
BRI - B48) L 7% - 48mL
o e e e | S typhimurium#E 20 pL
EERE 10 mL PR B E coli ¥ 10 piL
(2) BTEEEERE T W D A S
s oM 4 B okt i R TL—Ah 7 M
TA100 TA1535 | WP2wrA TA98 TA1537
gk R E R 4.45 4.77 8.71 5.94 3.63
(x 10°/mL) AR 4.14 4.80 7.01 5.63 3.65
W E Ik (j O.DfE L WHE 2. EMEAINE 3. 2ot




6. B/ L 3 — RIER AR H
L I A DRI 1 AR (2) MEA (BASE MU T¥ERRRA )
54 R B 20164 10 A1 21 B #lE Y, 20164 115 15 A fils ?
A DA @ Lot No. DZLHLALO1Y, DZLHBF01?
. OXOID AGAR No.1:OXOID LTD.- Lot No. 1365423’
{1 JH1 %€ K 0 4 - L3 - Lot No, e

1) AEREABRICHEM  2) ARBRICHN

7. REBRoOFE
(1) HERFIE L 2 OB N
BRI L7 kR © FudrFan—varik 2 Fu—bik
3. o
Z DDA
Z OIENBH
(2) HEpRSM:
Bttt 0.1mL
PRI E IR UR 0.1 mL
Mook Na-U v B iR (EEIEIC K 25H) 0.5mL
SOMix (FREHEMHALIEIC X 556) 0.5 mL
Ny 77— 2.0 mL
IR 37°C
T FaN—T g
REfH 57 H]
IR 37°C
A ¥ a_R— g Ref (& Ealin) ABHRF[H]
WERE] (OAEAER) A9 [E
8. —EH D 51k
FHAT % 1L ~=a7VEl () wEsEN
WIEDHIE 1 #®  (2) A GEOHE EREMEMER 120




9. HBRDOMER
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72 728, K 1~101381% 2, 3 KV IERKR LT,

Fio. BEABROSET X L L TSR LY RT — 4% % Attached Datat L CT¥sft L

72

B ERBR N OARRER & b2, REHEHE O 203 53 S typhimurium TA100,
TA1535 ) O} E. coli WP2uvrA IZ3 W\ T, faVERTIRED 2500 B L e D1 RAR 2 m =—4
O R BARAEIEZ £ D HNAFED S, HHEMEEZR Lz, 7B, RKRHEIEEMIL, ARBRO
REHEMAL LR2WBE O S typhimurium TA100(Z 3517 5 9.30x16 (Revimg T - 7=,

— 5 B R ClIPaM e IRRE & il U C 25 0L & AR IR AR o v =—% o8N
R LT Z e D EHEROEIFIRE RS RYE ST D NTHEE Th 72 2 &3
R S, HBRTEVICE SN bDO LB LT,

P EORBRFER LY, KRBREETICBWNTT 2 /R MY 70 F T4 Rid, AW
Xt Diin TR ERFREEZ AT D (Gt SHE LR,

(38) ZBEHFIH

ARG L D7 U— b EOWEE KR OE AL, BT LOFEZ» D LT, WTh
OHEIZBWTLIRD bR hoT,

IR 2 AFMREL, RBEHEEEOFEIC) b 5T S typhimurium TA1535, TA1537
@ 313 pg/plate’d L, AREHEHALOA EIZ 0D 57 S typhimurium TA98, TA100 K OF E. coli
WP2uvrA @ 625 pg/platel o & TR bivlz,

BEBRIR O T K OFRER BB L, SRR BT 8 e kT C3EhE L 7=,
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HER &R X RBERRERR

BERYMEDLZH: FI/IANVIRJILEFSAHE

No. T—2290
B ES ] 2016&128228 &Y 20164128268
RBEYE | mEBRYHE EREEH(on=_—%/TL—H)
ERD DRAE EE B TJL—LI T RE
aE | (ug/7H TA100 TA1535 WP2uvrA TA98 TA1537
[EgE 5T 106 16 36 21 10
(DNSO) 112 ( 109) 12 ( 14) 21 ( 32) 15 ( 18) 1Mo 1)
92 15 33 16 4
1.22 103 ( 98) 16 ( 16) 23 ( 28) 22 (19) 0 (1)
109 17 22 11 6
4.88 129 ( 119) 11 14) 48 ( 35) 16 ( 14) 3 (. 5)
108 15 34 14 4
SOMi x 19.5 104 ( 106) 13 ( 14) 39 (. 371) 12 ( 13) 1M (  8)
(=) 190 24 29 22 8
78.1 186 ( 188) 33 (. 29) 66 ( 48) 19 ( 21) 7 (  8)
347 78 * 142 28 9 %
313 347 ( 347) 62 (700 121 ( 132) 23 ( 26) 12%( 11)
0 * 0 * 17 * 0 * 0 *
1250 0% ( 0) 0% (  0)] 120%( 119) 0%( 0) 0% ( 0)
0 * 0 * 0 * 0 * 0 *
5000 0% ( 0) 0* ( 0) 0* ( 0) 0x* ( 0) 0% ( 0)
[EgE 5T 116 13 22 24 8
(DNSO) 125 ( 121) 11 12) 34 (. 28) 26 ( 25) 0 ( 9)
113 6 30 27 7
1.22 132 ( 123) 15 (1) 2 ( 2) 42 ( 35) 5 (. 6)
111 7 36 25 7
4.88 13 ( 112) 70 1) 28 ( 32) 29 (21) 7 (1)
102 7 43 26 13
SOMi x 19.5 123 (_113) 13 (_10) 45 44) 26 ( 26) 8 (1)
(+) 141 13 62 30 14
78.1 185 ( 163) 271 ( 20) 56 ( 59) 27 29) 16 ( 15)
372 51 * 125 38 13 *
313 335 ( 354) 68 ( 60)| 108 ( 117) 42 ( 40) 16 ( 15)
0 * 0 * 160 * 0 * 0 *
1250 0% ( _0) 0% 0)| 125 ( 143) 0% (  0) 0% ( 0)
0 * 0 * 0 * 0 * 0 *
5000 0x(__0) 0x(_0) 0% 0) 0% 0) 0% 0)
% AF-2 SAZ AF-2 AF-2 1CR-191
;g,ﬁ\i% Mg 0.01 0.5 0.01 0.1 1.0
g (ng/7" V-4
B VED o gy | 477 260 81 324 1394
1 378 ( 428)| 285 ( 213) 70 ( 76)| 393 ( 359)| 1459 ( 1427)
g & B[alP 2AA 2AA B[alP B[alP
ff_;gyg"é (u;%i%b_” 5.0 2.0 10.0 5.0 5.0
P 2]
0 | gy 908 226 683 356 125
728 ( 818)| 285 ( 256)| 690 ( 687)| 35 ( 356)| 129 ( 127)
(f&#&)
AF-2 (2-(2-TYL)-3-GB-= bA-2-TYL)THYLT IR
SAZ CTUREF RUSL
ICR-191 . 2-% F%3-6-40O-9-[3-Q-HOOTFL) TS/ FOELT /1TSS - 2HCI
2AA (-FERI/TURSHEY
B[aIP Ry YlalELY

* FRYEICLPEFRESRBOONZEETT,
( AF. 2MOTL— bOFHEERT.
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HEBERER (RHR-SMiX

WRYEORH: FI/ANVIEYINFFAF

No. T-2290
B2 A AR 2017&18108 &Y 2017&1A138
RS WERIE HEREEH @O =—%/TL— )
RO ORE EENERR TL—L 7 RE
AR (/7 v-b TA100 TA1535 WP2uvrA TA98 TA1537
R ot B 116 12 25 22 7
(DNSO) 92 ( 104) 7 10) 28 (21) 24 ( 23) 7 1)
12 7
9.77 NT 10 11) NT NT 10 (9)
11 10
19.5 NT 15 ( 13) NT NT 10 10)
135 15 32 18 7
39. 1 174 ( 155) 19 ( 11) 40 ( 36) 18 (18) 7 (1)
SOMix 104 22 47 16 7
(=) 78. 1 195 ( 195) 36 (. 29) 49 ( 48) 18 ( 11) 8 (_ 8)
253 44 90 18 12
156 238 ( 246) 47 46)| 104 ( 97) 22 ( 20) 1n_( 12)
404 54 % 156 21 12 %
313 385 ( 395) 64% (_ 59)| 168 ( 162) 17 19) 8% ( 10)
460 * 273 * 26 *
625 452 % ( 456) NT 298 * ( 286) 31% ( 29) NT
0 * 0 * 0 *
1250 0x(_ 0) NT 0% 0) 0% 0) NT
2 W AF—2 SAZ AF-2 AF-2 1CR-101
o P (”g%iﬁb_n 0. 01 0.5 0. 01 0.1 1.0
x| &L
Bl0ED | oo w0 | 597 233 69 347 1255
538 ( 538)| 246 ( 240) 73 71)| 350 ( 349)| 1240 ( 1248)
(&%)
AF-2 2 2-(2-2 U )-3-G-=+rB-2-TYL)FTHIYLT K
SAZ a7 2l VRS FN

ICR-191 : 2-X p¥3-6-/00-9-[3-2-Y OOIFIM)T I/ TOELTI/ITHI YTy - 2HC

*: HRYHICLIEFHEENBDOONI-Z L ETRT,
NT : SREEE T,
( YAIF., 28D FL— FOFEHEZEZTRT .
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HEBE R R (RKHR +SMIX)

WRYEORH: FI/ANVIEYINFFAF

No. T-2290
A ER = A A 2017&1A108 &Y 2017&1F138
RBEEN HERWE EREEKOo=—%/TL—k)
RO ORE EENERR TL—L 7 RE
A (ug/7 b= TA100 TA1535 WP2uvrA TA98 TA1537
R ot B 139 12 30 32 9
(DNSO) 141 ( 140) 15 14) 32 ( 31) 34 ( 33) 14 12)
16 10
9.77 NT 15 ( 16) NT NT 1n_C 11)
19 13
19.5 NT 2 ( 21) NT NT 10 12)
163 13 49 34 14
39. 1 175 ( 169) 1 12) 43 ( 46) 30 ( 32) 10 ( 12)
SOMix 157 29 53 36 6
(+) 78. 1 203 ( 180) 23 ( 26) 63 ( 58) 42 ( 39) 9 (_ 8)
258 48 91 39 10
156 243 ( 251) 61 ( 55)| 105 ( 98) 38 ( 39) 13 12)
356 71 % 154 36 9 *
313 339 ( 348) 76% ( 74)| 204 ( 179) 44 40) 6x(  8)
430 * 300 * 30 *
625 489 % ( 460) NT 266 * ( 283) 36% ( 38) NT
0 * 168 * 0 *
1250 0x(_ 0) NT 231 % (_200) 0% 0) NT
2 W B[a]P 2AA 2AA B[21P B[a]P
i | SoMix AR
AETE RPN 5.0 2.0 10.0 5.0 5.0
x| &5
B 60 | uy | 1160 226 1017 391 100
123 (1142)| 247 ( 237)| 862 ( 940)| 411 ( 401)| 121 ( 111)
(&%)
B[a]P RNV YlalELY
2AA 2-FIITURSHEY

*: HBRYEICEIEFTHEENBDOONIZ L ETT,
NT : SBRE 9,
( YA, 2D TL— FOFEHEETT,
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WEMEDLE . PSS/ MY IWASAR

No. T-2290
~S9Mix +SOMix
B wEp | HECERULAE | . | HECERLEAE
! (Ug/plate) ! (Ug/plate)
TA100 7.60 x 102 313 7.44 x 102 313
A
= TA1535 1.92 x 107 78. 1 1.53 x 107 313
%
E | W2 wrd 319 x 107 313 397 x 107 78.1
Bl
ER TA98
TA1537
TA100 9.30 x 10°2 313 6.65 x 102 313
* TA1535 2.43 x 102 78. 1 263 x 102 156
En 2 2
5§ WP2 wvrA 4.49 x 10 156 4.73 x 10 313
TA98

TA1537




T-2290

1
AERISHHR (REER TA100:-S9 Mix)
500 -
~ 400
I
A
N
= 300
I
I
|
o 200
B
X
IE
&® 100 4
0 1 1 1 1 1 2
0 39.1 18.1 156 313 625 1250
HERMEDORE (ug/TL—H)
2
AERIHHR (RHER TA100:+59 Mix)
500 -
+ 400
I
A
I\
= 300
I
I
[m|
o 200
B
K
3
® 100
O 1 1 1 1 1
0 39.1 78.1 156 313 625 1250

HERMEDORE (ug/TL—H)



T-2290

X 3

AERIGEER  (KFER TA1535:-89 Mix)

ERERaO=_—%/TL—+t

0 1 1 1 1 1 ]
0 9.77 19.5 39.1 78.1 156 313
HEBRMEDORE (ug/TL—H)
4
AERICEER  (ARHER TA1535:+59 Mix)
80
L
| L
A 60
el,\
~
i
Il 40 +
|
I
B
s
= 20 -
L
0 1 1 1 1 1 ]
0 9.77 19.5 39.1 78.1 156 313

WERMEDORE (ug/TL—H)



T-2290

X 5

300

250

200

150

100

BREERaO=_—%/TL—F

50

X 6

300

250

200

150

100

BREEao0=——%/7FL—F

50

AERIGEER (KB WP2uvrA:-S9 Mix)

0 39.1 78.1 156 313 625 12v50
HEBRMEDORE (ug/TL—H)

RS (KB WP2uvrA:+S9 Mix)

0 39.1 78.1 156 313 625 1250
WERMEORE (ug/TL—H)
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7
FAERISHHER (RHER TA98:-S9 Mix)
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A
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~
%Té
1
O
I
B
&
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0 39.1 78.1 156 313 625 1250
WHEMEORE (ug/TL—H)
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1
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HERMEDORE (ug/TL—H)
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X 9

BREEao=——%/7FL—F

BREEao0=——%/7FL—F

30

25

20

30

25

AERIEHHR (B TA1537:-89 Mix)

0 9.77 19.5 39.1 18.1 156 313

wEMEORE (ug/FL—F)

AERISHHR (B TA1537:+89 Mix)

0 9.77 19.5 39.1 78.1 156 313

wEMEORE (ug/FL—F)



Attached Data

Background Data of the reverse mutation testsin bacteria
at the Tokyo Laboratory of the BoZo Research Center Inc.

CODE No. :160908

(Pre-incubation Method)

iX (- Management ranges
Tes'_[er S9 Mix () or Classification Mean S.D. .g. g - Number o
Strains +) Lower limit [ Upper limit| plates
Solvent control 117 13.7 76 158 102
- Positive control
547 71.8 331 762 102
TAL00 AF-2(0.01ug/plate)
Solvent control 132 17.2 80 183 102
+ Positive control
Bla]P(5.0ug/plate) 891 126 512 1269 102
Solvent control 9 2.60 1 17 102
- Positive control
233 26.4 154 312 102
TA1535 SAZ(0.5ug/plate)
Solvent control 10 2.75 2 18 102
+ Positive control
2AA(2.0 uglplate) 258 34.1 156 360 102
Solvent control 27 3.98 15 39 102
- Positive control
71 6.4 52 91 102
WPANTA AF-2(0.01ug/plate)
Solvent control 30 4.41 17 44 102
+ Positive control
2AA(10.0 ug/plate) 718 114 375 1062 102
Solvent control 18 3.50 7 28 102
- Positive control
346 57.1 174 517 102
TA9S AF-2(0.1ug/plate)
Solvent control 32 5.45 15 48 102
+ Positive control
Bla]P(5.0ug/plate) 384 46.4 245 523 102
Solvent control 8 2.36 1 15 102
- Positive control
1011 193 431 1590 102
TA1537 ICR-191(1.0ug/plate
Solvent control 10 2.55 2 17 102
+ Positive control
B[a]P(5.0ug/plate) 110 12.1 73 146 102
(Notice)

Solvent controls Water, Dimethylsulfoxide(DMSO) and Acetone
Positive controls AF-2  : 2-(2-furyl)-3-(5-nitro-2-furyl)acrylamide
SAZ : Sodium azide
ICR-191 : 2-methoxy-6-chloro-9-[3-(2-chloroethyl)amimopylamino]acridine- 2HCI
B[a]P :Benzoh]pyrene
2AA : 2-aminoanthracene
S9 Mix (-) : without metabolic activation
(+) : with metabolic activation



