A & A 2 28 B MR R A S 45 &
1. —AxEy 9
B TFMEOLH N
i 2—tert—7FNT =/
(IUPAC faiEIZ L D)
pill 4
R OUT R (0
TS AARIGEITE
DREOWEE) OH
FRBRIZ AL U 7= 9T AR L 7= B
99.9% JZHXJ
LW E DR L) D Lot No.
ANF8 D 2 B B OV
CAS &5 88-18-6 AEE
CANERE ¥ 150.22 SRR 3.31
Al .
: HIRCRT 2R | kIR (JLEE : 0.9839)
W K 221°C
M WE R4t Pz Wi e
LS NI R o2 EE
X 0.2 g/100 mL (20°C)
o " ) ETiz<n
BRI 6 2 VR R A5 : T DA
DMSO 50 mg/mL TSR FEEN, T ADIEALED SR L
T
Z DAl
5y LB SR, SRRSO HAEAY A FheOERICE D, 228,

DMSO DRI T DMSO I COZLEMEIZ W T, MR BHR Y U Ttz o
& — TN L IR BR O R THh 5,




HRA

AT

AFAEA H

Salmonella typhimurium TA98

[l 37 [ 38 S B S s AR WFZE T

200794 512 0

S Sh B SR AR AT

201794 H 12 A

Salmonella typhimurium TA100 ESRvAFS
Salmonella typhimurium TA1535 ESRVALSS

g H

FE SR AL AR

201744 A 12 H

Salmonella typhimurium TA1537

201744 H 12 1

Escherichia coli WP2uvrA

201744 H 12 H

3. S9 Mix
(1) S9 DAFIFEE%

BB - A DRI

LA D] A (BT % v 3—< 28 44 27 7 Rt

G

20174F 11 H 10 H

WA DS Lot No.

RAA201711A

BRAFIRLIE

—86.1~—80.2°C

(PRAFIIM] - 201745 11 H 29 H~20184E 1 A 10 H)

(2) S9 OFFsdSTE

I ) #OE »w OH
il - Rkt 7 v h-SD % AR PB& 5,6-BF
P iz Be b5 J7ik eI -
i 7 wemmes | B F T4 -
W 30+60+60+60(mg/kg 1A )
GNEEN 196-240 g (kg 1K) PB #:5-3 Hé BF #%5-:
80(mg/kg A H)
(3) SOMix DAL
o SOMix ImL H o & ) SOMix ImL H1 o> &
S9 0.1 mL NADPH 4 pmol
MgCl2 8 pmol NADH 4 umol
KCl 33 umol | Na-U »ERAEMEK 100 pmol
T a—x-6-V ik 5 umol | ZDfth ( )




4, WERWERE O

ZA N T Lot No. s L—FR L (%)
fiE o FYEAEE T3 JIS Hik&
DMSO ‘ TGWI1526 | 99.0%L4 I
RSt AR
AT, KICKT DIEMREED 0.2 g/100 mL (20°C) T
WL W EDIEHR I Y. DMSO 0 50 mg/mL DI T OUIRNE % e
LT, TORE, B L, DMSO Z¥ L7-BIc, RE, B &

TASRIROF H

DFRAELZEOREMELRD B otz, £, | FEERE% OR
BCERECITR OGN 2T, £D78, DMSO ZIREE LT
AR 2 Bl L7z, Zeds, HRIKOPRUCIE, ELF 2T v—T R
4A 1716 (FnYeflish T 34ks044E 5 Lot No. JPF7829) Tk L7z
DMSO Z{EH L7z,

BRI D VEAR

et Z Ot

BRI N ERRTE DB E
WCRIT DR E O ik

R OFR LA E T
DIRAFIFE & R

FREIAE - =3

AL HA TR D A7 A

o




5. RiEEHE O %M

(1) Z&fF
g2 R % T Lot No.
Za— bz bR
Nutrient Broth No.2 OXOID LTD. 1554986
G | 9 IREfH]
RO - Bem) | LFE - 48mL
B . i S.typhimurium B 20 pL
T R 10 mL HERT i :
E.coli £k 10 uL
(2) RIS TR A S
. _ b oS I T =T
S e
TA100 TA1535 | WP2 uvrd TA98 TA1537
ey AR R 2.79 3.94 6.24 4.19 5.27
A E — —
o AR 1 | H 2.89 3.92 6.67 4.17 5.73
(X10°/mL) T —
AR 2 B H 2.81 3.98 6.65 4.19 6.75
woE 5k 1] ODMELV#HIE 2. BEHIE 3. Zofh
6. Je/NT v — ATV A
ELB T INOV I LoOES R OWEA (AT RURAUEE T MGt
L& £ H 20174 11 A 14 H

AN DEE @ Lot No.

DZAIBEO]

IR D4 - i3 - Lot No.

KEEFER -SSK 72—/ AR A4 Lot No. BM-M5-268

7. REROIIE

(1) RERFIEEZ OBRFNEH
. . 1] v rFaX—rvarik 2. FL—LE
RO =Y Srh i "
3. F0M
DDA X
F DR




(2) ARG

[Esg 3tk 0.1 mL
BEERE IR 0.1 mL
MoK Na- U EEREMTR (HHEEEI K 2858) 0.5 mL
SOMix (FR#NEME(LIEIC X 254 0.5 mL
Ny T H— 2.0 mL
TR 37°C
A al—g
I ] 20 43 fl
TR 37°C
A Fa—gy IFfH] (H Bk e, AR mH) 49 1]

el (AR 1 |1 H)

49.5 R[]

8. =awu=—itllo)ik

BRI

I === 7 VR R MEERER

DA T

1 R A WEoFE WEMTATEE 121




9. ABRDHER
(1) REROFERITRHIFRIC L S,

(2) MEEOHE
- it BT
I DB

MERERROFBRARIE 112, ARG 1 [ OMREZRIE 2 12, ARER 2 [\ H OfE 5
R 3IT, RUT, B, K1~10 351R 2 K 0ERLE, £72, Y%RBRosEsT —4
L LT USRS — X % Attached Data & U T¥RfFT L7z,

EREARBR L) 2 FIOARR E S ICRENEEEOF I b 53, WTINoOREKIC
BOTHERMESHED 2 FU EE R 2EIFER oo =—FoMER» b, AERKIE
PEHRD b n Tz,

7. BB IARE CIIEVEHIRRE & Fl LT 2 (5P L L R AEIRE R oo =— o
ERLTICZ &b, HEHBEROEIRSRE RFRWE T 5N # Th 7o 2 &
MRS, RBRIEETIICE SN =b D e B2 b,

PLEORBRGER LY KHEBREGTICBW T2 —ter t =7 FNANT =/ —V0F, 84
PNt AR TR B RFRELH Ly (B LT Lz,

(3) BEHIE

AYWEREIZ L D7 L— b EORB R OE AL, REHEE ORI D BT, W
NDOHAEIZBWTHRO LN T, FIRBHESEE 2N THICxT 5 EHE428152 L
Fefik, AGIEYHEOFEEIZ» DD LT, T TOEKD 156 pg/plate LA EO B TiEH 5
i,

FRRERRORER, EFEEORD bNARVHREA 4 RS LRD bhiem oot
. il CARRBE 2 I L, FRAEOTRE L,

PRG0N ORIBRERAEIT SRR AT R C M L7z,




(BIED

AR ER KR (AERERR

HERMBEORY . 2—tert—JF)LDx/—)L No. T-2581
SERTE MR IR 017128198 XY 20175#12A22H
wuEn | wnwg BRERBROQO=—%/TJL—})
&) DR IEH R B TL—LiTRE
HE | (ng/707B TAT00 TA1535 WP2uvrA TA98 TA1537
Yo 97 12 27 18 9
(DMSO) 96 ( 987) 8 (10D 24 (26) 22 (20) 9 9)
108 8 29 13 13
4.88 94 (_101) 12 (_10) 26 ( 28) 13 ( 13) 0 ( 12)
101 10 25 14 1
19.5 85 (93) 15 13) 21 23) 16 ( _15) 7 9)
SOMix 98 7 29 12 7
(=) 78. 1 108 ( 103) T 1) 26 ( 28) 12 ¢ 12) 6 (1)
0 * 0% 0 * 0 * 0 *
313 0x(  0) 0+ ( 0) 0+ (. 0) 0x( 0) 0x ( 0)
0 * 0 * 0 * 0 * 0 *
1250 0% (0) 0 0) 0x (__0) 0x(__0) 0% 0)
0 * 0 * 0 * 0 * 0 *
5000 0% 0) 0% 0) 0% 0) 0% (0 0% 0)
[SYE S 95 7 28 26 13
(DNSO) 81 ( 88) 9 ( 8) 24 ( 26) 21 (. 21) 15 ( 14)
111 7 26 28 14
4.88 103 (_101) o 9) 27 21) 24 (26) 15 15)
90 8 26 31 10
19.5 99 ( 95) 8 (8 31 29) 23 (21) 8 (_9)
SOMix 99 11 33 23 13
(+) 78. 1 103 ( 101) 1 1) 28 (31) 2 (23) 8 (1)
0 * 0 * 0 * 0 * 0 *
313 0% 0) 0% (0) 0% (_ 0) 0% (0 0x(  0)
0 * 0 * 0 * 0 * 0 *
1250 0% ( __0) 0% (0) 0% 0) 0x(_0) 0% 0)
0 * 0 * 0% 0 * 0 *
5000 0% ( 0) 0x(  0) 0% 0) 0% 0) 0% ( 0)
A AF-2 SAZ AF-2 AF-2 ICR-191
z—gﬂ\% (ugﬁffiu—n 0. 01 0.5 0.01 0.1 1.0
ELK
B V0 g | 432 31 82 353 1091
1= 438 ( 435)| 343 ( 358) 92 (87)| 345 ( 349)| 1100 ( 1096)
st S Bla]P 2AA 2AA BlalP B[2]P
B soix [ mm
£BE | (401 5.0 2.0 10.0 5.0 5.0
L¥3
O | gew oy 946 i 648 373 96
965 ( 956)| 223 ( 250)| 662 ( 655)] 371 ( 372)| 106 ( 101)
H%)
AF-2 2 2-(2-TY)-3-GB-= bO=2-DYL)F I YNT IR
SAZ ST FU YL
[CR-181 . 2-A F%3-6-400-9-[3-2-/0OOTFI)FI/ TAELTI/ITHYSL - M0
Bla]P AU YalEL Yy
2AA (TP I/FURSEY

* WRUHICLPEBEENRBH LA EERT,
( AL, 2HOTL— tOFEYEERT.



(Bl%2)

MR &R R (RAEARIEAE)

BENEORN: 2—ter t—TFIITx/—)

No. T-2581
AR IR 2017#128268 &Y 2017#12829R
RBEE | WRME ERERR(GA=—%/TL— )
RO OHE EERNBRE TL—Ab T RE
"HE | (pg/7H TA100 TA1535 WP2uvrA TAOS TA1537
e 4 3 B 99 8 22 17 7
(DMS0) 99 ( 99) 10 9) 18 (20) 14 (_16) 8 (8)
104 13 16 16 1
9.77 122 (_113) 5 (9 18 (_11) 16 (16) 4 8)
108 10 17 15 5
19.5 103 ( 106) 10 (10) 16 ( 171) 13 14) 6 (_ 6)
SOMix 87 5 18 21 5
(=) 39.1 90 (  89) 8 (1) 18 ( 18) 12 11) 5 (5)
100 5 19 15 5
78. 1 96 (_ 98) 8 (1) 20 20) 13 14 7 6)
0 * 0 * 16 * 5 * 0 *
156 0 * ( 0) 0 * ( 0) 10 ( 13) 1% ( 3) 0% ( 0)
0 * 0* 0% 0 * 0 *
313 0% (0) 0% ( 0) 0% (  0) 0% ( 0) 0x ( 0)
e 3t B 13 13 21 29 12
(DMSO) i ( 112) 13 ( 13) 23 22) 21 28) 12 ( 12)
111 8 22 24 4
9.7 105 ( 108) 12 ( 10) 25 ( 24) 22 (. 23) 6 ( 5)
103 7 24 28 7
19.5 139 ( 121) 6 (1) 22 (23) 25 (21) 10 9)
SOMix 110 13 21 23 8
(+) 39. 1 19 (_115) 8 (1) 24 ( 23) 30 ( 271) 9 (9
109 10 21 30 13
78.1 116 ( 113) 8 ( 9) 23 (223 26 ( 28) 10 12)
56 * 1 * 21 * 7 * 2 %
156 18+ ( 61) 4% ( 3) 20% ( 21) 3% ( 5) 1% ( 2)
0 * 0 * 0 * 0 * 0 *
313 0% ( _0) 0*(_0) 0% (__0) 0% 0) 0% 0)
2 W AF-2 SAZ AF—2 AF-2 ICR-191
»ﬂé (uﬁﬁ—n 0. 01 0.5 0. 01 0.1 1.0
EL#
15| Vb0 gy ey 480 321 73 392 1163
% 501 ( 491)| 364 ( 343) 77 75)) 360 ( 376)| 1262 (1213)
it P Bla1P 2AA 2AA BlalP BlalP
G T ——r
EBE | (L b 5.0 2.0 10.0 5.0 5.0
£T5
0 | oy op| 9 270 698 331 107
966 ( 949)| 278 ( 274)] 624 ( 661)| 351 ( 341) 96 ( 102)
(%%
AF-2 C (2= GB-Z AT YN TFHYLTEFR
SAZ CTFUEF R SL
ICR-191  : 2-4 b -6-/ 0 E-9-[3-2-4OOIFA)FI/ TAELTI/ITIY Sy - 2O
B[4]P AV alE LY
2AA (PRI VRSHEY

¥ BB LAEBEENBOONIEETRT.
( YA, 2BOTL— bOFEHEETT,




(R%3)

AR R R (REBR2EE)

BEYVMEORM . 2—ter t —TFILIT/—JL

No. T-2581
SERE IR 018F1HIA &Y 2018%1A128
T R HRERMQO=——%/TL—F)
RO NEE IS xE R TJL—ALLD ME
B | (peg/7h TAT00 TA1535 WP2uvrA TA98 TAT537
Rt 5t BB 100 8 25 26 10
(DMS0) 110 ( 105) 9 (9 2 (M) 23 ( 25) 8 (9)
120 11 17 22 10
9.77 103 ( 112) 4 8) 24 () 27 (_25) 1 11)
ik 11 21 25 6
19.5 123 _117) 10 (1) 22 22) 24 ( 25) 10 (_8)
SOMix 111 9 22 21 8
(=) 39. 1 "1 1) 4 (D 2 22) 18 (20 8 (  8)
96 9 23 21 5
78. 1 108 (_102) 12 (¢ 11) 17 20) 24 (23) 6 (6)
0 * 0 * 11 % 0 * 0 *
156 0% ( 0) 0x( 0) 5% ( 13) 0 0) 0% ( 0)
0 * 0 * 0 * 0 * 0%
313 0x(__0) 0% (_ 0) 0% 0) 0% (0 0x (0
Rt 3t B 133 10 26 32 12
(DHS0) 105 ( 119) noC 1y 26 (_26) 29 ( 31) 8 ( 10)
116 12 26 41 8
9.71 108 ( 112) 9 (1) 28 (21) 36 (39) 8 (8)
118 9 27 34 13
19.5 134 ( 126) 4 ( 1) 26 (21 3/ (. 35) 10 12)
SOMix 116 8 28 35 7
(+) 39. 1 126 (_121) 3 (6) 29 (29) 38 ( 31) 1 9)
115 5 29 36 11
78. 1 108 (112) 7 (6) % (1) 29 (33) 12 12)
32 % 0 * 15 * 28 * 4 *
156 31 (. 32) 0% ( 0) 7% 16) 21 % ( 25) 2% (3)
0 * 0 * 0 % 0 * 0 *
313 0% ( _0) 0% (_0) 0% ( _0) 0% 0) 0% (_0)
% W AF=2 SAZ AF=2 AF-2 1CR-191
é"ﬁé (uﬁﬁﬁi_w 0. 01 0.5 0. 01 0.1 1.0
EL#
B VYO |y 534 353 93 37 1342
E 468 ( 501)| 321 ( 337) B4 ( 89)| 353 ( 362)| 1184 ( 1263)
x %2 BLa1P 2AA 2AA B[aIP B[2]P
B somix [ me
EDE | (or b 5.0 2.0 10.0 5.0 5.0
P B
0 |-y 1221 329 654 349 101
1325 (1273)| 300 ( 315)| 696 ( 675)| 352 ( 351) 98 (100)
&%)
AF-2 C2-(2-TYN)-F-GB- FE-2-TYFHULTFIE
SAZ CTFUEF R UYL

ICR-191  : 2-A F%3-6-9 0 A-9-[3-2-YORIFI)F I/ FAELTI/ITHI YD - 2HOI

BlalP  : RyvialELY
2AA 12-FEI/ITURIEY

* FERUEICLZEBEEEARO O L ERT,
( YRE, 2B T~ +OEHEERT,




T-2581

BREEaO=——%/TL—hk

BRERIO—%/JL—+F

200

150

100

50

200

150

100

50

RAERGHE RERIEIE TA100:-S9 Mix)

L

L 4

0 9.77 19.5 39.1 78.1 136 313
BERMEOHE (vg/TL—1)

RERGHE RERIEE TA100:+89 Mix)

0 9.717 19.5 39.1 18.1 156 313
HEMEORE (ueg/TL— 1)



T-2581

AERGHE KRERIEE TA1535:-89 Mix)
30
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20
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EREEan=—%/JL—F
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0 9.71 19.5 39.1 18.1 156 313
WERMEORE (ue/TL— 1)

AERIGEHEE  (KEBRIEIE  TA1535:+89 Mix)
30

25

20

—8%/TL—+

1%

BIREEOD
=y

<o

9.71 19.5 39.1 18.1 156 313

WEMEOHSE (ug/7TL—1F)
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T-2581

RERGHEK  (RFHERIEE TA8:-S9 Mix)
50

40
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BREREaAD-—F/TL—F
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0 9.77 19.5 39. 1 78. 1 156 313
WEMEORE (ug/TL— )
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EBREEaO-—%/TL—+

0 9.77 19.5 39.1 78. 1 156 313
wEMEORE (ng/TL—1)



T-2581

AERGHR  (RERIEER  TA1537:-89 Mix)
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BREEan=—%/JL—*F

L 4

0 9.71 19.5 39.1 18.1 156 313

HERMEORE (neg/TL—b)
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g
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0 9.717 19.5 39.1 18.1 156 313

HERYMEORE (Lg/TL— )



Attached Data

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

CODE No. :170801

Period : From July 25,2017 to July 31,2017

(Pre-incubation Method)

. H 0 . M P T. - "
TesFex SO Mix (-) or Classification Mean SD. anc?ge.men rangc.s ' Number of|
Strains €3] Lower limit | Upper limit |  plates
Solvent control 94 13.1 54 133 32
- Positive control
510 65.1 326 693 32
AF-2(0.01 I
TA100 (0.01pg/plate)
Solvent control 114 13.6 76 152 32
+ Positive control
Bla |P(5.0ug/plate) 1004 96 733 1275 32
Solvent control 8 2.63 1 16 32
- Positive control
. 252 73.5 33 471 32
TALS35 SAZ(0.5pg/plate)
Solvent control 9 3.14 1 18 32
+ Positive control
2AAQ.Opglplate) 267 71.5 59 475 32
Solvent control 20 6.02 3 38 32
- Positive control
77 19.9 54 101 32
F-2(0.01ug/pl
WP2uvrd AF-X pe/plate)
Solvent control 20 6.20 2 39 32
+ Positive control
JAA(10.0pg/plate) 611 55 464 758 32
Solvent control 18 4.31 2 33 32
- Positive control
360 514 252 468 32
AF-2(0.1 ate
TA9S (0.1ug/plate)
Solvent control 29 7.05 10 49 32
+ Positive control
Bla |P(5.0ug/plate) 372 30.2 282 461 32
Solvent control 12 3.58 1 22 32
- Positive control
1067 158 427 1708 32
ICR-191(1. late
TA1537 21(1.Oug/plate)
Solvent control 13 3.18 3 22 32
+ Positive control
B[ |P(5.0pg/plate) 121 22.0 63 178 32
(Notice)

Solvent controls

Positive controls  AF-2

S9Mix

SAZ

ICR-191 :

Bla]P
2AA

(—) : without metabolic activation

Dimethylsulfoxide(DMSO)

(+) : with metabolic activation

: 2-(2-furyl)-3-(5-nitro-2-furyl)acrylamide
: Sodium azide
2-methoxy-6-chloro-9-[3-(2-chloroethyl)aminopropylaminolacridine- 2HC!
: Benzo[a |pyrene

: 2-aminoanthracene



