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3. HAEBRIEHME
3.1 AmERES
T-3602

3.2 HERRE
A Tuenr=7T%%—F %D EIRERERAR

(Isopropyl acetate: Bacterial reverse mutation test)

3.3  HEBREM
MBI B R ERERMIR (7 LA Fas—s g ih) k), £V TaE
=T 4= | OBAT RN E R R E RA LT

3.4 HHIZBEEI 1R

3.4.1 GLP

o THHBULZEWE SR DB 2 EhE 2 R BR sk (2 B J 2 L
PRk 23423 H 31 H, A% 0331 % 8 5. Fak23-03-29 ®FH 6 5. BRik
%% 110331010 =)

3.4.2 EHRBRAMN NI

« DRHIEFEWEE IR RO IOV T
CERE 23 4 3 A 31 AT EEAR 0331 5 7 SEAFBHEEESNFTE, ik
23+ 03 - 29 WREE 5 SR PEER MG ER R, BRIRMEIEHE 110331009 5ER 5L
HRABREBOR R RE4 @) (B kiE : SF 3043 H 29 H)

. TOECD Guideline for Testing of Chemicals 471: Bacterial Reverse Mutation
Test] (20204 6 H 26 H)

3.5 AEREFE

JE A 57 A
R - ENEfAER ERLBFEAEETHSE LEPELZEXIRE
T100-8916 A AHES TAVHXE N 1-2-2

3.6 HERZIEE
MXEHER Y VS —F o ¥ —
T151-0065 W AREEAS X K ILHET 36-7
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3.7 BRI ER
MRXEHR YV —F ¥ — BT
T 156-0042 R EHESHEH A KPR 1-3-11

3.8 HEREARE

SR VY —F v ¥ — R AF7EH

3.9 FLHELNE
wmygenses NN
soser s - [

3.10 FHERH?E

R B 45 H : 20224 1H27H
W E N F H : 202145 12 H 7H
H Bk E R
B 4 H D 20224 2H 1H  (CEBRBMAA)
T H : 20224 2H 4H
AR
BA 46 A : 20224 2H 9H
T H D 20224 2H 14H  (EBRKTH)
BT H : 20224 3 H 23H

311 FRIBIENTELGIH - EHBROEREREICHEEZRETRVD
HLIEFRRUVHARMHBEICDGEN 22 &

ARBRICE L, PRI 2B TERPSERROGEIEICEEE KIETRVOH

5 R OB E IR DR Dr o T2 Z L id e o Tz,

3.12 EHMRKRHE

AERETIIEIRA, fEcE, A7 —% BEEHEE (REREEORERAZEEL) LT
PR E R AN E ., RS Y U ¥ —F & o 2 —HEIGIFIEET O & BHR A R
RFT 5, 7o, T OHMITRERE THR 10FH L T2, BIF&ETROERY FWizon
TiE. BEAEGEE EX- AEEER EXRGFETHR LTEYWHERZEMRE LK
ARV —F ko F—MTH#E L., TOLELZRET D,
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4. EH

AV TR ENLN=TH = FOBIEFREARLERFREZALNICT LD, X AIF
7 A Salmonella typhimurium (S. typhimurium) TA100, TA1535, TA98 X TN TA1537

T KIGH Escherichia coli (E. coli) WP2 uvrd %= A\ T, REHEHEILT 256 &
OREHEHL LR WG EORET T, BIREAREREABREL 7L A U FaX—T 9 Uik
IR E LT, i, #HBRYWE OBEIZIEL Dimethyl Sulfoxide (B&Fr : DMSO) %
SRR e

KRBOHERTED O fem H &% 5000 ug/plate & L TLLFAL4 TR L7 1250,
313, 78.1, 19.5, 4.88 KON 1.22 ng/plate @ 7 & TH &% ﬁﬁ%%%%bto%@
i . REHEMEALOFEICED LT, X TOREKICE W TEFRE R OTLE R
LT, WTHOHETHRENSBEO 2MHEUL EERERERE D :““%I@i%'jlﬂ
H ORI oTe, Lizino T, R CIIREEHE Lo FEICBEDLL T, §XTOH
R Cim &%z 5000 pg/plate 2 & L, LA FAMK 2 THRRLZ 2500, 1250, 625 KO
313 pg/plate & 3555 HEZRE LT,

1) #BWEIC L DIk
BRI EIZ L DL, REHEE O FEIZEL LT, WITFnoHEIZBNTH
mu@%ﬂ’bfcﬁiﬂoto

2) AEFHMHFE
REHEHALOFEIZED LT, WTFNOEKICBWTHLR O LN oTz,

) WRER=R=—¥
i RBE R OARBIE I RBIEE L O IICBID 5. PR o BN
RO ET b R IO 2 (L L 72 MR R = 1 = —HORMIE A BT
RIS & B BN o T

PLEoRBERLY ., KEBREETICBW A Y Yebe =7 &— NI, fEIC
*T DB FRERERFERELH IV (EME) SHE LT,
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5. &

B EE ER - AEEER ERLEEETHEE (LFEPEREdEEOKEIC
L0, AV Fubt =Tk — rOMEEA N HRERERRBR L LR LD TE
DA & WET 5,

6. FERMH
6.1 WERMERVEERYE (FHK)
6.1.1 WERME
LT O #U3IE GLP THME S 7z /o #ri RICHES <,

G :
4 AV TrEA=TkEZ— |k
GBS : Isopropyl acetate, Acetic Acid Isopropyl Ester
CAS &5 : 108-21-4
HHRAREHEES 0 (2)-727 (B5FiE)
H  OFoR PER :
@] CHs;

C%ﬂ\o/i\CH3
713 : CsH1002
SRt : 102.13
o) s M (032 B R R
Wl w5/ i i DR . 88°C
g1k R . 7°C
ARRE : 7.9kPa/25°C
e E : 0.87
VA fig 1k D RIEVER B OFE R KD 50 mg/mL TAHRIE. DMSO ®

50 mg/mL CHEMETH DL Z L 2R LT,

Wik T o R ENE D OIRRMERR R ORE R, K. DMSO 23BN, B A DREAE%ED

FOGHER 72y o e T & R LT,

ANF& : 25 mL (T-G603 & 3:/)
i © 99.8%
PRAF A . RSP, e
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A7 71k

B EoEE

A T
2 TE VEHE RS

RAF AR

B 4% i D AL

D RER AN, mEEN (FFAHLDH © 1°C~10°C) (2

R L, BRAFEREITFROFHMNTH - 72,

o BRI L R WD RS D KW ETTT O, U 2 R

HEEAEFERT O RN DS R L2V E 9 EE L,
BRI VICHRR BRESE RV, B KT, Bk mIRE
REDEKRENOLESIT S L, B, BEKKAKELT
D, BRI SIXBBEELE H VD,

BOKRIE BK EIBERREOEKRFENOESITDH L,
B, BEXKIREZITO, RSB HWS,
BRI EOH RS2 L<BED .,

HEFEH: T2l BHRTEHE Y, AR T Y —
RRAET HEEITIE. B, Rz W5,
BRI EEFI - R IR I J OHH & o 45 fih % bF
7%,

D PR R =

SRR LA R T 0 % E 1L o b s

W TR RN S A D 2 E MR ER RN A~ 7k ViE)

FEE N OMERE Lz (Attachment 1 : 3RERE 5 A-3347) .

D BEBRMEK 1 g 2 RARE S LTRET D, REFEEHT

T-G603 & dti@m & L7z,

D EREOERRITETHEE L,

6.1.2 EEHEXBEYME A

E2¥ i)

CAS & &

Kk

A =T —

72y hEE
fli

RAE SR
RAF S P

AU NBE EiRE L Ee!

: DMSO

: 67-68-5

o AR E R

DR BT AV SRR R A
: DLK4556

100.0%

: =R
D WEBRW R R
D BEBRME I KICARTED T O W RIEN BRI TH D I,

HADRAFRO LT, AR | KM% CamEld
ORI -T2 DMSO 2R L7, 7. #HEBRIIEROH
BCE, ELF 2T —T R4A1/16 (57 A L5
Il AR K24t ; Lot No. ICM7845) THi/K L 7= DMSO
AL,
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6.2 R AOEHES
6.2.1 FAE& TR

TRLOBMEIL, SRRV A a2 e kT T C %M L 7=,

VEEEOWBRYWE 2RI L THEE L, BFEMHED 50 mg/mLiKZFHRT 5720
OFMAREZFHEL, RAUEED SWHBRYEORBUR &% 72 L3I\ & OB % B 5
WA 2T 50 mg/mL & (WfE) 28 L7, IRV T, 50 mg/mL WK % ¥R @ C BB Ay
ML T12.5,3.13,0.781, 0.195, 0.0488 1} 0.0122 mg/mL ik Z R L 7= (kb 4)
725, 50 mg/mL K O BIFIZHE BN, T A OREFZEDOKIGEITRD b olz, Th
HTREOHBRIKEZMEN LI-GAG0OME (MERZER) XH 7.2.1HEHR,

6.2.2 ARG ER

TRLOBMEIL, SRRV A a2 e kT 7 C %M L 7=,

VERBEOHBPMELZHRIL CTHE L, BFRMEND 50 mg/mL REZFART 2720
ORMMUKREZHAEL, AUFENOERDEORIE &E 72 LW & ORI % 5
WA 2T 50 mg/mL K (WfE) 28 L7, IRV "C, 50 mg/mL WK % ¥R B C BB Ay
RLT25, 12,5, 6.25 KO 3.13 mg/mLiEZMM L7 (A 2) o 723, 50 mg/mL i
DOFHRBFICHE, T AOREZORIEEITRO DTz, T b 5 BEOWRIK
EHERALEGEGOHE (HRRER) (356 7.2.2 HE K

6.2.3 SRAEE
FRFICRR L 7=,

6.3 HERRUZOEREH
BB TR T B WRIT A A 15 1 2 CHEES L, I 2 0 2 B 28 R
CIESHM SR THY , £, WRTF—FBBETHD Z LD LBRLL,

6.3.1 L3
WO 5 IO EKZ W,
e k) 1 AR
S. typhimurium TA100
S. typhimurium TA1535
E. coli WP2 uvrAd
ZL—Ahv7 N
S. typhimurium TA98
S. typhimurium TA1537

AFH : 2017447 12 H

12



T-3602

RAF SR D W (=70°C LLAF)
e A D TR BRI B rfa FEPE L FEHIMHER - R-factor

7T AR, AR, B R E KON
Bt et A R OV &0 EEOEMEIC O W TRE 21T,
TNENOHEKRICHEAFOMENEFE I TVWE Z %
R Lcboz Mz, (BRAEHME 2021 4 10 H 22
H~20214 10 H 25 A)

6.4 BHEXEYME

UTFO s o0tz lns, 2o OBt BmEIET A 874 TS,
BERERERABRICESEASATVEZ L, e, BRF—FPBETHL I LD
BN U7z, MM LB BB O & % 112577,

®1. BEBEYME

BERE | casER | M | mo hEE | GGEE P
AF-2 3688-53-7 | FGHEE | PTR1925 | =il Ok i%;;gg ot
SAZ 26628-22-8 | kAR YLL7840 | s=if. iié;&f ok
ICR-191 | 17070-45-0 - SLBR0485V ok (SjIOG.l\L’[Sééldfich
e S - CTROS26 | i, o | gy L
B[a]P 50-32-8 | BEEHHTH | KCH6617 | ik, X igﬂié&f ik

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

SAZ : Sodium azide

ICR-191 : 2-Methoxy-6-chloro-9-[3-(2-chloroethyl)-aminopropylamino]acridine: 2HCI
2AA : 2-Aminoanthracene

B[a]P : Benzo[a]pyrene

RAFG T« A RIFMERABR =

6.4.1 FEEMBROARTE

SAZ IZHEHHAK (RS REMETY, AAKFBS, 7 bFES KOFI8) | £ D
s o> B PE S R T 1Z DMSO (5 £ 7 A L ARDEHIERBR R 4, SEREER, v v R E R
KCNO0182) Z¥fiE L. 1 mL 3 -2/ 1F L C-20°C L F CHURERT L7z, ##% 6
{5 3 LAV D RS Bk el B 2 PR IR LS ARl U CE A Lo A5 koo 0 L D G S 2 I
UCHE (ME~OIRERE) 2R 212787,
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K2 BUEXBEYVEORUREERVAE

RATEPELIE L RANGPELA D
B B PEseh M| A & Bhi ek | R g T &
WE (pg/mL) | (png/plate) W (pg/mL) | (pg/plate)
5. WT’}X{”O”O””’” AF-2 0.1 0.01 B[a]P 50 5.0
5. ’yTp:i’;’;‘g"”m SAZ 5 0.5 2AA 20 2.0
E. coli WP2 uvrA AF-2 0.1 0.01 2AA 100 10.0
5. typﬁ’;g””’” AF-2 1 0.1 B[a]P 50 5.0
5. ’yTp:i’;’;‘;"”m ICR-191 10 1.0 B[a]P 50 5.0
6.5 AE
6.5.1 S9 Mix
1) S9
g T — A AR S9
A —J1— AR YV —F & —
0y &R S9-211210
ik SD ZRMEZT > -« Tl
S E 7 x )NV EH—)L(PB) K 5,6-X2 Y 7 TR (BF)
) O JLE PB : 4 HHMEMEAN®E (30, 60, 60 %60 mg/kg)
BF : PB #x5-3 0 HICHEIEENE G (80 mg/kg)
i A 20214 12 A 10 H
fitt 391 PR 2022 6H 9H
I ey - M 7 W - K
R 230.0-257.3 g
(e S Wil (=70°C LA F)
A5 BT 75 B R =
2) ady g H—
4R T—AARBRHA =T 77 ¥ —FA
A== SR IV —F & —
0y hEE FA-211117
fitt FH 391 BR 202245 H 16 H
RIS M (=70°C LLT)
R A7 5 T 25 B R PR R =

14
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3) SS9 Mix O FHHL S 1k
AR S9 baTyy 7 Z—% 1.9 OEES CTEEMICES LT S9 Mix 238 L7,
S9 Mix O#k (1 mL #) ZLAFIZRd,

K : 0.9 mL
S9 : 0.1 mL
MgCl» : 8 umol
KCl : 33 umol

JNha—2Z-6-Y U 5 pmol

BB _aF T IR T T2V X L AF RY UEE (NADPH)

: 4 umol
WM =aF T I RTT=0 VX7 LAF K (NADH)
: 4 pmol
U g MY U LARRER (pH 7.4)
100 pmol
6.5.2 B th
1) /v o — 2R SER S
44 R c T— AZRBRAEM T 7L AT 47 AM
A= —  BER&HT T2 b
PN D R et v
ny NEE : AA113A1-1GC
&R © 20214 12 A 16 H
5 1 RR : 20224 6 H 16H
RAE SR . =R
(EXE= 00 D KRB MR AR
(EIEPN : TAIYO-AGAR BM-600

(Bt © SSK E— /v A&t Lot No.107642)
2) =a—hU=x=r b7 82X No2 &R
—a—hkJxz» FfDXNOZ%Z5wt%&f£éi5*£§%7k’5‘?§ﬁﬁb\7l‘“—]\71/“—
7O (121°C, 2047) LT L7z, dIREMIEARME L., L&A DINIZEEH L7,

£ Fh i Z=a— kU= h7 122 No.2 (Nutrient Broth No.2)
A =T — : OXOID LTD.
7y hES : 2202237
RAESRAE c =R
A5 BT D AR
6.5.3 0.1 mol/L V) VEk#rE®R (pH 7.4)

ATRFRE AR 3 @LICXI L T2 L ORROKZMA THRMFEL, A— b7 L—7 T

15
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(121°C, 2077) LGB L7z, ARG mEMARGE L. & WNICHEA L7z,

E2y i) CD AR AR (1/15 mol/L pH 7.4)
A= — BT AL AT SRR S
ny EE : LEK6645
RAE SR . =R
TR AT 5 BT D AR BRE
6.5.4 by T7H—

FBRIKICER L OHEALT N O AZZFE10.6 wt% 2 O 0.6 wt% D 2 B CTIRfiE L.
A= b7 =7 THEE (121°C, 20 77) L CHERKZRE L 72, HAERIEK 10 FIC
0.5 mmol/L D-t'4F o —L-t ZAF T —L-MN) X 77 VA E 1 KMZThy 7
TH =R U, ARAEEART L, 1EHAUNICHER L,

1) %X
g : Bacto Agar
A =T — : Becton, Dickinson and Company
2y : 1007116
R AF S D IR
TR AT 5 BT D A AR =
2) HEFRU T L
A —T— BT AV AT R SRR S A
Bk A Y
2y : DLP6649
TR AF S D IR
TR AT BT D AR =
3) D-vFF
A —T— BT AV AT SRR S A
i D OFnt— ik
2y hE : SKG4827
RIS DO, D
TR AT BT D A AR =
4) L-b AF U UHEE — KW
A =T — BT AV AT SRR S A
Btk A Y
2y hE : CAK1893
AR DOEIR., B
TR AT BT D AR =
5 L-hNUTF N7 7v
A =T — BT AV AT R SRR A A

16



T-3602

g o R R
7y FES : CAP5231
RIS DR,
RAF 5 P DA R A

7. HEAHE
7.1 TL— FDEAAE

T L— MIRBRE S, BN LA R TRS R ORBREE LS, BRI ICED AT
AL THEA LT,

7.2 FAEERTE
7.2.1 FAE& TR

EEHEIX, T4 RIA4 120 T 5000 pg/plate & L, LLF., Akt 4 THRLT
1250, 313, 78.1, 19.5, 4.88 KX 1.22 pg/plate & L. FHERIZOWTH 7 HEAE <
I AARGHNE PEALRE M OVE RS PEALRR ISR E L T2,

PR AL TR (TN 2., % A0 2 Fu R M ek FRE Mo OVBG M et HROBE A 5% U 72

7.2.2 AR5 BR

MEFRERBRTIX, REEEEOFEICEDL T, WTFhoEKOWTho & T
LR E OB K CAEFHET CICERAER 20 =—HOWEINIH L NR 5T,
Xy RETEHEIEoFECED L, 2 TORK CTHiEH &L 5000 pg/plate (Z37%
E L, LA 2 TR LT 2500, 1250, 625 X313 pg/plate & L, FHEKIZONT
it 5 &% 2 2 AREHE ML RE & OVFERBHE ML R IR E L T2,

BB E AL BT TN 2. 02 dU R M ek FREE S OV G P e PR 22 3% LT 72

7.3 RIS &

FHERICOW T, B RTFRHKZMHHE L, I0mLO==2—hU x> h7 1 % No.2 §
TR A AN L RS (K& 48 mL) 2 S. typhimurium TA #£1% 20 uL., E. coli
WP2 uvrd 13 10 uL Z A5 L T 37°C T 9 BpMIRZ % L 7= (BRZEEE 5 100 rpm) .
BRETH, ARBIRORNELZT VXV EAH THET D2 Z S L0 AFEKEN 1.0
X10°fH/mL L Ed D Z &L 2R LT, BEMROAR M AR IITRT, B, FHEREIK
XA R TEIR CRIF LT,

17



T-3602

®3 EEHKOEEY

W % (x 10°f8/mL)

(S — —
P B E R A ER

S. typhimurium TA100 4.22 4.96
S. typhimurium TA1535 5.29 5.13
E. coli WP2 uvrd 7.68 7.70
S. typhimurium TA98 5.46 5.56
S. typhimurium TA1537 4.34 4.46

7.4 HEBREE (T oFarR—2 3 0i%k)

HERERR, KRBREBICKHE 2O L — 2R L, Tid 1), 2) O#EEIX

SRR B AT KT R C 3 L 72

1) PR U7/ (S BBRIR VI SOV BG P R RV A 0.1 mL A4v, Z AVICARGETE
P L 72 W 5513 0.1 mol/L U R (pH 7.4) 0.5 mL &, fREHEMHELT 5
LaiE SO Mix 0.5 mL #4272 %., S OICKEBRER 0.1 mL 2 /M2 THEAL L,
37°C C20 4 MiE%E (80Rl/y) B L (LA Fax—Tay)

2) BEE%G. WML Ny 7T 2.0 mL Z/NRBRE IS A TEBAEL, /T Va—
AFER ARG —ICEHE LT,

3) by T TH—OELHE, BTNV T AER ARG Z W SICLTA v F 2 X—
5Klﬂu3ﬁcfﬁ£ﬁﬁﬁ%ﬁ4wﬁﬁ AGABR 1T 48 BRI S L 7=,

4) HEH%, AFHEEZEZEERBEMEICLY, B EOREL BHRICE VR L=,
@ﬁ%ﬂﬂﬂ:wy®%ﬁm\ﬁ%&@ﬁz%kb@ﬁE%bthyFﬁ?/&
— A HAWTEE LT,

75 s iﬂt%ﬁ

PeBRIR & Y SO Mix O MEE & MR 3 5 7= 0 FH ik ek B K OVAS BB R |2 0 B X B
BT o770 EHAEOHEERIK 0.1 mL & O'S9 Mix 0.5 mL & Z i RBRE 12 A,
Iy T H—=2.0mL 2 M THELHZ, /D72 — AR RPREMICERE L7,
w77 H—OEEHBIC., /T a—ZABRERERZ S SICL TS, v FaX—F
IZ AR, 37°C THEREMBRIL 49 FFff] . AR 48 FERE#E L7z, HEREABR KL
OARHRBRE bIC, WEKTHRICHEEOEEN 2N & 2 BHICTHER LT,

18
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7.6 A ER DR ILEH
UTORTOEMEEW LIZGERBRMRSL AT L, 2L, BHEED

HPHEZBZHDEPIFONTHETH-oTH, WT — % L OB K OFR 0 HIZ R

5L THRBMEMHENRBREL LW T 2560355, R L WA BN

BraiToZ &Lz,

1) BYREELOBESRBEEOEFRAER a2 = —ROFEHYENE 77T — % OB H
fEWN (Mean = 3SD) T®» 5

2) BEXIREEOEIRAR an = —OFEHHEN, IhT D RESREEO o 2 fF
PhEZR

3) ARBRICBWT, HEOABTWRELZ RS ZVHE (FOHE) N4HELEED
nTnb

4) BEREM. RBRREICRELIRD LA

7.7 FIEEHE

1) RBNEEACOFEIZEADL LT, WTFNOLOEKIZE W T, #REBRYELBERE D1 F
EH oo = —FOYHED e T D RESEEOZND 2 /5L L2 R LD,
AN BERAEOIHFBRERN A LN GA. B o2 & & LT,
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(Table 1)
Study Results (Dose-finding Test)
Name of test article: Isopropyl acetate No. T-3602
Term From February 1,2022 to February 4, 2022
With (+) or Test article Number of revertants (number of colonies / plate)
Without (-) dose Base-pair substitution type Frame-shift type
SOMix (ng/plate) TA100 TAI1535 WP2uvrA TA98 TA1537
Negative control 113 10 31 16 9
(DMSO) 124 ( 119) 1 ( 11) 33 ( 32) 16 ( 16) 6 ( 8)
127 10 28 17 7
1.22 1 ( 119) 9 10) 33 ( 31) 16 ( 17) 6 ( 7)
108 8 26 20 11
4.88 119 ( 114) 7 ( 8) 28 ( 27) 17 ( 19) 10 ( 11)
107 7 27 16
S9Mix 19.5 105 ( 106) 12 ( 10) 31 ( 29) 18 ( 17) 9 7)
) 83 8 33 15
78.1 95  ( 89) 8 ( 8) 27 ( 30) 19 ( 17) 10 ( 9)
116 11 25 15 8
313 87 ( 102) 8 ( 10) 26 ( 26 ) 13 ( 14) 13 ( 11)
139 7 23 15 8
1250 93  ( 116) 1 ( 9) 24 ( 24) 15 ( 15) 8 8)
137 10 20 15 10
5000 119  ( 128) 13 ( 12) 24 ( 22) 17 ( 16 ) 7 ( 9)
Negative control 103 11 34 24 10
(DMSO) 119 ( 111) 9 ( 10) 31 ( 33) 25 ( 25) 9 10)
103 8 28 28 9
1.22 107 ( 105) 7 ( 8) 25 ( 27) 24 ( 26 ) 10 ( 10)
86 10 30 19 11
4.88 110 ( 98) 13 ( 12) 26 ( 28) 25 ( 22) 10 ( 11)
94 11 27 28 11
SIMix 19.5 88 ( 91) 7 ( 9) 23 ( 25) 35 ( 32) 6 ( 9)
) 98 9 23 27 7
78.1 9%  ( 97) 9 ( 9) 25 ( 24) 26 ( 27) 11 ( 9)
97 7 31 23 11
313 106 ( 102) 14 ( 11) 24 ( 28) 32 ( 28) 12 ( 12)
120 10 26 24 13
1250 111 ( 116) 8 ( 9) 28 ( 27) 31 ( 28) 6 ( 10)
89 9 25 28 7
5000 80 ( 85) 12 ( 11) 39 ( 32) 25 ( 27) 11 ( 9)
Name AF-2 SAZ AF-2 AF-2 ICR-191
Positive T eplate) 0.01 0.5 0.01 0.1 1.0
control
SOMeix () Number of 682 257 101 367 1446
colonies/plate 803 ( 743)| 225 ( 241)| 121 ( 111)| 439 ( 403)| 1331 ( 1389)
Name B[a]P 2AA 2AA Bla]P Bla]P
Positive T eplate) 50 20 10.0 5.0 50
control
SOMeix (+) Number of 1117 256 716 231 72
colonies/plate 1145 ( 1131)| 248 ( 252)| 814 ( 765)| 235 ( 233)| 102 ( 87)
(Note)

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

SAZ : Sodium azide

ICR-191 : 2-Methoxy-6-chloro-9-[3-(2-chloroethyl)-aminopropylamino]acridine-2HCI
2AA : 2-Aminoanthracene

B[a]P  :Benzo[a Jpyrene

Average of counted colony number of each plate is shown in parenthesis.
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(Table 2)
Study Results (Main Test)
Name of test article: Isopropyl acetate No. T-3602
Term From February 9,2022 to February 14,2022
With (+) or Test article Number of revertants (number of colonies / plate)
Without (-) dose Base-pair substitution type Frame-shift type
S9Mix (pg/plate) TA100 TA1535 WP2uvrA TA98 TA1537
Negative control 109 8 25 25 9
(DMSO) 115 ( 112) 9 ( 9) 27 ( 26) 26 ( 26) 10 ( 10)
117 11 23 28 8
313 115 ( 116) 9 ( 10) 27 ( 25) 22 ( 25) 9 ( 9)
113 11 32 25 10
S9Mix 625 126 ( 120) 10 ( 11) 31 ( 32) 24 ( 25) 8 ( 9)
) 91 11 25 26 9
1250 11 ( 101) 6 ( 9) 30 ( 28) 28 ( 27) 13 ( 11)
128 9 33 26 8
2500 105 ( 117) 5 ( 7) 25 ( 29) 26 ( 26) 10 ( 9)
98 8 26 24 10
5000 93 ( 96 ) 7 ( 8) 31 ( 29) 26 ( 25) 11 ( 11)
Negative control 138 10 30 42 8
(DMSO) 155 ( 147) 11 ( 11) 28 ( 29) 43 (. 43) 8 ( 8)
133 9 31 33 7
313 128 ( 131) 8 ( 9) 27 ( 29) 25 ( 29) 11 ( 9)
154 11 23 36 8
S9Mix 625 120 ( 137) 10 ( 11) 33 ( 28) 39 ( 38) 5 ( 7)
) 127 11 32 26 10
1250 137 ( 132) 11 ( 11) 35 ( 34) 31 ( 29) 13 ( 12)
127 9 32 31 10
2500 123 ( 125) 8 ( 9) 24 ( 28) 34 ( 33) 11 ( 11)
110 13 29 38 8
5000 103 ( 107) 11 ( 12) 31 ( 30) 42 (. 40) 13 ( 11)
i Name AF-2 SAZ AF-2 AF-2 ICR-191
Positive Dose(pg/plate) 0.01 0.5 0.01 0.1 1.0
control
SOMiix (-) Number of 751 256 183 484 1442
colonies/plate 864 ( 808)| 202 ( 229)| 165 ( 174)| 529 ( 507)]| 1056 ( 1249)
B Name Bla]P 2AA 2AA Bla]P Bla]P
Positive Dose(pg/plate) 5.0 2.0 10.0 5.0 5.0
control
SOMix (+) Number of 1186 219 768 227 101
colonies/plate 1340 ( 1263)| 245 ( 232)| 836 ( 802)| 250 ( 239) 83 ( 92)
(Note)

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

SAZ : Sodium azide

ICR-191 : 2-Methoxy-6-chloro-9-[3-(2-chloroethyl)-aminopropylamino]acridine-2HCI
2AA : 2-Aminoanthracene

Bl[a]P :Benzo[a ]pyrene

Average of counted colony number of each plate is shown in parenthesis.
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Figure 1
Dose Response Curve (Main Test TA100:-S9Mix)
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Figure 3

Dose Response Curve (Main Test TA1535:-S9Mix)
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Figure 4

Dose Response Curve (Main Test TA1535:+S9Mix)
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Figure 5
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Figure 7
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Figure 9
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Attachment 2

Historical Control Data

Test Category : Bacterial reverse mutation test (Preincubation Method)

CODE No. : 210422

Period : From January 7, 2021 to March 18, 2021

. . . M t Number of
TesFer S9 Mix (-) or (+) Classification Mean S.D. anége'men range's - umbero
Strains Lower limit | Upper limit |  plates
Solvent control 112 13 72 152 92
- Positive control
602 70 392 812 92
-2 (0.01 lat
TA100 AF-2 (0.01 pg/plate)
Solvent control 120 13 79 160 92
+ o .
Positive control
B[4 IP (5.0 ue/plate) 1114 132 719 1508 92
Solvent control 10 2 5 15 92
- Positive control
263 50 114 411 92
. t
TA1535 SAZ (0.5 pg/plate)
Solvent control 10 2 4 15 92
+ o .
Positive control
2AA (2.0 ug/plate) 234 24 162 305 92
Solvent control 24 4 12 36 92
- Positive control
126 21 62 189 92
-2 (0.01 lat
WP2uvrd AF-2 (0.01 pg/plate)
Solvent control 26 5 12 40 92
+ o,
Positive control
2AA (10.0 pefplate) 643 92 366 920 92
Solvent control 21 4 11 32 92
- Positive control
469 62 283 655 92
TA98 AF-2 (0.1 pg/plate)
Solvent control 31 6 15 48 92
+ o,
Positive control
B[4 IP (5.0 ue/plate) 272 36 163 381 92
Solvent control 9 2 3 14 92
- Positive control
1631 306 715 2548 92
- 1.0 pg/plat
TA1537 ICR-191 (1.0 pg/plate)
Solvent control 10 2 3 16 92
+ o,
Positive control
B[a ]P (5.0 pg/plate) 89 ? 63 116 2
(Notice)

Solvent controls

Positive controls AF-2

SOMix

SAZ
ICR-191
Bla]P
2AA

(—) : without metabolic activation

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

: Sodium azide

Water, Dimethyl sulfoxide(DMSO), Acetone, 1-4-Dioxane

: 2-Methoxy-6-chloro-9-[3-(2-chloroethyl)aminopropylamino]acridine-2HCI

: Benzo[a Jpyrene
: 2-Aminoanthracene

(+) : with metabolic activation
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