T-3604

=
n

153 w5 B

5—~AX)—4, 5—FEFAO—2 (3H) 725/ >
HMEZRAVLSEREARATEAER

HERES T-3604

AR 4
202241 H 27 H-202243 A 23 H

B i B
MAEH R Y —F k2 — HREHERT
T156-0042 HARUAR A KPR A 1-3-11

bR L E
JE A 5 A
T100-8916 W AUELTICHXENE 1-2-2

R Rt
MXEHR SV —F o & —
T151-0065 HAEHSEEA X KILET 36-7



T-3604

1. GLPE#ZE

RBREZ . T-3604
A& . 5—~FN—4, 5—Fv -2 (3H) 75/ ME»H

N D T SR AL B R

ABIILL T O GLP ¥R ETF L TCERE L 0T,
o THHALFWE SR D RIR A i 2 R B4 B 5L HE

(FR 2343 31 H, AR 0331 8 5. FER23:-03-29 5% 6 5. BRE
EIE 110331010 %)

B -

HRKEHER Y VY —F ¥ — FORMEFT R




3.1 B R T T 6
3.2 B B B 6
3.3 SRR 6
3.4 TR B g D o o 6
3.4.1 GLP o 6
3.4.2 FMEBRBR T A R T A o e, 6
3.5 T R R e 6
3.6 T S BT e 6
3.7 B T B e 7
3.8 T B T e 7
3.9 T g T 7
3010 BB H B 7
3.11 TRTLHZENTE R ot RBROBEMEICEEL LITT RO
HEHEBER OB B E I DR 0T T 8 e 7
3.12 B B R T e 7
3.13 TR B T D B Bl oo 8

i

e R R Bl L 10
6.1 BRI K O PE R BRI (BRI e 10
6.1.1 BRI BT e 10

6.1.2 B PE T R (BRI ) o 11
6.2 BRI D R L 11
6.2.1 T R R T R 11
6.2.2 R R R 12
6.2.3 A T 12
6.3 RBRCR KON OFBIREL 12
6.3.1 R R e 12
6.4 B P R BT e 13
6.4.1 Bo PE SR BRI DAL T e 13
6.5 B 14
6.5.1 SO MIX ottt 14
6.5.2 B 15



T-3604

6.5.3 0.1 mol/L V UEEFEREIK (pPH 7.4) oo, 15
6.5.4 N S T T T e 16
T AR TT TR 17
7.1 T U= FORRBITVE oo 17
7.2 BTG T e 17
7.2.1 FHEERR TERRBR ..o 17
7.2.2 ARFRBR . 17
7.3 B T 2 oot 18
7.4 BRI (LA v Fa_—a 8) 18
7.5 BRI o, 18
7.6 FRBR O ST A o 19
7.7 B B E e, 19
8. R A L 20
8.1 AR ERBR OB R o, 20
8.2 ARFRER O BLEAE R o 20
0 B e 21
L - BT UTUPPRPRPN 21
Tables
Table 1 Study Results (Dose-finding Test) ......cocevviiiiiiiiiiiinn... 22
Table 2 Study Results (Main Test)..c.ooviiiiiiiiiiiiiiiiiiiiiiiiiiieeenne, 23
Figures

Figure 1 Dose Response Curve (Main Test TA100 : —S9Mix) ...... 24
Figure 2 Dose Response Curve (Main Test TA100 : +S9Mix) ...... 24
Figure 3 Dose Response Curve (Main Test TA1535 : —S9Mix) ....25
Figure 4 Dose Response Curve (Main Test TA1535 : +S9Mix) ....25

Figure 5 Dose Response Curve (Main Test WP2 uvrd : —S9Mix)
.................................................................................... 26

Figure 6 Dose Response Curve (Main Test WP2 uvrd : +S9Mix)
.................................................................................... 26
Figure 7 Dose Response Curve (Main Test TA98 : —SOMix) ........ 27
Figure 8 Dose Response Curve (Main Test TA98 : +SOMix) ........ 217
Figure 9 Dose Response Curve (Main Test TA1537 : —S9Mix) ....28
Figure 10 Dose Response Curve (Main Test TA1537 : +S9Mix) ....28



T-3604

Attachment
Attachment 1
Attachment 2

EHEMEREE

B R A 2 e
Historical Control Data (210422) .ooiiieiieieiieieieeiaan,



T-3604

3. HAEBRIEHME
3.1 AmERES
T-3604

3.2 AERR B

5—~F—4, 5-Fbkre—2 (3H) 77/ : M@z HV5ERERE
J R

(5-Hexyl-4,5-dehydro-2(3H)furanone: Bacterial reverse mutation test]

3.3 HAERE®
ME A AW EIRERERRR (LA Fax—T a9k Ik, 5—~F
NV—4, 5—FTb Ru—2 (3H) 77/ VOBEFERERFREELRI LI,

3.4 HElCET 21FH

3.4.1 GLP

o THBULFWE SR DB Z e 2 R B sk (2B 5 2 FL
PRk 23423 H 31 B, A% 03312 8 5. WAk 23-03-29 EEE 6 5. BRfR
¥ 110331010 =)

3.4.2 EHRBRAMNFSTA Y

o DRHIEFEWEE IR RO TTIEIC OV T
CFRL 23 42 3 A 31 AT AR 0331 5 7 SEAFHEEEENDRE. Tl
23+ 03 - 29 WRE 5 SRR PERBROEEE /K. RRMEFES 110331009 5ER5L
HRABREBOR R R#E4 @) (B ekiE - SF 3043 H 29 H)

. TOECD Guideline for Testing of Chemicals 471: Bacterial Reverse Mutation
Test] (2020 46 H 26 H)

3.5 AEREFFEE

JE A 55
R - ENEfAER ERLFEEETHDE LEPELZEXIRE
T100-8916 HHS TIUHXER2 B 1-2-2

3.6 HERZIEE
KSRy VY —F ko ¥ —
T151-0065 R AEHEREEA 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 HEREEE

BRARIERY U Y —F o s — RS B

3.9 IhEuE
aeicsd 200000000 0000000 |
st : [

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)
#®TH : 20224 2H 4H
AR
BA 46 A : 20224 2H 9H
“TH 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

5—~F—4, 5—FbKkn—2 (3H) 77 /) O&EIFERERFEIRE
HOENZT B0, X F 7 AHE Salmonella typhimurium (S. typhimurium) TA100,
TA1535, TA98 KU TA1537 i (NZ KI5 & Escherichia coli (E. coli) WP2 uvrd % J]
W, RENEMELT 2356 L OREHEMEIL L2 WA OS5 T ¢, EImoeRZ Rl
ETLAVFaX—va U EICEDERLE, B, RYE OEBIZIE Dimethyl
Sulfoxide (H&FR : DMSO) % Hu 7=,

AR OHERED T8 e H &% 5000 pg/plate & L TLLFAK 4 TR L7 1250,
313, 78.1, 19.5, 4.88 KO 1.22 pg/plate ® 7 HE THERERRZ LK L1=, Z0D
fE, REHEME LA ICEEDL &3 S, typhimurium O EEKIZIB W TIX 313 pg/plate
UL b, REHEHALOFEICE D 53 E. coli WP2 uvrd IZB W TiX 1250 pg/plate UL 1
OHETEFTHENRD LN, WThOHETHEMESRIED 2 58 L2 5EIRE
HBoao=—HoENEArbnznolz, LiEN> T, AR CIIMRBEEE LA I
Bl o F S typhimurium O2FEE T 313 ng/plate ZimMHEE L, LTAK 2 THRL
72156, 78.1, 39.1, 19.5 18 9.77 pug/plate &+ %t 6 &, RHHEMELOA MHEIZEY
DHFE coli WP2 uvrd T 1250 pg/plate e A& E L, LU FAL 2 THR L7 625,
313, 156, 78.1 18 39.1 pg/plate 55t 6 HEZHE LT,

1) BBRWEIC X DIk
BRI X Db, REHEMAL L2 WEA D 1250, 5000 pg/plate D& T
R BT,

2) A BME
REIEEILoFEIZE D T S typhimurium O EFEKE O 313, 1250 K O
5000 pg/plate & RFHEMEAL O F MBI 5T E. coli WP2 uvrd ® 625, 1250 &
5000 pg/plate THEBHEFENR O b,

3) HRARan=—¥
B R E R & OARRB L IRBNE Lo A BICED T, WOk W
NOMETHRMEBED 2 5L e R ERER a0 =—HOWMIA LT,
MBS SR B R o T,

PLEORBER LY., ARBREETICBWTS —~F2—4, 5—Fb Rr—2
(3H) 77 /%, MEICHTHEMLEFREREEFERELZA IV (BYE) LHE
L7z,
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5. &

JEAG g EIK - REEAR EHENFEEETHER LFEPELZEIREOKEIC
o, 5—~Fl—4, 5—FbRe—2 (3H) 77/ OfE%Z H\T-18 2%
REBRRBR A EH LD TCEOREEHRET S,

6. EERMH
6.1 HERMERVEESERME (5K)
6.1.1 wWERME
LUF O I3 GLP THMi S 7z /3 Al RIS HE S <

ZaRiN : 5—~¥—4, 5-FtFre—2 (3H) 77 /v~
GBS : 5-Hexyl-4,5-dehydro-2(3H)furanone, y-Decanolactone
CAS & & : 706-14-9

BWMARERAES 0 (9)-137, (5)-1173 ({LFFIE)

A1 O R M C

\
5 O ~0

CHy(CHy)

AR e Y : CioH 30,

GARSRE -3 : 170.25

4x i) A B R AR

W 5L/ B s DA . 281°C

g1k R : 146°C

e : 0.95

B fiie M D RIRMER BT ORER. KD 50 mg/mL TARIE, DMSO ®
50 mg/mL TR THDHZ & 2R LT,

TR T o et D ORIRMERR BT OFE R, K. DMSO IZRE, B ADREAZED

RGHEDRN 2o T- 2 L R LT,

AF&E : 25 g (T-G605 & 3:H)

i : 98.7%

[EXEELE C KA. BiE

R AE 5 1% D OREBERICANIL, WEEN (FFEHEP 0 1°C~10°C) 12
RAEL., IRFREIZFTFAE O#HIFAN TH o 7,

B4 EoEE D MEESOWK Z 0TV, v A7 RFEIRSE, REF

WREOWY) L RERZEM L, HEOEMZEZ <, BY
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HnkiT, FBEFZRSEVL, 2P0 ETD,

RAF T D R E R R
2T MERE RS DO SRR LR E O EMEIE Rl ey bR

WCHIIREM S A ZEEMERER (GRAPIL AT R L)
FERNOME Lz (Attachment 1 : 3RERE 5 A-3349) .

PR A7 Bk D BRWER 1 g mRAEREHE LTIRET D, IREFERHT
T-G605 & dam & L7z,
PR din D AL ER D ERROBRITIETEELE,

6.1.2 EHEXEYE (5%

E2x i : DMSO

CAS & & : 67-68-5

Hig o B R R

A =T — BT AV AT R A A

0y & : DLK4556

i : 100.0%

RAE SR . =R

TR AT BT D BRER

VA It o 3% AR B DB I IKICRIE DT RIREEN B TH Y B

T ADFRAEITRD LT, R 1 FFE% Lk
ORI o T2 DMSO ZiRIR L7, 7ol. #HBRIEOHA
BIZIE, EL XT3 —T R4A1/16 (EL7 40 AF
Je AR A 24 ; Lot No. JCM7845) THizk L 72 DMSO
ZREH LT,

6.2 G SAOHEE
6.2.1 FAE& TR

TREDOERAEIL. SRR AT B AT R C e L 72,

VEREOWHRME R L CTHE L, FERMEND 50 mg/mL iRz {5729
OFMAEZFHE L, RAUEEDSWBRYEORBUE &% 72 LI\ & ORI % B 5
WVEIZIN 2T 50 mg/mL K (&fR) Zi3 L7=, IRUWNT, 50 mg/mL iR % V& M C By ps 7y
FRLUT12.5,3.13,0.781, 0.195, 0.0488 % 1 0.0122 mg/mL iZZ R L 7= (ALt 4)
72%. 50 mg/mL K OFHBIFIZHEN, T ADREFEORIGHITRD b hoTc, T
HTREOCWRRAMEH LB EOHE EZZER) 35 7.2.1HSMR,
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6.2.2 AR ER

TRLOEMEIL, BB EEAS kT T C %M L7z,

VEREOHRPWE 2RI L THE L, FEMED 50 mg/mL Kz HfHifT 5720
OFPAEEZFHE L, A& SRR E ORBUE &% 7 L5\ & OFRIEE % BBk
MBI 2T 50 mg/mL % (FEfiE) Z#F#8 L7, 50 mg/mL iRZEH T 4 AR L T
12.5 mg/mL @& L, & 51T 12.5 mg/mL &2 A TP L T 6.25, 3.13,
1.56,0.781,0.391,0.195 % T} 0.0977 mg/mL ik Z R L 7= (A 2), 728, 50 mg/mL
ORI, HADOREZORIEETR O b o7-, 12.5 mg/mL L F D 8
WREZBBIRICH W, ZoRFOHE (IERER) (35 722 H2R

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 5O 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

HEA IR :

ATH : 201744 H 12 H

TRAF S © W (=70°C LLF)

e A TR BRELRME A vfa FrME L SERIMMER T R-factor

7T AR, HABIBE . R, MR ER O,
PR R L O b & 0 R DB IS S W TR 21TV,
ZNENOEKICHEEOREAPRFESATVSZ L%
R LZbOER W, (BRESRM : 2021 45 10 A 22
H~2021 410 A 25 H)

12
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6.4

1B I SR IR B

Gt R E
UTDS5>0{bamazHv5,
RIS TS Z &, /2,
SRR Uiz, LB ByE o

x 1. BiEBYME

S DR TS A KT 1 v TR S I,
WRF—FBBETHL L
AR LICRT,

%ﬁi? CAS &% ki my &S| RESRE A= —
AF-2 3688-53-7 | FOLHER PTR1925 | Z=if. et ;i;gé;égé;é?*”?f
SAZ 26628-22-8 | ARIEFFAR YLL7840 | ={&. Mot i;;g;\:ﬁ%m‘c
ICR-191 | 17070-45-0 - SLBR0485V e (Sjlo(.}l\LAI’}C'éld“Ch
2AA 613-13-8 - CTKO0326 | =i, iié;é}fﬁt
B[a]P 50-32-8 | BEESATH | KCH6617 | i, X i;é;gﬁﬁ%

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 AT« 42 RF MR =

6.4.1 GEBERORABGE

SAZ IFIER K (RS RGEMIETY,, BAER G, vy F&FS KOFIR) | £ D
fih D B E X R 12 DMSO (8 &7 A4 L AFeti sk ottt IR, vy MR
KCNO0182) Z¥fE L. 1 mL 3 -2/ 5 1F L CT-20°C L F CHUfE R Lz, #H#% 6
18 H LLPN O WS 5 1 ek BRI & FR R ISR U CE U7z, 2B PE s BR A o0 3 AR 2 5 %
O &E (ME~DOBRERE) 2K 212587,

13
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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/fi’;’;‘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 Wl (=70°C LA F)
A5 T 75 B R E
2) ady g H—
4R T—AARBRHA =T 77 ¥ —FA
A =T — SRV —F & —
ay hEE FA-211117
fitt FH 391 BR 202245 H 16 H
AR mE (=70°C LLT)
R A7 5 T 25 B R 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 hE : 1007116
R AF S D IR
TR AT 55 BT DA AR =
2) HEFRU T L
A —T— BT AV AT R SRR S A
Bk A Y
2y hE : DLP6649
TR AF S D IR
TR AT BT D A AR =
3) D-BFF
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
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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, REHNEMHLOAERICELL T, WTFNLOEKOWT O H&ET
bR E O, REHE ML L2 WIS 0 1250 KT 5000 pg/plate O & TR D
vz, REHEMLOFEICEHDL T, WINOEHK CTEIFARL 2 0 =—HOHINiX
ORI o T2 RBEHEEAL O A BB D 53 S, typhimurium O EEKD 313,1250
KT 5000 pg/plate, R#IEHEAL OB EIZED ST E. coli WP2 uvrd @ 1250,
5000 ug/plate TEBFHENRA LN, U ELV, 2 TOREKTERREN A DN K
BHEZREHAEICHEE L, (RBNEHELOFEEIZEDL ST S, typhimurium O 2 EHEIZ
BUWTIE 313 pg/plate fiemmmE e LCUTOHEZ ALK 2 THRL T 156,78.1,39.1,
19.5 T8 9.77 pglplate & L, REEMALDOHEIZED S E coli WP2 uvrd T
1250 pg/plate #ixmEE E LT TOHEE ALK 2 TR L T 625, 313, 156, 78.1 &
O'39.1 pg/plate & LA RHRIZ DWW THEE 6 H &% 2 4L AU EHE AL X OVFEAREHE 1%
EREICRRE LT,

PEERY)E ALBRRE TN A . A AURR M ek RREE K O B ok BB 22 3R U 7

17
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7.3 AIiEE

FHERICOW T, B RTFRHRZMHHE L, I0mLO==2—hYU x> h7 1 % No.2 k
TR A Nivle LFRRERE (K& 48 mL) 2 S. typhimurium TA #£1% 20 uL., E. coli
WP2 uvrd 1% 10 pL Z A E LT 37°C T 9 IR 2 L7 GREE#HE 5 100 rpm)
B TH, HIRBIKOWRNCEZ T ANV AR TRHET S Z LI L0 AREEN 1.0
X10°fH/mL LA Ed 5 Z & i Lz, BREHKOERBER 3 ITRT, 2B, FHEREIK
XA R TEIR CRT LT,

® 3 BEKROERH

. (< 10° fH/mL)
HoORR PO B

JH &% e R N
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 0%k)
ERERBR, ARBRLE BICEH 2HOF L —FE2@EH L, Tt 1), 2) O#E/EIX, %

A8 R AT AT T M L7

1) PR L 7o/ BB VI SV BG Pk RV A 0.1 mL A4v, Z AVICARGETE
ML L 72V 5E13 0.1 mol/L U U EE#ET#K (pH 7.4) 0.5 mL %, fREHEMELT 5
BA1E SOMix 0.5 mL #1272 %., SOICKEBER 0.1 mL 2Nz THEAL,
37°C T20 50 MR%E (80[El/4y) HELL (FLArFax—ar)

2) WEG.WMLUIZ Ny 7T 2.0 mL Z/RBREICNA THREL, /T a—
A F R MY — I EHE LT,

3) by I TH—OELHE, RT3 AERFREEZ W SICLTA v F 2 X—
ZIZAHL, 37°C THEBRERERIT 49 B, AGBRIT 48 BRI EE 28 L 7=,

4) BiE%, EEHELZEZRBMBSEICLY, R EOLE Y BHEICE 0 ER LT,
HiRERao =—HOFE,. BELAOEZEE LOMEEZ LKy MU X
— = HWTEH LT,

7.5 BEGAR

PRI 2 Y SO Mix O BER M & TR 3 5 72 0 F Bk ek B M OVAS BRI |2 4 1 AR B
EiTo 72, mAEOWERT 0.1 mL %S9 Mix 0.5 mL % ZikBRE 12 AL,
T Ry T 2.0 mL ZA0Z THEE, I/ 73— ZFEREREHICEE LT,
by FTH—OREIEBRIT, BRI T— RER PRSI LT, v Fa—F
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8. HERHFER
HERTERBROM R %Z Table 1 12, KRBROFERZ Table 2 IR F, 72k, KRB
R B ERR Ltﬁﬁ%ﬁ)ﬁ}ﬂjﬂn‘v‘?’% Figure 1~10 (27”7,

8.1 EXTARBROHBEHER

BB X D iRB I, FREHEMEIL L22AWEA O 1250 & T 5000 pg/plate & & T
e b ivT,

ARRE X, RBENEE oA EICBED ST S typhimurium OEFEKED 313, 1250 K&
O 5000 pg/plate, RETEMEAL DO FEIZBEH DO ST E. coli WP2 uvrd T 1250 &
5000 pg/plate D HE TR D b LT,

BiRERan =—Hux, REHEHILOFEICEDLL T, WTIIOREKIZEWTHEE
PEXHHRE D 2 5Pl B2 p Nz R &7, HEMKIGHEDLRD Sinoi,

Bo PR o R CUIPR MR RRBE L i L C2 5L B RO EIRAE R o v = —H o %
AL Z Enb, HEHEKROBYES R EICKT 2 ISTEY Th o7z, iz, B
ﬁ%ﬁ&@%ﬁﬁ%ﬁ@@mzﬁﬂﬁﬁﬁﬁ@Iﬁﬁi%%T X OEFEMEAN
(Attachment 2) Th VD, RNHENEMHACEE L O E FEMREHEHEALIEO 2 TOREK T4 HE
U EOESHAERELN., BEFMEAORBEREICET Ao T,

8.2 REABROBEER

PR E I X DT, RSP E L 722 WIS @D 1250 pg/plate D HE TR D H L
7o

AFHET REEE(EOFEICEED TS, typhimurium O 2 HE D 313 pg/plate,
RBTEHAL O A EIZE D 5T E. coli WP2 uvrd @ 625 K Y 1250 pg/plate TREH 51
7o

EIRAR aw =—%T, REHEHEEOFEICEADLL T, WTFHOREK TS MR
D2 EU EE R WMa RS, HERGELRBO bR o T,

Bt FRRE Tl ME R IRRE S iR L C2 AL B L R EIRA R a v = — Ko%=
AL Z Enb, EHEKOGMERS Y E IR T 5 ONTE Th o7z, £z, B
SRR OCGESREOERAR a0 = —HOFEHHEIIE RT — 7 O HEN

(Attachment 2) Th V , UHHEMELEE L & FERBUEELFEO R TORK T4 HE
UEDOFHERSE G, BEFELORBREREICET I IAON o7,
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(Table 1)
Study Results (Dose-finding Test)
Name of test article: 5-Hexyl-4,5-dehydro-2(3H)furanone No. T-3604
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 116 9 31 16 11
(DMSO) 128 ( 122) 10 ( 10) 32 ( 32) 19 ( 18) 9 10)
105 13 23 19 11
1.22 126 ( 116) 6 ( 10) 30 ( 27) 13 ( 16) 10 ( 11)
101 11 27 17 3
4.88 9 ( 98) 13 12) 25 ( 26) 15 16) 8 6)
83 12 23 14 9
S9Mix 19.5 119  ( 101) 9 ( 11) 27 ( 25) 9 17) 1 ( 10)
) 125 11 27 17 5
78.1 82 ( 104) 8 10) 31 ( 29) 21 ( 19) 7 ( 6)
83 * 6 * 26 10 * 5%
313 61 * ( 72) 4 % ( 5) 27 ( 27) 16 * ( 13) 4 % ( 5)
0 * 0 * 0 * 2 * 0 *
1250 # 2% ( 1) 0* ( 0) 0* ( 0) 3% ( 3) 0* ( 0)
0 * 0 * 0 * 0 * 0 *
5000 # 0* ( 0) 0* ( 0) 1*( 1) 0* ( 0) 0* ( 0)
Negative control 103 10 30 33 8
(DMSO) 114 ( 109) 1 ( 11) 27 ( 29) 27 ( 30) 7 ( 8)
93 8 27 24 12
1.22 104 ( 99) 13 ( 11) 24 ( 26) 33 ( 29) 12 ( 12)
90 11 25 25 10
4.88 102 ( 96 ) 1 ( 11) 24 ( 25) 23 ( 24) 9 ( 10)
83 13 22 28 12
S9Mix 19.5 9 ( 89 ) 8 11) 24 ( 23) 26 ( 27) 7 ( 10)
) 83 9 33 29
78.1 124 ( 104) 9 ( 9) 24 ( 29) 32 ( 31) 6 ( 7)
70 * 6 * 26 25 * 8 *
313 78 * ( 74) 7*( 7) 23 ( 25) 23 * ( 24) 10 * ( 9)
0 * 0 * 12 * 0 * 0 *
1250 0 * ( 0) 0* ( 0) 14 * ( 13) 0* ( 0) 0* ( 0)
0 * 0 * 1 * 0 * 0 *
5000 0* ( 0) 0* ( 0) 2% ( 2) 0* ( 0) 0* ( 0)
Name AF-2 SAZ AF-2 AF-2 ICR-191
Positive T eplate) 0.01 0.5 0.01 0.1 1.0
control
S9Mix (-) Number of 623 216 94 430 1539
colonies/plate 715 ( 669)| 221 ( 219)| 138 ( 116)| 432 ( 431)| 1723 ( 1631)
Name B[a]P 2AA 2AA Bla]P Bla]P
Positive T eplate) 50 20 10.0 5.0 50
control
SOMix (+) Number of 1078 220 658 232 80
colonies/plate 1429 ( 1254)| 245 ( 233)| 665 ( 662)| 236 ( 234) 86 ( 83)
(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

* : Growth inhibition of tester strains was observed.

# : Precipitation was observed on the surface of agar plates.
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: 5-Hexyl-4.5-dehydro-2(3H)furanone No. T-3604
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 (ng/plate) TA100 TA1535 WP2uvrd TA98 TA1537
Negative control 94 10 24 25 9
(DMSO) 97 ( 9) 9 ( 10)| 25 ( 25)| 17 ( 21)| 10 ( 10)
92 11 18 8
9.77 1m0 ( 101)| 10 ( 11) NT 25 ( 2)] 12 ( 10)
88 8 19 10
19.5 87 ( 88)| 12 ( 10) NT 23 ( 20| 14 ( 12)
929 10 27 14 9
39.1 94 (97| 12 11)] 30 ( 29y 27 ( 21) 7 (  8)
S9Mix 84 8 26 14 8
) 78.1 119 ( 102) 5 (1) 27 ( 27)| 24 ( 19) 8 (  8)
86 10 25 14 10
156 100 ( 93) 8 ( 9y 33 ( 29)| 26 ( 20) 8 ( 9)
58 * 2 * 34 14 * 2 *
313 68 * ( 63) 0* ( 1)y 27 ( 31)| 14*( 14) 3% ( 3)
0 *
625 NT NT 0* ( 0) NT NT
0 *
1250 # NT NT 0* ( 0) NT NT
Negative control 124 10 31 27 9
(DMSO) 120 ( 127) 8 (. 9)| 27 ( 29)| 35 ( 31) 7 (  8)
96 10 40 8
9.77 126 ( 111)| 10 ( 10) NT 27 ( 34) 9 ( 9)
108 6 37 9
19.5 140 ( 124) 9 ( 8) NT 32 ( 35) 9 ( 9)
105 11 27 34 5
39.1 114 ( 110) 9 ( 10)| 30 ( 29)| 40 ( 37y 10 ( 8)
S9Mix 98 18 33 26 10
) 78.1 102 ( 100y 11 15y 28 ( 31)| 31 ( 29)| 11 ( 11)
110 9 27 26 8
156 125 ( 118) 7 8) 26 ( 27)| 32 ( 29) 9 ( 9)
112 * 3 * 25 34 * 8 *
313 90 * ( 101) 6 * ( syl 31 ( 28)| 21*( 28) 9% ( 9)
8 *
625 NT NT 11 * ( 10 ) NT NT
8 *
1250 NT NT 14 * ( 11) NT NT
" Name AF-2 SAZ AF-2 AF-2 ICR-191
Positive 1™ (ne/plate) 0.01 0.5 0.01 0.1 1.0
control
SIMix () Number of 785 251 117 434 1111
colonies/plate | 783 ( 784)| 245 ( 248)| 171 ( 144)| 462 (_ 448)| 982 ( 1047)
B Name Bla P 2AA 2AA Bla P Bla P
Positive T L (nelplate) 5.0 2.0 10.0 5.0 5.0
control
SIMix (+) Number of 1056 231 622 210 83
colonies/plate | 1239 ( 1148 )| 255 ( 243)| 783 ( 703)| 225 ( 218)| 8 ( 86)
(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 ]pyrene

* : Growth inhibition of tester strains was observed.
# : Precipitation was observed on the surface of agar plates.
NT : Not Tested.

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
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Figure 5

Dose Response Curve (Main Test WP2uvr4:-S9Mix)
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Figure 7
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Dose Response Curve (Main Test TA98:+S9Mix)
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Figure 9
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Attachment 1 (1/3)
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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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EEMERIEE (1/2)
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