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% 18 I JR SR8 B RAR
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ME A A WAERERERRR (LA Fax—Ta 9k Ik, 2— {2—
[ (2= FA~FIl) FF V] T hFv) =X —)LOBEG 2R E BT REE
st Lz,
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CERE 23 45 3 A 31 AT EEAR 0331 5 7 SEAFBHEEESNFTE, ik
23+ 03 - 29 BmEE 5 SitFERE RIEEE KR, BARMIEE 110331009 S E5R5E
HRAREERREEAEH)  ORAESIE  FR 3043 4 29 H)

. TOECD Guideline for Testing of Chemicals 471: Bacterial Reverse Mutation
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3.8 HREEH
MABHRY Uy —F o & —  HUABFERT B
3.9 EALELH

PBR B B AR
BRI

3.10 FHERH?E

R B 45 H : 2021 % 12H 1 H
W E N F H © 20214 7H29H
H Bk E R
B 4 H D 202145 12 2H  (CEBRBAMAAH)
T H : 2021 % 12 H 6H
BA 46 A : 2021 % 12 H 9 H
T H D 202145 12 H 13 H  (EBRKTH)
BT H : 20224 3 H 23H

311 FRIBIENTELGIH - EHBROEREREICHEEZRETRVD
HLIEFRRUVHARMHBEICDGEN 22 &

ARBRICE L, PRI LB TERP S ERROGHEMEICEEERIETRVOH

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

3.12 EHMRKRHE

AERETIIEIRA, fEcE, A7 —% BEEHEE (REREEORERAZEEL) LT
BB E RAF BT, RSt AR Y U Y —F & o F — Wl BG I8 AT O B BHRAF i 3R 12
RAFT %, 7. TOHMITRBRE TH 104EM &35, HIFETROERY H L IZHON
TiE. BEAEGEE EX- AEEER EXRGFETHR LTEYWHERZEMRE LK
ARV —F ko F—MTH#E L., TOLELZRET D,
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4. EH

2—{2—[(2—=Fn~FI)N) AXv] =T hFv) =¥ ) — VOB TER
ERFREEZHONICT DO, XX IF 7 AW Salmonella typhimurium (S.
typhimurium) TA100, TA1535, TA98 & OF TA1537 W ONZ KW H Escherichia coli (E.
coli) WP2 uvrd Z W T AREHEMEAL T 2 56 L OREHEEL LR WG O &M T T,
WIRBERERARE T LA Fa_X—2a VBV ER L, ok, HRYE DR
L1213 Dimethyl Sulfoxide (BEFR : DMSO) % M7z,

AR O HERED =0 e H &% 5000 pg/plate & L TLLFAL 4 TR L 72 1250,
313, 78.1, 19.5, 4.88 K" 1.22 pg/plate DFt 7 HE CTHER ERRZ2 L L7=, =
DOFER . AHHEM L OFEICEDL L2 TOREMRIZIB W T, 1250 pg/plate LL LD A&
TABHEIPROLNL, WTHLOHETHRENRMED 2 5L e R ERERa D
=Moo, LN - T, KRB CIIRINEEIOFEICED S
TARTOREKT 1250 ug/plate #icm A& E L, LN AK 2 TER L7 625, 313, 156,
78.1 2 T8 39.1 nug/plate &+ 55 6 HEZFHE LT,

1) WBRWEIC X DIk
WeER Y E X D EE. REHE LA EIZEDL LT, WINOHEIZBWTDH
RO LN oT,

2) AEMRE
RBIEHAL LR WSEAEDOETOEEKD 1250 KT 5000 pg/plate 3 O A HHE ML
L7256 0 S, typhimurium O 2EED 625, 1250 L X 5000 pg/plate & {RHTEME
fE L7254 D E. coli WP2 uvrd @ 1250 }2 Y 5000 pg/plate THEBHENR O S
iz,

3) HERERan=—¥
EHERBR L OARRBR LI CRBEEECOFRICEDLDL T, WTROEKOWT
NOHETHRMESHIED 2 FU L R BIRER e =—Ho8EINIA LT,
HERIGHEDRO b o T,

PLEORBRERE LY, KRBEETICBWT2— {2— [ (2—=F~F L)
xRyl =Xyl oy —E MEICH T8 T RAREEFREZAE 2V (2
M) EHIE LT,
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B EoEE  NEEG MK E ATV, v AT REIRSE, RETF
WREDOHUI2REEZEMN L, EEOEMEZD <,
BT, B, EASEETREIEN, 2P0V ET D,
L E MR D YRBRICHEH LB E O R EMIL., ERE THIC
[l — W B E 2 LT 2 BB N T S vz
ZEMRBR R AT Fik) RN OHER LT,
(Attachment 1 : 3B FE 5 T-G573)

PRAF 5T D B E RATE

PRAF R DO EBRIE R 1 mL RGBS L TRAE L 7,

P4 5 O AL D BERHZOESRIT ST, BERER (T-G573) & T BFEHE
L7,

6.1.2 EHEXEYE (5%

Eax i : DMSO

CAS & & : 67-68-5

Hig o AR R

A =T — BT AL AT R KA AL

0y & : DLK4556

i : 100.0%

RAE SR . =R

TR AT BT D BB

VA It o 3% AR B D BBRWEIIOKICARE T, WRYEDR RAFCH D | BE T

ZOFAETRO LT, G 1 FFE#% CERELD 2
SN2 o 7= DMSO #3#IR L=, 723, Wik o
IZiE, BELF 2T —T R4A1/16 (EE£7 A v LF0
PR &4 ; Lot No. JCM7845%) Tfit/k L 7= DMSO
ZREH LT,

o RMBREEEFICRRE Ly FERRRZey PR LR, TIRETHELZ LD R
v PEOZEZ R RO EITR0 &l Lz,

6.2 G SAOHEE
6.2.1 FAE& TR

TREDOEREIL. SRR AT 36 AT R C e L 72,

VEREOHRME Z I THRE L, FEMEND 50 mg/mL iKZ {57290
OFMAEZFHEL, RAUEELOWBRMEORBA &% 72 Lo\ - B ORI % 975k
VBTN Z T 50 mg/mL R (&ME) ZfH L7=, IRV, 50 mg/mL & % ¥4 i C B b 7
RLT12.5,3.13,0.781, 0.195, 0.0488 & 10 0.0122 mg/mL & & R L 7= (A 4)
7255, 50 mg/mL K O R BIFIZHEEN, T A OREFEDOKIGEITRD b olz, Th

11



T-3513
b 7TREDHBRE MM L SE60oMNE EHERE) (358 7.2.1 HE2H,

6.2.2 A ER

TREDOEAEIL. SRR AT 36 AT R CFEHE L 72,

VEREOHBPWE 2RI L THE L, FEMED 50 mg/mL Kz 257290
OFMAEZFHEL, RAUEELOCWBRMEORBA &% 72 Lo\ - B ORI % 975k
WEIZIZ T 50 mg/mL & (FfE) Z#F8 L7-, 50 mg/mL K Z BT 4 f5HR L T
12.5 mg/mL AR L, & 51T 12.5 mg/mL &2 A TR LT 6.25, 3.13,
1.56, 0.781 X *0.391 mg/mLiZ AR L7 (Akk2) . 728, 50 mg/mL KO R
(ZFEEN, AT A DFAE O FOSVEILFRD B2 o 72, 12.5 mg/mL LLUF O 6 2 & % #5R
RIZHWE, ZoRo & GIREERER) 1356 722 H3 K

6.2.3 SRR E
FERICHRE L 7=,

6.3 ARRRUVZDORRERH
U T B BRI A T v CHEBE S L, AT % R B R 52N BB
SIS RSN TEY, £, HRF—F RBETHSH 2 LN bBR LT,

6.3.1 B %
WO 5 O EKZ Wiz,
L et 1 Y
S. typhimurium TA100
S. typhimurium TA1535
E. coli WP2 uvrAd
ZL—Ahv 7 N
S. typhimurium TA9S8
S. typhimurium TA1537

AFH : 201744 A 12 H
PRAF S © W (=70°C LA F)
e A D TR BRELR M RS B rfa BEME | SEAI K R-factor

FT X3RS LR bR R O
BHERH IR O &0 B BHEIC SV TR & (7L
INZTNOBEKICHEFOME M S TnLZ L%
MR L-bOEAWE,  (RAMR : 2021 45 10 A 22
H~20214 10 H 25 A)
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6.4 St xt B E
UTFO s o0tz Mns, ZinbOBIETEBEIETA BT A THES R,
BIRERERARICELSFHINTWAZ L, 7. HET—ARBETHDLZ L0
IR L7z, fEM L2t M E OFM &4 £ 112587,
x1. BEXSRYE
%Eﬁ? CAS &% Bk vy MES | RS A=y —
AF-2 3688-53-7 | FYLEE#R PTR1925 | iR, JEX i%{;;;\:ﬁ Tk
SAZ 26628-22-8 | AIKHFK YLL7840 | SiH. % i;ééfgﬁt
ICR-191 17070-45-0 - SLBR0485V 7 I8 (S:LGl\LdféAldrich
2AA 613-13-8 - CTKO0326 | =R, ¥kt i%ﬁ;ﬁg*ﬁ
B[a]P 50-32-8 | BEEHATM | KCH6617 | @ik, JEX ;i%;;/f;*”ﬁ

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

ICR-191

B[a]P : Benzo[a]pyrene

AT T+ 22 B

6.4.1

KCNO0182)

R BR =

(5 4% xf B 7% D 5R &L 5 3%

SAZ ITEH K (MMASHRERETYE, AAREFR L, =y &5 KOFI8) . £ D
fth D BHPE 5 R 1X DMSO (& £ 7 A /v A Fn el 38k U 4k, BRUSR Rk
AR L. K 1 mL 2/ 17 LT-20°C LA F CHAERF LT,
& A LAY O S b5 ko BRI & I IRFIC R L CREH L7z, & BatEx IR B

OHE E~OREAR) £ 210587,

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: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
44 R o o— 2R S9
A —J1— s KSRV —TF ' & —
0y &R $9-210903
ik SD ZRMEZT > -« Tl
S E D Tz )N EH — L (PB) KTN5,6-X Y 7 TR (BF)
) O JLE : PB: 4 HRIMEFENES (30, 60, 60 & TF 60 mg/kg)
BF : PB #x5-3 0 HICHEIEENE G (80 mg/kg)
i A : 20219 A 3H
fitt 391 PR D 2022423 A 2 H
I - 7 Ml - B
(UNEE 199.5-235.8 g
TRAF S Wil (=70°C LA F)
AT 55 B 75 B R R E
2) ady g H—
E2p i c =LA a7 7 7 Z—FA
A =T — SRV —TF R X —
ny FEE : FA-211029
fitt FH 391 PR : 202244 J] 28 H
AR WA (=70°C LLT)
R A7 5 T AR YR

14
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3) SS9 Mix O FHHL S 1k
AR SO b a7 v 7 X —% 1:9 OFEIE THEEEAICIES LT S9 Mix 28l 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 : AA113A1-1GB
&R © 20214 11 A 16 H
5 1 RR : 20224 5H 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\7ﬂ‘*—1\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 : SKL5518
RAE SR . =R
TR AT 5 BT D AR BRE
6.5.4 by T7H—

FRIKICER L OHEALT N O AZFE10.6 wt% 2 8 0.6 wt% D 2 TR fiE L.
A= h 7 =7 THEE (121°C, 20 77) L CHERKZRHE L 72, BAERIEK 10 FIC
0.5 mmol/L D-t'4F o —L-t AF TV —L-M) 7 77 VB E 1 Mz Thy 7
TH =R U, ARAEERTL, 1EHAUNICHER L,

1) %X
g : Bacto Agar
A =T — : Becton, Dickinson and Company
2y hE : 0008968
R AF S D IR
TR AT 55 BT DAY AR =
2) HEFRU T L
A =T — BT AV AT SRR S A
Bk A Y
2y hE : DLP6649
R 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



T-3513

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

KEHEIX, VA4 FT7 A4 02830 T 5000 pg/plate & L. LAF, Ak 4 THRLT
1250, 313, 78.1, 19.5, 4.88 KX 1.22 pg/plate & L. FHERIZOWTH 7 &AL <
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

AEHERRTIE., REEHEOFEICEDLDL T, WThoEKOWThoH&T
LR E O D 5 WVITERER a0 = —HOMINIEA LT, 2 TOREKT 1250
KV 5000 pg/plate TABHEN AL, LEXY  2RTORK CRE N ELZAEFM
BFENH DT RARH E D 1250 pg/plate IZ3E L. UL FOHEAZ ALK 2 THRL T 625,
313, 156, 78.1 )2 T8 39.1 pg/plate & L, K EIKIZ DWW TEF 6 HE A 1L E LTS M
{EBE R OFEREHE MEALRE ISR E LT,

BB LB LT IN 2. A2 AR M Sk R R OGS 1k BRBE & 3% U 7=

7.3 B E

BHEBEICOWT, BAERTFEEEZMEL, 10mLO=2— U x> 7 122 No.2 &
TR AT L RREBRE (K& 48mL) (2 S. typhimurium TA BRI 20 pL, E. coli
WP2 uvrd 1% 10 pL ZHEE L T 37°C T 9 BERIE G4 L 72 (EE 3 49 100 rpm) .
BEKTH%, HRBIKORNCEEZ T P H VG TRIET S 2 LI L0 AR 1.0
X10°fH/mL L Ed 5 2 & i@ Lic, FHHKOER R 2R 3 ITRT, b, HIRBIK
XA B TRIR CRT LT,

17
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®3 EEHKOEEY

W % (x 10°f8/mL)
[ — -

P B E R AR
S. typhimurium TA100 5.08 4.65
S. typhimurium TA1535 4.38 4.91
E. coli WP2 uvrd 7.77 7.74
S. typhimurium TA98 5.22 5.48
S. typhimurium TA1537 3.95 4.31

7.4 HEBREE (T oFarR—2 3 0i%k)

HEHRERB, ARBREBICEB 2RO L — F&2H L. T 1), 2) O#EEIT, %

SRR B AT KT R C 3 L 72

1) PRE L7/ BB . WIS BG R IRV A2 0.1 mL Adv, Z ARG
EMHAE L7222 W5E512 0.1 mol/L U ek ik (pH 7.4) 0.5 mL %, fUEHEMAL S
%A1 SOMix 0.5 mL 22725, & HICEFHBEK 0.1 mL 22 TH# L.
37°C T20 5 MR%E (80[El/4y) HFELL (FLArFax—ar)

2) BEE%G. WML Ny 7T A 2.0 mL Z/NRBREICINZ THEEL, /T La—
AFER ARG —ICEHE LT,

3) by I TH—OELHE, NIV AERFREEZ W SICLTA U F 2 X—
HA\ZANFL, 37°C T 48 FEfRE#E L 72,

4) HEE%, EEHEELZ EERBEMEEICLY . B EOREE BHEICL D R LT,
HIRER o =—HOFIE, HEEAOEZEE LOMEEZ LKy N T X
— & HWTE L=,

7.5 EEHER

BEBRIE B O S9 Mix D HER M & fe a8 9™ 5 72 o0 F B ik 8 il B J OVA B BRI | 8 1 A B
EAT-o 712, mHEOWERK 0.1 mL X S9 Mix 0.5 mL 2 Z N RBRE IC AN,
ZHUC by T A —2.0mL % THELE, K/h 72— 2R PARGHICER L7,
by FTH—OELEIC, NI — RERERIEHZ T SICLTA v F a2 X=X
[ZAFL, 37°C T 48 il ki Lo, MEREHBRLOAMRE L b2, BREK THRICH
WOBIEN /2N &&= BRI THERR LT,

18
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7.6 A BR D B AL SR
UTFTOETOEREZ I LG ERBRNLE AT e Lz, L, FHMED

HHEZEZD2MENGONTEHETH-TH, WRT — ¥ & OB K OFR 2 5 7R

5L CTREBREMEDSRBRENL T 2560855, BRBRBKAL L2 WA IXBINR

BraiTHo L& LT,

1) M REEL OB MO ERAER a0 = —HOFEHERE mT — X OEH
BN (Mean = 3SD) T®H D

2) BHPERRBEOBEIRAR a v = — O EHEN, T DEMEXREEO Z 0 2 %
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(Table 1)
Study Results (Dose-finding Test)
Name of test article: 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol No. T-3513
Term From December 2,2021 to December 6,2021
With (+) or Test article Number of revertants (number of colonies / plate)
Without (-) dose Base-pair substitution type Frame-shift type
S9Mix (ug/plate) TA100 TA1535 WP2uvrd TA98 TA1537
Negative control 95 10 27 15 10
(DMSO) e ( 103)| 11 11)| 22 25)| 18 (  17) 8 9)
96 14 20 26 11
1.22 89 ( 93)| 13 ( 1)yl 18 ( 19| 14 ¢ 20y 10 ( 11)
111 12 19 18
4.88 109 ( 110) 8 (10| 19 ( 19y 14 ( 16) 9 ( 7)
104 7 18 16 8
SOMix 19.5 13 ( 109)]| 10 ¢ 9y 22 ( 20y 20 ¢ 18)] 12 ( 10)
) 105 10 21 24 11
78.1 ot ( 98)| 11 ¢ 11)y| 19 ( 200 20 ( 22) 9 ( 10)
91 7 23 16 6
313 83 ( 87)| 10 ( oy 18 ( 21y 18 ( 17) 9 ( 8)
0 * 0 * 16 * 15 * 0 *
1250 0 * ( 0) 0 * ( o)y 1B 15) 8% (1 12) 0 * ( 0)
0 * 0 * 0 * 0 * 0 *
5000 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0)
Negative control 134 11 23 32 9
(DMSO) 18 ( 126) 8 ( 10)| 24 ( 24)| 24 ( 28) 9 ( 9)
110 11 19 26 11
1.22 134 ( 122y 11 11)| 23 21)| 28 (  27) 30 7)
120 14 17 24 14
4.88 140 ( 130)| 13 ( 14)| 23 ( 20| 32 ( 28) 12 (¢ 13)
120 11 20 29 9
SOMeix 19.5 136 ( 128) 6 9y 18 ( 19) 2 ( 26) 9 ( 9)
) 127 10 20 31 10
78.1 128 ( 128) 11 ( 11)y| 22 21)| 28 ( 30)| 11 ( 11)
93 6 25 20 6
313 12 ( 103)| 12 ¢ 9y| 18 ( 22)| 23 ( 22) 2 4)
35 * 0 * 0 * 10 * 3 *
1250 33 % (1 34) 0* ( 0) 0* ( 0) 0* ( 5) 7% ( 5)
0 * 0 * 0 * 0 * 0 *
5000 0 * ( 0) 0 * ( 0) 0 * ( 0) 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 747 229 119 445 1181
colonies/plate 771 ( 759)| 274 ( 252)| 125 ( 122)| 439 ( 442)]| 1096 ( 1139)
Name Bla P 2AA 2AA Bla P B[a |P
Positive T eplate) 50 20 10.0 5.0 50
control
SIMix (+) Number of 1284 233 761 240 88
colonies/plate 1235 ( 1260)| 225 ( 229)| 801 ( 781)| 213 ( 227)| 128 ( 108)
(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.

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: 2-{2-[(2-Ethylhexyl)oxy]ethoxy}ethanol No. T-3513
Term From December 9,2021 to December 13,2021
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 103 8 21 19 11
(DMSO) 118 ( 111) 10 ( 9) 23 ( 22) 18 ( 19) 9 10)
90 7 15 23 7
39.1 109  ( 100) 8 ( 8) 25 ( 20) 19 ( 21) 14 ( 11)
87 6 17 20 7
78.1 86 ( 87) 8 7) 19 18) 22 ( 21) 6 ( 7)
SOMix 91 11 18 14 9
) 156 115 ( 103) 7 ( 9) 20 ( 19) 24 ( 19) 11 ( 10)
99 10 22 24 11
313 82 ( 91) 7 ( 9) 24 ( 23) 19 ( 22) 10 ( 11)
91 8 20 22 8
625 86 ( 89) 10 ( 9) 17 ( 19) 19 ( 21) 8 8)
93 * 3 * 10 * 6 * 2 *
1250 88 * ( 91) 8 * ( 6) 6 * ( 8) 11 * ( 9) 1% ( 2)
Negative control 135 10 24 32 11
(DMSO) 149 ( 142) 11 ( 11) 26 ( 25) 30 ( 31) 7 ( 9)
131 9 22 40 8
39.1 134 ( 133) 1 ( 10) 19 ( 21) 30 ( 35) 10 ( 9)
131 7 24 23 5
78.1 121 ( 126) 8 ( 8) 27 ( 26 ) 32 ( 28) 8 ( 7)
SOMix 112 5 19 24 11
()] 156 119 ( 116) 8 ( 7) 23 ( 21) 26 ( 25) 10 ( 11)
124 11 24 23 9
313 116  ( 120) 100 ( 11) 25 ( 25) 36 ( 30) 9 ( 9)
75 * 6 * 23 20 * 6 *
625 87 * ( 81) 1 * ( 9) 32 ( 28) 18 * ( 19) 9 * ( 8)
23 * 2 * 19 * 9 * 6 *
1250 36 * ( 30) 3% ( 3) 15 * ( 17) 6 * ( 8) 5% ( 6)
Name AF-2 SAZ AF-2 AF-2 ICR-191
Positive T e weplate) 0.01 0.5 0.01 0.1 1.0
control
SOMeix () Number of 678 221 117 506 1133
colonies/plate 761 (7200 | 367 ( 294)| 139 ( 128)| 470 ( 488)| 1135 ( 1134)
Name B[a]P 2AA 2AA Bla]P Bla]P
Positive T e weplate) 50 20 10.0 5.0 50
control
SOMeix (+) Number of 1121 232 715 260 90
colonies/plate 1321 ( 1221)| 244 ( 238)| 735 ( 725)| 268 ( 264)| 116 ( 103)
(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.

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
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Figure 7
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Figure 9
Dose Response Curve (Main Test TA1537:-S9Mix)
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Figure 10
Dose Response Curve (Main Test TA1537:+S9Mix)
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Attachment 1 (1/2)
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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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