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3. HAEBRIEHME

3.1 AmERES
T-3600
3.2 HERXE

ANFVTNUFY R4 (2—) 00 7h  fMEE W58 IF2R 8 Bk

(Dipotassium hexafluoridosilicate(2-): Bacterial reverse mutation test)

3.3 HERBHY
ME A AW EHIRERERBRE (LA Fax—TariE) Ik, ~xH% 70
TV R7rAf (2—) “ ) UL0OBRTFERERBRELZRIT 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 HEREFEE

JE A 55 A
I - VAR ERLEREHE LT WEL SRR
T100-8916 A ATHS TIUHXEEAE 1-2-2

uh

3.6 HERZIEE
MXEHER Y VS —F o ¥ —
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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

SR VY —F v ¥ — R AF7EH

3.9 FEHE

akCentas =200 0 090 090 |
s

3.10 FHERH?E

R B 45 H : 20224 1H 18H
W E N F H : 202145 12 H 7H
H Bk E R
B 4 H D 20224 1 H 18 H  (EBRBAMAH)
T H : 20224 1H21H
AR
BA 46 A : 20224 1H31H
T H © 20224 2H 3H (EBR&KTH)
BT H : 20224 3H 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

NEFTAFY KA (2 ) ZH VT LAOBRTERERFRELZHL NICT
LT, FAITF 7 AE Salmonella typhimurium (S. typhimurium) TA100, TA1535,
TA98 K TN TA1537 W ONZ KBFH# Escherichia coli (E. coli) WP2 uvrd % W T, X
FEMEALT 256 K OREHNEEL L 2 WIS O T C, HIRERERRXRE 7L A
YF¥aX—T g EICRYER L, B, RYE OBEEIIIEN K E R W,

AR OHERED - I HE% 5000 ug/plate & L TLLFA 4 TERL 72 1250,
313, 78.1, 19.5, 4.88 KO 1.22 pg/plate ® 7 HETHERERRZ LK L7, Z0D
fE . REHEH O FBICEDL LT, T X TOREKICIE W T K OB E N R
BT, WTFhOHETHERMRIED 2 5L EE R HEIFRER a0 =—HOHMNZ
H ORI oTle, Lo T, KRB CIIREEHE O FEICBEADLL T, §XTOH
R Chem &% 5000 pg/plate & LT, LLRAK 2 TERL7Z 2500, 1250, 625 &Y
313 pg/plate & T 5 5 HELZRE LT,

1) #EBRWEI L DR
PR E T K DT, EHTEE L OABICEL LT, WTFROMEIZENTDH
R B IR oI,

2) EREE
REHEELOFEICEDO ST, WTFRLORHKIZEB W T LD bR -T2,

3) MRER=E=—K
il B BE B AR RBHE ML O A IO 5 F . P ROERO VT
N R b AR R 0 2 5L b & A 5 R R = m = — ORI R ST
FIRRCGHE b 0 B R o 12,

PLEoRBER LY, KRBEETICBWIATY 704 RAAE (2—) —F
UL, MEICHT o8 FRARERFRELZA S0 () CHELE,



T-3600

5. &

B EE ER - AEEER ERLEEETHEE (LFEPEREdEEOKEIC
L0, ~AFHTAFY KT (2 =) —HY 7 AOHTEZ BV 71517228825 BB
EEMLIEDOTEORBEERET S,

6. MAERMHM
6.1 HEBRMERVEEXEYME ()
6.1.1 HERYME
LIFOME#ITIE GLP THii S iz ofrkE Rz ik S5<

G .

4 B D ANEHFTAFY AR (2—) H )T LA

Gl D TWESSME BV T A AT AFRITWERA Y T A
CAS &= : 16871-90-2

BN R S © (1)-324 ({b5EE)

A A3 M

F \ /F + +
\Sig‘_‘*F K K
7\
F
ﬁj\%it : KzSiF6
5T :220.27
ax ) D HEHER
2L . 750°C
VA M1 D IARMER R OFE S K% O Dimethyl Sulfoxide (B&H5 :
DMSO) (2 50 mg/mL TRETH D Z & &b Lz,
R T O R EME D RIRVERFTORE R, K. DMSO IZHRE, H A DRASD

BOSHEMR 7230 7c 2 & iR LT,

AT & : 500 g (T-G601 & 3 /H)

i : 99.5%

RAF S : ‘/*” . &

TR AE 15 D OWIEEN GFAEHD 0 1°C~10°C) ICRIF L. RIFEE
TR OFEENTH - 72,

I EorEE : 1@%%@%@%%+/\ ATV, v A7 | fREIRSE, R

WEOBEY) L RERZFMN L, BEREOEMEZE; <, E?(D
TnRiT, T BEFZREIEV, 9B VWETD,

10



T-3600

RAF G5 P D BRI E R AEE
T MERE RS DO MRS LB E O EMEIE Rl vy b AR o

WTCHIR SN S 45 ZE MR ER (FRANLUL A R ki)
FEEMNSHEF LT~ (Attachment 1 : BRERE 5 A-3345) .

PR A7 R D RBRWER 1 g mRAEREHE LTIRET D, IREFERHT
T-G601 &dkim e LT,
B 4% i D JLER D B ORRITETHEELL,

6.1.2 EEHEXBEYME A

4 B © RS A

CAS &= : 7732-18-5

Hi#  BAREKRES

A =T — D A S RE R T

oy R . K1G76

TR A7 S . IR

RAES T D BRI E R

TR 0 3R R B D WREBRME T K KON DMSO IZRIETH - 72 H8, KIZIAEF

RIS W IREBIE NG D, B TADOREEITRD L
L R 1 R TERZED A DR o TR
MK Z @R LTz,

6.2 R AOEHES
6.2.1 FAE& TR
TREOEAEIL, SRRV R AT 5O KT T T3 L 7z,
VEREBEOWRYWEZHRIML THEE L, BFEMED 50 mg/mLiKZFHRT 5720
OFUREZHE LT BORBEZEBRYE N2 TEEFHAHE L T 50 mg/mL E (%
W) 2R L 72, IRV T, 50 mg/mL iR & A CR AR L C 12.5,3.13,0.781,0.195,
0.0488 11 0.0122 mg/mL iR Z M L7= (At 4) ., 725, 50 mg/mL i O FH R 2%
B W AOBRAZEORISHITRO NN To, 20D TIEREOWBRIK 26 H L1-%
AOME (MEERERE) 135 7.2.1 HBHE,
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6.2.2 AR ER

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

VEREOHRPWE 2RI L THE L, FEMED 50 mg/mL Kz HfHifT 5720
DR BEEZHE LI BEOREE 2 WY E N 2 CTHBEHAAPE L T 50 mg/mL K (%%
W) ZF L7z, IRWT, 50 mg/mL iR & EEECEBEAR L T 25, 12.5, 6.25 KXY
3.13 mg/mL iR A L= (A 2) o 7238, 50 mg/mL K O FH BRI HEE, H A DF
AEORIGHETRO bR notz, Zhb SEEOHBREEZSER L-HBEOHE (i
ARG $E 722 HSH,

6.2.3 SREEE
FERICHRE L 7=,

63 HERRRUZORREMH
BTN T B WRIT A A 15 1 2 CHESES L, I 2 U 5 B 2R R
CIEHEM SR THY , £, WRF—FBBETHD 2 LD LRR LI,

6.3.1 L3
WO 5 OB Z Wi,
L ek 1 Y
S. typhimurium TA100
S. typhimurium TA1535
E. coli WP2 uvrAd
ZL—Ahv 7 N
S. typhimurium TA98
S. typhimurium TA1537

AFH : 201744 A 12 H
PRAF S © W (=70°C LA F)
B2 DTS BRELRME RS B pfa B KA E A+ R-factor

FT AN, AR, R PR MR R O
BRI R A R OV & 0 D B S D TR AT
TRENOHKICHEEOMERREEN TS Z L%
R LIboa AV,  (RAEMR : 2021 4 10 A 22
H~20214E 10 A 25 H)
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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,
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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
Vo) Yo LiRER (pH 7.4)
100 pmol
6.5.2 HE i
1) /N Vo — RIER I ES
44 R D T A ZARBHEEM T > VAT 0T AM
A =T —  BER&HT T2 b
PN D R et v
ny NEE : AA113A1-19C
iR © 20214 1273 9H
5 1 RR © 20224 6H 9H
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

MHEFRERBRTIX, REHEE bR EICEHDL L T, fh@i%@b‘?“ﬁ@ﬁﬁif‘
LB E OB K OCABTRES 2 WITERERE a0 =—HOBINTR D b o
oo LEXED | RENEMHALOFEIZEDL O, & TOREKThiomHH R ;’c 5000 pg/plate
E L, AT 2 TBRL T 2500, 1250, 625 )% T8 313 pg/plate & L, FHEKIZ DN T
it 5 & % 2 102 AREHE ML RE & OVFERBHE ML R IR E L T2,

BB AR TN 2. A2 AUk M ek BRE K OV M e R &2 5 0T 7

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
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®3 EEHKOEEY

W % (x 10°f8/mL)

(S — —
P B E R A ER

S. typhimurium TA100 4.89 4.13
S. typhimurium TA1535 5.12 5.00
E. coli WP2 uvrd 7.70 7.73
S. typhimurium TA98 5.56 5.54
S. typhimurium TA1537 4.25 4.50

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,

2)  HIEMEMEIEER 1,000 rev/img L ETH A 5EICIE, FRATE LT, UV &
L7,

3) BMEOLEICH > T, BEMESCHERFEICZ LWEAFICIE, KL LT, &
7 Bt &l L7z,

4) D=3V TRICHREY LW A a7,

8. HEEZR
HEXERBROMSE L Table 1 12, KARBROFE R %A Table 2 12777, 7ok, ARBRO
il R AR U7 & OGS Hi B & Figure 1~10 12777,
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(Table 1)
Study Results (Dose-finding Test)
Name of test article: Dipotassium hexafluoridosilicate(2-) No. T-3600
Term From January 18,2022 to January 21,2022
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 106 13 26 27 9
(Water) 1o ( 108)| 10 ( 12)| 24 ( 25)| 16 ( 2) 13 1)
96 10 30 14 6
1.22 88 ( 92) 7« 9y 22 ( 26)| 16 ( 15)] 10 ( 8)
93 9 26 19 9
4.88 91  ( 92) 7 8yl 23 ( 25) 18 ( 19) 7« 8)
103 9 18 15 5
S9Mix 19.5 95  ( 99) 6 ( 8yl 25 ( 22y 20 ( 18) 30 4)
) 96 9 25 24 9
78.1 109 ( 103) 8 ( 9yl 26 ( 26)| 17 ( 21) 5 ¢ 7)
95 11 24 18 8
313 95  ( 95) 9 ( 10)| 30 ( 27| 15 ( 17)| 11 ( 10)
82 8 28 19 7
1250 87 ( 85) 9 9y 31 ( 30) 23 ( 21) 6 7)
82 11 31 18 11
5000 97 ( 90) 9 ( 10)| 26 ( 29)| 22 ( 20) 12 ( 12)
Negative control 116 9 23 30 11
(Water) 103 ( 110) 8 9y 27 25y 38 ( 34) 7 9)
130 11 25 40 6
1.22 140 ( 135) 8 ( 10y 19 ( 22)| 35 ( 38) 3 5)
122 6 26 27 8
4.88 1mr 17yl 13 (¢ 10)| 24 ( 25)| 20 ( 28) 10 ¢ 9)
106 10 26 28 6
S9Mix 19.5 114 ( 110) 7 ( oy 27 ¢ 27y 31 30)] 11 [ 9)
) 98 13 17 36 11
78.1 99  ( 99) 7 (C 10)| 26 ( 22)| 28 ( 32) 9 (  10)
119 5 30 40 11
313 134 ( 127) 8 7l 33 32y 28 ( 34) 8 ( 10)
139 8 35 36 9
1250 97 ( 18)| 11 10)| 25 ( 30)| 42 ( 39) 7 8)
113 3 38 38 7
5000 117 ( 115) 10 ( 7) 32 ( 35) 40 ( 39) 13 ( 10)
Name AF-2 SAZ AF-2 AF-2 ICR-191
Positive [T weplate) 0.01 0.5 0.01 0.1 1.0
control
S9Mix () Number of 831 257 148 390 1822
colonies/plate 792 ( 812)| 256 ( 257)| 155 ( 152)| 417 ( 404)| 1691 ( 1757)
_ Name Bla]P 2AA 2AA Bla P Bla]P
Positive Dose(pg/plate) 5.0 2.0 10.0 5.0 5.0
control
SIMix (+) Number of 1196 228 656 223 83
colonies/plate 1131 ( 1164)| 264 ( 246)| 623 ( 640)| 238 ( 231) 66 ( 75)
(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: Dipotassium hexafluoridosilicate(2-) No. T-3600
Term From January 31,2022 to February 3,2022
With (+) or Test article Number of revertants (number of colonies / plate)
Without (-) dose Base-pair substitution type Frame-shift type
SOMix (ug/plate) TA100 TA1535 WP2uvrd TA98 TA1537
Negative control 115 8 31 22
(Water) 93 ( 104) 7 ( 8)| 28 ( 30)| 18 ( 20) 4 ( 7)
96 8 28 24 6
313 9% ( 96) 7« 8)y[ 24 260 19 ( 22y 10 ¢ 8)
80 13 25 18 8
S9Mix 625 87 ( 84) 8 (1)l 26 ( 26)| 24 ( 21) 9 9)
) 110 11 28 16 8
1250 80 ( 95) 8 ( 10y 31t ( 30y 24 ( 20) 7 8)
96 10 30 25 5
2500 88 ( 92) 7 ( oy 27 ( 209y 25 ( 25)] 10 ¢ 8)
113 5 24 19 6
5000 84 ( 99) 8 7y 26 ( 25y 20 ( 20) 8 7)
Negative control 107 10 32 32 10
(Water) 121 ( 14y 11 (¢ 11)| 28 ( 30)] 30 ( 31) 9 ( 10)
117 9 26 34
313 131 ( 124) 7 ( 8) 26 ( 26)| 26 ( 30) 7 7)
117 7 23 26 10
S9Mix 625 102 ( 110) 7 ( 7y 20 2y 26 ( 26) 9 ( 10)
) 107 10 29 29 9
1250 1 ( 109) 6 ( 8) 28 ( 29)| 27 ( 28) 9 ( 9)
112 8 24 27 8
2500 89 ( 101)| 10 ¢ 9y 25 ( 25y 26 ( 27) 4 ( 6)
109 5 21 27 10
5000 1 ( 110) 7 ( 6)| 33 ( 21y 27 ( 27) 6 8)
) 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
S9Mix () Number of 683 261 144 426 1182
colonies/plate 761 ( 722)| 257 ( 259)| 150 ( 147)| 422 ( 424)| 1485 ( 1334)
_ Name Bla]P 2AA 2AA Bla P Bla]P
Positive Dose(pg/plate) 5.0 2.0 10.0 5.0 5.0
control
SIMix (+) Number of 1153 259 634 233 71
colonies/plate 1275 ( 1214)| 271 ( 265)| 697 ( 666)| 225 ( 229) 79 (75)
(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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Figure 1

Number of revertant colonies/plate

Figure 2

Number of revertant colonies/plate

200

150

50

200

—_
(2]
S

100

)]
(e

Dose Response Curve (Main Test TA100:-S9Mix)

100 :\‘\’/‘\‘/’

0 313 625 1250 2500 5000
Test article dose (ug/plate)
Dose Response Curve (Main Test TA100:+S9Mix)

0 313 625 1250 2500 5000

Test article dose (ug/plate)

23



T-3600

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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Figure 9

Dose Response Curve (Main Test TA1537:-S9Mix)
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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
TesFer S9 Mix (-) or (+) Classification Mean S.D. anége'men range's - Number of
Strains Lower limit | Upper limit plates
Solvent control 112 13 72 152 92
- Positive control
602 70 392 812 92
TAL00 AF-2 (0.01 pg/plate)
Solvent control 120 13 79 160 92
+ o .
Positive control
Ba ]P (5.0 ng/plate) 1114 132 719 1508 92
Solvent control 10 2 5 15 92
- Positive control
263 50 114 411 92
TA1535 SAZ (0.5 pg/plate)
Solvent control 10 2 4 15 92
+ o .
Positive control
2AA (2.0 pglplate) 234 24 162 305 92
Solvent control 24 4 12 36 92
- Positive control
126 21 62 189 92
WP2uvrd AF-2 (0.01 pg/plate)
Solvent control 26 5 12 40 92
+ o,
Positive control
2AA (10.0 pg/plate) 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[a |P (5.0 ng/plate) 272 36 163 381 92
Solvent control 9 2 3 14 92
- Positive control
1631 306 715 2548 92
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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