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3. HAEBRIEHME
3.1 AmERES
T-3601

3.2 HERRRE
Ethanol, 2,2'-(dodecylimino)bis- : & & W 2 18 )i 22 98 48 B3k

(Ethanol, 2,2'-(dodecylimino)bis-: Bacterial reverse mutation test]

3.3 A ER B 8y
MEEZHWLEIRERERAR (T LA F 2= 9 1K) 12KV | Ethanol, 2,2’
-(dodecylimino)bis- D s - 22 IR 28 B KR AE 2 Mt L 7=,

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 AEBREEE

SR VY —F v ¥ — R AF7EH

3.9 FEHE

pesne i 20000000 000000 0 |
s 2 [

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
“TH : 20224 2H 3H
B NGB
Bf 46 A : 20224 2H 1H
T H D 20224 2H 4H (EBRKTH)
AT H : 20224 3 H 23H

311 FRIBIENTELGIN - EHBROEREREICHEZRETRVD
HLIEFRRUVHARHBEICRDGEMN D2 &

ARBRICE L, PRI 2B TERP S ERROGHEIEICEEE KIETRVOH

5 R OB E IR D IR Do T2 Z L id e o Tz,

3.12 EMRKRHE

AERGETIIEIRA, fEscE, A7 —% BEEHEE (REREEORERAZEEL) LT
PR E R AL, RS Y U Y —F & o 2 = EIGIF IR T O & BHR A R
RFET D, ok, T OHMITRERE THR 10FH L35, BIF&ETROERY FWizon
TiE. BEAEGEAE EXK - AEEER EXRAFETHR LTEYWHEZEMRE LK
ARV —F o F—MTH#E L., TOLELZRET D,
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4. EH

Ethanol, 2,2'-(dodecylimino)bis- D {n FERERFERELHA L NICT D720, 1 X
X F 7 A Salmonella typhimurium (S. typhimurium) TA100, TA1535, TA98 ¥
TA1537 i NZ KIG 1 Escherichia coli (E. coli) WP2 uvrd % W C, RENEMET

L OMREHEEL L WA O&ET T, HIREARELRKBREZ 7L AV F a2 X—
Ta B X0 ER L, el #HBRYE OV BEIZ X Dimethyl Sulfoxide (I #7: DMSO)
AT,

KRBOHERTED O fem H &% 5000 ug/plate & L CTLL A4 THR L7 1250,
313, 78.1, 19.5, 4.88 KUY 1.22 pug/plate ® 7 AECTHERERBREZEmL L=, TO
FEE. REHEMHEEOFEICED S, TR TOEKICE VT 78.1 pg/plate UL EOH &
TAEBHEENBED LN, WTFAOHETHREGRED 25U EE R 5B RALRa 0
== OBINIAONR o7z, Lo T, KRR ToREARITAEFTILEDR
LT AR & D 78.1 pg/plate & L TLLF AL 2 TERL7Z 39.1, 19.5, 9.77, 4.88 &
N 2.44 pg/plate DFF 6 HEZFRE LTz, 7ok, HERERRIZH W T, EHEME/D
AEICEDLLT, ITXTOHKTEFTHEFORDON R VWHER N 4 HEL EH O
o feled ARRBREF —OHEIZL2EBMRABRE I L HEEOHBEITo 72,

1) #BRWEIC & DR
PR E I L DR, REHEME O A RICEDS T, WTFROMEIZENTY
D B IR o T,

2) AFME
REBIEMEL L2 WS O S, typhimurium TA #£® 39.1, 78.1, 313, 1250,
5000 pg/plate, fRHHEMEIL LA2WIEE D E. coli WP2 uvrd K OMREHE AL L7255
BDOETOHEKD 78.1, 313, 1250, 5000 pg/plate DA E T, EBFHRENBRD 5
nic,

3) HiRAEREao=—¥
B BE R & ORI OB IR BRI I REHE ML o A I D 537, »WT
NOEKDONTHOHNETHRMEGRED 2 iU LR BRERan =—5K0
EmZH o, HERISHE LD bk iz,

uiwﬁﬁﬁ%i@ AR BR S A FI2 8B\ T Ethanol, 2,2'-(dodecylimino)bis-i%.
Xt T D BIE FRRERFRELA S 2V (M) LHIE L,



T-3601

5. #E

JEATG A EIR - AEHEAR ERLEEEAER (FEWELZ A REOKEIC
£ ¥ | Ethanol, 2,2'-(dodecylimino)bis- Dl i % i\ 7= 17 22 IR 8 BB &2 Eh L 7=
TEDOWMEERET Do

6. FERMH
6.1 WERMERVEERYE (FHK)
6.1.1 WERME
LT O #U39E GLP THME S iz i RITES <,

i - I

4 : Ethanol, 2,2'-(dodecylimino)bis-

Gl : N-Lauryldiethanolamine,
2,2'-(Dodecylazanediyl)diethanol,
N,N-Bis(2-hydroxyethyl)dodecylamine
N-Dodecyldiethanolamine

CAS & 75 : 1541-67-9

BHRAREAES ¢ (2)-353, (7)-60 ({LFFIE)

5 1 A IR R

(CH )11 CH 5

N
HOCH ,CH ,~~ "NCH ,CH ,OH

773 : Ci6H35NO;

TR : 273.46

S8l SRR

W 5L/ B s DA 195°C/0.4kPa

LhEE :0.92

B i M D RIRMER BT ORE R, KD 50 mg/mL TARIE. DMSO ®
50 mg/mL TR TdHH Z & MR LT,

W TOREME @ EREREF O R, K DMSO IZHE, I ADREAEED
SOSMEN T2y o T2 Z & 2 ffER L 1=

AF & : 25 g (T-G602 & 3:H)

i : 97.8%

TRAE SR D KR, WMEEPET. EHRER
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A7 7 ik D ERAESICAN, mEEN FFAHDH : 1°C~10°C) (2
fF (BRAFREITFAEOFRMHN TH > 7)) , NEET X
L LT AGHE R BRIV AL 2BERZIT -7,

B EoEE CMNEESOBK E T IATV v A7 REEIRET, RAETF
REOWEY) 2R REZEM L, BEHEOEMAD <, BV
Hntkiz, FBHEFEZRIEV, 9PV ETD,

A7 A D BB E R AEE
2 TEMERE RS D MBI LR E O EMEIE Rl v oy b RO

WTCHIR N S 5 ZEMRER (FRANLUL A R R Lvik)
FEEMNSHEF LT~ (Attachment 1 : SRERE 5 A-3346) ,

PR A7 R D RBRWIER 1 g 2 RAFEREHE LTIRET D, IREFERHT
T-G602 &dtim e LT,
B 4% i D JLER D B OERRITETHEELL,

6.1.2 EEHEXBEYME CFH)

Eax i : DMSO

CAS &= : 67-68-5

Btk o R R

A =T — DB LT AV AL S

2y &S : DLK4556

i : 100.0%

RAF A C =R

TR AT 55 BT D BB

AU NBE EiRE L Ee! D BB I IKICRIE DT RIREN BAFTH D R

HADFEAFTRO LT, A 1 K% CTAMELD
ORI o T2 DMSO ZiRIR L7, 7. #HBRIEOHA
BUZIE, FEL X2 T3 —T R4A1/16 (EE7 A v H
Sl RS 4 ; Lot No. ICM7845) Ttk L 7= DMSO
ZREH LT,

6.2 5 ER 7% D 5 &
6.2.1 AEETEAER

TREDOEAEIZT, AR AT 5O KT T T3 L 72,

VEBEOHRMBE 2L THE L, BEME2D 50 mg/mL iRzl 257200
TR REZFE LI BEORBE 2 WY E 2% T 50 mg/mL K (BfE) 2R L7,
WANT, 50 mg/mL % & R CRMEA R L C 12,5, 3.13, 0.781, 0.195, 0.0488 K& N
0.0122 mg/mL K Z M L7z (Kt 4) . 728, 50 mg/mL K OFHBKFIZHE, A D
HAEBEDOKIGEITRD b olz, 26 TIREOKBRIK 2 HEH L2546 o M & (i

11
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EEE) XFE 721 HSH,

BB

6.2.2 AR5 ER

VEEOWRME LML CHE& L, BREND 50 mg/mLiKE RS 57200
TRAERAHAE L BOBRBEZHBRYE I A T 50 mg/mL #E (AE) 2R L7,
WNT, 50 mg/mL ik & 7R CREBE AR L C 12,5, 3.13 X 10 0.781 mg/mL k% fRH L
7o (A 4) o IRWT, 0.781 mg/mL K & I CTEePEA IR L T 0.391, 0.195, 0.0977,
0.0488 & 11 0.0244 mg/mL iR B L7z (A 2) . 723, 50 mg/mL & O 71 BRE 1%
B W ADORASEORISHIZRD bR o7, 0.781 mg/mL LA T O 6 JEE % 5k
WRICH W, Zib 6 HE GERER) 135 72283

6.2.3 BN ER

VEEOWRME LML CHER& L, BREND 50 mg/mLiKE RS 57200
TR RZFHE L BEORBE 2 WBYE 2% T 50 mg/mL K (BfE) 28 L7,
WANT, 50 mg/mL & % PR IE CRe AR L C 12.5, 3.13 %10 0.781 mg/mL & & R #L L
7o (A 4) o IRWT, 0.781 mg/mL K & I CTEePEA IR L T 0.391, 0.195, 0.0977,
0.0488 %11 0.0244 mg/mL ik Z# i L= (At 2) . 7238, 50 mg/mL K O 7 B 2%
B W ADORASEORISHIZRO bR o7-, 0.781 mg/mL LA T O 6 & % #15k
WRICH W, Zhb 6 HE GERER) 135 723 13K

6.2.4 RREE
JEEN =T iat 5 U

6.3 HEBRRRUZTOZRIREH
HRABRCTHAT 2RERIITA R 74 TSt S, MR Z2 H V2 13IR 2R BB
KK HERAENTHRY, £, BRT—IPEFETHL I ENLRRLL,

6.3.1 & #&

WO 5 OB Z Wiz,

e k) 1 R
S. typhimurium TA100
S. typhimurium TA1535
E. coli WP2 uvrd

T —hvT7 N
S. typhimurium TA9S8
S. typhimurium TA1537

12
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i :

ANFH : 201744 A 12 H
PRAF S © W (=70°C LA F)
WA AT D72 FREURE AR pfa B PR SEA MK F R-factor

TR, BB . R bR R O,
BRMEXHIEE R O G & 0 B D BFEIC SV TR &7V
ENEROERIC A OMEMEE SR TVS = L%
MR LEbOE AN, (REHIM : 2021 4 10 A 22
H~20214 10 7 25 A)

6.4 BiExRME

UTDs5so0fkdmeMnsd, ZhoDBMRMEIZT A BT A o THIEES L,
BIRBERERABRIZILSEHINTWDL Z L, Fo, TRT—HPEETHLZ LM
IR L7z, fEM L2 MW E O 2 £ 112587,

x1.GEXBYME

B
“’fzz;f‘ CAS & B 5 by MRS | RAELE Ry —
. T A LR
AF-2 3688-53-7 e 4 PTR1925 | MY | B oo
e R ER PPN L
SAZ 26628-22-8 | L YLL7840 | ==y, e | F oo
ik K =Fi G G k5t 2 2
ICR-191 17070-45-0 - SLBR0485V Y SIGMA-Aldrich
Co. LLC.
N E L7 AL LR
2AA 613-13-8 - CTK0326 | =i, iy | = -7
il B e At
. . Bt A0t
B[a]P 50-32-8 By KCH6617 | @i, e | & ‘
[a] B 55 o0 0T A M. S 22 A

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

RAFE T « 2 R E

13
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6.4.1 BHEXBREDORRESE

SAZ TS AK (A S RERETY BAKR A, vy FES KOF98) . =D
D B PE X BB 1 DMSO (8 7 A4 L AFe i Sk . SR, vy NER
KCNO0182) Z¥fE L. 1 mL 32/ 1F L C-20°C BLF CHUERT Lz, #H#% 6
T8 H LLPS O TR 5 e RO 22 PR ISR U Tl U7z, 25 BB R PR B o0 o SR 5
OH&E (ME~DOBRERE) 2K 21277,

K2 BGUHEXBYVMEORARRTERUVRE

AREHE PR L REEMEEH Y
T YERTIR | AR | R VERTEE | aRmgeE | R
LK (pg/mL) | (pg/plate) e (ng/mL) | (ng/plate)
S'tygﬁffggj””’ AF-2 0.1 0.01 B[a]P 50 5.0
S'”%Zi???”m SAZ 5 0.5 2AA 20 2.0
E. coli WP2 uvrd AF-2 0.1 0.01 2AA 100 10.0
5. ’ypThg’gg”'”m AF-2 1 0.1 B[a]P 50 5.0
S't%Q£i?§;i”m ICR-191 10 1.0 B[a]P 50 5.0
6.5 HE
6.5.1 S9 Mix
1) S9
Eax i ;. m— L ARBRA S9
A =T — D SR Y V=T X —
2y &S $9-211210
F ok SD RMHEZ v b - it
7 EYE D Tz )N EX— L (PB) KTNS5,6- 7 TR (BF)
Y E O L : PB: 4 HREMEENES (30, 60, 60 X1 60 mg/kg)
BF : PB#5-3 H BICHEIEEANEE (80 mg/kg)
i A 20214 12 A 10 H
7 FH 7 TR 20224 6 H 9H
T n - c 7 Wi -
(LNEEY : 230.0-257.3 g
RAE SR Wi (=70°C LLF)
R A7 T 75 B R =
2y ATy I F—
4R ==L ARBA =7 7 7 X —FA
A —J1— D SR V=T X —
ay NS : FA-211117

14
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155 FH 19 R : 20225 H 16 H
PR A7 A © W (=70°C LLF)
RIS T o BLRUME R =R

3)  S9 Mix O RS iE
AR S9 baryy s X —% 1.9 OFEES CEEMICES LT S9 Mix 238 L7,
S9 Mix O#k (1 mL #) ZLLTFIZRd,

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

JNa—Z-6-U U : 5 pmol
B =—aF o7 I R TF =0V X U AF RY B (NADPH)

: 4 umol
WM =aF T IRTT=0 VX7 LAF K (NADH)
: 4 pmol
Vo) Yo LGRER (pH 7.4)
100 pmol
6.5.2 HE i
1) /N V o — 2RSS
4 PR D T A ZARBHEEM T > VAT 0T AM
A =T —  BERX&HT T2 b
PN D RSt v
ny & : AA113A1-19C
iR © 20214 123 9H
5 T RR : 20224 6H 9H
RAE R . =R
(EXE= 0 D KRB MR R
(EIEPN : TAIYO-AGAR BM-600

(B& o6« SSKE— /v A&t Lot No.107642)
2) =a—hFU=x=r b7 a2 No2 &R
:;wbUiy%7u1Noz%2sm%&&éiﬁﬁﬁmfﬁﬁL\ﬁ~h7v~
7O (121°C, 2047) LT L7z, dREMIEARE L., L&A DINIZEEH L7,

£ Fh i Z=a— kU= h 722 No.2 (Nutrient Broth No.2)
A =T — : OXOID LTD.

0y k& : 2202237

R A7 A ;=R

A5 T D PR R E

15
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6.5.3 0.1 mol/L ') v E&#E & & (pH 7.4)
D MBRFREAD R 3 QSR LT 2 L OREKZMA T L, A—h27 L—7 T
W (121°C, 2043) L TR L7, G MmERGE L, 168 LNICHER L,

4 i DD ABERRE AR (1/15 mol/L pH 7.4)
A =T — BT AV AR MER S
ny EE : LEK6645
RIS DRI
TR AT 55 BT DA R R E
6.5.4 by T7H—

FERIKICER L OELT R 7 A2 ZN 1 0.6 wt% K 0.6 wt% D i B CIRE L |
F—hr 7 L—7TWE (121°C, 20 %) L CHERERZFHR L=, HERIE 10 FiC
0.5 mmol/L D-t4F o —L-t AF P —L-b) T v 77 VIRKE 1 Mz Thy 7
TH— PR U, AREEIRARA L, L&A NIZER L7,

1) %X
g : Bacto Agar
A =T — : Becton, Dickinson and Company
2y hE : 1007116
PrAr e D IR
A7 S5 BT D AR
2) HEFRU T L
A —T— BT AV AT R A A
Bk A Y
2y : DLP6649
PrAr e D IR
A7 55 T D A R
3) D-BFF
A =T — BT AV AR SRR St
i D OFnt— ik
2y : SKG4827
Rt S DR, D
A7 S5 BT DAY R
4) th%//%%ﬁ~mﬁ%
A =T — BT AV AR A A
Btk A Y
2y hE : CAK1893
Rt S DOEIR. D

16
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RAF P D AR E
5 L-hY T T 7
A= — DB LT AL AR RS
ik o R R
0y NEE : CAP5231
RAE R DOEIRL
RAF S T D AR E

7. HEAHE
7.1 TL— FDEAAE

T L— MIRBRE S, W LA R TS R ORBREE LS, BT ICED AT
AL THEA LT,

7.2 FAERTE
7.2.1 FAE& TR

EEHEIL, T4 RIA4 12T 5000 pg/plate & L, LLF., Ak 4 THRLT
1250, 313, 78.1, 19.5, 4.88 KX 1.22 pg/plate & L. FHERIZOWTEH 7 HEAE %
I AARGENE PEALRE M OVE RSP LR ISR E L T,

BEBR ) AL ERFE (TN 2, AU duRE M Sk IR B OVBG 1M sk FRE 22 5% U 72

7.2.2 AR ER

MEFRERR T, EHEH (O FEICEHD LT X TOREKD 78.1 pug/plate D
METAERHEENRBOON ERER I =—BOWMITALN R oT L EXY
RTEHE O FEIZEAD LT, T X TOREK TREMAEL 78.1 pg/plate IZHE L., LA
T2 THRLT39.1, 19.5, 9.77, 4.88 KX 2.44 pg/plate & L. &K EHKIZOWTEE
6 HEZHE LT,

BEBR ) B AL FRRE TN 2., A2 AURR M ek FRE Ko OVBG Mkt FRBE £ 5% 1 72

7.2.3 1B N EER
X ERBR T, RENEHEEOFEICEDL ST, T X TORKD 78.1 pg/plate D
HETEBTHE RBOLN, AKROEFTREZRIRVHED 4 HEU EAL EES
nigmotc, bk, EEECOFEICELLT, I XTOEKTREmHEL
78.1 pg/plate IZFXE L, LA T 2 TBRL T 39.1, 19.5, 9.77, 4.88 J2 I} 2.44 ug/plate
L. FEHKICHOWTEFe & (KEBREF—H&E) 2RE L,
PR B AL R (TN 2, A2 du R M ek IRUEE Mo OVG M e FROBE & 53¢ U 72

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 FFMIR 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

. BB (< 10° fi/mL)

HoORR S - o

P B R E R AR BN EAER

S. typhimurium TA100 4.89 4.13 4.22
S. typhimurium TA1535 5.12 5.00 5.29
E. coli WP2 uvrd 7.70 7.73 7.68
S. typhimurium TA98 5.56 5.54 5.46
S. typhimurium TA1537 4.25 4.50 4.34

7.4 HEBREE (T oFarR—2 3 0%k)

EHxXERR, ARBREOCENRRE BICEH 2 Ko7 L —bE2FH L, T 1), 2)

DEAEIX, RNV AT 85 Y 4T F T3 L7z,

1) PR U7/ BB VI SOV RGP R 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 SO Mix 0.5 mL #1272 %., SOICKEBEK 0.1 mL 2Nz THEAL,
37°C T200rMR%E (80[El/4y) HELL (FLArFax—ar)

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

3) by I TH—OELHE, RANTNVa— AERFREEZ W SICLTA v F 2 X—
ZIZ AU, 37°C TH EeERBRIL 49 WefM . ARBUBRIEL 48 el BN IE 49.5
e B2 L7,

4) K&, EERELZERBEBEICLY ., HREOWE A BHEICE VR LT,
HIRER oo =—HOFIE, BELAOEZEE LOMEEZ LRy MU X
— & HWTE &L=,
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7.5 BEAR

PBRI K O S9 Mix D HER M & T s89° 5 72 o0 B ik 8 ek B S OVAS BB I (2 488 1 X B
EAT-o 72, A EOWERIK 0.1 mL X S9 Mix 0.5 mL # Z T RBRE IC AN,
IRy T H—=2.0mL Z MM THLEHZ /D703 — AR PRIEMICEE L,
Ny 77 H—OEILRIC, NIV — ARG Z TSI LTS v FaX—X
[ZA, 37°C T ERERBRIL 49 Feff], AGERIT 48 BFfH, BINGAERIE 49.5 KFH5E
# L7, AEFZERABREOARRBI MBS & bic, HEEK TH%RICHE O BN
RN A BRI TR L,

7.6 A BR D B AL SR
UTFTOETOEREZ I LG AERBRNLE RS e Lz, L, FHMED
HHEZEZD2MENGONTHETH-TH, WRT — ¥ & OB R OFRH 1 0 7L I
5L CREBREMEDSRBENL T 2560855, BRBRARAL LGS IXBInR
Brairo & & LT,
1) M REEL OB MO ERAER a0 = —HOFEHERE mT — X OEH
BN (Mean = 3SD) T®H D
2) BHMEXRRBEOBIIRAR a v = — O FEHEN, T HEERREEOZ 0 2 %
PLhEZR
3) ARBRICBWT, HEOABTHELZ RS 2VHE (FOHE) N4HELEED
nTns
4) BEREM. RBRREICRELIRDLALWN

7.7 FIEEHE

1) RBNEEACOFEIZEADL LT, WTNOOEKIZE W T, #REBRYELBRE D1 F
EBH oo = —FOYHED T D RESEEOZND 2/ EE2R LD,
M BEERAEOIHFBRERA LN 5GA. B 52 & & LT,

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

3) BMEOLEICH > T, BEMESCHEERFEICZ LWEAFICIE, FEAlE LT, &
7 Bt & I L 7=,

4) D=3V TRICHREY LW AITEME & L,
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8. HERFHER
MERERROM R Z Table 112, AKRBROM R Z Table 2 (2, BB DK R %
Table 3 12”7, f£%\ﬂ§ﬁﬁ5ﬁ@%%ﬁ>gf/ﬁﬁk Ltfﬁ%ﬁfﬁﬂﬂn@?é’ Flgure 1~10 12”7,

8.1 EXRTEABROBEER

PR EIZ L DT, RENEHE O FEICEDLL T, WTFnoOHEICBWTHR
D ENEINo T,

AR EL, REHEEOFEICED LT, T XTOEKD 78.1, 313, 1250,
5000 pg/plate D HE TR O LT,

BiRERE e =—HuL, REEECEOFEICEDLLT, WTFNORERKICEWWTHE
PEXHHRED 2 5L B e 22 R ST, HEKISMELRO b ho T,

Bop Mt BB ClIfaMod B S i L C2 5l h e R 2 IR AR a v =— KON %
AL Z Enn, HEHEKOBGMERMEICS T o RISITEY Tho7o, £z, &k
SRELOCHGESBEEOERER s = —HOFPHEITIE T —F OEHEN

(Attachment 2) Tod o722, RETEHELEE L OCFERFHE B O TOREK T 4 H
B FOFIHEITGEON R o T R RMF /R ORBREREERE ICRFE 1IN0 T72,

8.2 AHEBROBEER

PERE X DRI, EHEH O R EICEHD LT, WINOHERIZEWTHR
ORI T,

AR, RBNEMEA L2 WA O S. typhimurium TA D 39.1, 78.1 pg/plate,
RETE ML L2 WSS D E. coli WP2 uvrd R OMGEHEMHL L7 HE O R TOREKD
78.1 pg/plate D HE THRD L,

BIRAR aw = =83, REHEECOFEICED ST, WFNOREK TS &M
ED2fFL EERDMME RS T, HERSHELED Lo T,

Bo e FERE CIIPRME R RRE S iR L C2 fiE L R L RO WI/RA R a v = —H o %
RLTeZ e b, HHEKOGIES B E IS T 2 OSITEY Th -7z, 7z, B
XTHEE?&U\%@H%HUNEJH?’Z{E:I B —HOEYEITE RT — ¥ OEHEEN

(Attachment 2) TdH 0 . FHEMHEALEE K OCIERBFHEHELEE O TOEK T 4 &L
FOFEMHENGLN, BESFELAVRREREICET AN 15T,
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8.3 EMRBROBELER

PERE L DRI, REHEH O FEICEHDL T, WINOHEIZEWTHR
oI T,

AFHET, REHEMEE L2 WS O S, typhimurium TA ££® 39.1, 78.1 ug/plate,
RBHEMEIE L2 WA D E. coli WP2 uvrd N OMUHHEMHEAL L72GE 02 TOREKD
78.1 ng/plate D H & TROH L LTz,

BIRAR an =—%3, REHEHREOFEICEADLL T, WTFHOREK TS MR
ED2EU LR Wma RS, HERGELRBO bR o T,

Bor Mt BB ClIfaMod BB S i L C 25l L e R 2 IR AR a v =— KON %
RLIEZE0n, HHEKROGEBRYEIC T A2RKINTEY Tho70, £, B
SHREELOCGESREOERAR a0 = —HOFEHHEIIE =T — 7 OB HEN

(Attachment 2) Thk V , RHHEMELEE LK CIERBUEELFEO 2 TORKK T 4 HELL
FOHEHHENGE LI, BEFELROCRRERICEFT IIAON RN T,

9. EX

F % E U L ORI QN BN B I RS b O T BICE DL 53, WTh
DHERICBWTHEMESRMEO 2 fHU EER2ERER a0 =—HOBINIED b
T HERIGHELRD bR o T,

PERE I X DR, REHEM Lo A WBICEHDL LT, WTINOHEIZEWTHR
LONSY A i N

EFREZ, RBHEHEL LR WIEAE D S, typhimurium TA B 39.1, 78.1, 313,
1250, 5000 pg/plate, FREBIEMHAL L2 WG E D E. coli WP2 uvrd k OREHTE ML L 72
BAEOETOEKED 78.1, 313, 1250, 5000 ug/plate D& THRD H iz,

R ERBR TR R 2o 7228, ARRBR & OB IERBRIZ B\ T

RBRENZ DSR2 w7z Lo 2 &b, BBRITE YIS I S iz &l L7,

10. #E5:m

uiwﬁ%F%iD AR BRS A FIZ8 W\ T Ethanol, 2,2'-(dodecylimino)bis-i.
Wt DB FRRERFRELA S oWV (M) EHIE L,
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(Table 1)
Study Results (Dose-finding Test)
Name of test article: Ethanol, 2,2’-(dodecylimino)bis- No. T-3601
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 (ug/plate) TA100 TAI1535 WP2uvrd TA98 TA1537
Negative control 101 9 21 17 8
(DMSO) 103 ( 102) 1 ( 10) 26 ( 24) 16 ( 17) 10 ( 9)
116 11 28 15 5
1.22 13 ( 115) 7 9) 33 ( 31)| 24 ( 20) 10 ( 8)
118 9 26 13 5
4.88 102 ( 110) 1 ( 10) 31 29)| 21 ( 17) 8 7)
111 8 33 15 11
S9Mix 19.5 1mr ( 111) 7 8)y| 25 ( 29y 20 ( 18) 0 ( 11)
(O] 0 * 0 * 0 * 0 * 0 *
78.1 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0)
0 * 0 * 0 * 0 * 0 *
313 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0)
0 * 0 * 0 * 0 * 0 *
1250 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0)
0 * 0 * 0 * 0 * 0 *
5000 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0)
Negative control 133 7 23 27 8
(DMSO) 105 ( 119) 10 ( 9) 31 (0 27) 31 (0 29) 10 ( 9)
97 8 31 33 8
122 102 ( 100) 8 8) 31 ( 31)| 26 ( 30) 10 ( 9)
131 10 22 27 5
4.88 18 ( 125) 13 ( 12)y| 2 (¢ 2y 24 ( 26) 9 ( 7)
138 7 25 29 8
S9Mix 19.5 126 ( 132) 12 ( 10)| 25 ( 25)] 27 ( 28) 6 7)
) 110 * 9 * 30 * 26 * 6 *
78.1 105 * ( 108) 6 * ( 8) 6% ( 23)| 33%( 30) 4% ( 10)
47 * 0 * 0 * 0 * 0 *
313 51 % ( 49) 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0)
0 * 0 * 0 * 0 * 0 *
1250 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0) 0 * ( 0)
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 05 0.01 0.1 10
control
S9Mix (-) Number of 828 201 181 420 1568
colonies/plate 775 ( 802)| 254 ( 228)| 140 ( 161)| 441 ( 431)| 1438 ( 1503 )
Name B[a|P 2AA 2AA Bla]P Bla |P
Positive [T e neplate) 5.0 20 10.0 5.0 5.0
control
SOMix (+) Number of 1256 233 618 258 79
colonies/plate 1302 ( 1279)| 249 ( 241)| 604 ( 611)| 249 ( 254) 9 ( 85)
(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: Ethanol, 2,2’-(dodecylimino)bis- No. T-3601
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
S9Mix (ug/plate) TA100 TAI1535 WP2uvrA TA98 TA1537
Negative control 118 15 22 16 6
(DMSO) 87 ( 103) 1 13) 25 ( 24) 18 ( 17) 5 6)
105 11 31 17 8
2.44 91  ( 98) 12 ( 12)] 20 ( 26) 19 ( 18) 7« 8)
94 7 24 17 3
4.88 109 ( 102) 1 9y 25 ( 25) 19 ( 18) 6 ( 5)
S9Mix 98 6 30 17 2
O] 9.77 106 ( 102) 10 ( 8)y| 27 29) 14 ( 16) 30 3)
118 9 26 20 10
19.5 88 ( 103) 12 ( 1)yl 28 (¢ 27) 17 ( 19) 50 8)
87 * 5 % 17 17 * 3%
39.1 75 % ( 81) 3% ( 4yl 23 ( 20) 1 ( 14) 2% ( 3)
50 * 0 * 13 * 0 * 5%
78.1 75 % ( 63) 0 * ( 0) 14 % ( 14) 0 * ( 0) 8 * ( 7)
Negative control 110 9 26 39 10
(DMSO) 18 ( 114) 1 ( 10) 28 ( 27) 33 ( 36) 6 ( 8)
111 9 25 23 6
2.44 106 ( 109) 13 ( 11y 25 ( 25)| 271 ( 25) 6 6)
131 9 22 30 14
4.88 128 ( 130) 14 ( 12)] 20 (¢ 21y 21 ( 26) 5 ( 10)
S9Mix 122 10 19 27 7
(+) 9.77 12 ( 117) 10 ( 10)] 23 ( 21)| 25 ( 26) 7 7)
119 10 27 26 11
19.5 136 ( 128) 9 ( 10)| 27 ( 27)| 30 ( 28) 1 ( 11)
116 11 30 31 14
39.1 112 ( 114) 10 ( 11y 24 ( 27)| 24 ( 28) 9 ( 12)
120 * 12 * 29 * 27 * 6 *
78.1 108 * ( 114) 5% ( 9y 23* ( 26)| 22 ( 25) 11 * ( 9)
Name AF-2 SAZ AF-2 AF-2 ICR-191
Positive [T weplate) 0.01 05 0.01 0.1 1.0
control
$S9Mix (-) Number of 806 249 151 505 1162
colonies/plate 818 ( 812)| 258 ( 254)| 139 ( 145)| 510 ( 508)| 1086 ( 1124)
Name Bla]P 2AA 2AA Bla]P Bla]P
Positive [T eplate) 5.0 20 10.0 5.0 5.0
control
SOMix (+) Number of 1202 260 701 242 84
colonies/plate 1233 ( 1218) | 245 ( 253)| 691 ( 696)| 252 ( 247) 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

* : Growth inhibition of tester strains was observed.

Average of counted colony number of each plate is shown in parenthesis.
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(Table 3)
Study Results (Additional Test)
Name of test article: Ethanol, 2,2’-(dodecylimino)bis- No. T-3601
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
S9Mix (ng/plate) TA100 TA1535 WP2uvrA TA98 TA1537
Negative control 93 11 27 15 7
(DMSO) 9  ( 96) 9 ( 10) 28 ( 28) 18 ( 17) 1 ( 9)
108 10 30 15 13
2.44 95 ( 102) 13 ( 12) 31 ( 31) 18 ( 17) 1 ( 12)
95 8 20 20 11
4.88 102 ( 99) 10 ( 9| 25 ( 23) 15 ( 18) 13 ( 12)
SOMix 104 6 27 14 6
) 9.77 119 ( 112) 14 ( 10) 30 (0 29) 15 ( 15) 14 ( 10)
78 6 33 16 6
19.5 98 (  88) 9 ( 8) 31 (0 32) 17 ( 17) 14 ( 10)
33 * 3 % 27 2 % 5 %
39.1 41 * ( 37) 0 * ( 2y 23 ( 25) 5% ( 4) 0 * ( 3)
60 * 0 * 6 * 8 * *
78.1 40 * ( 50) 0 * ( 0) 16* ( 11) 0 * ( 4) 0 * ( 0)
Negative control 97 9 23 29 12
(DMSO) 113 (. 105) 10 ( 10) 24 ( 24) 280 (1 29) 8 ( 10)
109 14 24 26 6
2.44 103 ( 106) 14 ( 14)| 24 ( 24)| 24 ( 25) 8 7)
108 14 25 25 9
4.88 101 ( 105) 8 (1) 23 ( 24)| 38 ( 32) 1 ( 10)
SOMix 105 7 27 20 7
(+) 9.77 115  ( 110) 2 ( 10) 30 ( 29)| 24 ( 22) 8 8)
120 10 24 23 6
19.5 130 ( 125) 8 9yl 23 ( 24)| 31 ( 27) 7 7)
114 7 24 27 6
39.1 114 ( 114) 1 9yl 24 ( 24)| 27 ( 27) 5 6)
111 * 6 * 18 * 28 * g *
78.1 118 * ( 115) 3% ( sy 26* ( 22)| 2% ( 25) 1 10)
Name AF-2 SAZ AF-2 AF-2 ICR-191
Positive [T weplate) 0.01 05 0.01 0.1 1.0
control
S9Mix (-) Number of 735 271 121 497 1085
colonies/plate 868 ( 802)| 278 ( 275)| 127 ( 124)| 510 ( 504)| 1136 ( 1111)
Name Bla]P 2AA 2AA Bla]P Bla]P
Positive [T weplate) 5.0 20 10.0 5.0 50
control
SOMix (+) Number of 1391 208 689 222 82
colonies/plate | 1364 ( 1378)| 258 ( 233)| 916 ( 803)| 243 ( 233)| 6 ( 73)
(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

Dose Response Curve (Main Test TA1535:-S9Mix)
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Figure 4
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Figure 5

Number of revertant colonies/plate

Figure 6

Number of revertant colonies/plate
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Figure 7

Dose Response Curve (Main Test TA98:-S9Mix)
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Figure 8
Dose Response Curve (Main Test TA98:+S9Mix)
50 r
2 40 -
=
- 4
[}
B
5 30 -
(]
=
<
=
o
§ 20
Gy
o
B
O
g 10 -
j=3
Z
0 1 1 1 1 1 J
0 2.44 4.88 9.77 19.5 39.1 78.1

Test article dose (ug/plate)

28



T-3601

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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RERE = : T-3601

EEMREE (1/2)

ABRAEXBE  :  Ethanol, 2,2'-(dodecylimino)bis- : flEE % I\ 5 18 I 22 4R 25 B3 BR

RREBRITLU TFICRT R > CEMINZD & 2 RFEH LET,

o THBEFEWEEICROI AR L FHET 2R BRMER B 5 5%

(R 23 & 3

A31 B :FEREIK0331HE 85 . Fk23:03-29/HH 6 B BIRARE 110331010

%)

B, WERTRO®Y L, #ERLE L,

AEROFEE
RBRBEEERO
H OH Y W OE H EEEEE~O
Wi A
REREEE 20224 1H 18 H 20224 1 A 18 H
- RE (BRDE) 202248 2H 1H 20224 2/ 7H
HRYE O AL

R 20224 2H 3R
20224 2/ 7H 20224 2H 9H
EF—k 20224 3 H 8H 20224 383 11 A
BRCHEERER K- & 20224 3 A 8AH 20224 3 A 11H
BEREE 20224 34 23H 20224 3 H 23 H
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