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4. EH

Ethyl ethyldimethyltetradecylammonium sulphate @ % {2 {& ¥ 5 55 3 68 O A M % i
THED, FxA=—X - NAAZ—fliHRRMEFME (CHL/IU) % HW7c Gl
PR R A FE LT,

Pt KRB ERBROHELZRTT 5720, 2000 pg/mL ZHEHESE L, LFAKR 2
TAHAMUZE 8 I EZRE L. MMt R 217 - 72, B AABE O JEGTE
PE{ETIE 62.5 pg/mL LA E O H & T, FRERALER L O REHE ML Tl 125 pg/mL 2L E
O & T, EHEAEETIE 31.3 pg/mL L EOHET 50% %8 2 5 Mid@mENRD 5
AUTZ o 50 % A Aol 5 5 $00 ) 3 B (ABEMAIED) 1, 5 IR ] AL B oD FE ARG Pk T 42 pg/mL,
S IR [ AL PR E O ROFHE PEME C 83 pg/mL, @ ALEEYE T 27 pg/mL EH S iz, BLE
DOFERN D R LB E O IERFHE ML TIX 60.0 ng/mL ZRmHEE L, LTFE
7210 pg/mL TAHAR U 72 5 HEZ | FRE B E O RETE ML TIX 110 pg/mL % &
AEE L, UTFHZ 10 pg/mL THR L7 7 HEZ, #EALREE TIE 35.0 ug/mL % %
mHEEL, UTEESug/mL THMNLZS HEZHRE LT,

Yufa KB ABOFE R, ROAREERTO —oDEETHLIX Y v I 2S5 RV Y
BARRE 263 /Mo HBL R (TA1 ) I, WTROLEEICEB W TS, B
BE & el U CREEHIC A B 22 I wh&b%nﬂ“ R REEORBEANE T — X O
95%HEFRNAMDOFHNTH o7, L., BEIE (poly ) O HIBLSRIL, JE Ry QLB
5O FERFBHEMEAL TIX 40.0 2T 30.0 pg/mL O & T, &M EEE L el U CREEHY
WCHBERBEMBED S, MAZNICEELRHERTEE LR b, ERFHELEE
@ﬁﬁﬂ%t@ﬂ:f (% 90.0 pg/mL O EIZIBWT, EMEXFIEE L ik L THREIICAE E
72 HE N A3 73 &J%hmﬁ: eI A B ABIRFEIERD S o 7z, FEPEx g
FEOMEFE N 5T — X D 95%FERSAMOHHIN T b o oo, Yt (R IE R TR,
Ye B ARE R B BEIE & FE LTe, 7272 U VBN B I O35 3 E I3 K 3.2% TH U |
BRI & & 2 BT,

B, TRTORBIEIZB VT, BHEREECIIRARBERT 283 oMk
EEARDOHBLBHE X T — ¥ O 95%MERSMOFHENICH o7z, ZHUITKH LT, B
PEXTHREE CIE, BRMERTIREE L i T 5 &, e RER T IV TR FICAEE R
%Mﬂmw6ﬂtoLtﬁof\ﬁﬁﬁﬁﬂﬁiméﬂkkﬁighko

PLEDRER A5 Ethyl ethyldimethyltetradecylammonium sulphate [Z ARG G1F T
IZBWT, EaEEERFIIFR L2V, LROaRBORELZFERT D & Mm LT,
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5. #&

i

Ethyl ethyldimethyltetradecylammonium sulphate ®Z MM O —E & L T, 2%
FREEMREZ AV RAKRRTRBRLERLIZOT, TOMEEZH®ET D,
B, AT LR OMERL L 72 m M RBR AT A RT A U EIXLLTOEY Th 5,

1) GLP
o [HBLZWE % 4% 5B 2 F 4 5 A B it sk (2 B9 D AR )
(CFRk 2343 H 31 B, FEAEF 033158 8 5. Fhk23-03-29 ®JEHHE 6 5.
BRRAE34E5 110331010 =)

2) wmHERBRTA FT A4
o IHBULEWES IR RO FIEIC OV T
(R 23 43 H 31 BATHIT IR 0331 55 7 5 ERA @A ERE LR K 23
03 - 29 RS 5 SR E XA MIEEERE, BARMAEREE 110331009 5REA K
AREBCRREEABAE)  (B&E SRk 3043 A 29 H)
. TOECD Guidelines for Testing of Chemicals 473 |
(OECD #ZH 4 : 2016457 H 29 H)
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6. HEMHRUGEZ

6.1 HEBRYMERVAE
6.1.1 wWERYE
Bk H - 1

NEES : 29.3480 g (T-2844 L i)

4 R : Ethyl ethyldimethyltetradecylammonium sulphate
CAS &= : 19309-23-0

BMARERES 2-3231, 9-1971 ({LFFiE)

S A SR P

~
,O_E_O/—
7 C3H4N.C,H50,8
TR : 395.64
FIRIZEB T MR ERERTEEN
Eig=y : 150°C (43 fi#)
By REE S |
i : 99.1wt%
TR A7 S : WEEET (FEMME - 3.0 ~ 4.0°C) | %
RAE S AT : WHMFZERT R E R A E
2 E M : R CLE., REEFY
B EoVEE : RiEH (P, v 27 REA TR L) #E5HT5
&,
fili FH #% D AL : i % ORI, G CIRA L 7=,
6.1.2 LS
4 Fr : B K
5T ; RS RIFE WL T
2y & : 8F87N
Hig : E NS5
PR AT 15 : E=S
R A2 T : FURAFSERT B MR =

10
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6.2

AR EES

R ET OSSR HEHHKIZ 20.0 mg/mL THEMTH 72720, WL L CHESH
KEBRIRL T2,

6.3

R AOEES

6.3.1 AT IEA

1)

2)

e 18 2 o B R

BRI 0.2000 g 2 10 mL A A7 F 23 (CHIRLE, WEARML, L=
B, AAT v 7L Cl@EIEED 20.0 mg/mL #8iE (71— FIiZ 0.500 mL ¥
MU 72 BR O F A& IR EE - 2000 pg/mL) ZFH8 L72, KW T, 20.0 mg/mL #BRIK &
A2 (BIBEOWRRIE 5 mL : A8 S mL) TIEK 7 BEFEAR L. 10.0, 5.00,
2.50, 1.25, 0.625, 0.313 %71 0.156 mg/mL O 8 J2 & B D Wi SRk 2 sl L 7=,
Yo o, (4 2L SR

BB 0.0400 g 72 20 mL A A7 T A3 TR L, WEATML, W% L7-
B, AAT 7L TCiEEED 2.00 mg/mL #8iE (71— FIiZ 0.500 mL ¥
U7 BE D i IR - 200 pg/mL) Z FH8 L 7=, R\ T, 2.00 mg/mL # BRIk 2.75.,
2.50, 2.25, 2.00, 1.75, 1.50, 1.25, 1.00, 0.875. 0.750, 0.625. 0.500 K& ¥
0.375 mL (Z%F L, ¥ 2.25, 2.50, 2.75, 3.00, 3.25, 3.50, 3.75, 4.00, 4.125,
4.25, 4.375, 4.50 XV 4.625 mL Z¥M L, 1.10, 1.00, 0.900, 0.800, 0.700,
0.600, 0.500, 0.400, 0.350, 0.300, 0.250, 0.200 }2 T} 0.150 mg/mL O 14 &
B & o> Bl B ik & AR L 7=

6.3.2 RREE
FERICHRE L 7=,

6.3.3 T E 4
AR D 7= 6 LEMMEZRITER L 22> 72,

6.4 xt R E
6.4.1 b= 14 »t BB

WL LTHW DR AR Z BRI E LT,

6.4.2 5 1 xf BR
1) FERHBAEMEAR
~A4 h~A43 2 C (MMC)
oy hEE : 011MHBO1
fEIT : B Y RSt
WaK(i : 2 mg (Jiffi) /)R

11



T-G396

RAF T 15 ; E=S/- i
PR AF 55 i : FORMEFERT B2 Ml e el iR ==

2)  AREHEMEA
a7 4 A757 3K (CP)

a2y NS : PTR2478

EIT : BT A v AR R S

ol : LA (97.0%LL F)

PR AT : e, O

TR AT 5 BT : WRAETERT R MR E N eE

3) FREITIE
PRI R CTHEFIZIT - T2,

(1) MMC
MMC @ 2 mg FEHENA TIVICABEER (B ARIER ARG R T
0y &R K8D96) % 2 mL X CHEM L7 (1 mg/mL) . WIZ., ZOEKE
NEE 20 TR 2 BEBEAIR (K 0.250 mL : AEFAER 4.750 mL) L. 0.050
J2 0 0.0025 mg/mL O % FRHE U 7= (B Ry B ALER 1A o JEACEIHE YEAL CII s & ik
4.850 mL | 0.0025 mg/mL &K% 0.150 mL 1z 7=, 85 AUER V5 C I b & i
4.900 mL {Z 0.0025 mg/mL A % 0.100 mL Il 2 7=, Z OB ORKEEIZ. =1
£ 0.075 pg/mL & T* 0.050 pg/mL)

(2) CP
CP0.0140 g % v MIEHEFE 7 7 AF v 7 BB ITHI L2, 2 AR (A
RIS, MASHRERE TS vy FES  K8D96) % 20 mL M X TIHEMRE
L. 0.70 mg/mL{EKZ M L7z (K53% K 4.900 mL | 0.100 mL 2N x 72, 2D
RF D B #& IR FEIX 14 pg/mL)

4) Bk R 0 SRR B

FHERBRTA FI4 2 (B 5.2) ITHEHARHERELTWE 20,

6.5 {38 FA 8 Ao ¥k
6.5.1 HH R BE

F A ==X« NLARZ— O RBEHEFME (CHL/IU) & HwWic, MS2ATBUE
N EFEAEGFEFT NS 20144 4 H 2 BICATF L, BURERE LRI > W TES
ICHIM DR 2320 L T MR EIE TH 5 2 & (BT RE . MM N EERT 15~20
REM AN, ROERDOT— RER 25 R, ~A a7 7 XA<GOTERENIRN) BiER IR
7=b D% 30 AR CRRBRICHE R U7z, (8 F R oD A A 003 0 e o S 4 il 5Bk ©
17 MkA%, Yefa iR a3 Bk T 21 kR CTh - 7=,

6.5.2 a0 ERER
BRBRT A RT 4 > (AR 5.2) CEAPHERS ATV S0,

12
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6.5.
IR ABEHIEE &2 AV, COLIBE 5%, IEJE 37°C, miBESRME T CE L, f#t
RiZ1~4 B ZEITiTo T,

6.6

6.6.
S9 M OHiEEE (S9,/ 2777 % —C v b,

3 BEREH

S9 mix R V&K DS

1 S9 mix

C181026081) ZIEA L. SO mix 2R L7-, FHEUIAIFIZIT - 7=,

1)

2)

3)

S9

4R
LSS

7y &S
BEH

S A
7 EME
IR

HHEHHEOREGE

i 1 IR

A7 I7 ik
RAF 53 P
il R

4 R
B oo
ny MES
A

(G EPRES
ikt I T R

TR AT 55 P

7K
S9

S9 mix O FAEL (1 mL H)

S9
FV = 2 VEERE TERA S

18083106, 18102608

20184E 8 H 31 H (= &7 : 18083106)
20184F 10 H 26 H (= v &5 : 18102608)
Z v b-SD %

7 i -

7= ) AL E X —L(PB)RNS5,6- Y 7 TR (BF)

HE I PN 4 -

PB4 H Mk % 5 30+60+60+60(mg/kg 14 &)
PB #5-3 H H BF # 5 80(mg/kg /A )
201942 H 28 H (=2 &S : 18083106)
201944 7250 (my &5 : 18102608)
W (=70°C LA )

WREFZEAT BrEMmRARRE BEEZ Y —9

a7y 7 % —C

FV = VEERE TR A4

C18082906, C18102408

201848 H29H (= h&% : C18082906)
2018410 A 24 H (= v F&ES : C18102408)
W (=70°C LATF)

201942 H 28 H (= v h&E5 : C18082906)
201944 H 23 H (v FEE - C18102408)
WHRIFZEET REMERkE @KE7 Y —F

0.7 mL
0.3 mL

13
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MgCl, : 5 pmol/mL

KCI : 33 pmol/mL

TNa—A-6-1 g
5 pmol/mL

LRl =aF o 7 I RTT =0 UX 7 AT R UEE(NADP)
4 pmol/mL

HEPES #% & it (pH7.2)
4 pmol/mL

6.6.2 BER

Minimum Essential Medium (MEM)(Cat.No.21442-25)(ZFEM{k (56°C, 30 43) L
72 F 1 {E (bovine serum, BS)% 10v/v% iR L 7285 % ik (10%BS-MEM) % fv 7=, FH%Y
% ORI ITW IR LT,

1) A1k

oy MES ; 1861237, 1953586, 1998112

fEIT : Thermo Fisher Scientific Inc.

A 7 1A : MR (=20°C LLF 0 ¥ SR

TRAF 5 BT : FORMRSERT B aaiEs  mE
2) Minimum Essential Medium (MEM)

n oy MES : L8R7448

g T : T TAT AT KRS

A 75 14 : e (FFPA#PH 1 ~10°C)

TRAF 5 BT : WRHFFERT BB s

6.7 HEAE"
KBTI TICR LT AT — Y ONEICER LT,

1.5 e 16 56 490 ) kIR JeL IR ] AL BRI EHE P
FHEACHE AL

e AL B I 24 Wy [ AL B

2. Gefh ik B RUR JeL IR ] AL BRI RS
FHARHTE ML

e AL B I 24 R [H) AL B

6.7.1 Ak
PUF#EARICHEV, QUPR 51 R QLR 2 B S0 U 72 5~ L O S8k 2 30 L 7=,

14
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g % e
SRR REE ML +
o | ERRABE JERBNEMEL -
Yo | EGEALERYE 24 BERALER 24-
I | Bkt R RE NC
2 R T AL PR R BN S 1, 2, 3¢+ n DR E
Bp 14 s HE 7 PC
G — WLEREEPN T O F% B 1. 2. 3
g%
N N HBREEL oL Ea— ¥ RN EEL ICE
1L i*fﬁgi;;é%i““ Wo7z 101 ~ 199] £ T 2HDFE
i = o ROA T A KOS % FTHE S
6.7.2 AEDERTE
1) A e 5 ) e B
(L2 E S R D RBR O FIEICHOWT] TED BT 2000 pg/mL % &
AL L. ULTFAK 2 TAR L7 1000,500,250,125,62.5.31.3 KT 15.6 pg/mL
DOFFSHEAZRE LIz, £, ZHICEMEREEZFRT -,
2) YRR R

ARG PEM R RBR DR R L0 . LT OMEZRE L, IR BEE X O
Pk BRRE &2 3 1) 7

WL B )5 WP A (ug/mL)
FHIRFAT AL R FEARENE Mk 60.0. 50.0. 40.0. 30.0 X1*20.0 (%7 10)
ERFMAEE RFHEM L 110, 100, 90.0. 80.0, 70.0, 60.0 X T*50.0 (%37 10)
I f AL B 35.0, 30.0. 25.0, 20.0 XX 15.0 (%3 5)

6.7.3 0 B 158 BiE #0051 5 B

RERRERBROABELZRET L2100 THRABRLE LCER L, ok, UFoR
BREEIED 5 5, MEMA LT LT AEAIE., BEEE FICBW T, WEFOREL A
W, BEBRIEICK - TEmL T,

1)

2)
3)

RO IRE [ AL BRVE D ARETTEMEAL & IR MR . E LB A 24 A O Zh &
AT, et B R ORI B AR 2 5 T 72, v — L (FL—h) Z7 7 X
T 7 ZL— bk (Ef 60 mm) MW, B 1L Lz, £, tHxH s GE
%% (Relative Cell Population Doubling Number, RPD) } OVRH st () B £ £ 0
(Relative Increase in Cell Counts, RICC) % 5 7 5 7= @ AL B 4 R i 2
MERZTV— & L KE&IT T,

TL— %70 2xX 10 HOMAL (K538 IK 5.0 mL) ZEHE L7z,

Bi4% 3 Bk, BINAAAH ZEBIER T CMIIIC R FE N2 & 2Rk, TRITHE,
BB OBRE KR OB 24TV ALBRBR AR E N O 7 L — b 1 Bz 2 W»W T
1. LT OFECHEOREEE Z R0 E L, AHEBRMEEOMAEE & Lz,

15
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(D

(2)

(3)

4)

5)

6)

7)

8)

9)

L R R AL R . .
for WL
TE BT RANE LI AL
HERRER 0.500 mL 1.333 mL 0.500 mL
S9 mix AN & 0.833 mL
TR - BRI
B 0.500 mL 0.500 mL 0.500 mL

Wi L — b DR % FEFE L. Phosphate-Buffered Saline (-) (PBS (-)) % i

BNz 7L —h&2WE LT,

PBS(-)&ZBEH L .0.25% U 7> %K (Trypsin 0.25%, Thermo Fisher Scientific

Inc.) # 1 mLMMZ, ¥ 57MEELx,

7L — MZH L 10%BS-MEM ¥5##%Z 1 mL ML, Xy 7 ¢ 7 CThilha

ZORBE - RS o, MEBREHEAR A WV IR R E 2 E L s, mEREH B O

FHEUIE . 8 X D EEIME O /N | LA MU A L7 b O & ML [ A5 05k

(Population Doubling Number, PD) M FRICC O FtHIZH W=,

SR EAEL Y, . BN AR TSR T AT H O B2 8152 L, WIR T RRO &

AR Uz, TR, FRFMAAPEE T 6 Wi, HEALHEE TIE 24 RS &

L7,

6 H#F“ﬂiﬁ%?& FRRABEIZ O T, HFRFRICHTTHOEBRAHRET DL L b
. BISTACFE ZEBEMEBE T TR ORE A R LT, IRWT, FMiGEHK 2% & 72

éio_%MLtiﬁﬁﬁ@fﬂ%%%@b\%Lw%%ﬁsnmL%mz\E

(2 18 WFf B3 L7z,

BEe i T 1%, BINIALAR ZBAMEE T CHTH O A B LR OCHIOREZ R LT (G

FALERIE DR TIRROERIT, BT —2 L L) .

KNT, 3)OTFIEICHE, &7 L— b ORI EZ JE L, 5T RO Mg o

L7,

B MBEEENS, A1, 2 KO3 IRV, Rt BEEA 100% & LI=KBED

A% > RPD* & (N RICC*Z R H L7z,

PD (%)= [log (ALBE (B5F&) #& THFOMIIaE + BB AR O M E0)] + log 2

(X 1)
o (%%%E@ﬂﬁ: i} 5 MRS
RPD (%) = iz bk BB EE I 35 5 MHLJE [ {2 I 0 100
(X 2)
RICC (3 - — GBI IULIEEE O Rl (53 TS aE)) oo
(F e TR O J B, (R 2 Y 1 W— LB B B ) )
(% 3)

HREE N HI =R (=100-RPD) *Z B H L., 50% %2 e 2 SOEMRNS . 50%H
Feo 5 B o e BE (RS fIE) AR L=,
*HEMEN U TOHAIT 0% E LTH- T,

16
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6.7.4 REAREEHR
LITOMBRBIED S B, BMENEZLE LT LH61T, BEERE FICBWT, WEKF

DA zEHNT, BEEBIEICL > TEBL-,

1)

2)
3)

4)

5)

6)

7)

8)

B I AL ER V5 O REHEPEAL & FERBHEME L, R AR E D 24 FEFILER D Z 2
T, BEEXTIREE, BB B AER R L O R B 2 3 72, v — L (T L —
K X779 2F v 77 —b (BE£60mm) MW, &8 3K (BEEE-1. 2 &
W3) & L7, £72, RPD XU RICC % H 9 5 7= & @ WL BH 4 R A0 e 25000 &
27— M & LR T T,

FL— Y70 2xX 10 E oM (KK 5.0 mL) Z#ERE L7z,

BedE 3 BRI, BINCAL AR ZTIIREE T CHIIC B R0 2 L 2tk FRICHKE
W BRI OBRE R OB Z TV BABRRIER O 7 L — N LI DWW TiE, #i
fed s FE A I BRI HE U C L ALERBRARRE ORI & L,

S IF [ AL U . ,
e
AL RABTEPEL IR
e 0.500 mL 1.333 mL 0.500 mL
SRR S (0.150 mL)* (0.933 mL)* (0.100 mL)*
S9 mix WA 0.833 mL
éﬁﬁﬂ§§g+ 0.500 mL 0.500 mL 0.500 mL
7 o 1 (MMC: 0.150 mL)* | (CP:0.100 mL)* | (MMC: 0.100 mL)*
aNy J==N
T () PR, XTI 00 6 T 25 B OF B it 0 B YR B e 7

BB B AR | SO AE ZEBEIREE T CAT H O B OV IR TR R IR O 8 % fE R
L. MERFRIAUBRIE CIL 6 Ref | Eft ALBE L i 24 e Bs 28 L7z,

6 I BT B %, BRI ALBRE IS D W IR ST FE 22 BE BT T TR E O AT H K Y
HROREEZHER LTz, RNT, F2%E7220 L2 MEEEMN L AEBER
T Z e L, T LWEERIR 5.0 mL 21, B2 18 FEfEF% LT,
FERE2H DT L —F (BHEZ-1 LO-2) I2oW T, Y REl R AEARERD =D
BT O/ 2 FERIATIC 2 L8 I R (T A2 UK. 10 pg/mL) % 0.1 mL
Mz 7=,

BEK TR, 7L — FPOBBREZZELEIZE L, 0.25% U 7 K (Trypsin
0.25%., Thermo Fisher Scientific Inc.) THIfEZ FI23 L, [BIUX « =000 B L 7=,
WNT, LR L > TEDTZHRZ 0.075M (LD U U AEKTK 15 47
REEME L, AF AT va— b §iig=3: 1 I CETE L7, EEL-Minz 2
TA KRBT AIKICOE 2EANCIE F Lz, P dERT T L — N 24720 2 KfE
FU7-, MBEM TR, 1 AL EZERTEE L, 2% AR TH 15 oMk LT
P AREER 2 AERL L 7=,

BAHHR KO L— 1 (BF=-3) (X, S FHEZBME T oirhof RO,
AR OARRE & R L 72 (EIFRAABE O BE TRROMBRIZ. BT X L L),
Z D%, Al REEFE AT BRI HE U ORI R B A I E L, RPD OV RICC ZH L
7=,
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6.7.5 018 D ER kL

PD, RPD K ' RICC BHIZIZRRMEZ AV, TRLOMHEICHE > THE LT,

1) MBREIC SV T, mMERFHFREEICE T 5 8 KE O FHIUE O FE O /LR 1
(L&D AL, B THRR L (AL 5HEEO FEHE X 10* cells/mL)

2) PDIZoWVWTIE, DORSREEZHWCTERE L, MEURE 3MAUEREAL, /MK
M2 ECTERLE,

3) RPD (EHFHE) IZ2WVWTIE, 2) OFRREZ O /AU 1 A2 A LK
ELTHRRLTE,

4) RICC (HZH) ITOWTIE, 1) ORRFEEZHWTER L, USRS | 242 U
HALEE L TERLE,

6.7.6 ERXDEHE
BMEE T T L — FY720 150 M (BFIREEX 720 300 Mifa) DYk B < JEBH
L7enHP g 288 L MERFTOREE BT LR OMaOK AT LT, R
EHRAEOHBEH LS L, ROaREADBEIITRTT T4 ML TfTo 7=,
B, BT, KSOAHEERIZ S0%LL EoMiaBEEE R T RIKORE LY, LLTOH
EABRR L, MLz,

JLER 5 15 LB & (pg/mL)
FLFERALER VL FEAREITE AL 40.0, 30.0 %X 1*20.0
AR TR R ML 100, 90.0 % X 80.0
e AL BR Y 30.0, 25.0 X T*20.0
6.7.7 FEAEFTDONE

e KRB I I ERE EBRNEFICRL, BERFIHEICUTOLIICESR - &
¥HL7T-,
1) R
Fx v 7(g) : et R (ctg) B Nk Rl (csg) G ie X v v 7 &
XY R TG B RO R iz 23 d 5 6 o (3E
iy g RO R Eich D) ThoT, £D
EINYEASEOMEELT CHBRZRIERGAIA BB D

o b D,
Gefa 53 (R I (ctb) Wr i 3 ge e RO R B2 S 13T T D b DK OFE

PR A RO R Flch > ThH, TOREIN
Pt 3 ROMELL EICBER T D b o,

Yuta oy (R B ZS i (cte) - VU SR 2R M 7 &

Yett RBIEIT (csb) - W A YR O RE B2 S TR Y BFEANED
LIRS D K OFEGE AL AN etk o [El dl B &
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S2Th, TORIVPEESEOEU LIZHNA TS b

O)o

Yo (R M (cse) BRI GR, BRI GKR L,

1577 AL(frg) L oD ERERIC RIS OO R x v T AH
Nt o,

2) B RE
PR B, EOMBENARE > TWAHEAOHK (ZFEER) LERD ML
GHERRELER LT,
5 5k : polyploidy (BZWN{EMIA : endoreduplication % & ¢¢)

6.7.8 HROHE
FIEICE LTt Yl oREN N RE 2 E oMo BB L - THE L
T HEIEEE O @mﬁﬁi ¥y v 72505 E (TAG) EEERVWES (TA) &I
ST REHIETEE ., AT A FE R L, CHE SIS - THIE LT,
6.7.9 HETAEAT

Xy v TEEERVIGS (TA) OY: R IE R F & OYs RSB 25 o H 8L I
DWT, et BREE & o BR Y B LB RERT & O T Fisher O ELEEMEREHE 1 DI X 5 bt
WaEITo 72 (BEAKE : 7l 5%) .

EEROEEICRB W T, EREFMABIEICB W TAHEREIMAERD 57272 ® ., Cochran
Armitage UDTEEF'?*?%EB) (B EKYE - Fl5%) 21T o7,

F, REEBEEREOHBMEEICOWNT, YRS B REL OB Th
ﬁwﬂ®ﬁﬁﬁﬁﬁ%%”;ié%@%ﬁ0k(ﬁ%ﬂﬁ:ﬁ%SWo

6.7.10 I E R
uT@¢&f®%£%ﬁtﬁﬁA\%ﬁk%ﬁbto
1) D Ed 1 DOEBRYEIRERICKT 2GR R MEBLEN ) 2L L
NTHEFHFICHEEREME =T,
2) EFEOWMCIEHHFENICAERERHAEKGEERALND,
3) WA LR EIREREO MEBLEN RIS T — ¥ O 95% & BLELH
HThD,
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7. HERHER

7.1 0 Be 1 5iE 40 1 5L R

fE 8 % Appendix 1-1~1-3, Appendix 3 (2" L 7=,

BEBRIG TR FE D B O A K O RSB E O G 28 i%, 8RR AL ER vE o JE AR v
b K OV e LB 75 T 250 pg/mL BL E O H & TH H2AFE ® 41, 500 pg/mL 2L E D H
BETHKA~DO AT ST, R AL O M HHE ML T, 62.5 pg/mL
U EOREBETHERRD b, 125 pg/mL UL EOFAETARBG~DOARHELNRD 5
i, MiFEEORIECh 2 RPD 28 H L7255 5. R LEE o JEREHE ML T
62.5 pg/mL LA oo H &, FERFE AR E O RGTE ML Tl 125 pg/mL 2L EO H & T,
HGEALELYE TIE 31.3 pg/mL LA EOHET 50% %8B 2 2 MiamER~RO iz, 50%
e B B o g RS AIED) 1. IR R AL ER VL 0 FEAREHE M L T 42 pg/mL, LI [ AL
FRYE O RHNEMEAL T 83 pg/mL, HEHEALHE T 27 pg/mL & HH S L7,

7.2 Z2EAEEHR

At L% Table 1~3, Appendix 2-1~2-3, Appendix 4 |2/~ L7z,

PEBRIE I AL S HrH O & O R IR O G X, R LETE O JERHITE P
bR VG ALER L TIET R TCO AR TRD bR oz, FHERFFLHEE O RS ML
TIEHT X TOHETHHAR O L, AHEITRD bR o T,

MERE O MBE (TA) X, AR EQABE O IEMRBE (L TIX 40.0. 30.0 XY
20.0 pg/mL O HE T 0.7.0.3 X 0% TdH > 7=, 8RR AL ELE o EHE AL T 100,
90.0 %X ¥ 80.0 pg/mL ®H&E T 1.0,0.7 XN 0.3% T - 7=, @ L H L T 30.0,25.0
J ¥ 20.0 pg/mL OHETO0.3, 0.7 X 0.7%TH - 7=,

B E (BEUR, Poly) o BRI, MK AL % O JEHHE ML Tl 40.0, 30.0
J ¥ 20.0 pg/mL OHET 3.2, 2.6 XV 0.3% Th o7z, FHEFRHLEEORBIG LT
1% 100, 90.0 %7 80.0 pg/mL DHET 1.6, 3.2 XKV 0.7% Th o 7=, HiEALEIETIE
30.0, 25.0 X 1*20.0 pg/mL OHETO0, 0.3 XN 0% Th o7,

7.3 BRI A
LR D FEMEZ 72 Uic 72 BRI U e S av7z &Il L7,
o BEWEER3HEU EICT, FMishi,
o [EMEXTEREE CIXRE OHBLRIIE RT — % O 95%MEFR AR OFHEENIZH - 7=,
o M RREETIL. RRM IR L T 5 b YR RS R E B W TREIIIC
BRERBIMBRD bz,
o WBREEICFICHBEIIED b o7,
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8. EX,

Ethyl ethyldimethyltetradecylammonium sulphate @ % {2 {& ¥ 5 55 3 68 O A M % i
THED, FxA=—X - NAAZ—fliHRRMEFME (CHL/IU) % HW7c Gl
PR R A FE LT,

PR RERBROMSE, OARBEERTO—2ORIETHLIX v v T2 E /R0
@%ﬂﬁ%ﬁ?éﬂ@@ﬁﬁ@(h&ﬁ) I, WTFROLEEICBNTYH, BEExHR
BEL I L CHRHAMICAEZERBIMIBO LN T, B BEEORBHNE ZT — % O
OS%IERSAMOFHNTH >72, Lo, HEIK (poly ) O HBIZRIE, FERER L
O FEMRBHEMEAL T 40.0 X 30.0 pg/mL & 8T, Bt AL & il L TR
WCHERBEMBED b, M FUICHEERHEKGFELRD b, MRFFALEE
®ﬁﬁ%@MTi9OMgML®%%KEWT\@ﬁﬂ%ﬁkmﬁbfﬁ#% HE
IR LT, A FICAE B HBEREEIIRD S o7z, R
BEORIRNTE 7T — % D 9S%MERNAT ORI TH H - 7272, Yeto R 1 2w ek,
PR B R GE EHE Uiz, 7272 U B B M O B 3 B 13 K 3.2% TH Y |
MR L B 2 bz,

BB, TANTORMIEICE T, BRI REREERT 267 5k
EEARO MBS 1375 507 — Z O 95%HER M OFHNITH - 7=, gzh’iﬂ/f Ffﬁ
PESRE I, BRPERTIREE & bl 92 &0 Qe ARG 5 5 12 B W) THERH DI
BMARGEO bz, Lieh-> T, MBRITEDICEmIShZEEZ DL,

HGALEE CREBMEFRENBO N2 holc 2 L n BRI ALEE O FERETE M
BIZB T DEEMEOFERITMI S HOME « BIEIZL DD EREBIND,
F 7o, ARWEBRYE T Ames AR (TA98, TA100, TA1535, TA1537, WP2 uvrd)
Tl HEsATnD

PLEDOFKER D5 Ethyl ethyldimethyltetradecylammonium sulphate (ZAGER L/ T
IZBEWT, AR BERTIIFER L2V N, REKRKEREZFHERET D Lfbm L.
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1)

2)

3)
4)

SEXH

M et E (1999) @ <UGT>ROAERFERBRT —F L, pp. 15-20, =/b -
TA e v— | KR

Siegel S, Castellan NJ. Jr. Nonparametric statistics for the behavioral sciences. 2nd
ed. New York: McGraw-Hill; 1988.

Agresti A, Categorical Data Analysis. New Jersey: Wiley InterScience; 2002
(2019) : Ethyl ethyldimethyltetradecylammonium sulphate @ #fi ;& 2 H V> 5 15 )7 24
R GREBRE S - T-2844) | MARHEARY VU —F o ¥ —
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Attachment 1

Historical Data of the Chromosomal aberration Tests in CHL/IU Cells

Cumulative background data of chromosomal aberration tests in cultured Chinese hamster cells (line

CHL/IU), carried out under the same study conditions at BoZo Research Center Inc.

Period for NC : April-2015-December-2018

Period for PC : April-2015-December-2018

Treatment Cells Poly TA Treatment Cells Poly TA
S9 mix Time = observed (%) (%) S9 mix Time | observed (%) (%)
( 18600) (86.7) (100.7) (19200) (2.0 (7372.0)
Mean 0.7 0.8 + Mean 0.0 57.6
6-18
+ 6-18 S.D. 0.3 0.3 (CP) S.D. 0.1 12.3
UCL 13 1.4 UCL 0.2 81.7
(n=62) LCL* 0.1 0.2 (n=64) LCL* 0.0 33.5
( 18600) (78.0) (111.3) ( 17700) (18.0) (3134.7)
Mean 0.6 0.9 - 6.18 Mean 0.2 26.6
- 6-18 S.D. 0.3 0.3 (MMC) S.D. 0.2 5.6
UCL 12 1.5 UCL 0.6 37.6
NC (n=62) LCL* 0.0 0.3 pC (n=59) LCL* 0.0 15.6
( 17700) (76.0) (101.3) ( 17400) (27.3) (3470.0)
Mean 0.6 0.9 - 24-0 Mean 0.2 29.9
- 24-0 S.D. 0.3 0.3 (MMC) S.D. 0.3 6.7
UCL 12 1.5 UCL 0.8 43.0
(n=59) LCL* 0.0 0.3 (n=58) LCL* 0.0 16.8
(300) (0.7) (0.7) (300) (0.0 (130.0)
Mean 0.3 0.3 - Mean 0.0 65.0
48-0
- 48-0 S.D. #DIV/0! #DIV/0! (MMC) S.D. #DIV/0! #DIV/0!
UCL #DIV/0! #DIV/0! UCL #DIV/O!  #DIV/0!
(n=1) LCL* #DIV/0! #DIV/0! (n=1) LCL* #DIV/0! #DIV/0!
( ):umber of observed.
Negative control (NC) : water for injection, isotonic sodium chloride solution, dimethylsulfoxide, 0.5w/v% sodium carboxymethyl

Positive control (PC) :

S9 mix :
Time :

Poly :

n : the number of studies

Mean :

cellulose solution, acetone or culture medium

CP ; Cyclophosphamide, 14 pg/mL

MMC ; Mitomycin C, 0.075 pg/mL (used for the short-term treatment)
MMC ; Mitomycin C, 0.050 pg/mL (used for the continuous treatment)
+; with metabolic activation - ; without metabolic activation

treatment hours - hours of incubation without test article

polyploide cells
TA : total number of cells with aberrations excluding gaps

average of structural aberration and numerical aberration in cumulative studies

S.D. : standard deviation of structural aberration and numerical aberration in cumulative studies

UCL:
LCL:

95% control limits(upper control limit)

95% control limits(lower control limit)

* : The value was regarded as 0%, when value was 0 and below.
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Table 1 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Ethyl ethyldimethyltetradecylammonium sulphate
[Short-term treatment:-S9 mix]
. Conc. of Number of cells with structural chromosomal aberration (%) Number of cells with numerical chromosomal
Time S? test article R(f’D R{)CC aberration (%)
) mix (ug/mL) ob(s::gse d ctb cte csb cse frg TA(%) g TAG(%) %) %) ob(s?:lilse d Poi}:ﬁlsold other  Total (%) t:::td
150 1 1 0 0 0 2 0 2 151 1 0 1
NC 150 0 1 0 0 0 1 0 1 100 100 150 0 0 0
300 1(0.3)  2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) 301 1(0.3) 0(0.0) 1(0.3)
150 0 0 0 0 0 0 0 0 150 0 0 0
20.0 150 0 0 0 0 0 0 0 0 100 100 151 1 0 1
300 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 301 1(0.3) 0(0.0) 1(0.3)
150 0 0 0 0 0 0 0 0 156 6 0 6
30.0 150 1 0 0 0 0 1 0 1 108 113 152 2 0 2
300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 308 8(2.6) 0(0.0)  8(2.6)* Y
150 0 1 0 0 0 1 0 1 154 4 0 4
6-18 - 40.0 150 0 1 0 0 0 1 1 2 30 20 156 5 1 6
300 0(0.0)  2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 1(0.3) 3(1.0) 310 9(2.9) 1(0.3) 10(3.2)*
50.0 Not observed 0 0 Not observed
60.0 Not observed 0 0 Not observed
150 4 19 0 0 0 23 0 23 150 0 0 0
PC 150 6 20 0 0 0 25 0 25 113 123 150 0 0 0 -
300 10(3.3)  39(13.0)  0(0.0) 0(0.0) 0(0.0)  48(16.0)*  0(0.0) 48(16.0) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,

frg: fragmentation, other: endoreduplication

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control (water for injection)

PC: Positive control (mitomycin C, 0.075 pg/mL)
*ip <0.05 (Fisher’s exact test), *2;p <0.05 (Cochran Armitage trend test)

RPD: relative population doubling RPD is the population doubling of the treated groups compared to that of the negative control.

RICC: relative increase in cell counts RICC is the relative increase in cell count of the treated groups compared to that of the negative control.
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Table 2 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Ethyl ethyldimethyltetradecylammonium sulphate
[Short-term treatment:+S9 mix]
Conc. of Number of cells with structural chromosomal aberration (%) Number of cells with numerical chromosomal
Time S9 test ar;icle 0 RPD RICC aberration (%)
(h) mix Cells o o (%) (%) Cells  Polyploid o, trend
(ug/mL) observed ctb cte csb cse frg TA(%) g TAG(%) observed  cells other  Total (%) test
150 0 1 0 0 0 1 0 1 151 1 0 1
NC 150 0 1 0 0 0 1 0 1 100 100 152 2 0 2
300 0(0.0)  2(0.7) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0)  2(0.7) 303 3(1.0) 0(0.0) 3(1.0)
50.0 Not observed 102 103 Not observed
60.0 Not observed 108 113 Not observed
70.0 Not observed 99 97 Not observed
150 0 1 0 0 0 1 0 1 151 1 0 1 NS
6-18 + 80.0 150 0 0 0 0 0 0 0 0 80 71 151 1 0 1
300 0(0.0) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 302 2(0.7) 0(0.0)  2(0.7)
150 1 0 0 0 0 1 0 1 155 0 5 5
90.0 150 0 1 0 0 0 1 0 1 67 55 155 2 3 5
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0)  2(0.7) 310 2(0.6) 8(2.6) 10(3.2)*
150 1 1 0 0 0 2 0 2 151 1 0 1
100 150 0 1 0 0 0 1 0 1 24 16 154 1 3 4
300 1(0.3)  2(0.7) 0(0.0) 0(0.0) 0(0.0) 3(1.0) 0(0.0) 3(1.0) 305 2(0.7) 3(1.0) 5(1.6)
110 Not observed 0 0 Not observed
150 3 74 0 0 0 75 0 75 150 0 0 0
PC 150 5 79 0 0 0 81 0 81 69 58 150 0 0 0 -
300 8(2.7) 153(51.0) 0(0.0) 0(0.0) 0(0.0) 156(52.0)* 0(0.0) 156(52.0) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
frg: fragmentation, other: endoreduplication

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.
NC: Negative control (water for injection)

PC: Positive control (cyclophosphamide, 14 pg/mL)

*ip <0.05 (Fisher’s exact test), N.S.: not significant (Cochran Armitage trend test)

RPD: relative population doubling RPD is the population doubling of the treated groups compared to that of the negative control.

RICC: relative increase in cell counts RICC is the relative increase in cell count of the treated groups compared to that of the negative control.
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Table 3 Chromosomal aberration in cultured Chinese hamster (CHL/IU) cells treated with Ethyl ethyldimethyltetradecylammonium sulphate
[Continuous treatment:24hr]
. Conc. of Number of cells with structural chromosomal aberration (%) Number of cells with numerical
Time S? test article RfD R{)CC chromosomgl aberration (%)
(h) mix (ug/mL) ob(s:eeg/Se q ctb cte csb cse frg TA(%) g TAG(%) %) %) ob(s::}ri/se d Poi}:l)llsold other  Total (%)
150 0 0 0 0 0 0 0 0 151 1 0 1
NC 150 1 0 0 0 0 1 0 1 100 100 151 1 0 1
300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 302 2(0.7) 0(0.0)  2(0.7)
15.0 Not observed 104 106 Not observed
150 0 0 0 0 0 0 0 0 150 0 0 0
20.0 150 1 1 0 0 0 2 0 2 90 84 150 0 0 0
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0)  2(0.7) 300 0(0.0) 0(0.0) 0(0.0)
150 0 0 0 0 0 0 0 0 151 1 0 1
24-0 - 25.0 150 1 1 0 0 0 2 0 2 78 69 150 0 0 0
300 1(0.3) 1(0.3) 0(0.0) 0(0.0) 0(0.0) 2(0.7) 0(0.0)  2(0.7) 301 1(0.3) 0(0.0) 1(0.3)
150 0 0 0 0 0 0 0 0 150 0 0 0
30.0 150 1 0 0 0 0 1 0 1 47 34 150 0 0 0
300 1(0.3) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.3) 0(0.0) 1(0.3) 300 0(0.0) 0(0.0) 0(0.0)
35.0 Not observed 36 25 Not observed
150 4 22 0 0 0 26 0 26 150 0 0 0
PC 150 6 21 0 0 0 25 0 25 92 88 150 0 0 0
300 10(3.3) 43(14.3)  0(0.0) 0(0.0) 0(0.0) 51(17.0)*  0(0.0) 51(17.0) 300 0(0.0) 0(0.0) 0(0.0)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,

frg: fragmentation, other: endoreduplication

TA: total number of cells with aberration excluding gap, TAG: total number of cells with aberration including gap.

NC: Negative control (water for injection)
PC: Positive control (mitomycin C, 0.050 pg/mL)
*ip <0.05 (Fisher’s exact test)

RPD: relative population doubling RPD is the population doubling of the treated groups compared to that of the negative control.

RICC: relative increase in cell counts RICC is the relative increase in cell count of the treated groups compared to that of the negative control.
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Appendix 1-1
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Ethyl ethyldimethyltetradecylammonium sulphate
[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type Treatment and Cell- Observation”
. RPD? growth —
S9 | time | Concentration %) inhibition |Condition of|  Color of Prec1p1tates/Crystalsﬂ
mix | (hr) (hg/mL) ratio(%)” cells? medium® 1) 2)
0 (NC) 100 0 - - - -
15.6 89 11 - - - -
313 75 25 ++ - - -
o | 625 09 100 +++ - - -
- | 618 § 125 0 100 -t ] ] ]
7 | 250 0 100 +++ - + +
=1 500 0¥ 100 h) Whitish pink + 4
1000 0¥ 100 ++ Whitish pink + +*
2000 0¥ 100 ++ Whitish pink + +*
Concentration of 50% cell-growth inhibition : 42 pg/mL

NC : Negative Control (water for injection)

a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewei

¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition
of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.

d) - : Mostofthe cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium.
The shape of attached cells was also altered.

+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape

of attached cells was also altered.
e) - :No changes of color

f) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
+* : Presence of precipitates adhered to the bottom of the plate.
g) The value was regarded as 0%, because cell counts were 0 or PD was 0 and below.
h) Condition of cells could not be observed due to severe precipitate of the test article.
All calculations were carried out using Excel 2010
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Appendix 1-2
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Ethyl ethyldimethyltetradecylammonium sulphate
[Short-term treatment : +S9 mix]

T-G396

Cell-growth inhibition test

Study type | Troatment and Cell- Observation®
. RPD?Y growth —
S9 | time | Concentration %) inhibition |Condition of|  Color of Prec1p1tates/Crystalsﬂ
mix | (hr) (g/mL) ratio(%)” cells” medium® 1 2)
0 (NC) 100 0 - - - -
15.6 116 0 - - - -
31.3 90 10 - - - -
o | 625 74 26 - - T N
+ | 6-18 'é 125 02 100 -+ Whitish orange + +
% 250 02 100 -+ Whitish orange + +
= 500 02 100 h) Whitish orange + Sk
1000 02 100 h) Whitish orange + 4k
2000 02 100 h) Whitish orange + 4k
Concentration of 50% cell-growth inhibition : 83 png/mL

NC : Negative Control (water for injection)
a) The plate in the negative control group was regarded as a 100% growth.
b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewei
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition
of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.

d) - : Mostofthe cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape
of attached cells was also altered.
e) - :No changes of color
f) - : Absence of precipitates

+ : Presence of precipitates floating in the medium.
+* : Presence of precipitates adhered to the bottom of the plate.
g) The value was regarded as 0%, because cell counts were 0 or PD was 0 and below.
h) Condition of cells could not be observed due to severe precipitate of the test article.
All calculations were carried out using Excel 2010
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Appendix 1-3

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Ethyl ethyldimethyltetradecylammonium sulphate

[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type Treatment and Cell- Observation”
- . RPD? growth — — 5
S9 | time | Concentration %) inhibition | Condition of|  Color of Precipitates/Crystals
mix | (hr) (ng/mL) ratio(%)” cells? medium® 1) 2)
0 (NC) 100 0 - - - -
15.6 74 26 + - - -
31.3 42 58 ++ - - -
o | 625 09 100 +++ - - -
- | 240 § 125 0 100 -t ] ] ]
7 | 250 0 100 +++ - + +
=1 500 0¥ 100 h) Whitish pink + 4
1000 0¥ 100 h) Whitish pink + +*
2000 0¥ 100 h) Whitish pink + +*
Concentration of 50% cell-growth inhibition : 27 png/mL

NC : Negative Control (water for injection)
a) The plate in the negative control group was regarded as a 100% growth.

b) Cell-growth inhibition ratio was shown as 100 - RPD. The value was regarded as 0%, when value was 0 and fewer
¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition

d)

+

++

+++

4%

of the test solutions. Precipitates/crystals were observed l)immediately after addition of the test solutions and”at
the end of treatment.

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

: A small number of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.

: Approximately half of cells were detached from the surface of the plate and floated in the culture medium.

The shape of attached cells was also altered.

: Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape

of attached cells was also altered.

: No changes of color

: Absence of precipitates

: Presence of precipitates floating in the medium.

: Presence of precipitates adhered to the bottom of the plate.

g) The value was regarded as 0%, because cell counts were 0 or PD was 0 and below.

h) Condition of cells could not be observed due to severe precipitate of the test article.

All calculations were carried out using Excel 2010
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Appendix 2-1

Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated

with Ethyl ethyldimethyltetradecylammonium sulphate
[Short-term treatment : -S9 mix]

Chromosomal aberration test

Study type | Treatment and Observation”
S9 | time | Concentration . b _ Precipitates/Crystals®
mix | (hr) (ug/mL) Condition of cells” [ Color of medium ) )
0 (NO) - - - N
o 20.0 - - - -
g 30.0 + - - N
- | 6-18 = 40.0 ++ - - -
8 50.0 +++ - _ -
= 600 T+ - B -
PC - - - -

NC : Negative control (water for injection)
PC : Positive control (mitomycin C : 0.075 pg/mL)

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.
: Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape of

attached cells was also altered.
: No changes of color

: Absence of precipitates

+H+

d -
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Appendix 2-2
Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Ethyl ethyldimethyltetradecylammonium sulphate
[Short-term treatment : +S9 mix]

Chromosomal aberration test

Study type | Treatment and Observation”
S9 | time | Concentration Conditi feells? | Color of medium® Precipitates/Crystalsd)
mix | (hr) (ng/mL) ondition of cells olor of medium 1 )
0 (NO) - - - -
50.0 - - + +
kS 60.0 - N T T
-2 70.0 + - + +
+ |6-18| & [80.0 +F - + +
% [ 90.0 St B ¥ +
&= [ 100 o - T "
110 4+ - + +
PC - - _ _

NC : Negative control (water for injection)
PC : Positive control (cyclophosphamide : 14 pg/mL)

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of
the test solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

b) - : Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.

+ : A small number of cells were detached from the surface of the plate and floated in the culture medium. The
shape of attached cells was also altered.
++ : Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.
+++ : Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape of

attached cells was also altered.
¢) - :No changes of color

d) - : Absence of precipitates
+ : Presence of precipitates floating in the medium.
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Appendix 2-3

Results of observation in the chromosomal aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Ethyl ethyldimethyltetradecylammonium sulphate

[Continuous treatment : 24hr]

Chromosomal aberration test

Study type | Treatment and Observation”
S9 | time | Concentration . b _ Precipitates/Crystals®
mix | (hr) (ug/mL) Condition of cells” [ Color of medium ) )
0 (NO) - - - N
o [ 150 - - - -
g 20.0 + - - N
- | 24-0 = 25.0 + - - -
8 30.0 ++ - _ -
= 7350 T+ - B -
PC - - - -

NC : Negative control (water for injection)
PC : Positive control (mitomycin C : 0.050 pg/mL)

a) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of

the test solutions. Precipitates/crystals were observed Vimmediately after addition of the test solutions and”at the end
of treatment.

b) -
+

++

+H+

c) -

: Most of the cells were attached to the surface of plates and grew as a monolayer. Their shape was normal.
: A small number of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.

: Approximately half of cells were detached from the surface of the plate and floated in the culture medium. The

shape of attached cells was also altered.

: Most of the cells were detached from the surface of the plate and floated in the culture medium. The shape of

attached cells was also altered.

: No changes of color
: Absence of precipitates
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Appendix 3
Cell concentration, population doubling and relative increase in cell counts in the cell-growth
inhibition test in cultured Chinese hamster (CHL/IU) cells treated with Ethyl
ethyldimethyltetradecylammonium sulphate

[Short-term treatment : -S9 mix]

Study type
Treatment and Cell counts ¥ Cell counts

S9 | ti Concentration PD RICC
mix (1111?; (ug/mL) (x10* cells/mL) | (x10* cells/mL)

0 (NC) 42 1.22 100

15.6 38 1.08 83

31.3 34 0.92 67

2 625 1 -4.17 0¥

- 618 € 125 18 0 <) 0¥
- 250 0 c) o9

& [ 500 0 o) 09

1000 0 c) 09

2000 0 c) o9

[Short-term treatment : +S9 mix]

Study type
Treatment and Cell counts Cell counts

S9 | time | Concentration . " PD RICC
mix | (hr) (pg/mL) (x10” cells/mL) | (x10" cells/mL)

0 (NC) 46 135 100

15.6 53 1.56 125

31.3 42 1.22 86

2 | 625 36 1.00 64

+ | 6-18] £ 125 18 0 c) 09
= 250 0 c) 0%

& [ 500 0 5] 09

1000 0 c) 09

2000 0 c) o9

[Continuous treatment : 24hr]

Study type | Treatment and

a) b)
S9 | time | Concentration (Cle;}‘coilln;s D (Cle(;}‘mlllln;s D PD RICC
mix | (hr) (ng/mL) 10" cellsm 10" eellsm
0 (NC) 39 1.12 100
15.6 32 0.83 67
313 25 0.47 33
2 | 625 0 <) 0¥
- 240 € 125 18 0 <) 09
- 250 0 c) o9
& [ 500 0 o) 09
1000 0 c) 09
2000 0 <) oY

NC : Negative Control (water for injection)
The number of cells on the plate of each dose was measured using the hemocytometer (8 areas) at
the time of start® and end * for treatment. Cell counts were displayed as the mean of measured

values.

PD : Population Doubling was determined as;
[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2

RICC : Relative Increase in Cell Counts was determined as;

{[Increase in number of cells intreated cultures (final - starting)] / [Increase in number of cells control cultures (final - starting)]} x 100

¢) The value was incalculable because of cytotoxicity.
d) The value was regarded as 0%, because RICC was 0 and below.
All calculations were carried out using Excel 2010
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Appendix 4
Cell concentration, population doubling and relative increase in cell counts in the chromosomal aberration test
in cultured Chinese hamster (CHL/IU) cells treated with Ethyl ethyldimethyltetradecylammonium sulphate

[Short-term treatment : -S9 mix]

Study type | Treatment and

a) b)
S9 | time | Concentration Celi counts Celicounts D RICC
mix | (hr) (ng/mL) (10" cells/mL) (x10" cells/mL)
0 (NC) 43 1.42 100
K 20.0 48 1.42 100
&}
€ 30.0 52 1.53 113
- | 6-18] S 40.0 13 24 0.42 20
Z [ 500 3 S 5
= [ 600 0 ) o
e 35 1.61 123

[Short-term treatment : +S9 mix]

Study type | Treatment and ) )

Cell counts °

Cell counts *

S9 | ti Concentration PD RICC
e (I;I;)e (wg/mL) (x10* cells/mL) | (x10* cells/mL)

0 (NC) 49 1.44 100

50.0 50 1.47 103

o |60.0 53 1.56 113

2 [700 43 1.42 97

+ | 6-18| & [80.0 18 40 1.15 71

%2 [ 90.0 35 0.96 55

&= 100 23 0.35 16

110 6 -1.58 09

PC 36 1.00 58

[Continuous treatment : 24hr]

Study type
Treatment and Cell counts ® Cell counts ®

9 | 4 Concentration PD RICC
nslix (lflrrl; (ng/mL) (x10* cells/mL) | (x10* cells/mL)

0 (NC) 50 1.47 100
o [ 150 52 1.53 106

2 [200 45 1.32 34

- |24-0| 5 [[250 18 40 1.15 69
2 | 30.0 29 0.69 34

= [ 350 26 0.53 25

PC 46 1.35 88

NC : Negative control (water for injection)

The number of cells on the plate of each dose was measured using the hemocytometer (8 areas) at the time of starf’
and end * for treatment. Cell counts were displayed as the mean of measured values.

PD : Population Doubling was determined as;
[log (cell counts at the time of end / cell counts at the time of start treatment)] / log 2

RICC : Relative Increase in Cell Counts was determined as;
{[Increase in number of cells intreated cultures (final - starting)] / [Increase in number of cells control cultures (final - starting)]} x 100
¢) The value was incalculable because of cytotoxicity.
d) The value was regarded as 0%, because RICC was 0 and below.
All calculations were carried out using Excel 2010
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