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i 2 U D e o iR 5w i R

3.3 HERBE M
WFHEOREEMN (CHL/IU MFRK) 2 HW T, KyBRE o Yo K 55 3 R RE D
HEEZH LN LT,

3.4 HEREFEE

JEAEG S EEENR FEETHR (FWEZ e RE
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TEL : 03-3595-2298 (FfH ) FAX : 03-3593-8913

3.5 HERZEREE
MRXEHR YV —F o & —
T151-0065 R AHEREEA X K ILHET 36-7

3.6 1 5% 38 it e B%

BRRXEHER YV —F v ¥ — R
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RAESER VS —F v ¥ — HEBESEUIERT
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PR E R B
Lot B
AR Y E

310 PRISILEATEZELGN - EHABROEEEICEEZREIRVDODH
SEERRUVHRBRHEBEZICKDGN 22 L

ARBICE T, TRT2ZENTE RN > LRROGEMEICHEEL TSRO

% HIE R MBI EE IS D2 n o7 2 Lk Rho T,

341 AHERRE

KRB ESRA (EEGEE) | RRICHT 5080, £F— 5, BOEEAR
CHE I (RIS BIRRAR) 13, MRSIR Y ) —F v o — MRS
O L BHR A HE BT T K 45 TR 1 10 ERR A7 5 WIS T R O IRAFIC S T,
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4. EH

RPN (PAFI) (A7 H-1-A)) TrE= =1l FOYEKREH
REOAELZBFT I, Fr A =—X - NAAX i KBHEF MW (CHL/IU)
Ze N T2 et iR B ek A e L 72,

A Re 1 e o) SR oD i SR L L IR ] AL PR 1 O RS ML CU 725 pg/mL L E O & T
o IR ] AL B 00 GRS PR AL K ONEL g AL BEYE 00 24 IRE[ETALEE CUX 363 pug/mL BL E o
BT, AT EO 48 BRI ALVEE T 90.6 pg/mL LI E O H & T 50% % 8 2 2 il i 45 5
MEMERBRO bivlc, ZORR IV | Bk QB EORBE M TIX 725 pg/mL %
REHEE L, LTFTAK 1.5 THIR Lz 4 HEZ ., ERFELEE O FEMRFHEMEL T
483 ug/mL e HEE L, LAk 1.5 THIR U7 4 HEZ ., #FAHEED 24 FERE
LBRCIE 363 pg/mL Zf/mMHmEE L, AFAK 1S THIN L 5 HEL, dfi ik
O 48 WFHLELTIE 181 pg/mL ZimMEE L, LTFAkK 2 THINLE S HEEZ®RE
L C Yo A 35 3B & 520 L 72,

Yetr (KR EHRBROER, LOAKEERTO - SDEETHLIT Y v 2 a5 R0 Y
BREEZET MO HBLE (TA H) KOEERAEOHBRIL, WT Lok
BNTH, T _XTCOHETEMEOHERETH D 5% AlmarRL7I-7-0, BEMEEHE
L7,

B, TRTORMIEIZE W T, BAEXRECEIRAREERTY 2T 5/ kD
B O BV L 5% AR T, BEOWTELENICH 7o, ZHUTH LT, Bt
BRI TIEFE LR AFHIERE OFREPEO N, o T, RBRITWEYIC M S h
rmEEZBN,

PLEDOFER NG, XUV (PAFI) (AT X -1-A)) ToE=UL=1Y

RIZARBR S TICB W T, P iiE R e RO el B R EITd R Laew &R
L7,
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5. #&

il

JRATHBE DK LD, RV (PRAFN) (FT7Z-1-AN) TUEZT L
=7 n ) FOZEEFIO—E L LT, FFHOREMIE (CHL/IU) &My 5 Reak
B ABRAZ F LD T, TOMBERET D, 7k ARBRITLLT OFHEZ BT L,
HART A TR L TEHMEL 72,

1) GLP
o UHBLFEWE S R DR A FhE T D R B e gk (B9 D LY
(CERpk 2343 A 31 A, A% 0331 % 8 5. FH 230329 B 6 5.
B 110331010 )

2) BEEMERABRAAFSA Y
o THBULEWE S IR RO FIEIZ OV T
(PR 234 3 A 31 H @ A% 033125 7 %, “FRk 23 - 03 - 29 ®FEE 5 5, BR
PRAE%5 110331009 &)
. TOECD Guidelines for Testing of Chemicals 473 |
(OECD i Z 4 : 1997457 H 21 H)
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6. HEMBERUVOAE
6.1 WERYER VAR
6.1.1 HERME

& e

4 R

HE4

el

CAS & 7=

i 3 O F R M

= .
B .
-
—

Fl BRI ] o oD 22 e
AF&
PRI
RA7 55 A

Yo EoEE

i FH #% D WL ER

RPN (PAFI) (KT B -1-A)) ToE=Y

L=7nm Y K

Benzyl(dimethyl)(octan-1-yl)ammonium chloride

Benzyldimethyloctylammonium chloride

959-55-7

—

C,7H;50CIN
283.88

H3
—CH(CH,),CH,

H, Cl

aO—Z—0O

H Ry R
20120927
95%LL |k

FERE TR, KSRV —F v & —

TR

WHIERT TR BE DN ZETH D T L R LT,

25.00 g

KA. WP (MIEREN, FFAME : 1~ 10°C, FERIEE :

3~8°C) . BhiE

RSB TERT R E R E LD
HEGIIERT AL F AR EY E R A S P R O
FRMGERT BRI E R =

WRHFZEAT B ERFE Q01344 A 1HLEy) @
BGOSR &2 +012ATV, ~ A7 | (REIRSE. fRiE
TREOBURRERLZEH L., BEOEMED <,

Py HFgix, F HELZRED,

IMNET D,

PR E DR BT L EVE 2 MERE., TN THEELL,

a) BRI PO 00 R B IR I B 0 TSR D
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6.1.2 py LS

i : S K

a2y NES : 2196N, 2E82N

Hirs : A AHK R 5

fEIT : R A4 RIS T35

R AT 7 15 : E=i!

TR A7 5 BT : WA FERT  EARER

VA I oD B R B : PRI OFE R, EHHK (29.0 mg/mL) IZHME L

T2 &b, WL UTESHAKE v,

6.2 A SAOHES

6.2.1 B A E

1) e 6 G ) SR
BERY'E 0.2900 g% 10 mL A A7 7 AR L7z, WELZRML, B L7
B, AAT 7L ClEEED 29.0 mg/mL EK (7L — FIiZ 0.500 mL {0
L72BR DAY £ 2900 pg/mL) Z 8 L7z, IRW T, 29.0 mg/mL ¥ & Atk
2 (FIREDOHERIL S mL - IR SmL) THAEK 7 BeBEAIR L, 14.5, 7.25, 3.63,
1.81, 0.906. 0.453 KX 0.227 mg/mL O 8 & Btk Dy Brite 2 ML L 7=,

2) Beta kR
FERFALEVE Tk, W 0.1450 g 2 20 mL A A7 7 A [ TRER L 72, VA1
ZIWRIML, WELZ%ZIC, AAT v 7L TikmIRED 7.25 mg/mL K (7L —
FIZ 0.500 mL %S00 L 72 B O B (I« 725 pg/mL) Z S L7z, RW\T, 7.25
mg/mL iR &2 A 1.5 (B IREOHEERIK 10 mL : 1 5 mL) THAK 4 B2 R
L. 4.83. 3.22, 2.15 N 1.43 mg/mL & 5 2B PO BRIE 2 iR L7,
HGHALERVE Tl WEBRWE 0.1450 ¢ % 20 mL A A7 7 A 2 IR LT, B4
WU B LTEBRICART v 7 L ClR@IEE O 7.25 mg/mL VK &2 R L7,
RUNT, 7.25 mg/mL iR 2 23k 2 (HBRIE 15 mL @ ¥4 15 mL) TAHAML, 3.63
mg/mL OHERIEZ I L7, R\ T, 3.63 mg/mL B AN 1.5 (FEE O
BRUE 10 mL : ¥ 5 mL) THAK 4 BRI L, 2.42, 1.61, 1.07 %27 0.716 mg/mL
DOWEERIE A2 PR L 72, FIZ, 3.63 mg/mL IS & A 2 (B IREOWBRIE 5 mL :
W 5 mL) THAEK 5 BePEA R L, 1.81, 0.906, 0.453, 0.227 X} 0.113 mg/mL
DRI A FAR L 7=,

6.2.2 SRR
FIRICRE L, b, BAWBRIRIE T TR LBERILS L,
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6.3

xtRME

6.3.1 b= 14 xt iR
WL L THWD SR Z R E L,

6.3.2 B3 14 >t B2

1)

2)

RS MEAL
vrm 74277 3K (CP)

oy hEE : WEF3430

fEIT : FoYesliE T3St

ol i : A (97%LL B)

R A7 715 : M, DG

A5 T : WA TERT R MR E R
FERFHE AL
~4 h~A43 v C (MMC)

oy hEE : 564AAI

fEIT : [ EIE A AN e
4 : 2 mg (Jiffi) /)R

R A7 7 15 : R, H#Or

TR A7 5 BT : HORAEFERT 55 M R =
A8 5k

3)

BT T N THERICATV RREITT ST E MM AT L 72 % ICBEL s L,

(1)

(2)

4)

PR ER N N o o S U S A R G Y |

CP 0.0140 g % yfRIEFHE 77 AF » 7 mLE (50 mL) ICFEE L 7=, ZHic4E
AR (AAERG, MASHRERETS =y FE5 : K2J00) % 20 mL
Mz CTHEML, 0.70 mg/mL &K #0872 (552 #K 4.900 mL (Z 0.100 mL % /N
2. ZOREOREEEIZ 14 ng/mL)

Yoo (R BRI ERERAERE  FEUEINE Mk K OV for AL B 1

MMC @ 2 mg FHEANA TOVICABEEIR (A ARER T S KBRS T
0y &S K2J00) ZEHFE T2 mL i T L7 (1 mg/mL) ., ®IZ, 2
DVEWR 2 23 20 THAYK 2 Be AR (WK 0.250 mL : ZE BRI 4.750 mL) L,
0.050 & 1Y 0.0025 mg/mL OIFIKE 2 i 5 U7z (ERE LR L TlrIss 2 4.850 mL
12 0.0025 mg/mL AR 0.150 mL %, @ ALEYE TIERE IR 4.900 mL (2 0.0025
mg/mL & 0.100 mL Z Mz 72, Z OREOREEEIXZN T 0.075 KO 0.050
pg/mL)

B P ot B B 0D 38R PR

BB ERBR AT A F 74> (k5. 2)H) AR I N TWD 2 & R OUKENE
THENEBIAES THDZ ENHCPLUMMCEEIR LT,
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6.4 {58 FA i Ao
6.4.1 HH R Ak

F XA =—RX - NARZ—OfHRBRMEF M CHL/IU)Z W, B a—~ A
T ARG IR N 7 DB 2010 4F 10 13 HICAF L, BEHRE LZMRIZ SN T
EHHNCMEOMERREZ R L T, MMRABEETHD Z L (BHRERE, MMy
ffl 15~20 REFEIDAIN . Qe KB NEEIN 25 K, ~A a7 T A< FOHEENRR) 3
WENTZHL D% 30 AN CRBRICH U7z, 58 F R oD 0 B kAR 25003 40 A 58 54 )
FRBR TIE 25 kMG, Y iR B BUBR OO S RERETALER VA OO S RN, BEFRALERTE TIE 11 Mk
RThH o7,

6.4.2 e 0 ERES

ARFEAEOROREFHBERPMMENZ & Fr DLW EICK U TREREZER RV 2
LLBERT 2050 L LI O EM I & IV 5 Y R RSB L < v
HATVD Z b, Aflakka @R LT,

6.4.3 EEEH
IR ABEHIEE & AV, COLIEE 5%, 1RE 37°C, miBESM T oE L, f#t
RiIZ1~4B0 LI To7,

6.5 SO mix RUEEXRDIFR
6.5.1 S9 mix

SO KMOMifEFR (S9/ 2777 % —C &y b, vy &S CI130125111 KO
C130222121, #V = X VEERF TEKRRSH) ZREG L. S9 mix M L7z, 5
WA R I2AT o 72,

1) S9

2 : S9

oy hEE : 13012511, 13022212

fiEA : 201341 A 25 H (Lot No.13012511)
201342 H 22 H (Lot No.13022212)

i - R : 7 v h-SD %

£ : i3

1 fin : 7 U in

FHEWE : T ) NLEH =) (PB) KOV S, 6-_X2 Y T TR
(BF)

e 51k : i I PN % -

&5 MLk G & PB 4 HM  30+60+60+60 mg/kg body weight
BF 1H 80 mg/kg body weight

TRAF 1k : W (—=70°C LA O % BH)

15
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2)

3)

6.5.2

15 A T IR

AT S5 I
Hili e 58
2R

2y hEE
&R

A7 7 1k
156 A T IR

R A7

S9mix D A%

S9 2 mL
A 1 R 4.7 mL

BER

20134 7 H 24 H (Lot No.13012511)
201348 H 21 H (Lot No.13022212)
WHROFSCET #BmERAME #IERE 7Y ——

a7y 7% —C

C13012311, C13022012

201341 H 23 H (Lot No. C13012311)
201342 A 20 H (Lot No. C13022012)

B (=70°C LLT O ¢ )

201347 H 22 A (Lot No. C13012311)
201348 H 19 H (Lot No. C13022012)
HORHFZERT B ERRE BREY ) —¥—

20 mmol/L HEPES £ (pH 7.2) 1.34 mL
50 mmol/L ik~ 7 % v v LK 0.67 mL
330 mmol/L it # U 7 A KIEHK 0.67 mL
50 mmol/L 7' /L o1 — Z-6-V » FE KK 0.67 mL
40 mmol/L (LBl =aF > 7 I RT7 T =V

X7 VAT KU U (NADP) KA  0.67 mL
i K 0.67 mL

Minimum Essential Medium (MEM)(GIBCO™ | Cat.No.11095)IZFEM811t (56°C. 30
57) L7 1Mif (bovine serum, BS) % 10 v/v%iRil L 72852 K (BS-MEM) % H W 72,
B O BRI AT LT,

1)

2)

i IE
0y hES
oo

IR A7 5 1%
A7 55 T
MEM

oy hEE
LSS

IR A7 5 1%
TR A5 F

8155322, 1127560

Life Technologies Corporation
R (=20°C BLT 0 43 )
RO IERT  HrEMaiBs  mEE
1237600

Life Technologies Corporation

713 T

FOHFIERT B AR s
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6.6 HEAKD
HEBRIIUUTICR LTI AT =V DJBEICFE R L7,
1. A e 264 4170 ) X Bk L IR ] A B v REBHE ML
FEAHHE AL
1 fod LR T 24 REfA AL PR
48 IRFfif AL e
2. Guth iR H R IR ) AL B v REBHE ML
FEAHHE AL
1 e AL 7K 24 IR ] AL B
48 IRFfif AL e
6.6.1 E s A

UTOEIICED LR ZXIFHTFERLR LTIV E, VY —LVRKOPRATA T TR
(ZREAT U TR 24T 2 72,

g P % B
V| ERERT IR RENEMEAL +
T FRERTALERVE R EE ML —
L | EAALERTE 24 WrE AL ER 24-
MG ALERYE 48 B ALER 48-
[ 1 s R NC
W T AL PR BN 1, 2, 3 n DIEEE
B 1 of B R PC
[ — WUBREE N T DR 1, 2, 3, 4
g%
3 S PR Y Y TD
g_rf i%%ki;;é%gbk Ko7 T01) ~ 199 £TD 2 HiDH/E S
EN - ROA T A ROME A RIS

6.6.2 RENRTE

1)

2)

R 18 FE 4 7l B R

B &% 2900 pg/mL (10 mM FH34) & L. LA FAK 2 THR L7 1450, 725,
363, 181, 90.6, 45.3 ¢ 18227 ng/mL OF 8 HEEZRE Lz, ZHICEMxR
e A D

Gt A 5 U

I AL ERVE O RBHEMEL Tl e @m &% 725 ug/mL & L, LA FAK 1.5 THR
L7z 483, 322 XN 215 pg/mL Ot 4 &%, AR REALELYE O FEEE (L TlX
A E% 483 pg/mL & L, L FAK 1.5 THIRN L= 322, 215 KON 143 pg/mL
DOFt 4 HEE, HEAERE DO 24 RERLEE T3 @ A &% 363 pg/mL & L, BLF
A 1.5 THRIR U7 242, 161, 107 TN 71.6 ug/mL OFF 5 H &%, 48 Kyl Lt
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TlImmMHEL 181 pg/mL & L, LIFAK 2 THIRLZ 90.6, 453, 22.7 LT}
11.3 pg/mL OF 5 A& AZHE LTz, T AR IREE K OV % kT BRBE 2 3% 1 72

6.6.3 B R 1 5iE 410 1 A B
P RKBEHRBOHEEZRET D00 PHARE LTEBLEZ, B, LToOR

BrigfED > b, MEMEALELE LEEAIE, BEHEE TSV T, REFOREZ

W, EE#EIEIC X - CTHEEL 7=,

1) FERE R E ORBIEMEAL & FEMETE ML, R LB YL O 24 RE[EJALER & 48 IRf ]
B D Z N Z RIS, RS REE R OB E L 25 T 72, %y — LT 7 X
%/77v—k(L&&Mm)%%w\%ﬁzﬁkbto

2) FL— 470 2x10ME O (55348 5.0 mL) ZHFRE L 72,

3) &3 HRIC, BISALAHEBEMEBE T CHE L., MlICREo N 2R L
MH, FPRIZEW, BEEEOBRE LB 21T - 72,

L IR R AL B 5 T foE AL 7
REEMEA L | FEREHEME(L | 24 Refi L es 48 IR ] AL B
BERREER | 1.333 mL 0.500 mL 0.500 mL 0.500 mL

S9 mix WAN&E | 0.833 mL

VR - PRI

RN B 0.500 mL 0.500 mL 0.500 mL 0.500 mL

4) AREE LICHINE, WIRTH H OfF 8L OB 3RIR O @2 il L, FRFFLEE IS
DWNTIE 6 FE . SEFEALERVE I DU T I 24 BERE KON 48 R B L 7=,

5) IR R ALERE O ARGEHHE AL K OFEREHE B IZ DD Tk, K528 6 IFIIZ IR T
WEBRE O HOEBEEZBET 5L L bic, BN HZEBME T CRE L, M
DIREZHER LTz, RWNT, FMEEHM UK CMEEZTE L, L
WEEFRR 5.0 mL 22, FEIZ 18 RFH KRG & & 1T 72,

6) /K TR, AIRTHIHOAEZ MR L, B ORRE & BN A EBMEE T
THIZ L, MR L7 (ERRAEEDORER TROBRIZ. 2ET—F L L),
WNT, Mz EBERKRE RAF LT IVa—L (FEE 99%LL ) T - FHE
L. 0.1%27 UAZNVANALF Ly MRTYHAE LT,

7) HBMEBEREERE (£ kL —4%, 4V U RXARBRTERLSHE) 2HVT
MR EEZRE L, BESREOMZ 100%E LT, TRENIC O W THBRYE
D 50 % e G FE 0 R B (ERS ) & sk 7=,

6.6.4 ZBEAEEAER
UITORBREED S S, BEMEZLEL LA, BEERE TR T, WEF
Dan 2R WT, WMEBRIFICL > TEE L7z,
1) iRy A
(1) AREHEMEAL & HFERBHEML O TN TS, BT IREE, PRy B LR & OBt
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(2)
(3)

(4)

(5)

(6)

(7)

(&)

2)

(1)

(2)
(3)

RREEZR T2, YY— LV (FL— b)) T77AF v 77— (EHE 60mm)
AW, L — MIEBEAKE LT,

7v~%%t@2nwﬁ@m%(ﬁ§%5mm)%%@Lto
Bid% 3 HILIZ, BINCAZAHZBAEE F CRIZ L, MIRICEE DR\ & 2R
MH, FTRIZWEWD, iﬁ%«ﬁz@&%%&@&&fﬁ%ﬁoto
R MEAL FERHHE AL

. . 1.333 mL 0.500 mL

SRR AR (933 mi)* (0.150 mL)*

S9 mix W& 0.833 mL

ﬁﬁ%g%g& 0.500 mL 0.500 mL

FIR A T (CP: 0.100 mL)* (MMC: 0.150 mL)*

W&

o () IR BB e PR EE OO B R i B 2 B S OV M T IR W D TN B A R

BRELE D ﬁM& WIETHHOFER EBROBEZHER L, L%

6 RFfiiE# L7,

B o RFR I, WIR CTHBME O OFELABIZET 5 L & bI1T, BN HHZE
WS T CHZEL, MlROREZHER L, KWT, FMiE2RNL-AHEAE
ROl ZPEE L, T LWESRIK 5.0 mL 2%, 2 18 RpfEs & & e ) 7=,
BRE2H DT L — b (BHE -1 L -2) 2o\ T, YakEl g AEAERD 7D
& T oK 2 FEREAHCa eI R (F A3/ UK. 10 pg/mL, Life
Technologies Corporation) % 0.1 mL il X 7=,

BEKTHR., 025% MU 7> & # (Trypsin 0.25% . Life Technologies
Corporation) THEAIZ FI 23 L, =00 BEC L > THED M Z 0.075M LB Y
AR TR 1S SRRV L A F AT b3 — L i =3 1 K CHEE L7,
BE LMz 274 RAZ A 1THIZHOE 2 &I F L, e iEmRIL T v
— Y720 2BERL 7, MR R, A1 BZERELR L. 2% F A TKI 15
Sy U CHREMREEAR A ERL L 7,

BHEBE 2O L — b (BFEB-3 KO-4) X, K& 6 FEf# & AkD 1T
18 W D& THEIZ, WIRTHIHH OB B2 g8 L. HIEINLAL A ZEBMEE T
THIZ L, MiaoiREE %% Lt(%%%7ﬁ®ﬁ%i\§%?—&&bt)o
Z D% MR ETEIMEGRBRICHE L 7 U A Z LA F Ly MY LT EAZERLL
L J T e 2 R R E A DRI E A E LT,

e AL B 7

24 W ALEE & 48 WF[H ALEE O Z 401Ul P ME ok BRHE . # R W) B AL B Mo ORBGS 1M %t
BREAZRTZ, YYy—L (FL—F) F772F v 7 7L —F (E 60 mm)
EHW, FL— MIBRE A E LTz,

FL— Y720 2x10ME oM (553898 5.0 mL) A #ERE L 7=,

e 3 BARIC, BISIALFA S BEREE T CRIZ L., MR FE DR WD & 2R
NH, FTRICHW, BERIEOHRER OB ZIT > 72,
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24 IRy AL BE 48 IRy AL
e ] 0.500 mL 0.500 mL
SR bR (0.100 mL)* (0.100 mL)*
?ﬁ%%ﬁﬁ& 0.500 mL 0.500 mL
7T X AR (MMC: 0.100 mL)* (MMC: 0.100 mL)*
RN &

oo () PR, BBYEXHRRBE OB IRER £ &R OB M E RN & 2 =7,

(4) BRELHICHEME, RIRTIHEOFE L OERBIKOAZHR L, kL %&IC,
24 Wy B OY 48 REfEIRG 28 L 7=,

(5) BH2HOTL— b (BEw-1 K-2) IZoW T, G RBEIEARERD -0
EERETORN 2 BFMATcarEI R (F ALY UK. 10 pg/mL, Life
Technologies Corporation) % 0.1 mL Il X 7=,

(6) HEMK TH. 025% b U 7 i # (Trypsin 0.25% . Life Technologies
Corporation) THEIZ FI 23 L, =00 BEC K> TEDTHIZ 0.075M b7 Y
U LRI TRI S SRR L, A F AT v a— L iR =3 1 R CEE L7z,
BELZME AT A RATA1KICOE 2EFTICH F Lz, oihERT T L
— FY720 2KER U2, MIMEEE TR, A 1 AL EZERERE L, 2%F LA PR T
15 s gees U CQBRIERZ R L 72,

(7) BLHOKHE2HOT L — b (BeFE5-3 LU-4) 1%, 24 IFE & O 48 RFfH] D 1548 O #&
TERCAIR TH H O A 2 R L, BICHIONRAE 2 B SA A7 FE 22 BB CHIZE L
R Lic, D%, MIEMIMHERBRICHELC 7 U A AL F Ly MY LT
ARAAVERL | LA o B 2L E 2 D ORI B A E LT,

6.6.5 EXDHE

BAMEE T T L — FY720 100 B, FIRENSZD 200 HOGERN R < B L5
HPHBIZOWT, BERFOREBEEBRE 2R OMB O L e Lz, FRRHICEERE
OB AR Lz, 2B, FEMICEEMIbRD X T 520, REOKRIERT
TARTEREIC L > THE L,

6.6.6 Z2EAREEDHE
Qe REFIIHERE EHRORFICRIL, BERERFIIEIZUTOLIICER - 7
LT,
1) R H
Peta (R B ORBBEIILUTOLIICER LSE LT,
X x> 7(g) s Yt R (ctg) M ViR Bl (esg) B e X v v b
AR ST R O [E R 23 5 b0 (3F
Qe iy N RO RN Ricdh D) ThoT, 20
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F S WY ROMELLT T e JEY AL AR D
nsto,

Yt Sy RAIEN T (ctb)  © BT QARO[ B2 ST T D b DK OVE
e N Y RO EIcdh > TH, TOEIN
et 3R OIELL IR TV D b D,

Qe SRRz Ha(cte) 0 DUSREDIRASH 7 &)

Yo AR ) 7 (csb) WA A AR ORI B ST TR Y BEEAED
HAVZRN Y O R OFEGL A ERAL 23 YL iR o [Fl il 12 & -
TH. ZOEENEOSEROEL LR THE D,

Yo AR 22 Hi (cse) c CEhRRY AR SRR R U
Z O (other) : o WrAfe(frg) e &,
2) HHERE

e KBS, T OMBENRARFF> TV HEADOE (5K L2220 kL
e e BRRE L ER LT,
Rk : polyploidy (BZW{&HI{K : endoreduplication & 7 ¢¢)

6.6.7 HIFERE
HIEICEE L CIEM RN FEE WS, A S 0D IV YL AR O R E I NS
PR 2R OMEOHIE (%) X TUTOLIITHE L,

S G o B R ) E v

5% A Jif P e ()

5%LL _E 10% A7 SEpTE (£)

10%L4 1 Bt (+)
HEREORHBEIT, ¥v v 7250546 (TAG) L& ERWVWESE (TA) &4
T, REHEIXREICL > TITo 2,
FLE AR O BRI H EER A E I HEELRRD NG E 2 HE L HE LT,
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7. HERER

7.1 0 e 155 Big #0051 At BR

A e 2 B 0 I BB O 5 B & Appendix 1. Appendix 2-1 ~ Appendix 2-4 (27~ L7z,
BB OBLR BN T, T TORBEETH & ORI O i 2k i1X iR
LONSY (A N

RLER S T IR O BLER 1IN C, BLRF AL ER 15 O AUEHE PE L T i 1450 pg/mL 2L oo H
ETHHBRD b, T OMORLERE TIIHHIZRD Doz,

FAHIEIZ I 1T D 50%M fa s E i 2 2 (W& AE) 13, e AT AL B vE o AREHE PE AL
T 641 pg/mL, FERETENME(L T 357 pg/mL, HfEALELYE O 24 FEFEALEE T 211 pg/mL,
48 FFALEEC 67 pg/mL & HE Sz,

7.2 Z2EAEEHR

Yeto R BLE R BR O FE R % Fig.1 ~ Fig.4, Table 1 ~ Table 4 & T° Appendix 3-1 ~
Appendix 3-4 [Z/R L7z,

PBRIRIRINE % OBERIZB W T, T X CTORIRE TH H R OE IR O A 2L
HHIRNo T,

LB T DB DORS, TR TORBETHHIZRD AR o7,
PEREROBEORE, MERFOMIE (Fx v 728 ER0VEE) KOG
PESE & B2, WP OMEEICBWNTHEENERD ShinoT-,
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8. E=

RPN (PAFN) (A7 HF-1-AN) TorE=T L=/l ROYROIKEETH
KHEDHEA BT B0, F v A4 =—R « NARAX—i S M (CHL/IU)
Ze B 7o e fo IR B E Rk 2 SE0E L 7=,

Yefa (KRR OB R, EKBERTO —oDEETHLIX Yy v 2 S F R\
BRBRFE 2T 5O HBE (TA £) KOEEEOHBEZT, WTOLEEIC
BWTH, T RTOHETCEREOHTEELETH D SR EZ R LD, B L HE
L7,

BB, TNTORBIECRE T, BRI EREERE 2 AT 5/ LT
B O BB 1L 5% AR T, BEOWUTEEENICH -7, ZHRUSH LT, Bt
BREETIEFE LVWRAKBEREOFRENPEO N, o T, MEBITWEENIZHEM S
reeEZbNT,

ek, FRHCHEN L T2 MEZ AV 2 BInRRALZRARTIIGE L RE ST
%5, ¥

UEDFERID, NP (PAFI) (A7 Z-1-AN) ToE=ZU =1

RITARBR S TICBE W T, R fiE R sk OREEREPEEITF R L2V &R
L7,
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9.

1)

2)

3)

4)

5)

6)

SR

FRE LS (1987) : <FT>Yeta (kB R T — ¥ &, pp. 19-24, =)L - T A -
= WA

Ishidate M Jr. and Odashima S (1977): Chromosome test with 134 compounds on
Chinese hamster cells in vitro — A screening for chemical carcinogens, Mutat. Res.,
48, 337-354

Matsuoka A, Hayashi M and Ishidate M Jr. (1979): Chromosomal aberration tests on
29 chemicals combined with S9 mix in vitro, Mutat. Res., 66, 277-290

AE A (1982) : WHFLEV ML 2 W\ 5 ek & [ 8E i (Screening Trial to Detect
Possible Chemical Mutagens and/or Carcinogens in the Environment - Mammalian
Cell Systems), H KFEWE MBI F25FE, 6, 31-43

Ishidate M Jr., Edited by Obe G and Natarajan AT (1989): Chromosomal
Aberrations Basic and Applied Aspects, Springer-Verlag Berlin Heidelberg,
260-271

(2013) : RN (PRAFN) (A7 B -l-AN) TrE=T L= RO

M 2 D 218 IR 22 R Bl GRUBRE 5« T-1109) |

ARV —F & —
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Attached Data 1 (1/2)

®
PetaPharma(Shanghai) Co.,Ltd.
www.betapharma.cn

Certification of Analysis

Product Name benzyldimethyloctylammonium chloride
CAS Number 959-55-7
Catalog No 86-63378
Quantity 15759
Batch No 20120927
Product Date 2012.09.27
Date of analysis 2012.09.27
Items of analysis Specification Results
Appearance White powder Conforms
Assay 295% Conforms
Conclusion Conform with specification
Analyst: David Zhang Check: Jason Jia Date: 2012-09-27
Ci ‘Address: Wujiang Science & Technology Innovation Park, Room 201, Building 5, No. 2358 Chang'an Rd, Wujiang Gity,

JiangSu Province, China_(215200)
Tel:86-512-63008636 Fax:86-512-63006936 E-mail: sales@betapharma.cn  info@betapharma.cn
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Attached Data 1 (2/2)
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T-GO057
Attached Data 2 (1/2)

Study number: T-G057 (1/2)

CERTIFICATE OF ANALYSIS
[Stability of Benzyl(dimethyl)(octan-1-yl)ammonium chloride]

Stage: Measurement of stability after the end of experiment

Date of analysis: June 14, 2013
December 7, 2012 [reference spectrum (A-2513)]

Test article: Benzyl(dimethyl)(octan-1-yl)ammonium chloride
(Lot number: 20120927)

Test item: Infrared spectrophotometry (KBr pellet method)

Acceptance criteria: Obtain the spectrum similar to the reference spectrum
(A-2513).

Results: The spectrum similar to the reference spectrum

(A-2513) was obtained. In addition, the infrared
absorption spectra are described separately.

Judgment: Passed

Regulation:
“Regulations of Testing Facilities for Studies on New Chemical Substances etc.”,
March 31, 2011, YakuShokuHatsu 0331 No. 8, Heisei 23-03-29 SeiKyoku No. 6,
KanHoKiHatsu No. 110331010

Date

Person responsible for analysis
Gotemba Laboratory, Bozo Research Center Inc.
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T-G057
Attached Data 2 (2/2)

Study number: T-G057 (2/2)

Results:
100 S : .
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110 g —— Cell-growth ratio |« 100
= O= TA value
100 =—A=—"Poly value d 9
[ ]
90 P d 50
80 p
4 70
~ 70 p 60 ~
g 60 o E
- <
& 50 i
£ 50} 2
2 S
S 4 490 =
el 5
) <
QO 4 30
30 p =
a 20
20 p
10k 4 10
09& @———.-——-—Q-—-— ._.-@.-_--—-—-g A0
NC 215 322 483 725 PC

Concentration of test article(ng/mL)

Fig. 1
Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with

Benzyl(dimethyl)(octan-1-yl)ammonium chloride
[Short-term treatment : +S9 mix]

NC : Negative Control(water for injection)
PC : Positive control (cyclophosphamide : 14 pg/mL)
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110 ¢ —— Cell-growth ratio | @ 100
= O= TA value
100 —A=—Poly value d 90
92 P d 50
[ |
80 p
4 70
| S
2 1 £
.‘é 60 P E
- <
o 50 s
S 50 F 2
s S
o 4 40 ~
N 5
S <
&) © 30
30 p =
4 20
20 p
10k 4 10
0 Q A~ =D — - —— — 20
NC 143 215 322 483 PC

Concentration of test article(pg/mL)

Fig. 2

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Benzyl(dimethyl)(octan-1-yl)ammonium chloride

[Short-term treatment : -S9 mix]

NC : Negative Control(water for injection)
PC : Positive control (mitomycin C : 0.075 pg/mL)
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110 ¢ —— Cell-growth ratio | @ 100
= O= TA value
100 —A=—Poly value d 90
9 p 4 80
[ |
80 p
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| <
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£ 50 }f 2
z o
o 440 =
N 5
= l. <
© a0} P E
a 20
20 p
10k 4 10
NC 71.6 107 161 242 363 PC

Concentration of test article(pg/mL)

Fig. 3

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Benzyl(dimethyl)(octan-1-yl)ammonium chloride

[Continuous treatment : 24hr]

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

UR : These values were judged to be unreliable since no sufficient number of chromosome could be observed due
to severe cytotoxicity.
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110 ¢ —— Cell-growth ratio | @ 100
= O= TA value
100 —A=—Poly value d 90
9 P 4 80
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=T <
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- <
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£ 50 }f 2z
2 S
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N 5
) <
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a4 20
20 p
10k 4 10
NC 11.3 22.7 45.3 90.6 181 PC

Concentration of test article(pg/mL)

Fig. 4

Results of the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated with
Benzyl(dimethyl)(octan-1-yl)ammonium chloride

[Continuous treatment : 48hr]

NC : Negative Control(water for injection)
PC : Positive control (mitomycin C : 0.050 pg/mL)
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Table 1 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with Benzyl(dimethyl)(octan-1-yl)ammonium chloride
[Short-term treatment:+S9 mix]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- Number of cells with I}umerlcal chromosome
Time S9 test article grovyth a.berratlon (%)
(h) (ug/mL) Ob(;glvse g b cte csb cse other  TA(%) ¢ TAG() ® r‘;dei‘: r(‘(’,z;’ Ob(;glvse 4 P"Z‘l’lls‘”d other  Total (%) Jr‘;‘lii'
100 0 0 0 0 0 0 0 0 100 100 0 0 0
NC 100 0 0 0 0 2 0 2 - 111 100 1 0 1 -
200 0(0.0) 2(1.0) 0(0.0) 0(0.0) 000.0)  2(1.0) 000.0)  2(1.0) (100) 200 1(0.5)  0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 88 100 0 0 0
215 100 0 0 0 0 0 0 0 0 - 99 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (89) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 88 100 1 0 1
6-18 + 322 100 0 0 0 0 0 0 0 0 - 99 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (89) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 88 100 0 0 0
483 100 1 0 0 0 0 1 0 1 - 88 100 0 0 0 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) (83) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 44 100 1 0 1
725 100 0 1 0 0 0 1 0 1 - 44 100 1 0 1 -
200 0(0.0) 1(0.5) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) (42) 200 2(1.0) 0(0.0) 2(1.0)
100 10 52 0 0 0 58 0 58 99 100 0 0 0
PC 100 9 50 0 0 0 56 0 56 + 99 100 0 0 0 -
200 19(9.5) 102(51.0) 0(0.0) 0(0.0) 0(0.0) 114(57.0) 0(0.0) 114(57.0) 94) 200 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,
other: including fragmentation
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)
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 2 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with Benzyl(dimethyl)(octan-1-yl)ammonium chloride
[Short-term treatment:-S9 mix]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- Number of cells with I}umerlcal chromosome
Time S9 test article grovyth a.berratlon (%)
(h) (ug/mL) Ob(;glvse g b cte csb cse other  TA(%) ¢ TAG() ® r‘;dei‘: r(‘(’,z;’ Ob(;glvse 4 P"Z‘l’lls‘”d other  Total (%) Jr‘;‘lii'
100 0 0 0 0 0 0 0 0 100 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 90 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (100) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 81 100 0 0 0
143 100 0 0 0 0 0 0 0 0 - 72 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (81) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 72 100 2 0 2
6-18 - 215 100 0 0 0 0 0 0 0 0 - 72 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (76) 200 2(1.0) 0(0.0) 2(1.0)
100 0 0 0 0 0 0 0 0 63 100 0 0 0
322 100 0 0 0 0 0 0 0 0 - 63 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (66) 200 0(0.0) 0(0.0) 0(0.0)
85 0 0 0 0 0 0 0 0 9 85 0 0 0
15 0 0 0 0 0 0 0 0 15 0 0 0
483 100 0 0 0 0 0 0 0 0 - 9 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) [C)] 200 0(0.0) 0(0.0) 0(0.0)
100 6 21 0 0 0 25 1 25 81 100 1 0 1
PC 100 13 24 0 1 0 34 0 34 + 81 100 0 0 0 -
200 19(9.5) 45(22.5)  0(0.0) 1(0.5) 0(0.0)  59(29.5) 1(0.5) 59(29.5) (85) 200 1(0.5) 0(0.0) 1(0.5)

g: chromatid or chromosome gap, ctb: chromatid break, cte: chromatid exchange, csb: chromosome break, cse: chromosome exchange,
other: including fragmentation
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)
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.
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Table 3 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with Benzyl(dimethyl)(octan-1-yl)ammonium chloride
[Continuous treatment:24hr]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- Number of cells with I}umerlcal chromosome
Time S9 . growth aberration (%)
(h) mix test article Cells o o,y Judge- ratio Cells  Polyploid o, Judge-
(ng/mL) observed ctb cte csb cse other  TA(%) g TAG(%) ment (%) observed cells other  Total (%) ment
100 0 0 0 0 0 0 0 0 100 100 0 0 0
NC 100 0 1 0 0 0 1 0 1 - 89 100 1 0 1 -
200 0(0.0) 1(0.5) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) (100) 200 1(0.5)  0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 69 100 1 0 1
71.6 100 1 0 0 0 0 1 0 1 - 69 100 0 0 0 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) (73) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 69 100 1 0 1
107 100 0 0 0 0 0 0 0 0 - 69 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (73) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 49 100 0 0 0
24-0 - 161 100 0 0 0 0 0 0 0 0 - 49 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (52) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 40 100 1 0 1
242 100 0 0 0 0 0 0 0 0 - 40 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (42) 200 1(0.5) 0(0.0) 1(0.5)
68 0 0 0 0 0 0 0 0 9 68 0 0 0
32 0 0 0 0 0 0 0 0 32 0 0 0
363 41 0 0 0 0 0 0 0 0 UR 9 41 0 0 0 UR
40 0 0 0 0 0 0 0 0 40 0 0 0
181 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (10) 181 0(0.0) 0(0.0) 0(0.0)
100 7 29 0 0 0 34 0 34 79 100 0 0 0
PC 100 5 19 0 0 0 22 0 22 + 79 100 1 0 1 -
200 12(6.0) 48(24.0)  0(0.0) 0(0.0) 0(0.0)  56(28.0) 0(0.0) 56(28.0) (84) 200 1(0.5) 0(0.0) 1(0.5)

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

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)

Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.

UR: These values were judged to be unreliable since no sufficient number of chromosomes could be observed due to severe cytotoxicity.
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Table 4 Chromosome aberration in cultured Chinese hamster (CHL/IU) cells treated with Benzyl(dimethyl)(octan-1-yl)ammonium chloride
[Continuous treatment:48hr]
. Conc. of Number of cells with structural chromosome aberration (%) Cell- Number of cells with I}umerlcal chromosome
Time S9 . growth aberration (%)
(h) test article Cells o o, Judge- ratio Cells  Polyploid o, Judge-
(ng/mL) observed ctb cte csb cse other  TA(%) g TAG(%) ment (%) observed cells other  Total (%) ment
100 0 0 0 0 0 0 0 0 100 100 0 0 0
NC 100 0 0 0 0 0 0 0 0 - 100 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (100) 200 0(0.0)  0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 95 100 0 0 0
11.3 100 1 0 0 0 0 1 0 1 - 90 100 0 0 0 -
200 1(0.5) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 1(0.5) 0(0.0) 1(0.5) 93) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 81 100 1 0 1
227 100 0 0 0 0 0 0 0 0 - 81 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0)  0(0.0) (81) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 63 100 0 0 0
48-0 - 453 100 0 0 0 0 0 0 0 0 - 63 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (63) 200 0(0.0) 0(0.0) 0(0.0)
100 0 0 0 0 0 0 0 0 50 100 0 0 0
90.6 100 0 0 0 0 0 0 0 0 - 50 100 1 0 1 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (50) 200 1(0.5) 0(0.0) 1(0.5)
100 0 0 0 0 0 0 0 0 40 100 0 0 0
181 100 0 0 0 0 0 0 0 0 - 40 100 0 0 0 -
200 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) 0(0.0) (40) 200 0(0.0) 0(0.0) 0(0.0)
100 18 65 0 0 0 68 0 68 81 100 0 0 0
PC 100 23 60 0 0 0 68 0 68 + 77 100 0 0 0 -
200  41(20.5) 125(62.5) 0(0.0) 0(0.0) 0(0.0) 136(68.0) 0(0.0) 136(68.0) (79) 200 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,
other: including fragmentation
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)
Each value in parenthesis on cell-growth ratio (%) data showed mean of cell-growth ratio against the negative control.



T-G057

140 ¢ =—0O=—+S9 mix
-S9 mix
130 p 24hr
\ —BE—48hr

120 p \ S~ =

110 }
ko)
100 03 \

90 P \
80 p \
70 P \

60 | \ \

50 p-——-—-—--—-—-——-—=—-=-" > \¢—-"—"—""""""\+-~—-""=—-"=—"\=---- \ ———————————

40 p u
\l o}
30 | \

Cell-growth ratio(%)

20 p \

10 p
.\ O-/A()

0 - [ [ [ [ [ ']

NC 22.7 45.3 90.6 181 363 725 1450 2900

Concentration of test article(ng/mL)

Appendix 1

Results of the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with Benzyl
(dimethyl) (octan-1-yl) ammonium chloride

NC : Negative Control(water for injection)
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Appendix 2-1

Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Benzyl (dimethyl) (octan-1-yl) ammonium chloride

[Short-term treatment : +S9 mix]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®
S9 | time | Concentration | Plate b) Condition of Color of Precipitates/Crystalsﬂ
. /mL Mean (%) d) . )

mix | (hr) (ug/mL) 1 and 2 cells medium 1) 2)

100 ¥ - - - -

oNO [0 100 - - - :

128 - - - -

22.7 W 128 _ _ _ _

128 - - - -

45 .3 W 128 _ _ _ _

100 - - - -

I el B - : - -

2 128 + - - -

+ |618] 2

18| 2| 181 |y 121 s - - -

o 128 T 5 5 5

gl |, | 2 ! - - :

42 +++ - - -

725 T 35 Tt - _ _

14 TOX - - +

MO o ! TOX - - +

14 +++ - - +

2900 0 7 - - - +

Concentration of 50% cell-growth inhibition : 641 pg/mL

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

b) The mean showed as a growth ratio against the negative control value.
c¢) Condition of cells was observed at the end of treatment. Color of medium was observed immediately after addition of

d

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.
+++ : 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.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.
- : No changes of color
- : Absence of precipitates
+ : Presence of precipitates floating in the medium.

All calculations were carried out using Excel 2003
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Appendix 2-2
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Benzyl (dimethyl) (octan-1-yl) ammonium chloride
[Short-term treatment : -S9 mix]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®
S9 | time | Concentration | Plate b) Condition of Color of Precipitates/Crystalsﬂ
. /mL Mean (%) d) . )
mix | (hr) (ug/mL) 1 and 2 cells medium 1) 2)
100 ¥ - - - -
0 (NC) % 100 - : - -
89 - - - -
27 |5 84 - - - -
89 - - - -
453 |0 94 - - - -
99 - - - -
. 906 |20 94 - - - -
- leas| 2| 11 |2 79 - - - -
£ 79 - - - -
2 59 ++ - - -
EREECI 49 = - - -
9 +++ - - -
ns | g 9 i : - -
1450 | O 5 pa - - -
9 +++ - - -
9 +++ - - -
2000 |- 9 pa. - - :
Concentration of 50% cell-growth inhibition : 357 pg/mL

NC : Negative Control(water for injection)

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

b) The mean showed as a growth ratio against the negative control value.

c¢) 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) - : Most ofthe 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) - :Nochanges of color

f) - : Absence of precipitates
All calculations were carried out using Excel 2003
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Appendix 2-3
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Benzyl (dimethyl) (octan-1-yl) ammonium chloride
[Continuous treatment : 24hr]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®
S9 | time | Concentration | Plate b) Condition of Color of Precipitates/Crystalsﬂ
. /mL Mean (%) d) .o
mix | (hr) (ug/mL) 1 and 2 cells medium 1) 2)
100 ¥ - - - -
0 (N T 100

O 99 - - - -
87 - - - -
27 |o 87 - - - -
87 - - - -
453 |5 81 - - - -
87 - - - -
R 87 - - - -
- 20| 2| 181 | 02 56 * - - -
£ 49 + - - -
2 25 ++ - - -
g e [ 3 19 = - - -
0 +++ - - -
s |y 0 e : i ;
0 +++ - - -
1450 |0 0 pa. : - -
12 -+ - - R
2000 |12 6 o : - -

Concentration of 50% cell-growth inhibition : 211 pg/mL

NC : Negative Control(water for injection)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) 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) - : 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.
e) - :Nochanges of color

f) - : Absence of precipitates
All calculations were carried out using Excel 2003
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Appendix 2-4
Cell-growth ratio in the cell-growth inhibition test in cultured Chinese hamster (CHL/IU) cells treated with
Benzyl (dimethyl) (octan-1-yl) ammonium chloride
[Continuous treatment : 48hr]

Cell-growth inhibition test

Study type | Treatment and| Cell-growth ratio Observation®
S9 | time | Concentration | Plate b) Condition of Color of Precipitates/Crystalsﬂ
. /mL Mean (%) d) .o
mix | (hr) (ug/mL) 1 and 2 cells medium 1) 2)
100 ¥ - - - _
0 (NC) B 100 : - - -
71 - - - -
22.7 66 67 : - - -
61 + - - -
453 57 58 " - - -
42 ++ - - -
90.6 4 41 - - - -
o
) ) o] 38 ++ - - -
48-0 .g 181 33 35 - : - -
= 9 -+ - - -
& 363 4 6 -+ - - -
4 -+ - - -
725 0 2 —_r N i -
1450 |4 4 ans - - .
4 -+ - - -
14 TOX - - -
2900 B 11 TOX - - -
Concentration of 50% cell-growth inhibition : 67 png/mL

NC : Negative Control(water for injection)
a) The plate in the negative control group was regarded as a 100% growth.
b) The mean showed as a growth ratio against the negative control value.
¢) 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) - : Most ofthe 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.
TOX : There existed few cells attached to the surface of the plate and almost all cells were detached and/or dead.

e) - :No changes of color
f) - : Absence of precipitates
All calculations were carried out using Excel 2003
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Appendix 3-1

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Benzyl(dimethyl)(octan-1-yl)ammonium chloride

[Short-term treatment : +S9 mix]

Chromosome aberration test

Study type

S9 | time
mix | (hr)

Treatment and Observation”

Concentration . b) 9 Precipitates/Crystalsd)
L Condition of cells”’ | Color of medium
(ng/mL) 1) 2)

0 (NC)

215

322

483

Test article

725

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. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.

b) -
+

++

d -

: 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.

: No changes of color
: Absence of precipitates
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Appendix 3-2

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Benzyl(dimethyl)(octan-1-yl)ammonium chloride

[Short-term treatment : -S9 mix]

Chromosome aberration test

Study type | Treatment and Observation”
S9 | time | Concentration Condition of cells” | Color of mediums Precipitates/Crystals”
mix | (hr) (ng/mL) ondition of cells olor of medium D 2
0(NO) i i i i
143 = - . .

[*)

2| 2s 1 - - -
- |6-18] < — - - -
Z | 322 - - -
~ ++ - - -
483 +++ - R N
+++ - - -
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. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.

b) -
+

++

+H+

Q-

: 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 3-3

Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Benzyl(dimethyl)(octan-1-yl)ammonium chloride

[Continuous treatment : 24hr]

Chromosome aberration test

Study type | Treatment and Observation”
S9 | time | Concentration Condition of cells” | Color of mediums Precipitates/Crystals”
mix | (hr) (ng/mL) ondition of cells olor of medium D 2
0N : : : :
71.6 = - . .
) 107 - - - -
.9 - - — -
- 20| B | 161 + - - -
2 + - - -
SHEEP s - - -
++ - R -
363 +++ - R N
+++ - - -
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. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.

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 3-4
Results of observation in the chromosome aberration test in cultured Chinese hamster (CHL/IU) cells treated
with Benzyl(dimethyl)(octan-1-yl)ammonium chloride
[Continuous treatment : 48hr]

Chromosome aberration test

Study type | Treatment and Observation”

S9 | time | Concentration Precipitates/Crystalsd)

.. b) )
mix | (hr) (ng/mL) Condition of cells” | Color of medium D )

0 (NC)

11.3

22.7

- | 480

Test article

90.6

+

+

+ _ _ _
453 -

+

+

181

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. Upper and lower columns in each observation indicate the result of plate digit numbers 3 and 4,
respectively.
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.
¢) - :No changes of color

d) - : Absence of precipitates
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