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L2

N-[3-(N,N=- AF LT )) 7 -1-A VAT TV TIRD CHL/IU #f8 (F v A =— R e NDAT—
MR R S AV D R AR ERBREERL , COREEREFRELF

M EREDT-OIZE LIRS MG B O RLb LI, SO mix IEFTE TRBLOTEE TOEE
FIALEE T2 0.015 mg/mL 3L 00 0.050 mg/mL % 24 RFELEFALEE Tl 0.0029 mg/mL % 5 i ALE 2
BELL. AL 1.5 TUTORERAREL R aKRERBREZE/L,

S9 mix FETEAE T OFERFHIALEE:0.0013. 0.0020, 0.0029. 0.0044. 0.0066. 0.0099. 0.015 mg/mL
S9 mix fE1E F D4R 4LHE 1 0.0044, 0.0066. 0.0099, 0.015, 0.022. 0.033. 0.050 mg/mL
24 RERSERTALEE $ 0.00026, 0.00039, 0.00058. 0.00087. 0.0013. 0.0020. 0.0029 mg/mL

78, WIRBLEDORER. T X TOHBRY B LT RE O K & AR R E CUBK TR B IR IR IS
LB DSFRD BN T LIS, B EIRPIIIEBI3ED bivieh ol

PRSI D E L= D RIEB Do Reb Lo IRk mBELIREL, ZORE
EEDLT O3 REBLBENGEL,

S9 mix FEFETE T OE KR ALER :0.0029, 0.0044. 0.0066 mg/mL
S9 mix TETE F DERFRIALIR - 0.0099. 0.015. 0.022 mg/mL
24 RSB ALER : 0.00087, 0.0013, 0.0020 mg/mL

Yefa fRASHTORE R, S9 mix JETETE F ORI LU 24 B RIEF LB CIIEE R B2 H 54
ff 3 LOME SRR DR EHFRIICE BB INIRRD b o7, — 77, S9 mix TF1E T O 4 AL
TIHTREHBLIUOEREN COLMEERELA TOMBORMFCEB2EM (B E 4.5%%
F0'8.0%) ARD O, ERAMEREIC OV TOEBESRO O, £, FHEMIRIZ OV TE, P
FEBETORFHEZACE BN (HERE: 1.5%) BSRD O, HEERE TIIAEEZIIRDON
2otz

S9 mix F7E T ORIMFREIALERIZ DN T Dy fEE RO 72EZA | HERF IZ-OV T 0.057 mg/mL &72o
oo — 77 AEHBEMRRIZ DV TIE B IRE D 10 B L L& gstbinoTe,

UEDFERIY, N-[3-(NNN-UAFLTI)) FaRr-1-A VAT T AT IREARRREE T T
CHL/IU HERIZ TV Ve o e B R R E B R T DL mL I
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HERBM

N-[3=(N,N=-AF LT3 )) T - 1-ANV]AT T AT IR O YRR EHRERA LT A | #
@ CHL/IU iz VA E ik BE sl Bre EfL -,

HREHARSA12&GLP

AT, [FHLEME SR DRBRO TR OWT I (CERL 23 45 3 A 31 BT, A% 0331
B BRAFBEERAELFRE., Tk 23-03-29 WFE 5 BRFELEULEEERE. BRERSE
110331009 FEREAHRESREBORBHREM) (CERL., DL EMESF IROIRRE EE 538
Mz B9 o5 HE ) (FRk 23 4 3 A 31 BANT, A 0331 5 8 BEATBHEERERLFHE. Tk
23-03-29 RFE 6 SRFEXLUEEEDE . BREETEE 110331010 SRELARSREERAE
W) A ESFLCEmL,

MHERE

1. #EBRYWE
WG TdHD N-[3-(N,N-DAF LTI ) Frro-1-A VAT T A TIRGRES (B4) (N-[3- (2
AFNVNTI))Ta VAT TIIN AT TIVIVEBOAFATI) Tt L7 IR] B4 N-[3-
(dimethylamino) propyl]stearamide, [UPAC 4 :N-[3- (I AF LTI ) 7o V4725 Ho 7IR, &R
N-DPS, CAS No.:7651-02-7, 23 F3: CoHgN,0, 731 2:368.64, 2 b5 : TLHI065, & & :98.6%,
Appendix 1IZBEOFEEIER K THD, MEOME(L ARG % Appendix 2 1R T, #BRWE I
B - U G s O AR TR (SR 18.0~24.3°C) TIRE LI,
WEBRMEREAEOZEMIC OV T, ¥FERBRICBWT, RRGEEL-HBRYE 2 RV CERMES
AT GAIE B 12012 4F 10 A 29 H) BXUFEBRK T (BIZE B 20134 3 A 5 A7 —V=EHRN 5K
HEEFE O THRARIN AL ML ERITEL, BE OB ERE IO B|N L AR L GRBRE S
R-12-004),

2. BtERTRWE

S9 mix FEFFIE T OERFMAE IS IO 24 FEREFRAEHOBIETRYMELL T A C
(MMC. By &5 558AAA, W FIBREESY L) 2BV V-, £77. S9 mix TETE T O REETALER FE DRt
BRELL TR A7 73R (CP, vy b5 :120M1253V, Sigma Chemical) &V 7z,

REITIT. ZNHOBEX RS E 2 B BIESAK (2y bES  K2B0, KIFRIETH) IBEnL.,
FERTE (-30°C) L7= ik (MMC: 20 pug/mL, CP:1 mg/mL. FH A :MMC FL U CP #£i2 2012 45 10 A
5 H)%FRREL C, A% 6 » A LIPIZRBRIZAV,
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3. HRElrER At

CHL/IU #ifalE, e iide—RAs 25 AT, MPEICBWUIRAKEEOREICEAIh T»
%, ZOKK% JCRB #ila S 27X AF (1988 £ 2 A 10 B AF, AFEOHNRI 4) L. AL IRIE
Z 3 (KH) PICHRERT BTEOMRREL 23) Lz, ZoMia (FEMEEEK 15 B, ~ 1277 X<05
YuipL) %, FRERTE . MEAC 7 X CRBEHEFEITAIERER, 1A ) | 2 % CHIARsEFE MK B, 2[EB) . 744 (Gl
RSBl ER, 3 [E B) L0 2 R (R RERER) THBRICAV,

B, AT (CS. vy b5 1522123, Biological Industries L0 990250, GIBCO) % 10 vol%
TNz A—2 v MEM 5318 (10%CS/MEM) & U, COy A2 2X—2— (5%CO,, 37°C DHNE LM
F)NTEELEZ, A—27/L MEM E%IRIT, A —2 /v MEM E#iT =224 |O¥R (B KR 4.7 g 12
K&K % 500 mL Nz TIEAREL ., EERKIEE (121°C, 15 47) Lizh DIz, L-7 230 (B /A BIER) 249
0.15 g, 10 w/v%NaHCO, /KR 10 mL FEEANZHRML TREL -,

4. 89 RIS

S9 (= hEE RAA-655, 2012 £ 9 A 14 BRIERB K UTRAA-658, 20124 11 A 1 B#E Fya—
N T2 /N E = E 56 T TR RS LT T BE D HE Sprague-Dawley & 7 hoD g
HIRBIL-bOZEE AL, 6 TRAKIRM (-80°C) ICRE L., BE% 6 » ALPICERLE, 7=
—2-6-Y B (G-6-P, Sigma) , B-=aF U TIRT T = UXILAFF NI EE (B-NADP |, U= &)L
BERE T3) BL U KC ZAEEKIZENL ., B CRIKIEE (-80°C) IZRE L. H AR FRN% 6 »
H LI R) X zhic S9. MeCl, 3L HEPES (pH 7.2) &1 %, S9 mix L7, BERIZIX
10%CS/MEM: S9 mix % 22:5 DEIE CTIRFIL7Z S9 SUSHKRE V= (B DB AR 15 vol% S9, 0.83
mmol/L G—6-P. 0.67 mmol/L B-NADP", 0.83 mmol/L MgCl,, 5.5 mmol/L KCl, 0.67 mmol/L HEPES),

5. B E R BEIROFRL

RO TR O R, RO ITRRICVLERBE TK, VAT AALEFVRBIOT R
DUTIUTHIEMR L2, K COBBIEN RIF Th-o7oZeh b, kL TR BEHFAK (2y &
& :C23VS1, JeBEE) 2 AV e,

WRYEEFRE 0L, HA (B RESFAA) M4 TRK (MAasEmEms e (1 BEE):3.7
mg/mL. #MAEEEFEANH]FER (2 BB ) : 1.0 mg/mL., HEAQHEZERIHIAER (3B H) :0.10 mg/mL, Yk E
HEBR:0.50 mg/mL) & FARFARLL 7=, ZDRIKEZ B CERREEARL TT OB EDOKBRYE Rk
ZPRELL o HOFEE 10 volbiRINL CAEEIT-T=,

72k, FERRETEIHIEER (1 B B) 2R W T, 37 mg/mL DFRIRERE T DEFETH o7, B> T
1/10 DIRED 3.7 mg/mL ZFARL /2 en b HREREROBRED T N CRBEFHEE I THESH
T-IRED 1/10 etz

ERICTRELU R BRI OREZREITRT,
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[ s sE st aAER (1 | /) ]

0.058, 0.12, 0.23, 0.46, 0.93, 1.9, 3.7 mg/mL (%}t 2)

[ R FE A I8k (2 B H) ]

0.031, 0.063, 0.13, 0.25, 0.50, 1.0 mg/mL (At 2)

Gt e B FE A 3RBR (3 [B1 B )

0.0016. 0.0031, 0.0063, 0.013, 0.025, 0.050, 0.10 mg/mL (%At 2)

[Ge ik R H 7R

0.0026, 0.0039, 0.0058. 0.0087. 0.013, 0.020, 0.029. 0.044. 0.066, 0.099, 0.15, 0.22, 0.33,
0.50 mg/mL (/A 1.5)

7., WM E IR (RIR) AR BHICKY, B, e, FESOEMOMNZLEHAL
7=

W EDOEARP TCOREMEIZ DV TL REFERTICBW TR, AT TRELE 0.1, 1 B
O 60 mg/mL DIREDRHBIZIZOWT, FRH% 8 HEIOLEMERREEMLIZFER. 1 BIV 60
mg/mL {ZOW IR 8 HMKLE THHILZMER LA, 0.1 mg/mL DREIZOWTITFARE 8
HREORZEEDHER TER» o7 GREAE B R-12-004) , £Z T, ¥HEABRICB W AR, EX T T
RE ((RERE :4.5~12.1C) L7z 0.1 mg/mL LT 0.2 mg/mL DEEDFHBARIZ OV THRSLRL 4 8%
ML EMERREEMRLIZ, ZOREE, 0.1 mg/mL OFMKIC OV TIFARER BI ORI 4 BE#%
DEHEED 81.4%B LT 89.6 %, FHEMEDIXLDED 98.7~101.0%, FHFRAFFEIL 110.1%&720,
R E SR LT AEE IRERBLIOREZOEHEEN, TNTHRERED 85.0~
115.0%, BHEEDIXL2ENZNZNEHMED 90.0~110.0%LAAN, FREE % O EH R E I 5
RE%DOREEOFLMEN 90.0%LL 1) DFapAs e o7, — 55, 0.2 mg/mL ERIC DWW AR E %
BIOTHR 4 BRI O E B 92.9%B 500 101.8%, FHAIEEOIESDEIT 96.6%~103.6%, F-H7%
TEERIT 109.6%L720 | Fr R A EDGIINE 2D, % 4 RO R EESHR I,

6. HHREIEFE A R PR

Yo R RERBRICA VAR EDONRRE LR E T 5729, 0.37 mg/mL ZHmABERELT5 7
JEFEEE (0.0058~0.37 mg/mL., Ak 2) 3R EL CHIBEFEIHIFRER (1 =/ B) 2 EE L7,

CHL/IU #ifa% 0.25% ) 7S U iz AV TR LIz, 4 X 10°8/mL OMIREIRE L, D 5 mL
2X10YE) # T FAF 7T 4= (B 6 cm) ICHERE LT, 158 B4A 3 A BICLL TOFIECTHER L
BB LOHEGAELTS7,

SO mix FHEETRBLIOGFET CEAMBLBEITIEE. £ET v VaDEEREFENEN
10%CS/MEM LT SO KINIRERZHL (2.7 mL/ 7 1) LTtk | A (BRI IR) F7o i3 & IR E D5
YVEFREIRE 10 vol%diin (300 pul/F 4w =) L 6 BRI L7, A% . MEM (LR E) THEdL .
10%CS/MEM (5 mL/7 v =) TIHIT 18 BER LT, EHNE T 2B EEE T (v DR IRE
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10%CS/MEM EA8# (4.5 mL/F 4vi=) LTtk iR (R ) S/ 13K B E DR E K% 10
vol% AN (500 pL/7 =) L 24 BRI AU L7, BHE2 DT 1oL a% Az, 70, MEBRARE R X
U T B2 B DEE 8 T F O By O % I BR TR~

HEERT %, BRERER T 5mL ¢ 0.02 w/V¥EDTA &4 PBS(Ca” BL U Mg” RE) iz, B2y
T A IR R I LT, 3O AR B IS L 0.5 mL DORIIERE#E 9 mL © ISOTON®
II (Beckman Coulter) (2%, 2—N2— A7 % —(Z2, Beckman Coulter) CHIRAEZAIEL . BEHEH
Hl DL,

EERIR A AR E UM A BB FE MR ER (1 [ B) 21T 7o R, TN COMB LBV TR EL &
IR FE (0.0058 mg/mL) T 50%A M D HIRRETE R e >T- T &b, 6 BEERE(0.0031~0.10 mg/mL, 24
b 2) 3R ELC, MR AEnGIEER (2 | B) 21757,

24 BEREERLIICOWTIL, 2 Bl H OMEEEMHRERIZ B W TH R E L2 SRR E (0.0031
mg/mL) C 50%R D MMAIETE R L7227 Z &30, 7 IREEHE (0.00016~0.010 mg/mL, Atk 2) #FERE
LC, MpRsEmE sl R (3 B H) 21T o7,

7. Bk RE R

FHA BT N SR B LIS R U R BR S CR B R R FRBRETo1,

AR R N PRBR O RE R A H LI S9 mix FEFFIE T B X UMFIE T OERFHEALEE T 0.015 mg/mL 3
X U%0.050 mg/mL, 24 FERTEKFEALVERCIE 0.0029 mg/mL # R EmEELL, Ak 1.5 TT REREZRTL
7o SHITE R (F21E) st BRIERB L OB BREEL R 1T, L IRESHTZD 2 DT v 2 ATz,

BEAESHREEIC DUV T, B53 % 10% CS/MEM F7213 S9 RUSIREAH L= 1% | SR W LB
TEIROADIZ B BIES FKE 10 volellz 7205, MMC (20 ug/mL) %, S9 mix FETETE F DEFFHE
SLERCIE 15 pul/T 4y = (BRAEIRE 0.1 ug/mL) | EFALER T 12.5 pl/7 1y o (REREE:0.05
pg/mb) FAILT=, S9 mix 7E7E FOEEFREAIE T CP (1 mg/mL) % 30 puL/F A4y = (BB 10
pg/mL) BRAILTZ, 7228, MMC BX N CP X MO0 BE TREKDEERELF R TIILNMLNT
W5, 70, BB BREE RS L UMW BRI ALBERR I DO T, VB BRAERRF B L OV EE IS T RIS R IR
DI DOH ELZ WIR THR 7=,

BEE T 0 2 BERRNIC, L EIR B IRAE D 0.1 pg/mL (2B INERIMUT, SEBE T4, %R
AT 0.02 w/vih EDTA &H PBS(Ca* BEUMg" R E) AT (v abhizh b mL Mx Ty T 1
ZICEVHRRAEIIA L, MR A E I E IC B LT, MRaRRE K 2L (1400 rpm, 5 47) L, HIEEHETI-#,
3 mL DKEEIK (0.075 mol/L KCL AKEEHR) A hN% . £ 30 73 MMEAR IR A 1T o7, (KRB | BEER (A
& )=V KEEER=3:1(v/v)) & 6 mL JIZ TEMIHEIRL, BILLiZ, Z0%, LB T BUWHEER
EERE ML GRIL Lz, ZOBEBREZELIZ | EfT7ct% ., L BEOBEERE ML CHRiazREL, <
DY EFATARTFA(HOLINUD TaAMEGICRARE S, 2—FEBRBILURIANEFTELA) EIC
WTL,. ZOFFERELE, | TAvvadol 6 DATARNEREER LT,

VERIL 7= AT A RIEAE 70 volhAZ )/ — WVITEESRIELIZDS 3 vol% ¥ A4k (pH 6.8 D 1/15 mol/L Y

9
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VSRR CABGAR) T8 vk, KEKTTTWTHRELE,

8. Yefafkitr

QR DI RL T, 1 TavahbBoiiz | HOEARZ AWV TREDE WSS EHEED
S3HT (500 AMHAR/AEAR) 24TV 0.5% KD ZHES A R UIZ G A1 R B R T R RES HIBTL . 247 7T RE
REEIRE L ENIVERV 2IREZBENGE LT, Fo, EARD IO HT T RE 2 7y S P i H3
ROVEAIT, TOKEEBL TEENSHARELRE,

TAvva 1 EDELNIEATANER 4 %, 4 N\OBEE BTN ENLIBEMENR S50 KRR
T LT, TR EERD, 0Bl TOARWS MG 2 EEL, 1 BEdH720 200 &8 (100 #ika/
T a4z, 25 MlA/BEE) DR T EINIRE (B mE: 23~27 AN OV TEER B OREE %, 1
BEd>T20) 800 {8 (400 ML/ 7 1=, 100 HfQ/BLERE) DR B EMARIZ DUV CRESE AR (Y ik
s 38 AL L) DEEF T, TORRICEDWTEERFE L F S>HMIaEHIERR O HERFEE R D
77

Fry 7 BLOCIAREEREOHEIL. BARBEERFEFZR - WABYRBRLIFE Mcksy
HIRIZE SO T T o7, v 7 BIOGIFHI DWW T RS RIEL VS SO FE Y @ L2 vy o 7,
FNULEDOENEOZ TR ERL, Fry T OV T ERE S EEOHEICITESDRNI L
L7,

PaEOBERE (Fro7 20D 20 THMME LOMEEIEMRRD HELEKIZ DUV T, Bt R R
LHRR Y E LR RER 30 L OB ME T BREERT CL 7y v — DEEERERE (p<0.01, FED LV EEER
ExEMLI, o, AEREPBOONTLBEMFIZONTL, TOREKREFEEICEEALT, 27707
—IT P OBERMERE (p<0.01, F ) 1T o7, ZNHDORERBRESELL, EWFELEEADGD
FIr 2Bk L TR EEREFREOTHMEL AR EIIIT T,

FRIDBIEATELGN > EHBOEREMICEEZRIITERVOHIBERVHEBITEZ(ZEHTM
>t=Cé&

FRBREHE E CIL 37.0 mg/mL ORI ERMFIRAREL | MAEFEMH RERE E T 25 E
o7, BEREZEY, JRROREN 3.7 mg/mL OREEZFHRL-ZEnh, KR EREIROREN
HER BN EHIN - BARIBE D 1/10 DR EE (0.0058~0.37 mg/mL) THIBSIEFEM&HIFER 2 EHEL
7o L7230, LBR L 72 S ARG FE (0.0058 mg/mL) THVWVHIREEMESTO bNI-ZEnh, TORRE
Helo, MRS 2 BB BL0 3 EH)EEHEL, ZTNOORBK Rab L IC Gk R R
DIFRREZ R EL TOBIENS, R R~OFEBITE O LHIBTL,

ZFOMAFRBERFIC, [FTRIDZENTERDSZRBOGHEEICEEL RITTRVOH S
HERURBEEICEDR o722 L) dhehol,

10
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HEBREERSIUER

FAEBREDOT-OICE LI aEinH =08k (1 B B, 3 ERE 0.0058~0.37 mg/mL, Ak 2) D
FER ., B AKERE (0.0058 mg/mL) IZ BV THHMIBAETERDS 50%RHLR oz, 728, RIRBIEDRER, T
AT OWERYE AR CALER BR A4S R L OMLER AL T BRI EE 2 i P IR 35RO b T,

LLEDFREREY, T~ TORBREEIC O W THIISEEMHRR (2 BB | R ERE:0.0031~0.10
mg/mL, 22tk 2) ML 7 FE R S9 mix FEIFTE T I L OELE T D 45 RFEIALEE Tl 50% MR e Rl
EiXZF1 0.0070 mg/mL 38X 0.027 mg/mL LHEES Nz, 728, WERBEORE R, EBIARIC
I$9 R TOMLIREMHT 0.050 mg/mL LA EDRE TEERPICILEBOLN. ALEETIRETIE S9
mix JETELE T DR RIS KO8 24 FFIETEKTALER Cid 0.050 mg/mL LA DB E T, S9 mix FFE T D
FERFRIALEECIE 0.025 mg/mL LA _EORE TR IR ISP RO bz,

24 BEEREFALEIZOWTE, MRS SRR (2 B E) BV THR ELRERE (0.0031
mg/mL) THUBABEFERAY 50%ARm LR o7c 20, MBI (3 EE . RERE :0.00016~
0.010 mg/mL., Akt 2) % EML 7=, ZDFER, 50%HIAHEFEMBIIR AT 0.0019 mg/mL EHEESNT, 72
B, TRTOHBRYE LR CARBRIAR B I UMLK TRICERE P IZILBRIIRO biven -7,

L EDFERLY, S9 mix FEFE TR EIOEAE T OEHRFRALIRIZ DUV T S0%BETE MR E DK 2 1%
DI (FNFH 0.015 mg/mL X 0.050 mg/mL) %, 24 BERTEFEALIER Tid S0%EFEINHINE DK
1.5 {50 E (0.0029 mg/mL) 2= NERELL, A 1.5 CTTROBEHEZRELC, Lk EFER
BRax EMLI,

S9 mix FEFETE T OEFRIALEE0.0013, 0.0020. 0.0029, 0.0044. 0.0066. 0.0099., 0.015 mg/mL
S9 mix fE7E T O RFREI 4L - 0.0044., 0.0066., 0.0099, 0.015, 0.022. 0.033. 0.050 mg/mL
24 FRREERFTALE - 0.00026. 0.00039. 0.00058, 0.00087, 0.0013. 0.0020, 0.0029 mg/mL

B, NIRBEOREE. T TOWHBRMENEFOR S NEEE COBK TEHIO AEERTR I
IR A ZRO BT LIS B ISR D BT,
PRSI B ER U= DR O O HEREL LI, TR 3 REREFEENSREL,

S9 mix FEFFTE T OERFRIALER:0.0029, 0.0044, 0.0066 mg/mL
S9 mix fF7E T OOMERFHEIALEE :0.0099, 0.015, 0.022 mg/mL

24 FEREE & ALER 1 0.00087, 0.0013, 0.0020 mg/mL

P (RSHTORER . SO mix FETEIE T OB EALE TS R E 48 T 5 L OME A n
BE R E BN b o7 (Table 1),

11
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S9 mix T27E F OB CIIHERE (0.015 mg/mL) BLOERER (0.022 mg/mL) THEE
EERTHMIROMEFEIE BN (HBE 2020 45%8L50 8.0%) 237 o, ERMERE
BV THHEEENROLN (Table 2), E7=, BEMEMIZIZ DV TIEFIREERE (0.015 mg/mL) THE
AT E BRI (HBLER  1.5%) AR L7208, ERMEREICB W THEEEIIRO N o7,
723, FIREERE(0.015 mg/mL) BELUEIRERE (0.022 mg/mL) CEEWEIARD LI,

24 FERTEFAE CIIEER 2 E T oM B LOEEEIa O R EMICE BN b
727307 (Table 3), 7235, BIBERE(0.0020 mg/mL) 12D\ Tk, MfaEMEO®  MEDOMIELE S
BTy sk72 0 o7,

EHEDRE R E 72577 S9 mix TEAE F OERFEAERIZ DV T Dy [EERDTZEZA BERE IOV TIT
0.057 mg/mL &lgovz, —5 ., fEEMERRRIZ OV TiE, 1.2 mg/mL EZRVERBERED 10 {FL ETHY,
ESE T4 SeY

BE I BRI L LTV Y MMC 1, S9 mix FETFAE T O ERF AL E I S UNERAL BT BV T AR
OREERFEEFHHL, CP I S9 mix FF1E T ORI BV TRERDOEERFEFR LI, Zhb
DFERLY, REBR RO AL HEFESAL72 (Table 1, Table 2, Table 3),

N-[3- (N,N-UAF LTI )) T ar-1-A VAT TAT IR, YRR CEBLI-MEE AV AER
ZERIS AR (R E B M-12—017) TIXREDHKEIBLN TS,

PLEOBRID N-[3-(NNN-CAFATI) S -1-A VAT T AT INE, KRBREET T
CHL/IU HIREIZ BRIV Ve A Ob B R BB 2[R T DL m LT,

ZE Xk

) BABELRFEZS - HABYRBROBESRE [LEWEICIAREERBRETIN A, §AEE,
HA (1988)

12
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Figure 1 Growth inhibition of CHL/IU cells treated with N-[3-(dimethylamino) propyl] stearamide.

@ :Short—term treatment without S9 mix
A :Short —term treatment with S9 mix

B : Continuous treatment (24 hours)

As the results of observation by the naked eyes, in the short—term treatment without S9 mix, precipitation was
observed at 0.050 mg/mL (A) or more at the beginning and the end of the treatment in the medium. In the
short—term treatment with S9 mix, precipitation was observed at 0.050 mg/mL or more at the beginning of the

treatment and at 0.025 mg/mL (B) at the end of the treatment in the medium.
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Table 1 Chromosome analysis of Chinese hamster lung (CHL/IU) cells treated with N-[3- (dimethylamino)propyl] stearamide (N-DPS) for 6 hours without S9 mix
Concen- S9 Time of Concurrent” Mitotic”  Number . Number of cells with Number ¥
Number of structural aberrations 3 .
Group tration mix  exposure cell growth  index of cells Others ” aberrations of polyploid Trend test
(mg/mL) (hrs) (%) (%) analyzed gap ctb cte csb cse mul Y total +gap (%) -gap (%) cells (%) -gap POL
Negative " 0 - 6-(18) 100 NA 0 4 3 0 0 0 0 7 1 6 ( 60) 3 ( 30) 3 (08)
100 2 4 1 1 0 0 8 6 8 ( 80) 6 ( 60) I (03)
200 6 7 1 1 0 0 15 7 14 ( 70) 9 ( 45) 4 ( 05)
N-DPS 0.0013 - 6-(18) 87 NA not observed
N-DPS 0.0020 - 6-(18) 76 NA not observed
N-DPS 0.0029 - 6-(18) 68 NA 100 I 7 1t 0 0 0 9 | 8 ( 80) 7 ( 70) 0 ( 0.0 )
100 1 3 2 4 0 0 10 0 7(.70) 6 (. 60) 1 (03)
200 2 10 3 4 0 0 19 1 15 ( 75) 13 ( 65) 1 (0.1 )
N-DPS 0.0044 - 6-(18) 56 NA 100 60 3 1 1 0 O 0 5(50) S 50) 0 (00)
100 2 3 0 0 0 0 0 S(50) 3 (30) 0 (00)
200 2 6 1 1 0 0 10 0 10 ( 50) 8( 40) 0 ( 00) NA NA
N-DPS 0.0066 — 6-(18) 47 58,52 100 34 2 0 0 0 0 8( 80) S ( 50) 1 (03)
100 0 6 1 0 1 0 8 0 8 ( 80) 8 ( 80) I (03)
200 3 10 3 0 1 0 17 0 16 ( 80) 13 ( 65) 2 (03 )
N-DPS 0.0099 - 6-(18) 46 22,14 not observed due to the small number of metaphases
N-DPS 0.015 - 6-(18) 28 Tox, Tox not observed due to extreme cytotoxicity
MMC 0.1 pg/mb — 6-(18) NA NA 100 1 27 46 5 0 0 79 0 49 (149.0) 49 (490) 0 ( 0.0 )
100 7 31 4 1 0 0 83 0 51 (51.0) 49 (49.0) 2 ( 0.5 )

200 § 58 90 6 0 0 162 0 100 (50.0) 98*(49.0) 2 ( 0.3 )
Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);

mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

MMC, mitomycin C; NA, not analyzed; Tox, cytotoxicity.

1) Distitled water for injection JP was used as a vehicle and added at the level of 10 vol% per dish. 2) Cell number, representing cytotoxicity, was measured with a Coulter Counter.
3) Metaphase frequency was calculated by counting 500 cells in each dish.  4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10
aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were
analyzed in each group. 7) Cochran-Armitage's trend test was done at p<0.01 (one-side).

*, Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.
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Table 2 Chromosome analysis of Chinese hamster lung (CHL/IU) cells treated with N-[3- (dimethylamino)propyl] stearamide (N-DPS) for 6hours with $9 mix
Concen- S9 Time of Concurrent” Mitotic ®  Number . Number of cells with Number *
Number of structural aberrations . .
Group tration mix  exposure cell growth index of cells Others aberrations of polyploid Trend test
(mg/mL.) (hrs) (%) (%) analyzed gap ctb cte csb cse mul Y total +gap (%) -gap (%) cells (%) -gap POL
Negative b 0 + 6-(18) 100 NA 100 0O 0 0 0 0 0 0 0 0(C 00 0 (C 00) O (00
100 0 0 0 0 0 0 0 0 0 ( 00) 0 (C00) 1 (03)
200 0 0 0 0 0 0O 0 0 0 ( 00) 0 (C 00) 1 (01
N-DPS 0.0044 + 6-(18) 91 NA not observed
N-DPS 0.0066 + 6-(18) 81 NA not observed
N-DPS 0.0099 + 6-(18) 57 NA 100 2 0 0 1 0 0 3 0 3 3.0) 1 (C L0y 1 (03)
100 0 0 0 0 0 0 0 0 0 (00) 0 (C00) 5 (13)
200 2 0 0 1 0 o0 3 0 3 (C15)y 1 (05) 6 (08)
N-DPS 0.015 + 6-(18) 44 NA 100 0 5 2 0 0 0 7 0 7¢( 70) 7( 70) 3 (08)"
100 1 1 1 0 0 0 3 0 3(.30) 2 (20) 9 (23" + -
200 I 6 3 0 0 0 10 0 10 ( 5.0) 9% 45) 12* 15 )
N-DPS 0.022 + 6-(18) 43 8.0,4.6 100 I 3 0 0 1 0 5 | S( 50) 4( 40) 2 (05"
100 3 10 4 0 0 0 17 0 1S (150) 12 (120) 0 ( 00 )
200 4 13 4 0 1 0 22 1 20 (100) 16* 80) 2 ( 03)
N-DPS 0.033 + 6-(18) 23 0.2,0.0 not observed due to the small number of metaphases
N-DPS 0.050 + 6-(18) 10 NA, NA not made chromosome specimen
CP 10 pg/mL + 6-(18) NA NA 100 6 44 61 3 1 0 115 0 66 (660) 63 (63.0) 0 ( 00)
100 3 2574 0 0 0 102 0 58 ((580) 56 (560) 0 ( 00)
200 9 69 135 3 1 0 217 0 124 (62.0) [19*% 595) 0 ( 0.0 )

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);

mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

CP, cyclophosphamide; NA, not analyzed.

1) Distilled water for injection JP was used as a vehicle and added at the level of 10 vol% per dish. 2) Cell number, representing cytotoxicity, was measured with a Coulter Counter.
3) Metaphase frequency was calculated by counting 500 cells ineach dish.  4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10
aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were
analyzed in each group. 7) Cochran-Armitage's trend test was done at p<0.01 (one-side).

*, Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.
#, An endreduplicated cells was observed.
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Table 3 Chromosome analysis of Chinese hamster lung (CHL/IU) cells continuously treated with N-[3- (dimethylamino)propyl] stearamide (N-DPS) for 24 hours without S9 mix
Concen- Time of Concurrent? Mitotic”  Number . Number of cells with Number ®
. o Number of structural aberrations 5 aberrations ) 7
Group tration exposure cell growth index of cells Others of polyploid Trend test
(mg/mlL) (hrs) (%) (%) analyzed gap ctb cte csb cse mul Y total +gap (%) -gap (%) cells (%) -gap POL
Negative K 0 24 100 NA 100 1t 0 1 0 O 3 I 3(30) 2(C20) 1 (03)
100 1 3 0 2 1 0 7 1 6 ((60) 5 ( 50) 0 (00)
200 2 4 0 3 1 0 10 2 9 (45) 7 (35) 1 (01)
N-DPS 0.00026 24 89 NA not observed
N-DPS 0.00039 24 88 NA not observed
N-DPS 0.00058 24 80 NA not observed
N-DPS 0.00087 24 77 NA 100 0 4 0 2 1 0 7 0 7¢ 70) 7 70) 1 (03)
100 I 1. 0 0 0 0 2 0 2 (20) 1 ( 1.0) 0 (00)
200 I 5 0 2 1 0 9 0 9 (45) 8 ( 40) 1 (01)
N-DPS 0.0013 24 64 NA 100 2 2 2 0 0 0 6 1 6 ( 60) 4 ( 40) 0 ( 00)
100 0 3 1 0 0 0 4 0 4( 40) 4( 40) 1 (03) NA Na
200 2 5 3 0 0 o0 10 1 10 (50) 8 ( 40) 1 (01)
N-DPS 0.0020 24 59 2.0,2.8 100 1 1 0 3 0 0 5 0 S 50) 4( 40) 0 ( 00)
100 0 9 1 0 0 10 20 0 10 (10.0) 10 (10.0) 0 ( 0.0 )
200 1 10 1t 3 0 10 25 0 15 ( 75) 14 ( 70) 0 (.00 )8)
N-DPS 0.0029 24 26 0.0, 0.0 not observed due to the small number of metaphases
MMC 0.05 pug/mL 24 NA NA 100 4 29 31 3 0 0 67 0 48 (480) 47 (470) 1 ( 03)
100 3 20 20 3 0 10 56 1 34 (340) 33 (330) 2 (05)
200 7 49 51 6 0 10 123 1 82 (41.0) 80*(40.0) 3 (. 04)

Abbreviations: gap, chromatid gap and chromosome gap; ctb, chromatid break; cte, chromatid exchange; csb, chromosome break; cse, chromosome exchange (dicentric and ring);

mul, multiple aberrations; +gap, total number of cells with aberrations including gaps; -gap, total number of cells with aberrations excluding gaps; POL, polyploid;

MMC, mitomycin C; NA, not analyzed; Tox, cytotoxicity.

1) Distilled water for injection JP was used as a vehicle and added at the level of 10 vol% per dish. 2) Cell number, representing cytotoxicity, was measured with a Coulter Counter.
3) Metaphase frequency was calculated by counting 500 cells in each dish. 4) When the number of aberrations in a cell was more than 9, the cell was scored as having 10
aberrations. 5) Others, such as attenuation and premature chromosome condensation, were excluded from the number of structural aberrations. 6) Eight hundred cells were
analyzed in each group. 7) Cochran-Armitage's trend test was done at p<0.01 (one-side). 8) Seven hundred and twenty-nine cells were analyzed.

*, Significantly different from the negative control at p<0.01 (one-side) by Fisher's exact probability test.

16



Appendix 1

AEE S G-12-006

2012498248
RO TR R

G B  NBACAFATIZVWTRENMATFTZI R

Code No. S87-15621
Lot No. TLHS065
% B The
KE®RB MER EHAN
HE HEOHSERE =L CRE i A O
%R
ey F B oL BENS(z LA baE
- BP9
REY 0.32% ey
ERFYLFI-F 986% 95.0%ELE
Z 4 GO
EEIR e fo o
A OH-NMES fo 2Ry Bgs
B o 0 ix
EMEHy 2OTRONEE
BRI Y
+ EEOBYBEE D L LT E T -

17



REBRES G-12-006

Appendix 2

HERE O — I HIH

FHCEWE D 4 T (IUPACH L o e 1 s
; =[3-(2 1 B iF 2
S N-[3-(PAFATI)TebAIF I FFH o7 R
N-[3-N,N-LAFAT I /)T RRe-1-AAIRAFTAT I K,
7 % N-[3-(PAFATI/)TREAIRTFTIIR, AFFTUVEBUAFATI ) 7a AT IR,
N-[3- (Dimethylamino) propyllstearamide, N~[3-(dimethylamino)propyl]loctadecanamide
C A S ES k=2 7651-02-7
R \7
./’\\___/K'
(WwWFh b T"HDIEKE I
N o
., TOREOHE) *«vﬁAfT
2 ¥ fia 368.64
OB L B B 98.6%
W HE o M E (%) ’
HBICfH L R
mE H o oy kBB TLH9065
THHOEHREUVERR 7K530.32%
Frd = E
*f Vi3 ® 14 E T
=479 -v /Ko B R
it =
?% p=4
OB I2F T B MK H &0 EERTR
= E L
w w R Ex BP0 R E M
53.1 mg/mLOBE TiL, REEFICRE, BiABLIUERIT
BOLNIeh o7z, TR, EH T CHRELEZL mg/mLBLT
7K 53.1 mg/mLCARE |60 mg/mLOBEOREBREIC OV THHEES8 AR, 0.2
mE N T D EREES mg/mLOEEORERIRIZ OV CREIL 4B D Z EME 4 He
U= (REBRE S R-12-004B L UG-12-0086) ,
. e 1377.9 mg/mLODBEE Tid, AR RE, RiABIUER
DMSO | 377.9 mg/mL TR | yzmpe b 2opnge
T e [377.2 mg/mLOBE T, AR, RABLIUEER
7eby | 3172 mg/mL TR | Gappsr b rene.

[{EE] E(LFERIERIE, FIREZRIRVFEAT AL,

1. [REE )OO, R EORRIEERATHIE,

2. T EVE | OWITIL BB, REICHT DL ERETATIIL,

3. TR AR E % | OIS, R E ORI T AEME R OF ORI P TORESE
EREATHIL,

= (NEREREL L H—-EHFHERICBVCRERL,

18



AR ES G-12-006

Appendix 3
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