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=

HEF v 1 =— AL A Z —iiH O CHLAU 2B, 2-7unu 7= /—1A®Din
vitro IZ B\ B YRR ERBRE EM LT,

B REAEED S9 mix FEHEFET, HFETIZOWVT, 5000 pg/ml ¥ REHES L, 4000,
3000, 2000, 1000, 500 pg/ml THEALEFMMEIRBRZ ERE L. T ORE, BWOBRLMED
WTNOHEIZRBW TS, MIBERIL S0 %R Thorlk. Zokd, 156, 313, 625,
125, 250, 500 wg/ml CHABRL EM L7z, ZOFE, 50 %MpaEaaimE HElE, S9 mix
IEFET, HETTI3, 328 pg/ml Thotz., - T, PAERFERRBRIIV-TRONIE
FHZBNTH 500 pg/ml ZEEHHAEE L, 012, V4, VS DRAEBEZHRELEZ. F0O
MR, S9 mix FEHF T D 125, 250, 500 pg/ml 2B W\TC, REBEERE 2 oMOHE
BEIXZThEh 6.0, 12.0, 386 % Tholk.

—J7, 89 mix FEIF T D 500 pg/ml (ZIVT, P tkifs RE 2RO BRI,
—HDT VL~ T440%, Hb5—FDTL—FTT0%ThoT2. ZOFRRLD, 200,
300, 400, 500 pg/ml THERBABREEM L7z, TOFR, 500 pg/ml iZ81) 5 hefa ki
BEZRFEOMBOLREEIIM0% TH Y, ROKEEEESFROBFRMEI RSN,

UEDFRE LY, KRBREFTICBITS 2-27 207 =/ —/L® CHLAU HIlEIZ 63 % G
GBREEHRESBE SR L.
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ME B XU FE
1. RBIE

1.1 #EBRE

D #EBRE
mHEMEN-2- 7T = ) —L(CAS TR 95-57-8, 1 hES

WIEE 99.49 %) I3, EHREE CEBRICER L TRELE. #BWE L TEO®E
ERBIOOFEZETHKIZ 27 %R, DAFNALANEXFT FBLIOTE i

SEORBEIIIRBRARETH 5.

W
OH
Cl
4y F8 : 128.56
Fplitp : 7= ) — 0.18 %
2,47/ —/1032%
2) R E R OB

WO, FAEBRWEIIABESER (UTAER) 11X 50 mg/ml TRE, 1%
ﬁwﬁ%v%?thG—XTbU7AK%WK@50WWHfﬁ—K%ﬁL@#ok.
CAFNZNEFT R (LUF DMSO) 126 1000 mg/ml, 7 ¥ b iZiE 500 mg/ml TF
NENFECTh o, THOORRNG, ABRYE OELEIZIE DMSO % v /-,

B ME 2 DMSO CTRERBRICHIFE® Lz, Zhz2RCEETHRL, TiEfAE
DOERDEEIR TR LT,

1.2 Rttt B E
DMSO (BIR{LZEM, =y FES 191251784, HLE 99.7 %)

1.3 BT RYE
D) Bt BmE
A b=wAC
(LLFMMC, BmeEBETER, oy MES 226AHE, 8 108 %)



8L676

Ny [a) BLv
(BAF BP, BE{LEATEW, = FES : GGOl, S& 95.6 %)
2) Bt R E DR R
MMC i, 48 (WKXEFERETE, oo FES  K8G96) (T 1 ug/ml TR L.
BP iX, DMSO (BEBLEMR, © v FES : 91281784) 12 4 mg/ml CTHFEL, fERARES
CHFRIE L.

2. #kg
MEF % A =— ANAR T —fi B SEHESE CHLAU 268 U7z, MilRiioR B ARRIEE
XV 1996411 A 6 RIZEEA L, MIQENERICK LR 10 % DFEE T DMSO % #in
L7zbD% 1 mliZ/p3i LT, MEERPCHERFLE. BBRIIE, ZhipiEL
THEL, ZOBOMAREN SKRLUANOLOEER Lz, MEOERIZIE, 79 XF
v 27 77—k (E#6cm F£721X 10 cm ; Becton Dickinson and Company) F 72137 <
27— b (B 6 cm ; B &RV, REET A EEEN (REVX 5

%, IREE37°C, I, NAPCO £k, 7300 %) CE:sE L 7-.

3. B
3.1 MEM
A—ZNVMEMEH =y X1 O (BAKEERK) 83 g &K 880ml IZIEf#E
L, A= 7 V=780 (121°C, 15450 %, SICBELE L2292 %L- 7 A%
I UKEIRE 10 %REKFET Y U LAKEREEATA 88 ml, 112ml MU,
ZDOERELLT MEM &5,
32 R
MEM 900 ml iZ, 3E@ML (56 °C, 30 /> RIMNEALIE) U 7={F4M i (GIBCO BRL, 2

v FESE 1 1009120) % 100 ml ML 7z,

4. S9 mix
4.1 89

7x/)2vEZ—L (1 HE 30 mg/kg, 2 B BLIE 60 mgkg 2 1 B 1 [E 3 BREER

W#E) & 5,60 7FR 3 BB 80 mgke % 1 BIEHENEY) CBEEHE
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L7SD T v FIFEE S (Fya—<W, 2y FEE . RAA-395, 1998 &
12H 11 B8GE) ZBEALZ. ALK SOIMEMREEE T-80°C U FTIHRELE.

4.2 S9 mix
SO mix 1 ml H7- VLA TOME THRRFFRR L, RRE TKPITHRFELE.

S9 0.3 mi
D- S a—2R -6V R 5 ¢ mol
B -NADP * 4 u mol
HEPES (pH 7.2) 4 u mol
Wb~ 7 R0 AARKFY 5 i mol
wALA Y T A 33 u mol
FEbK &

5. PBRGIE

5.1 JERFRIALIRTE

1) HBR HETE DR AR
(WHARWERE

FER A IPEIABR IZ S D, S9 mix FEIEFET (MUTF— S9 mix) BLOHET BLF
+ 89 mix) T, 50, 500, 5000 ug/ml D 3 METHHABRLTEB L. ZORETIT,
1 HEHEY 107V — 2 AV, HROKIES PIFBZER ST IEMES VW TEE L

7.
FOFER, BEXRE B UZMBAEFERITROBEY Thot:.
SERRE 2 (ug/ml) 50 500 5000
— $9 mix 100% | 100% | 50%
+ 89 mix 100% | 100% | 90 %

 UEoORERESL, MIEENHRERT, TROBRERE L GEREzmb=ER
D .
— S9 mix : 500, 1000, 2000, 3000, 4000, 5000 pg/ml
+ S9 mix : 500, 1000, 2000, 3000, 4000, 5000 pg/ml
FRHAECHBEER L-ER, — S9mix, + SImix OWTFROBEIZBWTY,
HRHETERI S0 %R CTh oz, Tk, TROHBETERBRZERE L (Bl
FEHDHIEAER 2) .

10
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— S9 mix : 15.6, 313, 62.5, 125, 250, 500 ug/ml

+ S9 mix : 15.6, 31.3, 62.5, 125, 250, 500 pg/ml

(2) M AL

4 X 10 *{fB/ml (TR U 72 MIFRIBIE % 6 ecm 7 L— M 5 ml o8 X, 3 H LS
L. 7ok, AEBWEIX TSI AF v 77— Mt L TERUR S B2, 527
L— bEfER L.

BERERELLE, THROMROMILEERZ | HEHV 207 L— Mo
Z 6 FERHINR 2 VER L7, 6 BRRTE, MEM CHIJARE 2 1 mLE# L, HLWEER

5ml TX 6T 18 RFEAER L7z,

B E IR S9 mix BrEeik
EF A EYEIi o
— 89 mix 0.015 ml R 3.0 ml
+ S9 mix 0.015 ml 0.5 ml 2.5 ml
(3) HERRIBT R DR E

AR % Ca™, Mg” 7 U —d U VERESENR (LLF PBS(), #XyaPBS [=v

AA ), AKBIEER) TEEEL, 025% F U TP AERE, HEERERYINZ CHIaEFH

BEL, mMEREHERR CHBRRE L.

(4) 50 %M EFE IR A EOR H
BABGEMHITOWT, BMEMREL 100 % & U TAEFHRZIERL, KBRYED

50 Y% HEBaEAEINHI A & (ICs) ZHH Lz, 2B ICso 1%, MIHEMAR 50 %2 ~d AR
Bl 2 R SEAREI D EH L.
2) e R BE B (AEAER)

(OHABRMERE
MpEBEmMERE 2 OB RIZK 1, 27T T8 L, ICo Il ZEREABED

— 89 mix, + S9 mix T 331, 328 ug/ml H 7.
TORRLY, — S9mix, + S9mix T500 pgml EHREAEEL L, TD 12, 1/4,

8 OHEBERELE.
BB TH D MMC, BP DHEIIZNEN, REBEREFRENMONL TS

0.1, 20 pg/ml & L7-.

11



(2) ML R

51, 1), MEEFEKILHE L.

Bt HRIC DUV CIE, T RROFERL D MR LR HE C IRIAR I #B e 2 AL L 7.

MMC &K BP &K S9 mix BraEg
— S9 mix 0.3 ml —_— _— 2.7 ml
+ S9 mix Emm— 0.015 ml 0.5 ml 2.5 ml
Gy EARER

AVERAT O 2 BB R AHEN 0.1 pgml 22 L2 FE{ETL— R
Mz, HEPYMEEERE L. LR TH%, #MiaRkmz PBSC) THHL, 025% b
D7 BT A FBE L 72, OEICEIRL, =028 (1000 rpm, 5 55/
; UTRAR) Ik vilifazfgEdz. EEEZREL, FROEIZ0.075 MDY 7 A
R 4 ml X TESRIAER 37°C, 1557) &AT-o7z. WIS, WMAILELASZ ) —0 -
Bl G:DIREBK 05 ml ZI A2 EEE L%, BO0BEL, EEZBRELE.
SHiz, FBEER4m ZMA, FEROBEZ 2 ~3EEBVIR L. 20%, PEORE
ERCHBAZEBSYE, BO LEFLCVDOEIBWERT A RH T 222 BT
LCHEBR L. Zh%E 3 %X AVIRKR T2 SRRa L, Kk, %, HALTHE
BAEARE L. 2B, BT, £ — Mo 2 HER L.

(4) MR G RE ORI E

BEAER & RIS IR R OMIE 2 E5 L. ZAEREIC MY o
B CHIBE LM O — 2R L, mERES CHaZ L.

5)8 £
OFfwsiin

BEAERE, RROBESHERBOZOTRER LT, ZO/KR, £TOTL—H
BWT1HH0 50 BE EOSRPEHMBEIELN/LD, £TOT L— FDIEK
EBEOMGE L Lz, Fio, BENRBREIUOBHESRICOVTIE, BEREEHEOFE
BEETHHZ L LR L.

OEEREB L UHENHER

BATIATZa—NMeL, 7b— b1 HiZo& 100 8, 1 F&E 200 RS2 H]

M Z EMECTEE L., SRPEIMIL, REARE IRl L.

12
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BEREX, UTOSRVIIE-TBE LKL, 2751, BEREN 2L, Beaikik
D25 £ 2 AR TRWVHEIRIISRA L.
Qeta sy (KRN (ctb & BET)
Yefb AL (cte L BET)
Yuta ARGy (csb L BEY)
Jus (KR AT A (ZEhEAE, RIRP K2 Y ; cse EBET)
Wit (frg L BET)
Xy v, RESEICA LGN DIEREES OIRPEESEOB LD bR E D L
L7z, oBRFERMLTREL, BERRIZIEED o7,

BrOREL, BERENMEZ AR EMEZH X 7.

(6) REBRE B OHIELAE
BEREL 1YL oflas ReakBEHEE L, Xvv70iz b oMaiik
VWTEERE LT

HBRE ORGEEEFHRMEOHEILX, FLBSEMHIZREWT, EERERRE XU
RORFMIROHBEE NI S %RMEEM (=) , WThr—FEREa@EEN 5 %
PLE 10 %R & BB (£) , WInpr—FEdmbEn 10 % U LBt (+) &
L7-.

)Yk BERR (FHR)

REEREARBROMRE, — S9 mix D 500 pg/ml IZB VT, LEEEERE 2 OM
ROHMBSEE R, —HFDTL—FT40%, bI—FDFL—FTT0% Th-oT-.
FHEIL 25.5% TH Y, BHETHo70h, REKEBERFEFROBRMLHERT L
», — S9 mix ICOWTHERRER LY £ L7z, ABRWE O F &L 200, 300, 400,
500 pg/ml & L7z,

ARRALER, EALERIS JOBIERIL, 5.1, DEEERRICER L.
FHEROBR, £2TOT L — MIBWNT 1 H72 0 50 BL _EOSZE S HIHAS
Bohikicw, 2COFv— FOEXKLBEOMNSR L Uiz, £/, REHER LUBE
SBIZOVWTH, HBERFHROFENBY THD Z LERER L.

S2EROELD

LEMEERERBICHMER 2 b oMBOHBRER L NEHBLUBZERTHhOH
HAEE (%) 2&7 UL REEEEEFITEENIICHIaKEZ R L. £k, Mk
FEANEIERER B L O AR FRBRICBIT 5 HREEHIZC OV TRPR L.

Btk & 72 o 1o BBRGEIC DWW, DoofB (RTHIHIZD 20 %ICREZFRKSED

13
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EOILELRPE, mgml) ZBHLEZ. £, TORKWRLCEREBROEEY
N D

MR

REEPHEK L 2BLCH 1 ~ 41077

ERER IR D 4 S9 mix D 500 ug/ml D—F DT L— b HAER L EZRIZEB W
T, BERLRORPEHMRS T6 HTho7.

STRERAMIRED + S9 mix D 125, 250, 500 pg/ml IZBWT, LEKEERE 2
SHIFROHBIBEE X ZhE4 6.0, 12.0, 386 % Th o7z,

— 89 mix @ 500 ug/ml IZFBVTC, PLEEEERELROMBOBBREE X, —F
DT —FT40%, bI—HDOTL—FTTO%ThoTe. ZTORKELY, 200,
300, 400, 500 ug/ml CRERREEZ EW LI, TORE, 500 pg/ml 12351 2 Yefafk
BIERELH MO MBFEEIL, £ — FT45.0, 23.0%, F¥340% Th-o
7.

7B, BYERRIC Y s e ke R B HBSEEIIE LML,

Fio, WThOLBEHICBW TS, RAKEHRE 2R OMOMBIBHETS %
FWiThoTz.

ZE B X UK @

227unrx /) —NVORGEREFRELHREIT 570, IHEEEMREEAVS
LEFREABR T FER L.

ZOFER, ERFENEED+ S9 mix D 125, 250, 500 pg/ml iZRBWT, Yu@ ikt
BERELFOMROMBEEIIENETN 6.0, 12.0, 38.6 % Tholz.

— S9 mix @ 500 pg/ml IZBWT, REMEEREZROMBOLRERL, —F
DFVL—hT440%, bHI—FDTL—FTT0% Tho7z. HBERBROKRE,

500 pg/ml IZBWTC, P EEERY 2 FOMROBBREEIIYE 340% THD, B

14
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GBABEREFROBRESHER SN,
£z, WTROREZRMFICEWTYH, REFBHET 2/ OMIEOHBREEIL S %
EWiThHoTz.
ARBER I VEN L7 DofElX, TROBEY Thotz.
— S9 mix : 0.47 mg/ml (FzER)
0.51 mg/ml (FESRFAER)
+ S9 mix : 0.24 mg/ml
—77, Bttt LU TR ea B ERE 4 H 4 2 M0 HESER T
WY OEZE AL, AABRPEWIAIICHKIIL TWD Z RSN,
#-TC, 2-/mna 7/ —)L0O CHLAU M5 2 Qe iR R E H RIS &
L7z,
2, BULEYOREEREFRMEICET 2BRIIBMAER 1ITE L D7,

& # X Bk
1) BARBEERYS - BABRRBROFS . YLEWEIC L S REEEET b5 R
e ENE, BHA, 1988

15
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w1 etk BERB OB ERHMLELE) (ARER]
BRWEDEIE  2-7007=/)— N

s 59 mix wSmEORE Qs R % AR REE%) Xov7 [HBROHIAE B RE RE MK BREARK %)
(pg/m) Bzl RESEDE|RENERER] Rakgy | Rafumk WA [REREMIEG omRl (%) |Bmmmi  &kE EAal: wEEMmias(%
=k e T e o
100 3 0 1 0 0 4 1 97 100} 0 0 0
6~ 18 - %Sﬁ?oﬁﬂ) 100 1 1 1 0 0 3 0 103 100 ] 0 1
200 4( 2.0) 1( 050 2C to) o0¢Co00) 0( 0.0) 7( 3.5) ) 100 200 1( 0.5) 0( 00) 1(_05)
100 2 g 0 1 g 3 1 102 1000 0 0 0
6 — 18 - 62.5 100 2 0 0 1 0 3 1 92 100 1 0 1
200 4( 2.0 0( 0.0) 0( 00) 2( 10 o( 0.0) 6( 3.0) 2 97 200 1¢ 05) 0( 00) 1( _0.5)
100 2 0 2 0 0 4 0 83 100 0 0 0
6 — 18 - 125 100 1 0 3 ] 0 5 0 67 100l © 0 0
200 3( 15) 0( 00) 5( 25) 1 05) 0¢ 00) 9( 45) 0 75 200 0( 0.0) 0( 0.0) 0(_00)
100 1 0 1 0 0 2 0 66 100 1 0 1
6 — 18 - 250 100 1 g 1 1 0 2 0 67 1000 3 0 3
200 2( 1.0) 0¢( 0.0) 2( 1.0) 1( 0.5) 0( 00) 4( 2.0) 0 67 200 4( 20) 0( 0.0) 4( 2.0)
100] 17 35 1 0 0 44 2 27 100 0 0 0
6 — 18 - 500 100 3 3 1 0 0 7 1 33 1000 0 0 0
2000 20 (1000 38(19.0)0 2( 1.0) 0( 00) 0¢( 0.0) 51( 25.5) 3 30 200 0( 0.0) 0{ 00) 0( _00)
- 100] 28 88 1 0 0 93 8 5] 1000 0 0 0
§ — 18 - | (MMmC 0.1 100] 49 90 )| 0 0 98 7 55 1000 0 0 0
2001 77 (385 178 (89.0) 2( 1.0) 0( 000 0( 00 181( 955) 15 53 200 0( 0.0) 0( 0.0) 0 0.0)
100 0 2 1 0 0 3 1 108 100 0 0 0
6 — 18 + th&/i?gi 100 0 0 0 0 0 0 1 92 1000 0 0 0
200 0( 0.0) 2( 1.0) 1( 05) 0( 00) 0( 0.0) 3( 15) 2 100 200 0( 0.0) 0( 00) 0( 00)
100 2 1 0 0 0 2 0 88 100 2 0 2
6 — 18 + 62.5 100 0 0 0 1 0 1 0 123 100 © 0 0
200 2( 1.0) 1( 050 0( 00) 1(05) 0( 00) 3( 15) 0 105 2008 2 ( 1.0) 0(__00) 2( 1.0)
100 1 4 2 0 0 B 0 117 100 1 0 1
65— 18 + 125 100 0 5 0 1 0 8 1 92 1000 3 0 3
200 1( 0.5) 9( 450 2( 1.0) 1( 05)] 0( 00) 12( 6.0) 1 104 2000 4( 20) 0( 0.0) 4{ _20)
100 0 13 1 0 0 14 3 90 100 0 0 0
6 — 18 + 250 100 2 9 0 1 0 10 0 89 100 0 0 0
200 2( 100 22(110) 1( 05) 1( 05) 0( 00) 24 (12.0) 3 90 200 0( 00) 0( 00) 0( 0.0)
100 5 26 1 0 1 30 0 44 100 0 0 0
6 — 18 + 500 76) 13 32 2 0 0 38 1 15 76! 0 0 0
176] 18 (102 58 (33.00 3 17  0( 0.0) 1( 06) 88( 386) 1 30 176]  0( 0.0) 0(__0.0) 0( _0.0)
A 100{ 16 88 0 0 0 91 4 72 100{ 0 0 0
6 — 18 + (BP 20) 100] 19 85 1 0 0 88 3 77 100} 0 0 0
200] 35 ( 17.5) 173 ( 86.5) 1( 0.5) 0( 0.0) 0( 00 179 ( 89.5) 7 75 200 0 0.0) 0(  0.0) 0( 0.0)

MMC:=A v AL C BP: Y (alE Ly DHSO : U A FA RN ARF Y

1
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L1

Bk 2 REERERROSR (ERELEE) (HIERR)
WEBMEOAY __ 2-JunuTe /)N N

‘ﬂﬁﬂ#ﬁﬁ |56 mix WRYMEORE DGR AR BEE %) *oy7 |WEHosR ] R (S50 B RS M (M H A %)
(ug/m)  |BBmnety] RAS BN RES R REAKYN | REKH Wi (RREARRG) omEk) (%) |[BBmeng GHE EREN  [REERK(%

100§ 0 0 0 0 0 0 0 98 100§ © 0 0

6 — I8 - ?gﬁ?oﬁﬁ) 100 0 0 9 0 0 Q 1 102 1000 o0 0 0
200 0( 00 0C 00) o 00) o( 00} 0( 00) 0(_ 0.0) 1 100 2000 0( 003 o( 0.0) 0( 0.0)

100 2 1 0 1 0 4 0 56 100{ 2 0 2

6— 18 - 200 100 0 1 0 0 0 1 0 83 100] 1 0 1
200 2 10 2 10) 0 00) 1(05) 0(¢ 00) 5(_25) 0 69 2000 3¢ 15) 0( 0.0) 3( 15)

100 2 0 0 0 0 2 1 53 100 2 0 2

6~ 18 - 300 100) 0 0 0 0 0 0 0 65 100 3 0 3
200 2( 1.0) 0( 00) 0( 00) 0{ 0.0) 0( 00) 2( 10) 1 59 200 5( 25) 0{ 00) 5( 25)

100 0 5 0 0 0 5 0 55 100 © 0 0

6 — 18 - 400 100 ¢ 0 0 0 0 0 1 49 1000 © 0 0
200 0( 00) 5( 25) 0( 00) 0(00) 0( 00) 5( 25) 1 52 2000  o( 0.0) 0( 0.0) 0{_00)

100] 16 38 0 1 g 45 1 24 100 0 0 0

6~ 18 - 500 100 3 19 0 0 1 23 4 26 100l ¢ 0 0
2000 19( 9.5) 57(285) 0( 6.0) 1( 05) 1( 0.5)  68( 34.0) 5 25 2000  0( 00) 0{ 00) 0( 00)

BRI 100] 22 50 0 2 0 63 5 78 100 0 0 0

6 — 18 - | (MMmc 0.1) 100] 14 52 0 1 0 60 4 67 1001 1 0 1
200] 36 ( 18.0)] 102 ( 51.0) 0( 0.0) 3( 15) 0( 0.0)] 123( B15) 9 72 200 1( 05) 0( 00) 1( 045)

MMC:=AbvA3C

DMSO ; U X FI RN KFE R

9.9718
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—— AR AR
- A - AR DI ARIR?
—— KRB
- o - KRR

'y A

1000 2000 3000 4000
BE (zg/ml)

B2 2-7uvuuzx/—AOfREME ERERAERY - +S9 mix)

5000

e FH RO IR A BR
- A - FEEEHIEIER2
—— KB
A
- e "
1000 2000 3000 4000
BE (pg/ml)

18
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() BEHETEFEHF

(R) BARHERE TR

B3 2-7m07x ) — Lo R S L
(RS AL TR

40.0

—de— —S9 mix (AFAER)
- A - —59 mix (FEEFABK)
30.0 | —e— +59 mix (4FHARR)

20.0

10.0

0 100 200 300 400 500

BE (pg/ml)

B4 2-7mnurx)— VOB HELREE
(JEWFRIAER )

20.0

—a— —S9 nix (AZER)
L - A~ —S9 mix (FESRIABR)

15.0 —e— +S9 mix (AKFER)

10.0 |

50 |

0 100 200 300 400 500

BE (gg/ml)
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