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L — Rl 4R 8 7 N LPUREE AT % 77, R TR T o) PR .

1) 6- A3k -2, 3— — FI LR IBR (1) & B

W 24— THFEAR IR AT 1. 13g Tl N 250mL B R, B 50mL JE/K LN %
), IARETA 2h, V30 22505 S5l ug, I 30mL Tk 2 &5 ARt , Bras = Rk 6- Ak -2,
3- R RE

2) 6- fHE —2, 3— YR SRR IR IR & A

B 0. 5g SH—20 W) 6- fifsE -2, 3- —FEMEIERL.0. 202g AR R T I55 1. 14gN- %
RBEHITE W B T8 16 250mL 5 1 [FJEFEH, FFE 40mLCCL, AN KR, 3¢ b [Fliv4
B, T I AR B E T RS nAE 80°C Mihia T, B Bl ke, I H KA
7ty Bl AT 2 PR AT, 5 s N SE R S TR A YA E1 2 S R P B TRON K 2
PR AN, 15 6- B3k -2, 3— YR SRR IR O

3)6- M2k —2,3-(N, N, N N = VY 4R ) — FF R IRk i) A 1

PEZEAE WU R  [RIAL VA B A R 2 H 0 = iR, N 1. 99mlL WP 2438 — 4R —
LM 10mL TR ZJEFN 2. 63g oK BRBR Bk AR, Bkt T ) e VR -GV NS 1. 805g
6— A2k —2, 3— YR I IEMENR R 10mL T8I £ 5 R 8—10h, ¥A-H1, 38 LB BR BT , I8 I Ik
HE T BERE 75 R RO, 193 3 i R, AF IR R P I\ &r 3. 48g Ba (OH), » 8H,0
VA IR, ST 78 0 SRk 28 RV EE A0 o DT , Jh i 28 1 FH 281 /K 78 /iR e
e, ARG LB R LR B 16mL 7K A, VRS INFAE W, NN R 225 v R AN T HE O
i, ok 8 B A B, T K B DR BR DR 3 UK, IR FNVERIE A I, UKEE A A
8-10h 33 6- A2E -2,3-(N, N, N' , N' — VU 4R ) — i s gk

4)6- &3 -2,3-(N, N, N, N = VU8 ) — FR & s R Wk 1 & 1

¥ 100mL ZFEEFN 2. 025g 6- AF3E —2,3-(N,N, N ,N' — PUZPR ) — F & FEms gk in A
3| 250mL ZEA VR VE AUMSEFERS 00 = DA, BEFE NN 1. 2g dRBRAEALTIFN 5. 26g K&
75 80-85°C 4 F N [ . 4h JiF , i i vk, SER AL 752 2%, YA 1 BT AR 4K ] 50mL 25 &
S50, 198 6- 2 -2,3-(N, N, N N/ =~ PUATR ) i ks gk

5)6- IROBEA L -2,3-(N, N, N' N - VAR ) — FF s IRk 1) A 1

H{ 5. 05g IR SWEREE T 30mL =S AL, 2. 105g BRIRE ¥ T+ 100mL 7K 71, UK ¥
TR IR E MV TR SNE T NBVR SRR, B 18, 722g 6- 2058 -2, 3-(N,N,N' ,N" -1 Z
B2 ) R R R N = VR, LR ORIFAE 50-60°C , PROGHEHE 1) [7] N 41V S B VR
WRIREAMIR SR B N 6- 238 -2,3-(N, N, N' , N' -2/ ) — i figdknnzmkiep,
e A AN TR B RN R B pH A 120, 3 n5e 58, FHE I 90°C, Bkl , s 4 7%
H N 50mL R ERIR , 1853 B H NaCl, 28 5 F SRR i N 150mL Je/K S8, =42
TYTIE, 4°CAEIR 8-10h, A 50 % 1) LFE /KBS E 45 i, 1588657 6- IR G a3 -2, 3- (N, N,
NN - 4R ) — v NE Ik, 8RR BATDQ.
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MmEE T ALRRES TSI &%

AR
[0001] AT K — o (190 Eh BEZE 577, JU 28 B 17 A LIt (00 28 45 5 1 il 4%
o

B=EA

[0002]  FEE <) S 7 T BOR A I AT N P i) 7, 45 R < e N Lt J F2 A FH XL
heeE eSS EeRERERERNESY (CEOURD 1), 580K E A R EOE s E 5
J& - 2 G - BAA R PR LHUR, AR T EE RIS, HitCa i s R ER 25
&R B G, A RS AKIE & A7 L T 851, A5 REN A, BAG T E e
WNLHURBIABCE e a1 CNL0106337 “H <5 J& 4 B v B BT AR B il % 07 vk 7 e SR H Ak
) 1= (4= BRRREEE ) S5 1 NN NN — T LR 9 8 B T IR Eh REEE A7), 65
HriRiik 300 JC /meg, HE) L5 ML 52 B BRI, WS AT B BB AR TP & s
THREZE A7), I 2k 1 ol 26 AH N2 10 B0 50 R 0 4%, R AT 2R < Jem A ke B v e ) PR A I B AT
HE LR X

ZIAAE

[0003] AR E R ZRME—ME N ELS BRI SR 6- R OEE -2,
3-(N, N, N' , N7 = VJ4Pg ) — AN bk 1 i) 45 57, FE A TR T IR XD Re B A 30 I
N THUR A BOF 5 58 BEUAR 6 46 7 VAR I 25 5L, DLk — DI IEAR B S FIEN THR &
JH TR R

[0004] A& BHEH @ W FE5 i SE IR

[0005]  BrEEA 5 BATDQ Il & ik AR~ b5k

[0006]  1)6— fifjJE —2, 3— — AR SEmE VRN ()& ik

[0007]  #f 2g4— fiFFEA A i Al 1. 13g T FN 250mL 5 TR, LL 50mL Jo/K LB
HEEF, INFAENAL 2h, vAH1 2 =R G uE, I 3omL oK LRSS SR AL, BT ek 6-
Sk -2, 3— R FLMEIRI

[0008]  2)6— filgJE —2, 3— U A LR IR WK ) 4 R

[0009]  HY 0.5g 55— 74 6- ik -2, 3— MR, 0. 202 R — R TS 1. 14g
N— RARTE A IV i B T 1) 250mL B 1 [ JEFE I, PR 40mL CCL, I A, ¢ 1]
DA EEE, LS I RS, W B T 58 A3 80°C [, s i dk, 3 K
JEAR By InFAd 2 PRIE AL, £y [ N 58 EE T, PR -G 74 31 22 250 PO U8 BB K
BarP 2RI AN, 15 6- A3k -2, 3- IR IR

[0010]  3)6- fif2E -2,3-(N, N, N/ N/~ PULPR ) — FF i s R bk 1 5 1

[0011]  ZEZEA MBS H: | (B4 B FUE IR SF 09 = DR, i N 1. 99ml W22 —
PR TG 10mL T 1) S HE AN 2. 63g Jo7K ik BRBROKY A, B HE T 1) SR Y0 & ¥ AP 3 I s
A 1.805g6— fiff 5k —2,3- R I AEMENR K 1) 10mL % 1) LI, [F13 8-10h, ¥4 #1, J8 25 B
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PR, Y VLIRS I e 2 78 R [RDBCS 371, 1590 2 8yl DR 1, 4 Bl sl R i N & 3. 48¢g
Ba (OH) , » 8H,0 [T FIVE TR, SR T 78 A Hidt 2 iR AL (T ve , a8 1 A 7%
PRIKFEAM B RS o ARSI N SRR 31 15mL 7K TP, FIR-S W A, AR IR 205 7]
HRON T HH VR, ok R R 2 ER L, T FH K DR BR R 3K, K BBV RN IR T A IF
UKFEHVAH) 8-10h 158 6- A2k —2,3-(N, N, N/, N = PUARR ) — & I 0

[0012]  4)6- 2JE —2,3-(N, N, N/ , N/ — VULPR ) — F & FmE g bk (1) & 1 -

[0013] ¥ 100mL ZAI 2. 025¢6— e —2,3-(N,N,N ' ,N' - JUZEE ) — F i Fhms Rk
BB 250mL A 15 B 1 HUBRIE R 2 1 = 0P, BERE N L. 2g AR BRAEAL AT 5. 29¢ 7K
A HHE 80-85C 444 T R M. 4h Jii , JE AL U8, YEIR L9825 25 S, ¥4 15 T 43 6] 44 50mL
RELER, B 6- 2 -2,3-(N, , N/ , N’ -1

[0014] M%) — FI AL lzmk

[0015]  5)6- IROEEZIE -2,3-(N, N, N/ SN/ — VUL ) — FF RSt Rk 1t & 1
[0016]  HY 5. 05g ¥R L BEVR % T 30mL — &4k Bk, 2. 105g Bk B2 &l 8% T 100mL 7K, UK
Y H K Tk TR S BN VR 2 12 0 N BRSO IRV R, B 18, 7228 6- 200k -2,3-(N, N, N/,
N - VLR ) — R S R bk e N = VR b YRS AR IRAE 50-60°C, PRI Bt (1) [F] ey 42
IR ORI IR AR A WIS 6- &3 -2,3-(N, N, N, N - g ) — st
R A, I S A B VA ) SR AR R ) pH A 12,0, i nse Ee, THEEI 90°C, sk,
WA ZE H, N 50mL W ERIER , 1 38 43 B tH NaCl, 48 i 1 #h BRI 1 in N 150mL 27K
L, A A EDIE, 4 C IR 8-10h, I 50 % [ Z B /K 3 TR B 45 4, 15 6- IR L& 3% -2,
3-(N, N, N , N -l mg) — gkt (6-bromine acetamido—2,3—-(N, N, N’ ,
N’ —tetraacethyl)dimethylamino—quinoxaline, faj#R BATDQ) , R kA< % BH H S 255571 o
[0017] AR B 2 R0CER A& N FH AS AU h B8 2 7] 40 106 46 Jal ol st 7 MR Ae 73 e e PR v il
EEI11-15 0 L FFE R, ORI TR A 4% R 30 JT /mg, BUAAR s & BN THUE Sz
JE kR, R MU, BT 4 BT IILTE 2k ) 33X 10° s 3R150 BA 78 - PT AR HE BRI A 1pbb.
R e R, ol A o R R A

BiExiA N
[oo18] AT I I HI ZHa sUAR A 25 JEURK 5 Jltoff 285 15 51 ) S R 2K
[0019]
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Hy)N Os. _CH N. _CH
S ma N

+ ./
H)N O,N N~ “CH,

NO, 0~ ~CH;
,—COOH
N-R AR T R /@EN\jCB, WRE LB LH /CIN\ N coon
> -

. = Br VS Z ,——COOH

BAL O,N N Gl O,N N N
2 2 \—CoOH
/—-COOH Ne N PR

Ny BrCH,COB N -

K BRI PaC "\—coay 2O _g J@[ e
= H)N N \-COOH

\——COOH
[0020]  ANEEG A L 4- A FE A0 2R e k0 ROk, 80 A IRAK T BRI TR T
h—BH RN E R T 6- ROWERE -2,3-(N, N, N/, N/ - PR ) — F jeding
WAL A4, — 7 e BB WV QR 45 MR 540 B TR AR e AW, o — T TR S
T E RIS S TS 5B A EINEE R AEG G RN, B TR EF - B
) - BAERARE A, NSEI T BB S N THUR S R
[0021]  IXFPBI B A5 D& Rl Ea R A TR G et TR RME TR, N
CE AR 1 0 T 5 N = o 1 I i e A o N 71 W B G BN N S L
B Y H AR TG AT B m R s BERUOR, R R — X B R
[0 ] G 2 25 TR EE AR
[0022] AN HHIE R AL G 1) B 4 i A 2 R I B R A 2 kb 78, b 8 B B Lk B I AE
25 TR 7 AR A T OB E AR, LR R ARG 8 T XS 2 AN AT AR e R S Ak
T RE S I IR I Y G R R A M AT 5% SR e R RE A, AR O S A SR R U A
WEIRETT . ESCHREE R4, 6- IROWEEE -2,3-(N, N, N/, N/ - JUZ#R)
P RS R A R T A A R v B P PR LE [ PN b R AR DL R R
o
[0023]  [AI4 A4 B0 o0 B BT AT 75 BATDQ 2 AR EANZ , BT LA DS 36 == e 4 il 4%, R
N K B B DA be = v TR, iR R EHE), BT E T e b=, A Tk
T BRI N 28 S A 45 A2, IR FATHEAR N 32 5 TEAR 1. AR ZE Rk A5 1
R I B RO SR 25 T BN, AN A2 DX TR, JB8 et Ty 8, T RA R i A 45—
A fe A S A
[0024]  dpef St
[0025]  AHTE AT GO EEFE N YPIR .
[0026] 1) 6- fif§dik —2,3— — FIRERENRIBR IR & K
[0027] % 2g4— fiFFEAL R il 1. 13g T N 250mL 51BN, LL 50mL Jo/K £
T, INBETA 2h, YA 2 SRS S, I 30mL Tk LS R AL, BT S A ek 6- il
-2, 3 RN
[0028]  2)6- fifdk -2, 3— — v A JEmE Rk (1) 4 K
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[0029]  HX 0.5g 55— 7 6- ik -2, 3— — FIEMENRHK.0. 202¢ A — R T HES 1. 14¢
N=JRARTE I BE P i B T2 250mL B2 C1 R FEE P, P 40mL CCL, hn KR, 2 b [1]
WA S S & AR MR E T e AR 80°C s, s i b+, FEH K
JEAR I By InFAAE 22 PRI R, £y e N 58 B8 JiT , IR -G 474 3 22 2 A U8 BB K
EnrR 2R YA, 15 6 AHSE -2, 3- YR AL IR I

[0030]  3)6-fiff2E —2,3-(N, N, N/ N/ — PULPR ) — FF e IR IRk i & 1

[0031]  7EREA AU FE | (P14 B A i s = 59 = e b, oo 1. 99mL W 22 55 —
LR CBE10mL TR LIERT 2. 63g TG AKBRER B AR, Hidl vy SO VR & 9 3 N
A 1. 805g6— i —2,3— VR FEEMEVR K 1K) 10mL 8 1K) L1, (13 8—10h, ¥4 H1, 38 2 ik
PR, BV Hs T e B 25 O [P DBOS ), A9 i B s RV A4, 1 AR PR i N & 3. 48¢
Ba (OH) , * 8H,0 WML FIES L, B0 T 78 70 bt 2 R A o T DTTE , Fhugan £ 3 FH 2%
PRIKFE MM BEs . ARG IR R 3 15mL 7K T, KRS NI ok, IR IR 205 W
PPN BRI, I S BR A ER A, P W K A VR IR DRI 3 UK, W BRIV AR R A I
VKA VA A1 8-10h 7931 6- A%E —2,3-(N, N, N N/ — PUZER ) — P i i ms gtk

[0032]  4)6- &I -2,3-(N, N, N/ , N/ - V{28 ) — FF g dhmsngmkie) & i -

[0033] ¥ 100mL ZEEFT 2. 025g6— fifdk -2, 3—-(N,N,N /' N/ — VU218 ) — F i Rhnds g npk
I E] 250mL A 15 B T HUBRIE R 28 1 = 08P, BN 1. 2g AR BRAEALFIAT 5. 29g 7K
A HE 80-85C 45 T M 4h Ji& , e I UE, YR 22 0ok R 75 25 LI, ¥ H) 5 P43 6] 4 50mL
REL I, 138 6- 2 -2,3-(N, N, N/ N/ - Q4R ) — F s ek

[0034]  5)6- IROWEEIE -2,3-(N, N, N/ N =~ PUAR ) — FF s IR IRk i &5 1
[0035]  HY 5.05g ¥R L WEIR ¥ T 30mL — & ALBk A, 2. 105g B R &L BV T 100mL 7K 1, UK
Y R i TR SIS TR 1% N B SRSV D, U 18, 722g6- 243 -2,3-(N, N, N/,
N7 -V ) =Rl N = DR, AR FRAE 50-60°C , PRI HiFE: i [F] i 4
ROBRMIRIREANR GRS 6- 2 -2,3-(N, N, N/, N/ - VUZRg ) —Hfi%
SEMENE IR R, F S A B VAR ) S N A R K pH A 12,00 %058 52, FHR 2 90°C, HidE,
BEH) AT, I 50mL W ER R, ik 84 & H NaCl, 285 1 Eh IR PR U -H A 150mL i
KT, P A YTHE, 4 CAEL 8-10h, H 50 % [ LK IR B 45 i, 15 6 IR SBEF & 3% -2,
3-(N, N, N7 N/ - Japg ) — F iz mk, i %K 4 BATDQ.

[0036]  HHAME ARG RESBEFRAN THURM ik ™ P RIET -

[0037] 1) NTHURHEIE L

[0038]  HY BATDQO. 8mg, fl pH 4 7.5,0. Imol « L' [{BERR TR 2P E R A 2mL, I 0. 4mg
(K] CACL,, BibfAd IR A5, N 30min, ¥ bmg 2 3% 18T 1 (BSA) FHRANS £5 28 Pl i 2%
2 2mL, ZIR T, K LG8 N BATDQ F1 CACL, VR &R, 7T H KOH 177 pH 2 9. 5, =537
R RN 20min, £FICT 4°CUKFE R M. 8-10h.

[0039] ¥ 78 43 & N (¥ VR A v AE A FH AT A 10mmol < L™ [¥) EDTA FT 2% 8 1 /K pp 3 ik
(1) 3 B 7 & 4 30KD ¥ 48 JE %, 4 3000rpm/min [¥) £k /4 F &5 0> 10min, ] pH K 7. 4,
0. lmol » L'Tris-HC1 ANWiyhdk, B2 4R P A TS 10N 795k 1k, B Tris-HCI
ke 4 5ml, —20 CUKFRRAF, 75 T

[0040]  2) BLBEJEIA K -
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[0041] A& IR e 254 71 BATDQ St 5 F<6 J8 4R & B & T2l Cd-BATDQ « 2554,
FUALANMYE A8 E (HSA) h#Eidk, 4 s Cd-BATDQ-HSA HLEHTJR ;
[0042]  3) JEFWRBCVE GBS R % E -
[0043] /% %I T ) 45 b1 v (0. 1.0. 3.0.5.0. 7.0. 9mg = L), 46 b v 1 4%, ¥4 @ BE =9
HU ImL #8820 £ FH R FUROBCE RS AR K & & 20 )+ Wi o3 St SR II N T HL R
Cd-BATDQ-BSA. Cd-BATDQ-HSA "2 1 & &40 ok 20. Omg » L'.26. Omg « L', Z81 1 5
PN THUREREREE 7378 11-12:1.14-15: 1, (R RS H & DA E K
[0044]  4) SDS-PAGE yAXH B BE4E R %5 -
[0045] 5% ] SDS-PAGE A~ &5 Ha ik, LA Tris—HC1 7E K 2% mh 4k 2,10 % 43 B9 %, 5 % WK 4
W o BESTEMR SR b H Yk i DAYE 5 H (20mA) HLYK, fF HL A A4 B JE E 2 H A (30mA) ,
H Pk 42 VR Y B P 0 B IR RS I Lem 22 A5 15 ke S T H KR, B HE AR, [ 2 VR S 40min,
Bk 30min, ZKYE 4 I WY, w e B0 215, BIKE R EoR, A THR Cd-BATDQ-BSA.
Cd-BATDQ-HSA 7& HaLyk (VK shis f2 B B 9% Jm T HAHN R B, BARKERA TR S5
JR AR H VR B BE I 2 F- fE7E 6000D it .
[0046]  HI A THiJm il #¢ B JE 40 o ow BE DU A ass i A2 .
[0047] 1) /MRS S HLImiE fil 2%
[o048]  1EH] 6 FAESHENE BALB/c /N 8 H, B N THUR S5 (5eesihes) #& 1:1 1
WA » T B4 RAEEAT HR A 150, IR e N Thua 5 58 Ve RIF0AL, IS R (3
AR N BRESS 0. 2mL, — 4 3 J8 5 HEAT Z 50, S E AR AR R S — Ik N ST aE A4 54
ANGEAANEF, BERE YR 23 AT = VU S, DY 505 SR IS A I BSOSO e R 4k 452 o i
3% , I G5 N HUR A IR T 5
[0049]  Jns® A s 3 K, MHRERE /S FLMLE K B 1 RR EQAE Y ZRACE 1h, 76881 TAE
& H TG B 8 I B R R ) B, 37°CHE YR 2h ST, 4°C UKAR A [ 8—10h, A# I3 78 70 M7 HY 1
£ M35, J4 M35 1000rpm/min 850 10min, Y FIE, B MiE 4055, —20° CIRAT
[0050]  2) BLAiE R A -
[0051] A pH 4 9.6,0. 05mol « L B R & A0 4l 2% i Vi 0 4 0 L Cd-BATDQ-HSA #5584
2ugeml 100 u L/ fL, S BIEEFRIR L, 4°C [ Y 8-10h ;
[0052] ARSI, H pH 24 7. 4,0. 15mol « L BRER TR WEVRVRVESS 3 ¥, 3min/ ¥, AT 5
[0053]  JHA 10 % /NF I AE A AW, 200 0 L/ £L, 37TCHFE 3h, [AATHES ;
[0054]  Hp A\ FHFLILIE #6 BE % 400,800, 160032006400 12800+ 2560051200 155 B 1)
UG, BB X, IF ) E /N SIS R I L 37T CHF B 1h, YEk
[0055] A 1:5000 F%¢ IKI Bt/ EUAEAR 1gG-HRP, 100 u L/ fL,37°CHF & 1h, [FHTHES ;
[0056]  HIAARZE —f A (4, 100w L/ 4L, 37°C B4 15min ;
[0057] B 2mol « L'H,S0, #1b B e i, 50 u L/ FL, £ 15 W 5min ;
[0058]  F 492nm 3 B AL IR SEAE , LARE S, FLIET OD (B KT BHHEFL 1K OD (B 2 fi5 A BH I, 2
)42 ELISA YAASIN BT M iE [ is 31X 10°,
[0059]  3) AHMUfh 5 -
[0060] (1) TEJCBE4MFE T, il & I F= 40 Mo, R i i BALB/ ¢ /N B, 55 Ja I B i — K
J5i » il 2 G0 0 LA D, M 28 G ZE KT Sp2/0 JR 4B
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[0061]  (2) HY 1.0X 10° AN 40, 2. 0-5. 0X 10" 4> Sp2/0 4 g 4% 1:1-10 [¥ L% hn A 3]
50mL FlG A, BRI S

[0062]  (3)1000r/min B0 10min, 3 FIEE

[0063]  (4) ¥sfha i B T 5 LR, DLBH (R 40 DTE , 5040 M ba B4 5 BORbIR
[0064]  (5) ¥Rk & BT 37°CAREGH, WL ImL 37°CTFAMIER £ —FE 4000, ZZ 12 i A @il
HE, BINARRES, 60S WINSE ;

[0065]  (6) 7F 90S W 2% 1% i N Jo M5 ¥ DMEM (Dulbecco ' S ModifiedEagle Media) 353%
5 30-40mL, & L4

[0066]  (7)37°CH#1E 10min J5, 1000r/min, 5.0 10min, 7 _EIEW ;

[0067]  (8) ¥Rt &E B T F5, FEEALZAAEL I 60-80mL HAT 3577548 41 Mo 8%, VR
5Y, e Tl A FE AL 96 FLA Ml R L, 100w L/ £L,37°C 5% CO, }EF%,

[0068]  4) PHPEFLIRIIH IE M se % -

[0069] 4k & )5 12-16d i i, SR FH A FRAGREVZ -

[0070] (1) il 245 v 1R A% A8 980 40 B, 40 Mot 25, H A 12 %6 IS I HT S5 2
TR TS 5010 F1 15 N4 3 PASF RGBT 5

[0071]  (2) BEFPZASIRI4N ML 73 25 T 15 950 7= 4N ML ¥y 96 LA s 75t b, AR 2
%% 32 fL, BEFLEN 0. 1mL, BEALIK AL AT 4 MO0 2 304 0. 5.1 FT 1.5 5

[0072]  (3)37°C.5% CO, ¥IEREFE 7-10 %, H R AT HR ] D0, i) o s B0 1) 482 ELTSA V246 0
PR 5

[0073]  (4) HXHUAKINBHPEFL 4 R4k sy KRG 7R I 54T o

[0074]  5) /KA ERHLHIHIE

[0075] (1) MERESMAA TS, B H /L 0. 3-0. 5mL

[0076]  (2) 710 K HH G5 85 32 MR 1) 2% A8 98 4N M B s B ol B LU/ RUE B 5 10° A
4N

[0077]  (3) [HIFG 5 KJa, MEE/ N UE A LG O, W0 EH B2 12 K, L ibam, 2 kA &
g, B 16 ST SRAEMIK, B4R 2-3 Ik, B /M RCE 5-10mL 7K

[0078]  (4) W5 HE/KAE 2000rmp/min 544 N &40 Smin, B335 40 i 5l 7 F1 E A T ey, Wode
S I BUARRLAY, 53 %E, —80 CIAT, BIE TRAT o

[0079]  6) FE/KZAFHLRILLL -

[0080] (1) FHAAFLIENE It BEIE K, B 2 5 K It He S G i, 7E 4°C, 10000rmp/min [#] 4%
PR B 15min, B 22 40 M bk Ko NFURE) T

[0081]  (2) VAR BREEIAT AL 5

[0082]  (3)DEAE & —¥AZ # J2MriZoxf SRy AT 4lifk

[0083] = b, A BH GH T A 50 0 i 46 R TR T ARSI N T HUR K A Rl B X R 4
A YR U EBURIG T %, BRE T 58 BTS2 AN, A A T AN THURBEEE R w
Pl 52 5 v, PUMLTE BN IO U 5 7%, AT 3631 »

[0084] Ay S HE—2D UL B AR B, T 1 A A HTAR RN IEARSIN , H bvH f 2 1 2 S S R
THE, IF LUK R A 4 B AR B 110 B A 9 R DRI, (A A AT T AR & B
[0085]  AASIIMBTARRLAN K752, N A A HURKIA OTE
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[0086]  H{BATTDQ 0. 8mg, H pH K 7. 5,0. Imol <L ™" (KRR ER 22 pPif 52 25 2 2mL, I 0. 4mg
[ CdCL,, BiFEAT HIR 53557, )Y 30min, ¥ 5mg A IMLIE H & H FH IR Eh 80 e 5 &8 2mL,
BN B I Z I BATDQ F11 CdC1, MR A&, JF F KOH 15 pH 31 9. 5, &8 M hiH:
SN 20min, AFHT 4°CUKAE S Y. 8-10h,

[0087] ¥ 7543 N HIVE & 9 A A A Al A 10mmol « L™ (%) EDTA 125 85 17K bt ik i) 8 B
25 A 30KD 188 JE & 76 3000rpm/min [ 2544 F =0 10min, F§ pH K 7.4,0. lmol « L™
Tris—HCL AW P ok, B 20k B AR S0 S KNG 7% 5ch ik, A Tris-HCL # 8 2
5ml, —20°C UKFE 1A, f5 -

[0088]  SARSTIMHTAAR ARSI PR , T 1HI A 28 4 JE Fl bt i 22 (1 3 AT

[0089] 1. f0fk DLt PIAKIE (21 g emL™) GHEEARA, 100w L/ L, 4 CUKFE LA,
BEBRIRLE 5 X

[0090]  2.HFFH 10% I/, 200 1 L/ £, 37°C W 3h, PRI VER 5 1% ;

[0091] 3 HIFEELZR AT (0.10.50.100.250.500. 1000 11 5000ng » mL™") )4 )@ S bRk
IINGE BB ¥ EDTA A, #2121 AR B I A= R B BE I P MY » 5538 &Y. 30min,
1001 L/ fL, 37°C MY 1h, PEEIRVENR 5 1K 5

[0092] 4. INEEAR —PUE SRMRE HRP brid £ SR PTAR TgG—HRP, ¥4 4% B8 J5 1) 1gG-HRP %
100 w L/ FLIMABEARAR , 37°C Y. Th, PR VEN 5 IX

[0093] 5. R AOELFK) OPD & A B4 10min, 100w L/ L ;

[0094] 6.2 E0 2mol o L7 FIBRER, 50 u L/ 4L 5

[0095] 7 UEELAEREAR O B 420nm AL IWRE S, FF RN EIR

[0096] 8 FIHIFHKMTHHE
[0097]

12 (%)= AR ETR O B (E - S AR HE R O R
TAMEREEE- g0 R IBOLEE

[0098]  ZRJi5 LA 1% A HNAANE, IFRHE I H AR X HOAR B AR A R AR, ORIt 42

[0099] T THI LAZK 1 A B 4 Je 4 15 o= 10 DR RS D 4y 4 DA U B KRR R ET AR B S HOK

F£ 1000 1 L, FH 0. 45 1 m (FIBRFLUE M 38 H 22 2%0%, N 1000 1 g omL " [R4BFRIE 5 1 L, BLE

50 g e mL T VBRAARRE

[o100] 1. E0 4k DA B B T (4w g/mL) A4 B AR, 100w L/ £L, 4°CUKAH W

8-10h, YEFRVEBEM 5 1K ;

[0101] 2.3 10% /N1y, 200 w L/ 4L, 37°C ) V. 3h, PRl bEm 5 K ;

[0102] 3 HNFEMEAE AR AE R R R B BTG 12 101 BB, iR A, iR RN

30min, 100 1 L/ #L, 37°C e . 1h, PesBER 5 IX

[0103] 4. JNEGkr PO SR FRE G ) HRP bR B 2EHT BB, 100 w L/ FLINABEFRAR

37T°C RN 1h, Pl iBvEmR 5 X ;

[0104] 5B INAELF OPD B AW (fFHATECH ) E A 10min, 1001 L/ L ;

[0105] 6 ZL1EM 2mol » L7 [IHRER, 50 1 L/ FL, 21k 5min ;

[o106] 7. IEEAAEEGEFRI B 420nm A FIEOERE

[0107] 8 Z i AL BEARYE RFAFF S 1K) T %6 {0t mT AR B A vl il 2 SR HA AFDGT RV A St RO B

x 100%
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[0108] A% BH A4 FH i 2 Ak 2% JE k01 DMEM. HAT . HT. Tris-HC1. EDTA Z&#80] LM T
SRAG AR A 5 VAR &5 s U B B R R, AR,
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