[19] FEARLEMEERFIR~NE

[51] Int. ClL
CO7K 16/12 (2006.01 )

N \ )y N GOIN 33/535 .01 )
- ] KBERBIELHHEBEE @06
»* * [21] ERiFES 200610113827.9

>

[43] 2FH 2007 3 H28 H

[11] AF= CN 1935843A

[22] Bi5H 2006.10.18
[21] BiEE 200610113827.9
[71] R A THEHEKRE
ik 100084 Jb 5 T IE X35 4
[72] A T ™ F @ HEXE % &

[74] #RKENE JEELHERPEARRBEE R A H
REA K WY

BOFZRA52 3T $E45 11 7 BT 1 T

[54] ZB&EFR
R B B 4 22 e B Ak S HL I 28 7 v 5 N
H

[57] =

AR NTET — P KW 3 o 4 2 B bidg &
HH & TEESNH. RS TEERUTSE: 1)
SERNIGFE: 2) ¥ KIGTFE E T & O R BB/
BANERHI AR B K, 3, f£80 -120C M iIEH
1.5 -3 /it, B, F EiE, A PBS BEE G Hut
TR, BB EEAEDUR; 3) B K EE
PR RS 4) NG R o 8. 4tk
PLlLyE, BERKBHTEEEZ ZEDUE. HARH
HERA K EEAZ @A R AR ST
=, 4R R (KT 6400) , K HAARAE AR
R B T AT A SR B A K B B 1
R, KRS, R A P R D
HIPLE, NAHETR R



200610113827. 9 R # E ok H 1/209

1, — M KBHEEES wEIENH &%, BREUTHE.

) SEKBHE, BETER: SREGEMTSRNEEOFRIEEERE LT
36-38C T HiF 12-36 /M, BREFABEECSFESEREKEMEERMA TR
W B33 L 7F 36-38°C THE5E 24-48 /AT, BEPEIE LA TRBMNERE
KHREIEHFERIGENEEER, BREMNTRLLRBRMERELE 36-38CT
R 24-48 /N, REPEURAAHEBEAENREE, BEMTHRNTREEHKRE
H 1 4-1. 8% RFBMERFANEEFEAREFRETAE 36-38CTHFE 12-36 /B, FFHKE
FEAREFRETHEERE, FERENTFRATEORERERE L, TKEHE
EHTEZRRE, MEBAEES, BEEHIKBHENEEBFER THRALXEET
# L7F 36-38°C R #55% 12-36 /NiY, B2 RBEENAKEE;

2) BRI EEREE TS LEEEERR/ SN A HEE kS, B3, REE
80-120°C F5%¥E 1.5-3 /hBY, B, F EVE, W, BHEL, FLE KEEIEH
PBS EREXT H#ITKHE, BEKBITEHEGEIUR;

3) X EE ETUR e E3Y:

4) NERZEMZF 4 E. dipng, SRR EERS mETE.

2. IRBACRIER 1 FrdfJ7iE, BN MEET: PR L PHXETESE 8
AiEEK:, SER2) FHETEFRKGHENERENFREBEEOBREEERE, #5F
&AM 1E 36-38°C T HEFR 12-36 /B ST BEATTIE AT K RIS A 7E 120°C T hndt
15-25min.

3. IBIEAFIESR 1 Frid ik, BEEET: P E 2) PR\ EERER 100
'C, WERIEN 2-2.5 B B A& TE 4000-6000rpm T B 8-12min; ALH
A T ER KBk

4. WT\RAER | Frik o m3, HETEET: PR 3D hRAE T AES
VRER RS IE ST KIGH E B A TUR % shY), %ZERIEXN 0.3-2. 0mL/ R %EHY)
AR G B, FEE.

5. MRIBAAER 1 FridpymiE, EEFCEET: RN HlimEdET a8 miER
YFERER B BT UL TE RN/ BUR B ITE.

6. FAMFIER 1-5 E— TR A ERI &N KB EE AL T,

7. —FIGI KA E R ELISA AFE, SFENFIEXK 6 iRkt KT d4 %
W REHLE.



200610113827. 9 A B kP OFE2/20

8. RIERFIER 7 FrRfRAFIE, HAFELET: IR RANETCREITR G
BHEAZREFANER 9, BEARANEERBARMNEAR.

9. MI|HAEXR 8 FTiRHIRAFE, HAFEET: FREIF AL IHERTE
1B BRI B BR ER AR IC M E DT &R 186; FIR B AW A AT RN EL EALRAE
W FiRBEm B NAIE RS 3 ,3 ,5° ,5 -TIFEBEREER.

10 RIERCFIZE sk 7 58 8 BR 9 Frik B RFI &, HAFIEAE T - Frid ik &5 4% PBST,
1% BSA F10.05M pH 9. 6 BXER L 22 PHl
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KA RS L ERERBRLRET RS AR

ARG

RS R REEEFFEESNA, FFHE RIS TR T i — M KT
B A % R B R & T S BRI KA B R A
BREKR

KBRS RANA &R ReT—HEENEFUEY. BY, HRAZE
REGRESE B KEEBESENEENFR LEFRET, P REKTRRERE T
FERRAIRRAE. AR TAMSR CGRAAKERAEY B H#E, FAERHAKFRX
AT ST K B AT R 100nl KR ARBRH: BATEERAAKFAREEZR—
FRFAKIRENE B KA E (BREERRXKKFE) A Ong/L; PEAREMEE
FARE CEIERAAKBRBAMTE) Ple s KGEHAERGEREER 100nl K
EAS NS i

HAET, ER LAWK KB EBEP R % U2 B REBEMERE N . REE
KA DA SR IUE KK E BN 5t 2 28 R ER%. H
RIXFE AR TR AR ALK, REERE A, BT SEIIX T RIFERR
WiSW. EER, RS EE X KFENE RSP RKEHE R REEI#HT T XER
RIME, HAETRERARBEEY ELISA KN A ZEEIE T RFKNAFR.

SRR ZF A UERMPUAR R R R, BRI IEE R NY) ERITR
BEY, WHESFAHT BN ENREENEAR . REFCOROAR, H
BT FAL I ER 5515 eV 0 S A M 7 VA EE R BRI EIR. RSN E DR,
WERGRBESNER. RERAESFCHEA. REHEREASE. Hd, BRES
FiA (Enzyme immunoassay, EIA) FEMREATEFRINEBRNIZ, ZEEARFHE
BB G T WG [ 4> 738 (Enzyme-linked immunosorbent assay, ELISA) M2 &k & ATl
EHE. ZHEEAERERS, BRERE, RERENNS, EXBTERHRER
FEFNE.

Vandekerchove %2 F £ 5 14k ELISA J7 46K TN T B0p e KT & (EPEC), 1E
BRIV E (individual level), kB /@EIRORUKE RIS T4 510 80.0
%1 98.4%, ML MEMKTF L (rabbit flock level) MIBUBRE K HF = I AR
A 79.2%F0 85. 2% (VANDEKERCHOVE D G F, KERR P G, CALLEBAUT A P, et. al.
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Development of a capture ELISA for the detection of antibodies to
enteropathogenic Escherichia coli (EPEC) in rabbit flocks using
intimin-specific monoclonal antibodies(J]. Veterinary Microbiology,
2002.12, 88(4):351-366. ). Padhye RAIB FCEHUIA ELISA AR I T KMATH
0157:H7 (PADHYENV, DOYLEMP. Production and characterization of a monoclonal
antibody specific for enterohemorrhagic Escherichia coli of serotypes 0157 :H7
and 026:11[J]. J Clin Microbiol, 1991, 29:99-103). Park % XFH %L wEHIK
ELISA R &R T HEFHIKGITE 0157, SEKNZRIIEFREEMLL, ZikH
B RBERERES AN 91. 2% 50 99. 5%, TSI 77K R 8UE KFs 71X
Sk 82.4%F1100% (PARK C H, VANDEL N M, HIXON D L. Rapid immunoassay for
detection of Escherichia coli 0157 directly from stool specimens(J]. J Clin
Microbiol, 1996, 34:988-90). Ramadan %#|F ELISA Al J7VE7E 2 /N AT E
T KBBFFE 0157(10-10° CFU/mL) (ABUKNESHA R A, DARWISHF. Coupling of enzymatic
and immunoassay steps to detect E. coli: a new, highly sensitive tandem
technique for the analysis of low levels of bacterialJ]. 7Talanta, 2005.1,
65 (2) :343-348). FEBkIEET) A 8] Be B B S B R Y 7 A0 7 S Y 3E AT B R IR AR
KT § 0157 17, B/ MEWIRE R 10° CFU/mL (YAO Fei (Bk3E), SHA Sha(¥¥),
CHEN Gang (F&N1), et al. Indirect enzyme linked immunosorbent assay for
diagnosis of viable but nonculturable Escherichia coli 0157:H7[J]. Journal
of Ocean University of Qingdao(FH B E K%MW), 2001, 31(2):211-214.).
PhFUL S R A R Bk S TR AR T R AT B 0157:H7, SHEMAEFRETEMLL,
2 R IR FIKIEIR ™ (SUN Kejiang (PAFEIL), GUO Hong (¥E%E), ZHANG
Dongfa (3% %), et al. Enzyme linked immunosorbent assay for detecting
0157:H7(J]. Disease Surveillance (&JR B #l) , 2001, 16(9):353-355). B R ELISA
WM T iEEER R, REER, E&EMZERNFTE LER KK E U FEE ¥
P4k (Broad spectrum antibody), pbéh, HdRFEEARLINE RALTIF HATE
WAGE— SRR, A HIRWRENAS—, B, BRI KIRE.
(EEREAYEIERCIAATE R SR H f KR 0157 :H7 By &t il
RBil&. ZENTESHRENRDAEH N KRS K K88, K99 A1 987P URIFA H
T ELISA # A &, A T1EH1%h & KT B % (China Institute of Veterinary Drug
Control (%% F BAK{E#&). Research and application of enzyme linked

immunosorbent assay for detecting E. coli kit. Bulletin of Agricultural Science
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and Technology (RMVEHEE W), 1997, STEERTIE) . Bl EiEL XEFTAL,
B B & A SO RN R F 2 6 X BUR T R KBS AT B 0167 :H7, B RF 4 B KRBT E
FF R #) ELISA R UAFI &, TP ERFRE T E RN KA B XA E. B,
B RERER, §XFXEAFE TR & BR BRI R 23 LR 2 TR A il A 2
k. E, EY)EE—FEREARNSUE ATAE KT E ) ELISA W&
REANE

AR BAR B RRE R EE ST REITEE 2 wEFUERHI&TTE.

AL EREH, AEEARRUTEITFTR: —MHRKEFEERS RS
&FH%, BEUTHR:

1) HEMKBITE, BEFEN: SHEREMTHARNEERRREESREL
7E 36-38°C T 3% 12-36 /NiY, FWESF REEAFREAEEIFRE R ENEERA T &
4T RN R L TE 36-38°C T HE5E 24-48 /NI, HEPREUE M TRRBRAEFRE
FRERERIEHERNAFENEEER, BREMNTRATRRMESRE LA 36-38C
T3 24-48 /P, RERBMELEHEBHENEEE, BN THNTREESK
FER 1.4-1. 8% IRF B EM A ECRIEFTAETE 36-38C T EIF 12-36 /A, £FH
WEOGEREPHEEOES, BEREMNMTFATEARFESEFREMT L, MK
HEEITELRRE, WRAEES, BER I AT ENERFEMTHRLE
W FRE B 36-38°C FHEFE 12-36 /MY, HTEEELREAR A KBITE:

2) BRI EEREE TS T HB RN/ SNSRI K F, B3, REHE
80-120°C THE & 1.5-3 /pif, B, F LW, ik, BEL, FLE, BEATEHM
PBS EREXHMITKE, BAKXKBHEEEIUR:

3) KA B AR PR Sz s

4) NE&BERFYTHE. i, B KEHEEES RETUE.

BRI, B RERGKPEESHABITE, EmE bRE&ETZENSE D
h, YAEESBREETSENERPHSHABHE, UENENEREIEESR
I,

S 2) FATEFREHENSEFRENEEZZMNESHE, NFREBEARKRKE
SHEFEE. LB EERLYE, MEANFRNEEOHFRITAEEFRE, BFFMT N 36-38C
THEFE 12-36 /BT BEEERFANERE R DB B AR KNRARTIE, TR
Bk, WHEEMRIERN 100C, WEREMEA 2-2. 5 /M BEOFAHINIEAE
4000-6000rpm F&.0r 8-12min; FI B A E/KEEL: NEAHPURSIT KEK&KETT
J9fE 120°C T An#k 15-25min.
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R 3) PHREFTEFEERZHEZHEN, WHEMETZ SEMNE. BEESE
%, SBEFEAH 0.3-2.0mL/ 2 GREN 10°-10°fu/mL) , tk4h, HTHIE KRG
BHEBZ TEINENAEFYFT AR 5. B FREEEANRENY.

FR]4) PARBEEENKE, N 7-10 KUE B PULE HE
BT, BPEBERIBRKERN, TAERERNYPHE. dibiimiE; R
10375 AT Ak B 5 IE AT A AR B AT TR R RS R E T 7 v

A ER A EHE N XGHEE AL RE TR AR T ERH.

R AR KA E AL wESUAT AT K E e St il .

BT il K B FF B8 1 S 8 22 A U 7 VR T SR P B R S IR P (ELISA) o Sk &
FIREAR . RN ERAR R EN B HEAE.

AR B AN DR, N TEMARNTGE, 7 URER AR S REAEE TE
MEE, WAL REE TEMASEE L. REEEEERTH#T, RULES
FEEBRIN SR RAZ TERAE SRR PE,

STWAHARNTE, EEURLEREZFERTHIFUELRTEENIAL LK
AL wESE, RAEEETHEAGRKEREERANERE T (WER) #1TRMN.

A H RN R BRI AR £ TR SREE RN B ik, TRE
PUAT LRGSR BAREH), BREARRTFERER: “P. "I, S, HE; WA
LRI R B AR IC R, BREARTHEHIES: BRIENDE . WiEBiRE .
AR, HBERNRSRIC. KBBR8 R R A E R TR AR
R E ZPUERIRIEY, AU AR N R 0B a0 Tk 56 5& R R .

Frid KR B R ELISA A5k, mIEFEI T B E&.

1D RARFNEER BHEEEIR, BEIR;

2) KB EEKR, R,

3) MR EEEZ WEYUE, YR

4) fnESFR P, VEAR

5) MEYMER,

6) &ikRM;

7) WE ODswsofEo

RSN T v P B RO At ORI AT i R R VRS AT R

ST 4 PH PN A BRI S B B M B RR B BE AT 1D L R PR

KRR T —F I KA B ) ELISA R &

2% BA BT iR (L AR T K B AT B R ELISA RAE, ArEE R KT EEE S 7iE

7
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itk

B A F & IE Al BT KA A 2 WA BE b Z $1 .

PR BEFR PR A FH1% 186 %

Bl BB 5 ic ZH B9 BE 7Tk BRI E AL BB S B ERERBE S0 B8, IRIE N
BRI EAYEE, BT SRS E R B S R VAR BR A B b

RAFNETETNEEHEARANTER B ARNEER, IREEW A BAT
FUEBLEARE R, TR BEB B BACE K3’ ,3” ,57 ,5” -JUREERKE
REVE Vo -

HAEER, P& T SRR PR, a0 PBST &% MBI BEEIRF:
B, W1 %BSA % B, 00.05M BREREZM (pH 9.6) %,

ARPRBT - KO EEGZ R REGIE T % R KRG &%
g, KAFESE B BRINE, FHREEEKS, EmEMES KRG ENRERE
HEARY, ETHA/INLZ REVARRERMNFRESORETFE, BE 1B,
tesh, EHEFEECREFRE, RAMRENNS. SRIEH, AAKHTTESRZRIK
PITEEGZ TP ERRRER, AFERKNE (KT 6400) , aJKEARFEMML
s, BEATHEREMONSE S KEAEMaERN T, SEERHL. REE
RS, NHARR .

T4 & BRI A K BRGE— 4R .

Bt Pl {32 B

B 1 A KBAFE S b % PR R) SDS-PAGE #4553

B 2 AKX EEEZ m BN BNEE R
HARSE T 7

R SE R P BT R VR A T A R 38 A R v B R S SR R ) 2R TR OK T
SERAEFEKEEH, KEFMHHNTE 115CTF KHE 20-30min.

SRR L. KM EE A2 RESUERH & R ER N E

—. HEKITEEEZ CEDUE

MAARBMFESEKXBETEESLZ mEVE, S8FEUTEER.

1. MWAETETS K43 B B K &

1) REKEE: SR 4 NMEFEEKAE ERSKEET . HKAG
IKAERT . db/NETYE K AR B T Bk K O AbFOVE He R 2B N AR TE TS 7KK BE) SRER K,
FEUKFE 16 &, B 4 8. REABEEME, BUKRERD 525 B,
FAFFEEFEMERE, HHAERENKE T, REHHO¥ KRG R, FKERRHE
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AR 2/3 B, FEKPE LR, BH/KE. BEREIFKERET 4°CKEF, &
T AR RARIT 6 AN/ o

2) KEHEMBEMEE

FRARBEEEFRTEATE D REMKETSEH KBTS, BE4FiEeEL
THR:

A BKBRXIEEMTHREEORRIEERE (GWE 2.5, EHMF 5. 0g, NaCl
2.5g, BEfg 10g, 7K 500mL; pH 7.2) b 37°CH:gf 24 /DT (BEMD)

B. WEFABEELFEREFEKRKHMNERSA TRAEGRRMERE (BO
fR 10g, BRFRE 5¢, 4WE 5g, FLFE 10g, IAE 20g, BEME 4 3.5z, TK
THEE 5g, S%MMEMLT ZEEM® 20nk, 7K 1000mL, pH & 7.2-7.4) E#E3TCTF
SR 24-48 /NEF AT 4 B

C. PkENESUAUMBHERE LKHNRXIETEENNFLEE, BULEM
F RO TR SFEE FE 37°C T 85 36 PIF#HTHE,

D. P RE C A BHMELATEBNFERER, BN THRMTRFEENTL
BEARESRE (EQ 5S¢, 4RE 1.5g HME 2.5, FALH 2.5¢, 0.5nL 1.6
% VR Y Z BV, 7K 500mL, pH 7.2) H7E 37°CTIEFRY 24 /DR,

E. 2% D hHBEAKREFRETPHECEE, SEUEFRETHNER, BHHE
MY NEEE RIS FRERT L

F. MEAREEARFESEFEMTN LKENERITELIREE, AXER
WRTURAEEE, BEBIKBTENEEFRAEN TROEZEEFE (33
¥& 5g, BEE B 2.5g, NaCl 2. 5g, KHPO, 1g, 41 Y 0.2g, E¥ 0.05g, FEAE 7. 5,
7K 500mL, pH7.2) Lk, 7E37°CFIEFEL 24h MEBEHAE, HEEEEE, AHE
RENFENAKITE, REBEFEFE. £ (—BTLUEFEL6 M .

A ER T ERBI KT EARE T KR EHRRENKRITE, f%HURIEKRE
o B KA .

2. KB EEETURRH &

KPR 1 2B KB ESRKES 10-10fu/nL MEEBREMN THREES
Iifeissi (4 AE 2.5¢, HEE 5. 0g, NaCl 2. 5g, g 10g, 7K 500mL, pH7.2)
E, FE3TCTHEESE 12-24 /p0f, NEFIMFE TEE, ETEHKITEBEIEIEFM 20mL
AFRERKET 150mL KRS, ROBIHFNREE R, REE 100CTHE 2-2.5 /I
&, BEBERBA 2D 100l BLEH, 5000rpm B0 10min, FLiE, BRATEERLS
JKBEEE, RJG 5000rpm B0 10min, F EHIE, HEATIER PBS E&, BHEBEIANK
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BB ANLE 120°C T Nk 20min AT KB, 182K & & &P,

3. REZY)

B R 2 RBHRITEEETUES 10 RRFEEETH2 KERRAEIR6 &
B FESHE (BRI MBI T 8. BERES N #1TRE, A% ARER
H &bk, aEmEENHESR (Neg) , REFERN 1. OnL/IR, FIREEZH M
VE 1. OmL 48 [RAEF] (W B sigma A7) fEAGRBER, 4R FYIREEEE 7. 14,
21 F1 28 REMEEE—IX (REFREALEKD .

R1 GBERIE
SSERTE (4 ASEFIE (mL) PR INE (L)
1 1.0 1.0 FE& R
7 1.0 1.0 ARFEEHH
14 1.0 1.0 Reeif
21 1.0 1.0 R et
28 1.0 1.0 Rtk

4, KM EETZ REHEKRE

D Hbrille

SRS, B8 WHHEAREER TR, FEAEAREESREN NeERT
RIB & kRN, Rif&EH tnl/ R, 4EE, FHEE ELISA R i F B ias
i (TR (titer) (XARE L) BVFNT LA GER — DN EERIF, BRERATRIE
ROLEPFREREEN S EN— N EEER. SN E—8&M4T, fLES
H—RIEBSEENIUR RN, SR OERICERT 2. 1 25 M mE xRk
JENPURENREGE. ) UERAEMNR, RBESRNT:

a. A% H0.05M pH 9.6 BREREUNE HE W (Na,CO; 0. 159g, NaHCO, 0. 294g,
ddH,0 100mL) ¥ K FF B & i iR a4k 96 FLIR, FFLEEE N 100u L, 37CEE 2h;

b. #FPA: F PBST PJEi&MW (W& 0.05% Tween—20 HJ 0. 01IM pHT7. 4 BEREL-NaCl
Sy (PBS) , BCA: NaCl 8.0g, KH.PO,0.2g, NaHPO,» 12H,0 2.9g, KC1 0.2g,
Tween-20 0.5mL, F/KEARZE IL) BIEEEK 3 IR, K 3nin, BELFNFEER
DIRER 1% K4 MEREB (BSA) FHEME 100uL, 37CIEE 2h;

c. Inyitk: LLPBST ¥EikiEVEEBEARAR 3 K, K 3min, BIMA LIRS E B HE
B FHIPUMLE 100 L, 37°CIRE 1h;

d. INESARHIHIE: L PBST SRR IS VEBEFRAR 3 K, K 3min, BIMABAREE

10
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BRI HIERPIIUE (W B Sigma) 100u L, 37CHEF 1h;

e. MEWE . LLPBST BEBRBIEVERRAIR 3 Ik, ®IX 3min, FHM
3’ 3 .5 .5 -JUERECHERE (3,3’ ,5,5" —tetramethylbenzidine, TMB) &
(Na,HPO, 142mg, #T#E 105mg, TMB 2mg, 30%H0, 7.5u 1, ZE4E/K 5mL) 100u L,
&M 5min;

f. &IERN % Do fERISE: N HS0. & 1E¥ (H.S0, 28mL, ddH,0 500mL) £ 1kf
RS, BUHBNEEFRACH, -32EL 450nm T HIRIGE .

2) FrEPUmE

LR T AR AR RSN, BIBLRFERERL GEE: K&
FIAT, SR AEE 240 UBMAEEE) , BMEEZERTHES 2h HHEMH,
SR J5 F A B 0oL 11000rpm B0 10min, EX_LiEEE, T20CHEER (BT 4C
BIR) .

3) HuiLERIsL

A BB ER L AT ITIRIE AT AL

B MR SATTIEEN BB 2) SBEFUnERITS A, BAEHE
AFEUTHR:

(1) XU TE B & 20mL, Hn %8 PBS(NaCl 8. Og, KH,PO, 0. 2g, Na;HPO,* 12H,0 2. 9g,
KC1 0.2g, FAKEEZEIL, pH 5.0) , FIKL-AHEEZRENE, &8, BHMNA4
CTRA Y SAS (HEFNFREREEM) 40nL, F 4CUKAEFFRE 12-24h OGF: MASHERK
SAS EAREZ A RIRFER 50%) 5 |

(2) 4°C. 12000rpm &L 10min, F_LiE, HULEY A 1200 PBS B, &g, B
WA 4CTIAE) 8mL SAS, 4°CERE 1h;

R)VESESE Q) &L, A 13.4mL PBS EEUTIE, W0 6. 6nl SAS, 4'CH#E 1h;

WEELTEQ BEL, KUTIEH PBS B, BAETE;

(5) T 4°CukfaF, F 25 f%4AF100 PBS HATIENT, HAIAIEE 3h Bl —IR, LW 3
R, BZH BaCl. i MlBEHT 8L B AU A L.

B. FZERMEBEITE#ITAN

ST A AR R AT ITIE R TV S At (P LiFE AW B Amersham
Biosciences AFHIEE A EMEMHHE (HiTrap rProtein A FF) ik —F4itk, A
HTFEAREUT S R:

(1) W& W, BRI 1201 1 IM Tris « HCL (pH 9.0) /mL;

(2) A EE B (HiTrap rProtein A FF B EF M) HETEHE, U

11
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Z /0 5 EE AR BK IR R NI IR

(3) LA 5 {EAE AT RIS ¥ (HiTrap rProtein A FF BT RIZEE M) ¥
BAEEREA,

(4) F 5-10 S AFR I BELE MR (HiTrap rProtein A FF EHTREMISSER )
THFET

GYEERTE, AEsSEBFESEAMT bRED,;

(6) A 5-10 AR BERE Ml (FE: BRdEERR)

(7) A 2-5 (A AR BBt IR E v ik e i, BB K EE S R,

Z. KA EEE S SRR

1. EAREENE

DY 7E 280nm T ES B —PAARAFEHEMKEAEEERS R
EHRANEARSE, 4REAIUE 2. Ing/nl, RARKBTEORSEREN KB
B EZALZ NS

2. SDS-PAGE Ha sk A&l

Bt BB —H1& F K AT # B A £ T EHUEAT SDS-PAGE HLVKAT, B4
SBH. LB RYEER. Ak, BEK. TKZEERER, BHARKKET; &
BZ: BB 10mL 15% K Tris » HE [ SDS-PAGE 43 B ROV AN 4ml 5% B Tris « HE
% SDS-PAGE WRZEMIYEW, FEMATEW (1g SDS, 5mL Hidi, 0.5mg BPB, 2.5mL §i%Z,
B, 10mL pH6.8 { Tris « HC1 B, fI7KZE 50ml); S ERBEER MRS G, Fiz
HOE A — N 4. 0L, REERE LFEA—EK, URETS, RIEREHER
B RS BRI R, FEREREFE, T 37CHMATHE 40nin FRKERE, FHIEK
BT, FEANRGERIEEFRINS, RELEV/NOEARTF, 37CEAATECE 30min;
AR T OSBRIk WABTE R K, LI B IR ARFALER LR, RN EE
B HHE, 30min FENTT LAE; FERACEERT, A oxXBERAEBERES L 1RE,
¥ H EIARUEE A Marker —#27E 100°CF & 10 min, AHZEER, B0 (EBRELT—
LRBEHERYIID s ERER, EREER 100 o/FL; FREERN 5> B K73 HI7E 80V A1 160V
THATEIK; SRBEE A BRI EIEBEK B, #EER, BR%E
REEHZE, BRESBEREH, BoERET, £LUA, Bdukrmig fEe5k
R, B BERAREMA 1-2nin FEEECHR, FHABEMABRE 3nin X2 (CFI
BRKEESE), BKRGAH; BREETHE, REBRSFEExrE, BRiE
KGN BT, SRME 1A GKE 0 N KRETEEES STERE, KEM A
FEratrs FE) , MUBEHIB KB EEEZ TRAANEEREREN, &%
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HEED, RUAMARKHTEFENAITEHE®Z RS EERARAE.

3. RATIE

A5 P B — 1 FIK A% ELISA AR A AR AR & N KT B B4 % i
TUARIZT, BRP B ¢ TRITARZAKITEE G2 TR, HRSBRYHRA.
B MELERME 2 From (Neg AN, 0 A RBITEEARZTETE , AKX
B EE AR ARFAZa R ETRBNARERN, KENKITEERL TE
FUAR AR KT EEERRAE RENRIKE, RERELESHRAEREN
FrRRNM, FTRBNAXBHEEGS EFIAMNNTERS, KT 6400.

LG 2. AEHE KM EEEZ mESUER ELISA W F &/ KmiT &

—. BHE XM EEAZS TESAR ELISA A &/ &

WL 1 HIZFM KT EEAZ RS E NS AN 2 d BRR T EL
YIESFTIC B EHi 4R 1e6, A AW: 30%H0, InL, BEEBW: REEDKRER 1
%13’ ,3 ,5 ,5 -VIEREEBCIERE (TMB) ¥ 1mL (K TMB & T — R E T H (Dimethyl
sulfoxide, DMSO) (B%—FIZEFERZ (Dimethyl formamide, DMF)) B3] , ¥&ER
4 B V) PBST 50mL, # ¥ 1%BSA 10mL, E## 0. 05M pH 9. 6 FXKEREHH 50mL, H.SO,
Z 1B 10mL FLFEIEEE, 53R K AT i ELISA iR & .

—. KaFrEssa i

PUE K ER N AEREKAE, BB —HE&MAREN T E PR AT
e, BAAEAEFBUTER. |

(1) EAEBSER: F 0.05M pH 9. 6 BRERE BAE AU 5 /KK BLHE 96 fL
R, FFL 100ul, 37CHE 2 /MET, 4RJ5A 10mM PBS-0.05% Tween 20 (pH7.4)
Be=i;

(2) HACTEHHEEBR: A 1%8 BSA #AEHAEER, 100ul /5L, 37T
{FI8 30 44,

(3) TEBBBAAR b inseht 1 &1 KT i il 4 2 e BEPUE (2 200 {&#F) 100u]
/L, 37T°CARE 1 /hBF, SRJ5F 10mM PBS-0. 05% Tween 20 (pH7.4) ¥E=i&.

(4) IERSTE DB CHIET R 16, 100l / FL, 37CHRIE 30 8, K5
F 10mM PBS-0. 05% Tween 20 (pH7.4) ¥E=i8;

(5) MNBARITEAYEEEYIEEI (9. 8ul pH5. 0 FFEEFE-BEER AL B il P N A 0. 2
mL TMB ¥&¥#, FIIA 2011 30%H.0., #&45)) , 50ul/fl, EEEE 5 56,

(6) fn 2N H,S0, 50ul/FLE& 1F R Y,

13



200610113827. 9 oM B oFEi/1m

(7) J5E ODusofH - ~

42 0D EH 0.6, XTHRF EANRERN KB B ER A HIRRHE L, HaTH
KT EEL N 10'/nL, R\KXRAKNKBTEEFZ RETUAKEH ZHUERRT
A7 T KB S8 S A Il o
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