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1. — M KEITERFEEAES RERENEETE BFUTSR:

D EH KR, BATER: SREMENTFABEEOFRERERE L
fE 36-38°C T Hi5F 12-36 /pEY, FHREFREELFREAEFREKHMERRM T
A TRBAIE TR F7E 36-38°C FIE5% 24-48 /P, HEEIE R L TRBAIEIEE
ERHFRIEHFSBCENERER, FREMN TR TmMBRYERE LE 36-38C
TR 24-48 /DB, REMBEABTEENENSLEE, BN THRNT REESIK
FEh 1.4-1. 8% IR P S I EE A iR S & 7 36-38°C T HE9F 12-36 /M, fFEL
BEROBREFREPHEAEE, BERENTFRNEEAREREEREL, XKHK
BERHITEZREE, URAHEES, BEEARNGITHENEEBEM THROXER
FrFE_B7F 36-38°C T#55F 12-36 /Pit, H%REREER NI KB E;

2) BB RKBHEESREKE, BEEEE, S3ATEEE2EETUR;

3) KA BB A T R PUR S 304

4) NEREMSYFHE. dikhiiniE, BRRKEHEEREE S TR,

2« WRENFIENR 1 IR TE, EFEET: FIdPR D FHXBTESTEB
F3EEK SB O FRATFEFXETENSERENGT RN EEOFEFREN LB BRE,
BEFR &M NTE 36-38°C T 3557 15-18h; FITHERG 150-300W [0 75 U5 40 A AR A (S A e
Bk, TYERHE 2-4min, TAEH KA 4-6s, [E&K 4-6s.

3+ IRBECFIEK 1 Frid 7%, HAFEET: PRSP R 2) hX KRG E#HT X
EHI RN SERFREBESIRE R 0.85-0. 9% A4 3 Eh /K B BUKR 24 10°-10°cfu/mL
BEER, BIMAKBRESRER0.3-0. 5% KIB/R DM, &/ELE 55-80C /KA
0.5-1. 5h,

4, RI|WBCRIER 1 AR, HAFMEAET: FIRPE 3 FRAKTZ SiES
EEEISE ST KT E RSB TR &30, 2&EmEN 0.3-2.0mL/ R
LTI AR. Y. B, FEE.

5. RIBAFIER 1 BTk, EAHEET: Pt HiiigE st aib B 7miE 0
Y FIBR B B ERAT LI R R/ BUR RN B TIE

6. FABCRIE SR 1-5 (T —TUFTR I 7 2 & R R i R 2 A 2 e LA

7. —FESIKAF B ELISA R &, SFENFIEXK 6 Frid K E w4
HA L mRESA.

8. IRIFMFNESR 7 FTRRRA &, HFEAET: FIRARSEEBHEIR KT
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BHBRAEEZ HEIFANER I, AEABRANEER B AR EER.

9. HMEAFESR 8 FrRtRFE, HIFTET: FIRBE - HALEERTH
WY EE R TR Y B R B ERAT IR I H AR 16 FTid B AR A BT EA A BT FACHRE
B FiREEW BB AE KK ,3 ,5 ,5 -TIFEBRFERER.

10, HRIERFER 78 8 8 9 FTAKIRAE, HAFTEET: RN ELERE
PBST, 1% BSA #10.05M pH 9.6 BRERELZZ M.
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KAFERARLRARE AEREBELHNET EHE5HA

ARG

KRS Rk R EA&ITES N, Fral i KIS AU o 5 — M KA
B2 RS S Pk R & 7% 5 AR KA E R A
BRER

K EERB KRN RZet —MEENERUEY . B, #HAEE
K EFRES RS K E B EE A EENIE DAZEE, HXHAEKPRRERE T
TR EIRE, R TAERS GRAAKKERHEY GEZRR) FE, FraRAKPRK
FAFFE ST MK AR 100nl KEEFAER S IATRERBKKRIFERZR —
FR KRR E SR B (BEEE KN KRKHE) A Ong/L; FEAREMEE
FhrlE CEFRAKKRBANE) Pz R KGEEREXHEBFAER 100nL 7K
BRI,

Bal, EF_EAARXBEERERNITEUSERBENEREN . REE
KA B AR I AR T ML KR BRI T B B 28 R BE ISR VE. (B
RIX PR iR a AR T B B, SRR DR A, BRI A A SCELN 5 YR B R
HigHT, IEFER, MRS EE XK ST KRBT E R RER AT T KBRS
KNI, HPETRERAREERELISA RN TEEME T RFHNARTR.

TR M AR F A URMPUEE R R RN, B IARiCE kR NY) ERIR
B, SRR FUAEAT B BT B E T RIER B . IREFR I RBAR, B
B A TROER S 15 SR e B A F B R B AR TEAR. KAGREMELA.
R RBESITEAR. RERAESF IR, REMEREARE. Kb, BRZE
A (Enzyme immunoassay, EIA) ZEMIBAET RN AR N Z, EZEHRTHE
B S R M 4475 (Enzyme-linked immunosorbent assay, ELISA) N 2&& FH AT
EHF. GZHEEESRERE, Rl RERENA, EXBTERERN
FEF LD

Vandekerchove %51z F £ s Pk ELISA J7vAR M T BURME KM & (EPEC), &
A KT E (individual level), ZIFERIGTE B BURE K45 Fk 4515 80.0
%FN 98. 4%, ML MEMAKT L (rabbit flock level) HIBURE K4FRMHENIFEIR
4 79.2%F1 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 antibodiesl[]J]. Veterinary Microbiology,
2002.12, 88(4):351-366. ). Padhye SRFASEFLMEY & ELISA A0 T XA B
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 &XMH % wEH L
ELISA R &AM T 2RI KA E 0157, SEKMNZEIUEFREZMAL, &I
BN REE RFERMES PN 91. 2% 99. 5%, TSR 7 iEK R BUE R RN
77 82.4% %1 100% (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 %#F3 ELISA A4 J7VELE 2 /N ARL TN E
T KBp# 8 0157(10-10° CFU/mL) (ABUKNESHAR 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]. Talanta, 2005.1,
65(2) :343-348), TkE k3L F H 1) 4 B B S e R B D A U T O AR AT SRR Y
KFGFFE 0157:H7, B/METIWREE % 10° CFU/nL (YAO Fei (Pk3E), SHA Sha(¥35),
CHEN Gang (B&MI), et al. Indirect enzyme linked immunosorbent assay for
diagnosis of viable but nonculturable Escherichia coli 0157:H7[J]. Journal
of Ocean University of Qingdao(F BHEFERKZ¥ZFR), 2001, 31(2):211-214.).
PFE T 45 Y F B B S B TR A I T R B AT B8 0157 :H7, S E KR IRE T AL,
i R R UM B AIER S (SUN Kejiang (PM5IL), GUO Hong(¥B7), ZHANG
Dongfa (5% %), et al. Enzyme linked immunosorbent assay for detecting
0157:H7[J]. Disease Surveillance (FJ%H#ll) , 2001, 16(9) :353-355). HFR ELISA
R A SRR S, RBES, E2EFEaN A MR A E R E &
Fifk (Broad spectrum antibody), #béh, HARIAFIEEABLILE AT H AT
MOE — RS, T B AT AR A S —, B, BEmRiRERRERS .

EERMSHYE R CIARTE R AR M KB AT B 0157 :HT fy sl
WilE. RENPESHRERS A KRR RE K88, K99 A1 987P FURIT &
T ELISA ¥R &, A F#E&141 8 KT ER (China Institute of Veterinary Drug
Control (% B E4&{E#&). Research and application of enzyme linked

immunosorbent assay for detecting E. coli kit. Bulletin of Agricultural Science
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and Technology (RMVBIHEIER), 1997, SEEHTIE) . HUA LB XEFTNR,
AT E PSRRI R 22 5 XS BUR MR KB AT B 0167 :HT, ERFE X B KT E
JT & 89 ELISA R AR &, TUMMEA AR B E SR R34 B KA E . FR,
EMAGERER, EXTT KA BT A 0 & BRI 0 FR 257 3 LA & PS40 0 i 22
K. Bk, BYFE MRS A TR IS KA S# Y ELISA | FI&.
RPEANE

KRR BB —FEESITH XS AR W2 T EH AR H &
* . |

ALMERER, RERPXBMUTETFR: —MHRKBTEEELSEES RER
BRI &S, AFEUTSR:

D SBEHKBHE, BAEFEN: E¥EREM T4AREEQBRERERE L
£ 36-38°C T #55% 12-36 /pET, FRAEFAEEAKEAFEFEKHNEERRA T &
I WHRBRANIE TR 2 FAF 36-38°C R EE5% 24-48 /M, EEEPEE M TR FE
EREMROIETFEBICENREYE, FREMTHRO URBHERE LA 36-38C
THEFE 24-48 /NBT, REBEEA A FERBAFNEEE, BN THRNT RER SR
EA 1.4-1. 8% IR RN A EOFREFETE 36-38C T8+ 12-36 /M,
BEAKREFREPHREARE, BERENTHANEEOFREESEFEMNED L, XK
HEEERHITEZREE, MBHAELS, BEBARGHENEEFERTHRLE
B RE F7F 36-38°C T153% 12-36 /MY, HEEEREAK N KHE;

2) BoBERXEAEEFREKE, BEBEEE, FHRMCARSRE BEX
T R 2 B PR

3) BRI EER2EATUR 2 EsY),

4) NERBHNSHFSE. i, SRR EERSEES mERE.

HARRE, FHREFRGKFEEZMH KR E, HME LRH&TENSE D
F, BERENBEAFETHUERFHZSHRGHE, DERHENZwETERES
I

SE2) PHTEFRKEHEREFENERESMEHEN, NFRNEERKE
FEBEFES, MENFREREFIEFRE, BFRAMT AT 36-38C T H5F 15-18
NET; ST R BT KIERI TETT R SERERKE R 0. 85-0. 9% FIAE K
FIRR AL A 1010 cfu/ml FIRBE, HFMAEREKEN 0. 3-0. 5% FIIB/R Ik
W O(REEERD , BJSTE 55-80°CF/KE 0.5-1.5 /Mit; BB EAHFERRELSHE
FERY, DUIE A FTHER R 150-300W AR 75 VR 40 AR I OO0 K IAT B b AT R B Ab 38, T
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YEBTIE] 4 2-4min, TAEJ7 N 4-6s, [A]&EK 4-6s.

SB|3) PREFENEFELFMERN, WEBE T2 AEE. BREHE
%, REFETN0.3-2.0mL/ K GRERN 1010 cfu/mL) , Bb4h, HF#I&KBT
B HEEEZ T BIENREIWT AR 29, B ERISERBRED.

S8 4) FARBEIFFRNAR, ENFRE 7-10 Xl E SE s E Rk
Ay, BEERMEREKXER, TAELAERYT2E. diipiis; il
I35 AT AL B 7 VAT A AR BR A Bh AT DU TR R SE R AT 45 7 7%

A LR EH &R EEREEEZ AR A RAFTERFH.

AR A KIATE 2 E A Z mEGUAT B T KRG B il .

BT il KR FE B B e e 2240 0 7 VA VT SR A BB R S R i (ELISAY | BERiE&
FRIEHR . 4RO I FAR BTt R m il E RS

BAUEFHE AN RS, NTEMERNTGE, 7R RANSTEGERETE
FRE AR, BT LB EE TRMAEAE L. REEFEEZERTFTHIT, NSRS
FERBRPEERARAZ REINASE SHNFEMNTE.

SFRERNTE, BEWUNLEREEMMERFHAFUELRTFEENARKR
H 2 BT, RAEEETHERKRKEMEERAMNEET (WER) #17 RN,

AAUFE AR N RENBE AR YE 2 e LA R SRIRIE AR 058 — 9. g% —
PUAT LR U EA B ARG R, BEESRFAERER: “P. I, S, HE; 7
DL IEMS R RAR LR, BREATRE T ERES: BFRIEYEE. WIEBIRE.
EE. BEFEMRSRIC. RRBEFTRG 7% 4 AR IR EGR TR T A
HEAKE ZHURRARCY), RUREAR A R &5 Qg S & R TR .

Frid KRz #F 8 8 ELISA fa3lvE, "TEFEWTHER:

1) FARFIIAE R OB, PRAR;

2) HAZ B EFRR, TR

3) MK EERESE S wETE, R,

4) MEEFR P, BEAR

5) MEMEE;

6) #&1b &M,

7) M E ODyofE

R T R RO S B AR S TR R AU A AT IR B

S’ 4 PRZHRTABIRS SV SEEB REEEE AR IS M PR TP

AR BAICIRHE T —Fp R KB AT & B ELISA W F& .
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AR A PR AL B oK B /) ELISA A&, 7T EH LR KT REREE s
Z Y.

T AFEE T BIER KT EEREE 2 TEIUAR BRI — .

FridBEbr — 9] ¥R 16 %,

Fik AT 9510 Z LR EE T O BRI ALY RE B M B RR ER B S AR 10 EE, UIEA
BRI EWEE, BRI E B T R A MR VR R B S A

RFEFCAEEHEER A FEAK B ARNEESR, FIREE® A BT
FHEBRSEMREE, FrRZ AR BB AMEIZN 3 ,3” ,5” 5" ~IIHFHEEKRE
FRVE

AFEER, BrdiA RS T BRI A B8, 0 PBST &% MHIEERAA;
B, tn1 %BSA%E, B, 0 0.05M FREZERZEMWE (pH 9.6) %,

FRPRET MR EEREEGEZ mEPEREH & TE. ERKRAKH]
&7ES, KEHESEE B BRHIE, SFAREFETK, BMEKFREPKBITFEN
REMEFHERLY, ETHRINZRERATRAERIAEFRN S X GHE, BF
UM O At EBIEITEERAR S, RAKENMRA. SRIEH, ARRHEA
EHEHM X EERLEAZ nEEER RS, aENE (KT
1:1X10°, REET: B (LPS) M THMEKMENE, hEEERthdm, BE
WREEMRS 2 —FREZE, KBS R KBHENEEIIERS, BHitHK
TR R RS, O MURBUUR 25 B THERNAREINZHERTR A
KR, ZFi MR BN 40 RO BE (o) B AR At B 4R RS s 220y, BRIt M KB AT
WM, HPIRBURSZE; RN, B THEHBRTHREESETREED
M, FirMpEEEw AP ER, FRSKEHEEEE, REFEENER/URD
2%, Eit, £REIBRTHERESERTERTFEETEMROZENTIRMAS, F15
SEMRE , TKRENLS, BEATHSERESENSEP KB &%
WG, BEEEHE. REESSRE, NATETE.

T HE 4 A B AR ST X A R B — T A
i Pl 15 B

Bl 1 4 K 2 B A 2 7 B HTR B SDS-PAGE 45l 45 R

B 2 AKX EEE2EEZ BTN EE R
AR

R SE A P BT R D 0 el U BR 3 A B T VR B R B SR A S R AR TRK BC
NERAEHFREEH, KEFMATE 115°CTFKHE 20-30min.
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KHER 1. KRR EE S EFAR & IR E

—. HEKXIITEERESEAS R EIA

MRAAKRABTTEH & RKIATEREEE 2w, GEUTSR:

1. WAEETEKP B RS

1) REIKFE: HHMIERTTH 4 MEFEKAET GBERVE/KAE . KA
FKARER . Jb/NAETE KA T K O AR FIVE S KR R AR IE TS KK EE) SREKEE,
FEBUKKE 16 5, 84 S, REREREERE, BUKRRERD 558 pmE,
RAFREHSREE, BEREENKET, AEBMOERKETR, FKERHRE
EWAR 2/3 1, FEAKPELER, BH/KE. BIERKERET 4CKFES, £
R AR 6 AN/ DR .

2) KBHERNBNEE

REAEENEFTENTER 1D FENKES S BERRKGE, RETEEEN
THER: |

A BKEERIGEM T4 REBEEQRTIEEFE (FRAE 2.5, EAMF 5. 0g, NaCl
2.5g, IEHE 10g, 7K 500mL, pH 7.2) Lk 37°CHEFE 24 /Pt (BH)

B. HEFABRAKBEGEREKENEERT TRAL4TRBMERE (BA
B 10g, BERRRE 53, FWE 5g, AN 10g, S 20g, BERRE —#H 3.5g, LK
W4 5g, 5% IRIERL 2B 20mL, 7K 1000mL, pH £ 7.2-7.4) E#H 37CTF
BEFR 24-48 /NI AT 4 B

C. AR ERAURBMEFRE LKENEIETHERBEREHE, FLEM
FRATVHEEEFE EA 37°C TS 36 M#ITHHE,

D. B E C #EHMEAAFERBIRELEE, BN THRNTRFRENAL
WEAGRERE (BAf 58 4HWE 1.5g, ¥ 2.5¢, &4ukh 2.5g, 0.5nL 1.6
%R Y4 Z B, 7K 500mL, pH 7.2) FR¥E 37°C FEFRY 24 /AT

E. fP] D #IAMEAREFRETHEGRESE, RBUEFRETHEBT, BHEZE
MESNEBEECFRERESEFREMNET L,

F. MEFREBEREARERERENE LKENEEETEZRRER, EXEFE
WRETHEAEEES, HEETARGITEOEEFRMEM THRAXESFE (FH
¥ 5g, BEEAM 2.5, NaCl 2. 5g, KHPO, 1g, fH4L Y 0.2g, £ 0.05g, Fiflg 7. 5g,
7K 500mL, pH7.2) b, #E3TCTHFEY 24h MEHAEE, BHEEBEE, HLE
BEHERAKGITE, KREBFREF. & (—RITU#EFL6 MA)

A ERITESRBH KT E AR T KRR REERBITE, 68 HURMEKTE

9
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PR KT E -

2. KB EBEREEEIURN S &

KP%R2) AENKENEENTSRNEEORESRE (FAE 2.5 ZORF
5.0g, NaCl 2.5g, 7K 500mL, pH 7.2) Lk, ZE7TCEWEH TSR 17Th, AFHARE
B REER 0. 9% [ 38 Eh /K $ B IR 24 10" cfu/mL A BT 2 25 B K B AT B 1O B B (O
Mc Farland ELim‘EHIEEED , BIAKREMIKRER 0. 4% FIRRGHR, &EE
60°C F/Ki# 1h, BEKBHELSEAEIER, B Inl XGAEEEETURM 200W &
PSR PSR AR R 3min, 5s TAE, 5s [A1ER, M KT B4 EBERRE, HURM ST
BT, BEXPITEERESEAETUR.

3. REHY

¥ B2 REBH KB ERESE AR 2 AEEEFIEZKARKAER
6 M TIEFEEEKRESENR T, B, BERAEPN) #ITERE, REHRT 1 AR
KREGHKIL, 2BEMEEAREME (Neg) , REFEN 1. OnL/IX, BIREE
BHAINYE 1. OmL 3B AL (JEH sigma AF)) ERREER, 4R THYIRREESE T,
14, 21 f128 REMEEZE —IK (RETEILERD .

x®1 REITE
RIZRHE] (b HEFE (l) VeFrlas N & (mL)
1 1.0 1.0 &AL
7 1.0 1. 0 R5e ki
14 1.0 1.0 RELHEH
21 1.0 1. 0 gtk
28 1.0 1.0 Aseefei]

4, KB EHRELEES TEIERNIRE

D) il

wEERET, B (WPAERER TR, FRELKEEREN NEERT
HE SR D, RMEN InL/ R, 2EmyE, FEE: ELISA RN M E  RIHTE
W (TR (titer) (LRI 2PN IR —NEZEER, BERATRE
FULE DS RETAEN S B — R T Efr. RMRBE—ERHT, HMEL
F—RIBESEENHERN, SEMROERLEKRT 2. | EHEELERN BRI
SAERHUIE R E. ) UERAERR, BESEROT:

a. k. F10.05M pll 9.6 TRERE MM (Na,CO, 0. 159g, NaHCO, 0. 294g,

10
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ddH.0 100mL) ¥ K EBEE2HETUREH 96 FLIR, SHLEHER 10001, 37C
RE 2h;

b. M. F PBST ¥ERM (& 0.05% Tween-20 (] 0. 01M pH7. 4 & #h-NaCl
SR (PBS) , BEH K. NaCl 8.0g, KH.PO,0.2g, NaHPO,» 12H,0 2.9g, XKC1 0.2g,
Tween—-20 0.5mL, AI/KERZE 1L) EUEEEIAIR 3 1K, BiX 3nin, BEALGNFEESR
IR 1 HFIERER (BSA) HHFW 1001 L, 37CHEE 2h;

c. InFidk: UL PBST ¥EMIRIEVEREARAR 3 YK, 4K 3min, BMA LR EH4E
RFHPLME 100u L, 37°CEE 1h;

d. fnEStRHIHR: LL PBST BERBIEVEREARAR 3 /K, K 3min, FEIIABRITE
B R C =T R (JWHE Signa) 1000 L, 37CERE 1h;

e. MEDEE: LLPBST PBIBLEEEIRAIR 3 X, K 3min, FiM
3,3 ,5 5" ~IYEREBERRE (3,3 ,5,5” -tetramethylbenzidine, TMB) ¥
(Na.HPO, 142mg, #7# 105mg, TMB 2mg, 30%H.0, 7.51 1, ¥48/K 5mL) 100mL,
M Sming

f. ZIERV K ODuo fHIIE: I HS0, 28 1E (H,SO, 28mL, ddH,0 500mL) £ ik
NG, BUBBAEFAMX S, 2E 450nm FHRIRKE .

2) S EPLLE

HRERTHRANEN AR RSN, AMsiRnFiEkERL GE&: X8
KIMLAT, KK AEER 24h UIBFMAEEE) , ROGEREE FTHEY 2h (FHERE,
RS R B OHL 11000rpn B0 10min, B &AM, F-20CAGER (BT 4T
B .

3) PriE 4t

A FTRRNBRER Sk A AT IR A AT At

HCAMMRBRESRTTEEN SR 2) 4B HPFIEFITY b4k, B
BELUTIER.

(1) BUHU I3 # & 20mL, Ho A& PBS(NaCl 8. Og, KH,PO,0. 2g, Na,HPO,* 12H,0 2. 9g,
KC1 0.2g, FAI/KEAZE IL, pH 5.0) , FIk AR EERENH, Z18. BHEMA4
CHIA I SAS HERMBEBYERD 40nL, T 4COKAEHERE 12-24h (., AR
SAS [ A WBER R RIREHR 50%) ;

(2) 4°C. 12000rpm B5.0» 10min, ¥ ki, HUTIEYA 12nl PBS AR, 18, &
BN ACHIA K 8mL SAS, 4°CEE 1h;

QR)EESTE Q) B, F 13.4ml PBS ¥EARVIYE, T8N 6. 6mL SAS, 4°CEE 1h,

11
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) EEPE Q) EL, ¥ITIER PBS B, BANENTE;

(5) F 4°CvkFE+, H 25 f546F2H PBS 3#4TiENT, BAMEIE 3h il —k, LA 3
X, HZH BaClAAMZE WL B BIENIE.

B. HZEMEITERITANL

st A WM BRSBTS TS A BB A% B Anershan
Biosciences AR MEB A FFMEWAE (HiTrap rProtein A FF) ffuf—F4itk, &
BHEREUTEE:

() ERWES, MEREISINA 12001 IM Tris « HC1 (pH 9.0) /mL;

(2) FASHEZETP (HiTrap rProtein A FF BATEMIZRER M) HEAEEL 2, L
Z /b 5 AR I ZE K BRI B A B FE

(3) LA 5 A IRAIVEIRE M (HiTrap rProtein A FF EHTHRIZ BT 6) ¥
B A,

(4) F 5-10 fEEARIB{BEAE M (HiTrap rProtein A FF BRI ESM)
VT

(5) REfIEAE, FESTEREEMEAET EmED;

(6) F 5-10 fEFEAAIR BB R (ER.: BHEERER |

(7) F 2-5 fEFEARR Ve S rlve i, BRI KB EERE2E AL RREIE.

= K EHBEL2EEE T ERIER RN

1. EHREENE

AFRS e VHEE 280nm T E S B AR IS KT EEERE
RERERFNEARTE, £RERSEEIUE 2. 4ng/nL, BHERBTEARITE
BEl KT B SRS mETUE,

2. SDS-PAGE B3k A& ]

B S BE—H & KGAENESE AL mEPUESET SDS-PAGE Bk, A
AT B . ST/E VSR, Bk, BIEK, TKZEBERER, &ATUKaHRE
T BER: BEE 10mL 15% Y Tris « H & B SDS-PAGE 4 B B AN 4mL 5% 1 Tris « H
E( % SDS-PAGE IRZEMCIE, HEFhALEEM (1g SDS, 5mL HiM, 0.5mg BPB, 2.5mL Fi%k
Z.f%, 10mL pH6. 8 i Tris « HC1 LBy, fN7KZE 50ml): S EREHA RS G, F
Fag N —MAnA 4. 50L, REERE LIEAN—EK, URATS, REREHHE
BRI BRI, (FERARRTE T F 37°CIRAETRCE 40min FH/KEE, MIE
HRT, EARBRIEEFARTN, RGN OFEART, 37CHREMEFHE 30nin;
BT A K A B UK B P, LA SIS ARILERALRE, R EHE
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B EHE, 30min JFEITT LA, FESRALERRT, R 2XBERMACERSFEMS 10 1 RS,
B H EFUEE A Marker —#27E 100°CF & 10 min, BHERR, B (EBRERT—
SREERIYR) ; LR, EREEN 10w g/FL; FIRGERFI 73 B 43 A AE 80V F0 160V
THATHEIK: SREBETNEREEEREI A Z1E Bk, BURHR, BEBR, WHikgE
R RE %, BRES BRI, BoBERET, £LU&, BAdkes: 2E5H
BF, BB MHA 1-2nin FEEEAR, FHAMEMAM A 3nin X2 (GFIL
BRKEBES), BEKRGAH,; BREEATEE, HABSEHRE, BREE
KEEIRATHRE, SRWE 1 iR GKIE psQ A XK BB S E S TEHUE,
EMAEBRESTE) , FIUEHRAB R EEESEES KRN ERS X
REEW, REBESED, RURERUTERZHNRBHEREEEEE wEIE
HERESNAE.

3. BrlE

Fi 508 —rhAH R B 1814 ELISA yEI /8 A 45 & B 77 v 1 2 B K B AT B 2 s 4
LRETENIZN, BER c PRRARA KRG EERSE S A, KR
SERYHEE. BMNEER0E 2 FiR (Neg HIAMESTR, psQ AKBITEHBERE2E
HEZRETE) , ARGHEBER2SEANRAETEZ8%84 TERNAERMN,
HENAKBTEERESEESZ TR AN KB EER 2 ERREARS
MRbE, RPERARBENREFEGRNSERRNME, IRBH X ERELE
k% EFIRN RS, KT 1:1X10%

SLHER 2. &R KT EEBE2E AL wBEHURR ELISA RS i il KA

—. BEXBMTHEERSE A2 T EPUAR ELISA KA &R H &

W sEiEf] 1 Sl &M KT EERSEA L TR SN S _RANS T BRIR
WEAYEEIR ISR ET R 16, EEAW: 30%HO0. InL, ZHEBEW: REBFK
B 1%K13 ,3 ,5" 5" ~IYFREBAR (IMB) ¥ 1mL CFF TMB ¥& T — FE I
(Dimethyl sulfoxide, DMSO) (E{ = FEHELf% (Dimethyl formamide, DMF) ) 18] ,
Wi J % B Wi PBST 50mL, 3 FA1W 1%BSA 10mL, AL4E X 0. 05M pH 9. 6 FRERE 4N 50mL.,
H.S0, £ (b3 10mL St E LR, 8RNI A E R ELISA B E&.

. KizFrEesail

DB RZFRNAEFRE KNG, FDE—F& RS0 38 i KT T
ME, BETEEHEUTLER:

(1) A EEEAR: F 0. 05M pH 9. 6 BRERE AN EE 1 UGS KK BE LR FE 96 FL

13
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e, &FL100pl, 37TCHE 2 /e, #RJEFH 10mM PBS-0.05% Tween 20 (pH7.4)
Y=,

(2) HACDEWHBEA: B 1%/ BSA H I E K MEEER, 100pl / FL, 37C
{5 30 435+,

(3) FEBGBAR s 1 $l& M KT BB S E A2 wESUE (4 200 &H
) 100pl / FL, 37TCARE 1/, SR/EH 10mM PBS-0.05%Tween 20 (pH7.4) =
.

(4) PRI E AL EEAR D B E 34 TG, 100pl / 7L, 37CHRIR 30 474k, RE
F§ 10mM PBS-0.05%Tween 20 (pH7.4) ¥&=i;

(5) MBI E ALY ESREYIEEIR (9. 8nl pHb. 0 FriFBR-BRER Eh Z M P oA 0. 2
mL TMB ¥&¥&, BN 2011 30%H.0,, #E45)) , 50pl/fl, ZIREEA 5 78

(6) 1 2N H,S0, 50pul/FLE kR ;

(7) P 5E ODssofH

£5 5 Do (24 0. 6, XTFRF EAMRE M KT HE RS IR, FinTr
KIGAFEEL R 10Y/nl, REAEAN KB EERELEHAEZ TG L EE ZIE
BRI & T AT KB E el .

14



200610113828. 3 ijﬁ HH :F!" Bﬁ F1/13
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