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1. —HMKEITES TEFERE &%, SEUTIER:

1) WAEFRBKPSEHE KRGS, BAEFEN: SR KEERTSATERR
B et L7 36-38°C T HE5R 12-36 /i, FREFREEAFEAEFEKHRN
BT RO TRBAIERE LA 36-38°C T 24-48 /M, BEHBERLL
MBI ARE LR HETEH SR CENEEE, BRENTRLEmBRMEFE
FHE 36-38°C F 1535 24-48 /MY, REHNELEHEBIENREE, M TR
THREESRER 1. 4-1. 8B IR FEYR I E G FREE IR 2 76 36-38'C T #5357 12-36
N, BREEAGREFRETRRAESE, BEREM THRBREOFREESFEL,
SHCHERTE L R, WEAEES, BEe A RKBTENEEEERTH
YTETEIEFE F7F 36-38°C T3 12-36 /i, HEEREE, FHAERLGERNA
KA ;

2) BB KBFEEREKE, BEXBTEESEEIUR;

3) KK E LB ATUR R,

4) NZEBERHFHYTAE. gUPILE, B3KBTES TETE.

2. WR\RFIESR 1 FriRi 7k, HISMET: PR 2) PHTEFRBITE
flEFRE A4 RAB R AR LB BERE, AN 36-38°C IR 15-18h,

3. BIEHFIESR 1 riRfE, HISMET: FIRPER 2) xR EET K
EMTTER: EHEREESIRER 0. 85-0. 9% KA B H /K& Sk A 10°-10"cfu/mL
HERW, BIAEIEWE R 0.3-0. 5% K& /R DM, BfE1E 55-80°C F/K&
0. 5-1. 5h.

4, WMERFIER | FrRiJ5%, B EET: FIRPSR 3 PRAK TS AT
FEER R EES KT E S EATUR RESY, RBEFER 0.3-2. 0mL/ R %&3)
Yiht. 35, B, FEE,

5. MEMFIESR 1 TR E, BSEET: R BT 8 E R
WRBRBR A B AT UIE VRN BE RN B AT

6. FIAUFIESK 1-5 /F—TRFTA #9700 KB AT i % SO AR

7. —FA I KB E R ELISA R &, SENFIEX 6 Fridffi KM E S vk
k.

8. MEHFER 7 IRMRAE, EFTET: FIRRAAEESEE KB
L EREARNER 5, hEAKANZERBARNEAR.
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9. MIBHAER 8 FrRMRANE, HAFEAET: FIRER — NS ERTHA
B SRR M B R B BE AR C I £ PR 186 FTR B AW A BT EAE SUT EAHRAE
W FIRBEEBWMAAE a3 ,3 ,5 ,5 -TIHREBRFKEER.

10, FRIEACRIE K 7 88 8 BR 9 FRik ik &, HAHERET: FrdlfaEcuss
PBST, 1% BSA F10.05M pH 9.6 BREREL M.



200610113100. 0 ijﬁ HH :F!" F1/100C

KB E S AERERAMNETEEEA

ARG

AR RAERELHEFEER, 5328 RIREA N FU8+ i —F KB
B % TL R DA R EL B & 07 vk 5 FCAE AT K AT B R O
BTREAR

KT EERE KSR TeT —HEENEAMMEY. Bil, HASE
K EPREREE N GEBEREAEENIE DAZER, FANHAKPRRERET
TERBIRR . AR DAEAR RAAKTREY R FHE, ERRAKPRR
FAAT B BRI S KB B FET & 100mL KEEPABR H: BT EERK KK HEE R —
RRFKFRHEE B KA (BRI R LK KBGE) A Ong/L; PHEARLFEE
FARUE CEIFREAKRBARTEY PIERKHERRERGEBEETE 100nL K
FER R

Bl EF LSNP RKEEFEGERLTIEUZSE RBEEMEERENE. REE
IKF& S DR PR HUE B KB E B R DT At 2 2 8 R BE M. B
BIX BRI AR B, BAEEB RIS, FI T X LA IR JIR AR
Eizl. IEFER, HRASEESKAERNR RS KA ERTRERNEHIT T KENT
T, HPETFREARBEEN ELISA RN FEEME T BIFHNATE.

S5 Ky B A B A LR AU R 4045 et RO, B A AR 12 R R L B
Y, SHURBSERT et e BT e A RER TR . RESIEYERAR, H
BT TR EME S B i R R E BB AR ITE AR, RAEREMELAK,
WERAGESTEAR . REBREESCHEAR. REMBEARSE. K, BRZEI
A (Enzyme immunoassay, EIA) ZEESURFPHINARNE, EEEARFHIEE
B T M40 8778 (Enzyme-linked immunosorbent assay, ELISA) X & & AT
TEHE. EHELERERS, FRER, RERENRE, XA E R RER T
b BEHNHE

Vandekerchove 3% F 2 M HI4L ELISA JFiEM M T BURE KIFT 8 (EPEC), 7
BAIKSE - (individual level), iZVEIRI{S BRI BURE RAF D74 80.0
% F198.4%, MESAMRMKTE L (rabbit flock level) MBS FAF I NIBRAK
3 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 antibodies[J]. Veterinary Microbiology,
2002.12, 88(4):351-366. ). Padhye SRFH#FEFEHIA ELISA EAG I T KT &
0157:H7 (PADHYE NV, DOYLE MP. Production and characterization of amonoclonal
antibody specific for enterohemorrhagic Escherichia coli of serotypes 0157:H7
and 026:11[J). J Clin Microbiol, 1991, 29:99-103). Park %R £ mEHIE
ELISA iR &l T 2@ h KT 0167, S5EZMERIEFREFRMIL, &5
EMRBERERIESPIN 91. 2% 99. 5%, MAAZRI T VAR R B R AL
%3 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|F ELISA #ill 77 ¥ 7E 2 /M AU 21
T KBFFE 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). FEPhIELEF A 18] HeREIX S TR M 77 A U T IS IR AT SRR AR Y
KEHFFE 0157:H7, B/ MPIWE A 10° CFU/mL (YAO Fei (Bk3E), SHA Sha(¥75),
CHEN Gang (FENI), 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 S R%F%¥I), 2001, 31(2):211-214. ).
PR IT 2 R P Bk 4 RS IR A T K BRAT B 0157:H7, SR MKIESFRFEME,
R R R BB KIER A (SUN Kejiang (FMFEYL), GUO Hong(¥BZE), ZHANG
Dongfa (3% %), et al. Enzyme linked immunosorbent assay for detecting
0157:H7[J]. Disease Surveillance (BB HEI) , 2001, 16(9):353-355). B4 ELISA
BT R e, REUERE, EESHIZENETE LEMH KT ENGEE
Hi4& (Broad spectrum antibody), B4, ERIRFEBARLINE Xt H AT 5
M — A%, TR BRTRIRMEM ARG —, Bk, B R B RIRS

£ E A LS ZYE B R TR A 7 SRR B M KRR 0157 :HT Y S il
RFE, FE T E S 2 AT o % KR IR K88, K99 A1 987P HIR T A th
T ELISA KR &, B T #4141 & KA EM(China Institute of Veterinary Drug
Control (8 H BAk{EZ#). Research and application of enzyme linked

immunosorbent assay for detecting E. coli kit. Bulletin of Agricultural Science
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and Technology (RMVEHHEIN), 1997, 8LEHEMATE) . AU LiELXESTANR,
E 80 B A SO IR R B 25 4% BUR M I KA 0167:H7, IERFE X S K HE
FF & B ELISA # R &, MRS AnvE S B E SR B ¥ o0 R KB E . R,
FHREREIR, EXFT KT8 FF A R & R B U PR 5 3 DA B SR a8A il i 22
k. Ht, @YFEE—-FASERNSUE S B TR S KT E K ELISA RH&.
BHRA

A% B H H R —FR R ST K KT B 2 SRR HI & 7.

AL ERER, ARERBMUTEITFTR: —HKEHES TEHIERHIET
%, BEUT PR

1) FGEBEEEFROTIENEFEG KT BHRKBITE, RETEN: TRHKE
BEMTHNERAKRIEEFE L7 36-38°C T 5% 12-36 /Mo, BREFREERD
B EA RS SR K H N EERA T MO TR R E B 36-38°C T 5% 24-48 /i,
BEERRERLTURBRAEFE L KEMNEIEWERBCENBERE, BREMNTH
T FRERANEEFRE F7F 36-38°C THEFE 24-48 /NI, SRGHRENEEL &R LR R
H%, BEMNTHANTREASKREN L4 1.8 % REBRENAEEARERERE
36-38°C T H%5% 12-36 /N, FEFLEREAFEFEEFHEERE, BERENT4R
BERABEREFREMNT L, NEKHENEEHTEZREE, UEAELS BEE
AKBFHENEEBEMNTROEEERE LT 36-38CTH5F 12-36 /Mo, HEE
B, FRERLNERNDKGHHE:

2) B BEM KT EREREKE, BRXETE2EETUR.

3) ¥R EEEETUR &%)

4) NESBEWsT S E. dPnE, [SRKEHES TETLE.

HVEVS KB EEZ M KB E, EMELREETENPE D B, BEETEMNM
EEEKP A BEREETEFHESHABTE, DRSNS mERERE T,

ST 2) PHTEFENBTEASEFENEREREMESEN, N4-RNEBEAFE
FREE. LB EFES, MENFRNBEEABRERE, BRI 36-38C TR
15-18h; Xt KA E BT RIEHI AR . SRRET SRR 0.85-0. 9% K4 B &
IKHEIEIRE R 10°-10cfu/mL PR BE, BMASEIRESIRER 0.3-0. 5% RITE /R
MR (FEEWW) , BJETE 55-80°C T /Kt 0. 5-1. bh

SB3) hEETENERESFHEEN, WERE TS AEMNE. BEEE
o GUEFIERAR 0.3-2. 0nL/ R (REA 10°-10"cfu/mL) , Bt4h, FATHI&E KB
BE mEANAESY AR, . K. FRE5EFRAMNREND.

6
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ST, 4) FARBEIFHRIER, &R 7-10 R E s YU i K
MU, BPAEBMTEREANER, TANEEENFYTLE. A, i
ML AT A4 1 7 1R A R BR BR & SR AT UL iE SR M E 7% .

R B3R 7 & B KT B 2 BT R AR HHERFH.

AR BRI R BAT B 2 e ESUAT H T KA s B Sk il =

T ik KR B8 1 o 0% A 77 V2 PT SR A B BG S e I iy (ELISA) |« SRk
A, ERIRENER AR R EENELARE.

FARBARN RAER, SN TFREMARNTE, TR RHEKE ESURRE T E
MEE, B LSRN REE TRMASME L. RVEEEZERTHT, RldES
FERBIA SR RAZ WETASE SRR,

SITFRARNTE, B UL EZMERPRAFIELTERIALRK
2 mEYE, RAEEETHRAGKEMEEAERET (W=ER) #HITRM.

AAUEBARN R AR AT AR E % 5 B PUAR R SRUR G AR N B9 258 — k. FridsE—
FUAT LR BT R B FRE R, BEEARRFHERIEE: P I, S, HE; o]
DU IR MR B AL R, SRBENETERER: BTSN YIEE. WitBRes.
EYIER. BEFRNESIRC. AR IR VE AL AR IR B TAT T AR
ERARE AR CY, ASUEEAR N R R an g 88 & R a5 .

Frid KA B ELISA v, mlEEa T 2%.

1) FfFRE R BB, BEiR;

2) HHZEHIBEER, YR

3) MMKEFEEEES TETUE, TR

4) nEsFR —H0, Ve

5) MEYE&;

6) 1k RMN;

7) JTE ODwsofH

_ERAG I T 2 B R RS BRI T e R R AT R A TR R

S 4) P H A BRI A A B SR BE RS ER RS AT C R LR PR

AR B IR A T —FP A K i AT B8 89 ELISA A&

AR B PR AL I K AT B 60 ELISA &, WaE LR X E 2 wEHR
&

FriR R BE Al B BT ik K H B £ SERE SR B iR — 51

BTk BE AR PRI A E PR 186 5.
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BTk B F #i2 Z PTG B T 4 BRI AL Y Bl e 1 BEERER B S AR 0B, TN
BRI B, BRI EYEE ATE R B B RV B LA

RFETETTEFEEEAH A MEEE B ARNERTR, FIREGR A BT
FMHEBTEARBER, FTRE G BB AR kit 3’ ,3° ,5” ,5" -PUHEBR
28

AAEFER, FrRiRF S T EFER I RIPE R, 0 PBST 255 MBI BEH R
B, 1 %BSA%E; BB, W O0.05M BRERIEEMIE (pH 9.6) %,

KRBARME T —F KT E 2 IR KB E 7. ERREREIETTET,
KAHE S B BAEEK, EMRKAEREKPRBTFERAREEEFRE, ETi
BEMZ REIATRRERARERN R RGHE, BR B, i, ZHEr
P RFRE, RAKEANAE. SR, ARKETESENKGHES LE
HEHEREE, dERBMNE (KT 1:1X10°) , TTKRBEREHNA, BEATH
BREMENSET KT RN AR, HEEEHE. REESENE, MNA
IS .

I TH 45 A B AR SE A X A A BRAOE — B 4R
B8 P15 B

B 1 4 KB B 2 7o B2 P4 i SDS-PAGE il 45 2R

B 2 A RKBHEZ RIS E 5 R
RARstiiy X

TR SR R BT R 5 TE R S U B kB R i BT S R B 2R VK O A
SEAREFEKEEH, KE&MAE 115°CFKHE 20-30min.

SEHEB) 1. KA 2 S EBUR R Sl & R E I E

—. HZ KB ELEEE wEE

WMAARHGFE &K ES nETUE, SEUTER.

1. WEEEKP BB KA E

1) REKFE: DRMNIERTH 4 NMEEEKGE GERTEKAE . BRI
AKARFR L b/ NEE KRR ER T K O b FIVE e K 2 A AR TE TS KK RE) REETKAE
HEUKFE 16 B, &) 4 5. REAEEESR, BUKRRERD 52 EMEE,
FFBERERIES, BRRERNKE T, AEHMOERKRTTE, KRR
EHAR 2/3 B, fEKHE BHRE, EHOKE. BEREIR/KEEET 4CRFE+, F
T EIA N A 6 /.

2) KEFEKSENEE
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KAGEEEEFRTENTRE D REFKERSBEEXTE, BETEEHELU
THE&:

A B KEERI G EM T4 RE BRI ERE (FRE 2. 52, AWM S. 08, NaCl
2.5g, IEAE 10g, 7K 500mL, pH 7.2) _E 37°CHEE3E 24 /NeF (B

B. BAEFHBEAKBEAEFRERKHENEERA T MAVREBWEFE (BH
ff 10g, BEELIRE 5g, 4 WHE bg, FUWE 10z, FE 20z, BERE W 3.5g, K
B 52, 5% M ZEEHW 20nl, 7K 1000mL, pH £ 7.2-7.4) bLFE3TCTF
FE 7 24-48 /N HHAT 0 B s

C. BIIZEMAVRBAPEFRE LKHNELOTERBLFREER, BRlLEM
FRATVRMREIRE A 37°C TSR 36 /N HEAT 205

D. HEUPER C /M BEHMELAOTFEBENEREE, BTN TERFBRENIL
BEOBFSERE (BOMK 55 4WE 1.5g, LB 2.5g, S4k4h 2.5¢, 0.5mL 1.6
% VR FR Y4 Z BB VAR, 7K 500mL, pH 7.2) thiE 37°C F 43R4 24 /i,

E. 528 D PHABEEARERETHEEEE, REEREPRNER, BHEE
MESREEO RS RERE L,

F. STEFRBEEAFRTREEFRERT LKHMNEERHITEZRER, ELFE
WETUENELS, BEEHIKNTHENEEFRTEMN THRAXESERE (FI
¥ 5g, BREERE 2.5g, NaCl 2. 5g, KHPO, 1g, F4L Y0.2g, £ 0.05g, ¥ifi§ 7. 5g,
7k 500mL, pH7.2) Lk, 7 37°C FiE3R4) 24h MEBHERS, HEEREE, HLE
BRI NER A KIS, RERAE. &8 (—RITLUBEL6 N .

H_ B HEFEBH RGBT EERE T AR RBHORIGITE, 685% A UREKIHE
R KA B

3) KT EEEAEHRIH &

KPR 2) BRI EEMTAREERRERE (FRE 2.5¢, &0
5.0g, NaCl 2.5g, 7K 500mL, pH 7.2) L, ZE37TCIEATHEFR 1Th, REHRE
BB R 0. 9% B4 FE L /K I BR B 4 10°cfu/mL B AT 4 3 ) KA B R B B O
Mc Farland thiB &M EEED , BIMABRESRES 0. 4% KB/ RSHE, Bt
60°C F/Ki% 1h, BEKBITEEHEDUR.

2« S

Kb B 1 KB KRBT EESEETRER 10 RRFEEETTEZRKaRFXAEE 6
S FESHE GREMEERIT . B3, BRESHN #1TR%E, SER 1 ARK
G EGFIKIL, 2BMEENHESE (Neg) , REFIEN 1. OnL/IK, FIRGER

9
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BovE 1. OmL B ERAER (BB sigma A F) fENRBELER, SR TVIRERESE 7. 14,
21 F1 28 KREEEZE—RK (REFELEK LD .

x1 REHR
FERTE () RIEFE (L) PR D& (mL)
1 1.0 1.0 EAER]
7 1.0 1.0 Aseete s
14 1.0 1.0 e et
21 1.0 1.0 Ase et
28 1.0 1.0 DFe etk

3. K% R ESERIIRTE

1D iz

RIERREF, B WHEREER TR, FAELKEEREN) ANeEfT
RIBEERBCRI, RMEHN InL/ R, Sy, FAEE ELISA S S ez
W (BRI (titer) (XFRHEE) BIFMPLIAH RN — N EERER, RERHTRE
PLTE PR R EDUEEN S EN— BB G. BrRBE—E&HT, JULEL
F—RIHBESEEMNIIRERN, HEMFUOERISERT 2. 1 R OTE /XK
HEFTMBOHRGEE. ) DERAEHR, BT ROT:

a. B#: A 0.05M pH 9.6 BkEREEHIE W (Na,C0; 0. 159g, NaHCO; 0. 294g,
ddH,0 100mL) ¥ KT ESEATUR S 96 LR, SILEHEHN 1000 L, 3TCEE
2h;

b. M. F PBST ¥R (A& 0.05% Tween—20 [ 0. 01M pH7. 4 BEEREE-NaCl
22k (PBS) , EiA: NaCl 8.0g, KH,PO,0.2g, NaHPO,» 12H,0 2.9g, KC1 0.2g,
Tween-20 0.5mL, FA/KERZE IL) EWEBFR 3 X, MK 3nin, HEAFNRER
SWRERN 1% MFEAEE (BSA) AW 100uL, 37°CHEBE 2h;

c. In¥iAk: UL PBST SRURWUE YEBEARIR 3 X, MK 3min, BMA LIRS A &%
S TFHIFUMLE 100u L, 37CEE Lh;

d. INESARIIHUME: LA PBST BEMRIHLEERARAR 3 X, IR Smin, HIMABRIE
WIEARC I E T RPPiE (8 Signa) 100w L, 37CHERE lh;

e. MEYHEE. UL PBST BB VEE AR 3 Ik, X 3min, FD
3’ ,3 .5 |5 -JUEREEEFERE (3,3 ,5,5 -tetramethylbenzidine, TMB) ¥

(Na,HPO, 142mg, AT 105mg, TMB 2mg, 30%H,0, 7.5u 1, ZEH/K 5mL) 100w L,

10
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Y 5min;

f. ZIERMN R Do EHIE: 0 HSO, & 1b (HSO, 28mL, ddH,0 500mL) %1k f%
Mg, EUHONBEFRACY, $ZHY 450nm FHIRGEE .

2) SrEPUMLF

LeERTFHARRNER RSN, BIERLPmFZEREXRL (FE: K&
FIMFET, ¥ FRER 24h UIPTILAEE &) , BUL/EEER TESY 2h £ HEE,
SRJE A E.OHL 11000rpm B0 10min, B EESEE, T-20CAEHEER (8F 4C
R

3) HLERAL

A. AR EREL AT UL %&iﬁﬁé@ﬂ:

B RMATREEFTTIEEN ST 2) SBEMSULERITYIS ik, B4
BRFELT R

(1) BRI #E & 20ml, A& PBS(NaCl 8. Og, KH,P0,0. 2g, Na,HPO,* 12H,0 2. 9g,
KC1 0.2g, FI/KEZRZE 1L, pH 5.0) , FIKLHABBEHEEENREE, £18. ZREMA4
"CTRA R SAS (HIRIBRERER VAR 40nL, F ACUKFEHEE 12-24h (FF: A B
SAS JE IRBER AR ER 50%) ;

(2) 4°C. 12000rpm Z.0» 10min, F L¥E, HBUTEYH 120l PBS R, £18. &
WhNN 4°CTRAH) 8mL SAS, 4CHE 1h,

(ERLE Q) B, F 13.4nL PBS HEUTIE, WhN6.6mL SAS, 4'CHE lh;

D EELEQ) EL, FBUTIEH PBS W, EANENTE,

(5) F 4°CokFE+, F 25 FAFR0 PBS #ATENT, BRI 3h #—ik, FHHE 3
R, EZH BaCl,ArflliZE A e B B ITIE A 1k

B. FsEMENTIE#ATHMN

St B A B AR B E AT UTIE AT Y1 P AL R v AW B Amersham
Biosciences ANRIMIEHA A FEMEWH (HiTrap rProtein A FF) fu#—2S4ditk, E
W EAREUT PR,

() HERWES, mFRER A 1200 1 IM Tris « HC1 (pH 9.0) /mL;

(2) FIRSHS M (HiTrap rProtein A FF EHTAEMZEE™ ) WA EH 2, L

F /b 5 AR RN ZE IR /K e R T RS B RS 7

(3) BA 5 fERAARR I BERR B /PR (HiTrap rProtein A FF EATHMISIE™ M) ¥
FAFAM A

(4) F 5-10 (EREAFRBELE MR (HiTrap rProtein A FF EATEEHIZRE = &)

11
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FHTHE T

G)FEdIAE, FESNSHEEREATT bmED;

(6) A 5-10 AR EBREMBRERE (FE: BRIERE) .

(7) B 2-5 B ARG ERTER, BRXBITELS TRk,

. K@% w s s e

1. EERERIE

f#F 4y Ye6ETHEE 280nm THIE ST —F A AR BT EHI & KA 8 2 7 EH
EHEARES R, £REHEEHAE L Ing/ul, REFBTEAFRTERAN KBTS
£ REPLA.

2. SDS-PAGE H ¥k K&l

B PR & B KA 2 R EHT 31T SDS-PAGE sBykiaill, BEARlPER
K BRI, Bk, BEK. TKZEERER, BRBKEET: BE:
BOE 10mL 15% 8 Tris » HE B SDS-PAGE 4> BRI 4mL 5% Y Tris » HE B
SDS-PAGE WRZERIVEIR, FERALFERT (1g SDS, 5mL Hit, 0.5mg BPB, 2.5mL KB,
10mL pH6. 8 {9 Tris « HC1 M, HN/KZE 50ml) 3 ERBFBRATIRE G, Fiaw
HM—AnA 4. 5oL, RIEEBE LIEA—EK, URETS, RERESHHBREK
TAEMER, KRR E; T 37CEEDRE Onin BHKER, BEKRT,
VENRGE BB BB TG, RESLEI/NOIEAR T, 37TCEARME 0nin; HR
B SE1E UK AR B K B, DL SR ARILERMILR T, F SRR E
BHE, 30min FEITT b#F: REMACER, R 2XFERLEBRSHEM L 1RE, BHE
PRHEE E Marker —87E 100°C T & 10 min, BHZEFEE, B (EBRESP BT
TR bR, EHEEEN 10w g/l KRGS 40 2 4 B E 80V #0160V T i3
ITHMK: HEE SRS ENA AR R R E (b Bk BURES, BEER, HiRkERE
BEZE, 8REsBRER, BoBERET, £ VM, Adukepit, RESAR,
¥ BRI 1-2nin FHEBRAR, BRABEMAME 3nin X2 CERIM AKX
B, BIKERGAH: BREGETHE, REREEMEREMW, BEIRIEKRER
ATEHTHE, SR0E 1R OE Q A KB E 2 wERE, WoE M AEaRES
FR) , TUEHBRKGHEZ AERENEERBZEEW, HERSED, R
RARKRATERH SR KT E 2 B AR RENAE.

3. BHIE

F 525 B — v oA [R] (4 1E] # ELTSA VAU 52 F 45 & B 7 i) & I KA B 28 o R i iA
R, BB E o PRIPLEZ A KT E 2 WESARS, ERPBIMEE. BhilE

12
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ERWME 2 i (Neg AFIMEXTH, Q W KBHBEL2EARL WESMA) , HXBITE
PEATNREAREFEZARTETRBRNEERN, REHNABHEZ REFAN S
WX E2EEREAERRNRKE, RANERE STREFRBINTFFR
Ritk, FRREHRIRBFES RERERNER, KT 1:1X10%

LHER 2. BEH KGATE 2 mESUAR ELISA WA &R KT &

—. BRE X E 2 SR ELISA WA &M &

KEHp] 1 &M KR EZ RS E AN S S BRT S Y5
WM Ed 4 I1g6, BB AW: 30%H0, InL, BEBW: HEASKEN 1%H
37,3 .5 |5 -PUBEBEEARE (TMB) W 1mL CK TMB I F R T (Dimethyl
sulfoxide, DMSO) (& — HIZLEEIFZ (Dimethyl formamide, DMF)) B3] , ¥H&EAk
Wi BV PBST 50mL, #fPFYK 1%BSA 10mL, L 0. 05M pH 9. 6 BRERE AN 50mL, H.SO,
2 10mL SEE RS, 18 B IK BT B R ELISA W5 &

—. KBFrs

LIE K ER N EFTKRIE, ASE—HERFES TSP KGH E#AT
We, BAARaEEUTEER:

(1) EEEFECAR: F3 0.05M pH 9. 6 BREREME MBS VT KK FE BB TE 96 FL
e, fFL 100pl, 37TCHE 2 /A, SR/EHF 10mM PBS-0.05% Tween 20 (pH7.4)
P =08

(2) HATHEEREEENR: B 1% BSA # AAEBERMR, 100p1 / 7L, 37C
R 30 44,

(3) 7ERBEAR bnsEi 1 & KA E 2 R BEPUR (£ 200 F#F) 100pl /
T, 3TCHRE 1 /M, SRJSH 10mM PBS-0. 05%Tween 20 (pH7.4) ¥E=iR.

(4) BT EAYBERIC R F IR 186, 100ul / L, 37TCLRIE 30 774, K5
F 10mM PBS-0.05% Tween 20 (pH7.4) ¥&=if;

(5) BB T EA B (9. 8mL pH5. 0 FrigER-BEER 2 E P A 0. 2
mL TMB ¥&¥K., HFI0A 2011 30%H,0,, 34D , 50ul/fl, BEREE 5 9%,

(6) 5l 2N H,SO, 50ul/FLE 1R

(7) TW5E ODwofE

75 0D B A 0.6, XTHRADAKREN KB EERE SRS, FaT R
KBFFEELH 10°/mL, RPARBPRKGHEZ ESUE L& T ZHUARAR &
HF X ENSEE .
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REARFT —HABTESREREREHZRFEENA , HENR
RH—ABTES REREREHZRFESEERN KB TE DI A
R, ZHEFEBEATER : WNEFEFKFIBEHAKBITE ; 2)85F
BXE , BREAKRGBITELEANR ; R ABITELEEARRERRS
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