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¥ B 5 55 BE T ELISA F{k# M 75 £

Blocking ELISA method to detect antibody against classical swine fever virus
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—t

]l

i

AARAE IR GB/T 1.1-—2009 25 H () 3000 ke 2,

A KR R A N R G Al R

A bR 4 E S W) DA bR R Z 514 (SAC/TC 18D IH A,

A R B . v [ R 2 M AR T

ABRAE E B RN E R AREE U B R AL R IT IR VARG LT R .
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51

|11

RSO 14 A AT HUR SR8 T B P AT S AR SR T RE Y [ 4.1 SRR 7 E2 8 1 R0k S aliAb A
KA M

AR SO 14 AT HUR X327 R 9 S AT 0 A BB G AT A 57 35

PR RN 10 A SO 9 AT LR DRAIE o b B A58 TR A ] HR 3 A 5 B EL TG S A A9 25 s R 46 1
ALl BB ACVE AT AT B o %L RIS N B W E AR SO R R AT LR A6 58 . AR S A5 R AT i AT B
F 7 AR5 -

LR NLEA b [ 8 B2 25 ) 48 P

Motk AR O R 8 5

T TE R BR LR LR Oh AR SCIF I R 8E T T RE ¥ B LR o AR SCIF 18 Al ILA AN 7R 4H R i 2k
I BTE
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¥ = % = AT ELISA B4k #6M 75 3£

1 EE

AARHERLRE T 48 50 7 DU AR I 5 BT ELISA J5 ik
AR S8 FH T R TR AGL I {EL I 3k DX 5 T S B AT A R B e SR e B A

2 MetsIAxXH
NN SCAF RS T A SR 00 A b AN w] A o LS T HOIAG 51 S A0 H 3 B0 ROAS 5 T AR 5C

PFo LR TE H 951 SR Hdw 7 RRAS CRLAR B A7 B A8 2 30 365 1 1 A SCAF
BEERE YL ARG RN E 302 5

3 HEEEIE
N A TR T A S

CSFV . %95 9% 7 (Classical Swine Fever Virus)

ELISA . fiff 5 40 % W B 5 (Enzyme-Linked Immunosorbent Assay)
HRP . 3R i E AL W i (Horseradish Peroxidase)

OD . 3% & (Optical Density)

4 X

4.1 FEENTE E2 A MR AL

4.2 EESHY S WK B,

4.3 bR BH P ML PR S AT R ] A DO BT T v AR AR I S B
4.4 FpuEBIVE ML « JCREPEHTOR SR G2 58 A2 1 A7 I - 22 9 G HT Mg 7 v R 0 A 00 Sy B
4.5 W C.1.

4.6 @ERREhZ ML C.2,

4.7  EH MWW C.3.

4.8 20 fEHRAR VLW WL C.4,

4.9 MW C.5,

4.10 JEPIW AW C.6,

411 JEYIW B C.7,

411 &K EW - C8,

4.12 Ry AR . T B [ 28 B R AR &

5 gEHMigE

5.1 37 CiH4.
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5.2 BHHKBEEUN .

5.3 R A (200 pL 1 000 pL) AWk,
5.4 ZEMW 4w (200 pl),

5.5 WISV AR o

5.6 —WMEH# G mL,10 mL),

6 I iEREA A 4R

6.1 HAREKAE

SR B T DK UL PR o 5 Sk 8 T P — > T 6 8 5 A [) 04 ) T S A8 AN RETRE P o T 7 s Ik i - 5 Ak G T R
ML, AT 2 mL, EEFHE TR 2 b 1F B ARBEE S 8T 2 'C~8 "CUKAT U E AT 2 had 000 r/min
B0 10 ming RS W AR /MO 1R 1L

6.2 MEHAKNERSIEE

A . AR PR S A W B RO AR UL ) BEAT R A 2R W2 AR

7 KT R

7.1 BUREAAYE FARORE ERZ BT A E2 SO R 0.2 pg/mL . A4 B I KA, 100 L/ L
2 °C~8 CHupl 16 h, B A4 b 40 i 4

7.2 BURA AR A E A AT SR ALK AL T BRI 300 pLL EERE 1R, BALINA
S 10 B B AR 300 pl, 2 °C ~8 CE M 24 h, HH4SHG. 32 P, FmA 1450k R
300 pL EEUE 1 UC, THOUKIELR B4 T

7.3 TEHUR A TP I AR B, 50 pL/ L B AR A I T 4R U A B B s A b, 50 pL/fL. [\
T A B P e HE R I 4 o B i 9 4% 2 L. 50 pL/4L, 37 CilA T 1 h,

7.4 FERVI - BALIMA 1TX PR 300 pL, Pk 3 K.

7.5  FBEWCK B LS A W R 100 £ LI 100 pL, 37 CHAE TR 1 h,

7.6 HE 7.4 L5,

7.7 KIKYIW A R B AZ SRR A IR A S SRV A B PR A A P, AL 100 pL, O B A
10 min,

7.8 HALIMA 100 pL & E¥K .

7.9 AR EEE 450 nm WA,

7.10 AR F LD~ ]

N :leﬁ (1)
j—:t':,j!
N — B BRAL - 2485
Ny ——BAEX FRAL 1 #9 OD i
N, —— X I AL 2 B9 OD {H..

2
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K.
P B B AL 29 0A
P —FHMEXTEFL 1 /9 OD fH;
P, ——F¥EXT AL 2 819 OD 1A,
N —S

B="—""XxX100% cerreeereeeiiee i cenieneneenn (3)
K.
B —— W
N —— B HE L 218
S — A& OD 1A,

711 AR ST S AR UE B R BB AMLTE OD,so o ==0.5 . 7 i BH Y Xk B8 (0 BELIT 22K TF 5090, 1% 4 B 45 51
AT . BRI AN ST 8 AT A

8 HRHAE

8.1 Sl A R AR 11 BHL T 36 =40 %6, WIZRE AR BT LA S BH % o B A 508 DO AAE 7 5 0098 AG A AR 1Y) BHL G
FRI32 00, MIZAE A AT LU Ay B P S BTG 8 9 B0 U4 F7 AE 5 An SR 3R 2 B BEL T S8 7E 3200 ~ 40 %0, W) i 7E
14 d J5oxb gh Yy kAT B R A

8.2 AR HRT AT & W AR 0 W AT A T R A R H

9 FEEm

9.1 JIrA AR LM B AR R A HLUE .

9.2 JHT IR A AL A L HEA T AL ME » LG 22 i R e AG I 45 2R

9.3 20 A 4 Uk U WAE AR IR R 77 5 AT 8 2o 7 A 11 G 48 o DR fok R 0 ik i P

9.4 JERMI WAL LT W I L B Ik LA K 0 A AR P 8 S R v IO 2 SO L Y By 4 L B Ak
M ARA

9.5 JER WU TN E G PR AT b O 55 S A R A2 i S U R TR A D PR T

9.6 AWM —HT 2 C~8 CHRAF. M AMKE ZEl .

9.7 LT A B BB AL — Y B S8 Y LT A R AR N A B LSS B R AR T OF AT BRI R
YA I S AR VE o AR FEAT 22 BRI I SO AR A RE B A 37 “C AR b+ LA B 5 3045 S N AR 32 O 1
37 °C BRI+ S AR AT S T N BN B AR S B TR AR P EORRER T B A DI R 2
ALy,
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Mt X A
RSB M B 3R
BEREELEANRERAL

A1 #EFK

B9 S Ak 55 75 E ¥ AR 5 K A1 1 B2 25 4N L L pFastBacl ki . DH10Bac J& A2 25 401 i . S19 40 g L it
L R e Gl oR) L JC I B R L 1 O R A AR R

A2 S|HYF3

P1-1: 5" >ATAGGATCCACCATGGCATTCCTCATCTGCTTGATAAAAGTATTAAG<3'

P2-1. 5 >TAAGCTTACTTGGTACCGTGATGGTGATGGTGATGTCCCATACCAGCGGCG
AGTTGTTCTGTTAGAACTACGTAGGTCACTATCAGC<3'

MI13F;: 5" >GTTTTCCCAGTCACGAC<3'

M13R: 5" >CAGGAAACAGCTATGAC<3'

A3 FiE

A3l EAHRBHEHNHE

B SAL S5 REE B bk RINA B BRI S o 4 MO 2 cDNA, TS 1) P1-1 1 P2-1 4 3 RHRL  fk
S5 REE bR DR BHVE WO I 44K o 4 7 ) AR pFastbacl 43 511 F BamH 1 /Hind Il B4 i% 4% ,
e AR I T 52 5 200 M 5 06 4 78 0 T AL R AR

A32 EHAMFHRHIHBE

e T AL B 3 A e b DH10Bac Jg 32 245 4 ML . 76 7 1 35 77 2 b R AT 8 1 50 7 326 » I B0 R 0
PCR Jy kit 47 %52 . 51498 M13F/MI13R, B F B & R 3 500 bp.

A33 HRARFBERE

o 2 TE T Y 9 I T T SR P R IR L TR $ BN & B IO LT R DNAL e Gt i) e
e SI9 40, e L5 28 "CHEFR 96 h AR1G A RE . KO FEWAE ST9 AL A% 3 AR5 . LA 100 Y He 49 %
Ye SI9 4,28 CHi 5% 96 h J5 U EREFE 1.

A3.4 BERSE2EQMAL

MR B E A 121000 £/m 5.0 10 min, R < AR F SR A6 -9 5 0 A AR 2 9 0
IR T 2R MR MR (50 mmol/L BEfiR 4N . 300 mmol/L G ki, pH 7.00H 4 CEN . Ay
e B SR A VI T A T SR AR AT R 4 CC R 30 min J5 . A 40 mmol /L Ik e e B i S Ve M
Wi. JH SDS-PAGE HLyk Kyl a1k 2

A35 ERAKEMNE

A BCA & 2 & 71wk B, Ul B 45 B ) BSA & (bR i 250 pg/mL. 125 pg/mL.50 pg/mL.
4
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25 pg/mL.5 pg/mL.0 pg/mL f¢ E2 E AR 10 45, HAL LB B84k . IE OD592 nm, £ il b5
e 2 R E2 AW EE . AR Y E2 S AWEZ N =>0.1 mg/mL.
A36 FEAHENEMSFENE

U5 pL 2 pL 1 pL gl Yy kAT SDS-PAGE HLIK - HTEBE I B AS A Hh AR I 2 351 40 0k D0 7 3R
FLAERE  J A0 RE R 90 0 o [a] Ik PR R FHAE I3 X 26K 5 19 E2 28 [ 4T Western blot %7€ Fl ELISA
MERE B B I A S A R A R S SN 2 R TR SN
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Mt R B
& LM B 3%
B st S MR H &

B.1 ##}

B.1.1 W T E2 81 A S Alifb DL SR AL

B.1.2  HpIRSE A 3k [ROR 58 47 .6 ~8 Ji k% Bal B/C /NEL. 5 4 8 Z IR A (100 ), /N U8
MM (SP2/0) .t B Eagle $53% 4 (Dulbecco’ s modification of Eagle’s medium Dulbecco, DMEM) | i
1M 7% (Fetal Bovine Serum,FBS) .50 % B Z, . fiZ 1 000, VYR B4 M p4 4 M 4t 1 43% 52 JE 3R B (50 X))
(HYPOXANTHINE-THYMIDINE MEDIA SUPPLEMENT, HT) ., ¥ # W #4-42 0t 04— it 7 45 352 3L s
4 (50 ) (HYPOXANTHINE-AMINOPTERIN-THYMIDINE MEDIA SUPPLEMENT, HAT)
B G RAZNTAE BRI 8 A W B Ar 10 150 6 A0 B 5 0 Al 200 PR 300 45 34 R R Ak

B.1.3  JLREEFEW . DMEM K30t , & 1 U S H Z IR AW

B.1.4 HAT #5358 : &% 10 %0FBS iy DMEM R 32, i HAT 2R E R 2260, & L0 G R RIR AW
B.1.5 HT ¥igf#: % 100FBS i) DMEM i 323, i HT BZUREN 2%, & 10 B RIR AW

B.2 Fik

B2.1 ®#&

RO E2 A ME R 100 pg/mL, 596 [RS8 A 50 S5 IR 5 U IR N 2 0 AT
I mL/H s Z A 4~6 JAJ5 Bk B 100 pg/mL B E2 8 H 5 o [0 58 A0 50 458 B IR & I T4
0.5 mL/H s =4 Jrik | — 4 W0 =4 2 A5 B 0.5 mL ¥ 100 pg/mL () E2 8 P B #2185 e
PN 3 d JEaEAT A MR

B.2.2 S

G T 37 BB AR /0N BB B A o 43 S0 150 e 1 200 pemn 47 R0 5 98 L 45 WS B9 40 1000 v/ min 2§
L 5 min, FF L. UU0EH TLIME DMEM &, 47 40 M T4, K5 3% 4019 SP2/0 41 i M 40 i 15 37 0
FREERCE  H I E DMEM K5 3% B F AT 40T H 45, K il 45 o L 4 i A SP2/0 44 IR S ¢ 1~
8+ 1M LLWIIR A 1 000 r/min B0 10 min, 3% L. WHC 1 mL 50% % 2 " 1 000 %W . 18 in A
(60 s PO ELIMET . SRJ5 7 BIZE 5 min PIE N 25 mL i3 DMEM, 1 000 r/min &> 10 min, % I
WM 30 mL HAT Br 3R &, 70 2% F 96 FLAN M = M vh . B % 500 & Ak 37 CIR A p b5 5%
7d,

B.2.3  Hikih i R i iE

SE SO Bl 5 I 0 D T 00 e R L T B B e e 0 A AL T AR A 1/10 RLE L E 100 pL
AN L AT PURARIN . SR A R B 0 Xk BH Pk v I L 2R AT v B L T BRAE SR HT B R it A7 .
B 500 ZAEARERIY 37 CCURAR B SR WILEE L SR FIAH TR O B AT UM DU . S 5 R g B N R AT
3W~4 K.
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B.2.4 BRERGEKNHES 4L

R 75 T 1) 2% S TR A ML R AT 4 R 3R i SO A D L AT T o Ak R R R 1< 10° A/ m L~
210" 2/ mL & 28 BRUE LA 0.5 mL. g I L fp /0 Sl I 08 B2 DK LA 904z sl ot o P 3 53 i TR
K. FRERIEKT 5 000 r/min &0 10 min, B, 0.01 mol/L pH 7.2 IR £5 22 m 80K 11
KFRRE 10 /%5 HE G EMZHr ke AT ai1k

B.25 EEAWMRIH &
Fe ali A J5 1 B v B BT M T BN 5 S AL W B A 1C 1R B R AT AR T R A0 BR AR IR I A AT
B.2.6 EREAMBNHIHE

K W45 5 W AT 100 A5 F6 R FHEEAT 2 BRI R, 7.2 il a5 A DL I o AT B 45 5
AN K OD R T 1.0 BH BB AE N M4 5 W02t . IR B8 A 45 & W vk 2 2 0 1 100 1%
—20 C A
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M x C
(FLSE 1 B 3R
i B
C.1 H#HiKkHEF
PRECIIRGH 1 g MBRIREGH 3 g 3 T 1 000 mL £ ¥k .49 pH 2 9.4~9.6,
C.2 BEEREh 28 M ik Y EC )

FREC K AR 40 3.5 g KA miR &4 0.25 g A& LA 8.5 g. % T 800 mL £ B T /K
LT pH B 7.2~7.6  HEE F/KERZE 1000 mL,

C.3 HMAKAEF
M4 MEHEEA 3 g. 8T 100 mL BEEREE vl .
C.4 20 fEiRk4s ok BB EL I

R KSR E 81 70 g, KA WEER &4 5 g, 5 4L 170.0 g, it iR-20 16.0 mL, &8 F
JKZE 800 mL, ¥ pH £ 7.4~7.6,EA%E 1000 mL, 121 °C 15 min HEKEHE, EWRAENSH. HiH
B K 20 A5 AR VR T 28 K B 2 B Tk ¥ 1 ¢ 19 B BIR & BT,

C5 BmEBRHEH

TIN50 mL Sy i F 95.0 mL SRR L 22 vl
C.6 EWEARES

FREL TMB 200 mg, Jo/K £ B (3 = H FE WA 100 mL, i 3F /K % 1 000 mL,
C7 K& BHES

T+ IR A B IR A T4 14.60 g kP BERR 9.33 2,0.75 % EALIE 6.4 mL, =7 /K%E 1 000 mL,#§ £
pH 5.0~5.4,

C.8 &b iKREYEL HI

G EBEF K GHETR (36 %0 ~38%) L 9+ 1 WYL HIIE & BV AT, =R R 77,
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