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Abstract: To understand the effects of different antigents on ELISA detecting efficiency for the antibody of
classical swine fever virus ( CSFV ), the recombinant E2 protein, EO protein, C protein and NS5B protein of
CSFV were obtained by prokaryotic expression which were about 35,42, 16 and 80 kD. These proteins were

purified by using Ni—-NTA affinity chromatographic column. The purity of the raw materials calculated by

EBEAT: G/NT 0L, TR, N e 2 Wridsnl ) Wk 5 27
BWAES . MM, E-mail: z1p369@ vip.163.com



<20 - o E 2 2 2017 4F 6 HAS 51 55 6 1

Chinese Journal of Veterinary Drug

BandScan software was suitable for ELISA detection. The ELISA was carried on by using four proteins above as
coating antigents. The effect of ELISA detection result for CSFV antibody by using different antigents was
compared through ten samples of CSFV —positive sera and ten samples of CSFV—negative sera from company. The
result showed that the sensitivity and specificity of reagent can reach more than 80% by using E2 protein as the
raw material which was coated to detecting the control sera. Therefore, E2 protein was satisfied for CSFV antibody
ELISA detection. As the results, E2 protein was treated as the coating antigent to developing ELISA reagent. The
positive coincidence rate, negative coincidence rate and total coincidence rate of developed reagent were 95.53%,
86.56% and 91.67%, compared to IDEXX reagent with high popularity and good quality internationally from
Untied States on 432 samples of pig clinical samples. In a word, the ability to detect the CSFV antibody from
IDEXX and our company were almost the same. The results indicated that it’s the best effect of ELISA detection

result for CSFV antibody by using E2 protein as coating antigen. This reagent can be used for the detection of pig

clinical sera, which laid the foundation for the further study of the detection reagent in ELISA.

Key words: ELISA; detecting efficiency; prokaryotic expression; E2 protein
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1. E2 %PH;2,4,6 Fl 8: DNA Marker DL 2000;3: EO 3£/ ;5. C 3 ;7. NS5B M
1: E2 gene; 2, 4, 6and 8: DNA Marker DL2000; 3. EO gene; 5: C gene; 7: NS5B gene
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Fig 1 RT-PCR amplification of four gene products
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1,6: DNA Marker DL 5000;2: pET32a-C B§¥I7=4;3: pET32a— E2 BYI~4);
4. pET32a— EO BEYIF=4;5: pET32a—-NS5B Mg~
1, 6: DNA Marker DL 5000; 2; pET32a-C digested product; 3: pET32a— E2 digested product;
4. pET32a- EO digested product; 5: pET32a-NS5B digested product
2 BHERIEFHNEIIEE

Fig 2 Enzyme identification of recombinant expression plasmids
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1,4,10: #E[1 Marker 80 kD;2: pET32a- E2/BL21(DE3) 5 %)5 ;3. 4ifb)5 E2 #1;5: pET32a- EO/BL21(DE3) %5 ;

10 11 12

1

6. 4lifbJ5 B0 E ;7 & Marker 100 kD;8; pET32a~ C/BL21(DE3) %S5 ;9: 4ifk)5 C HA;
11: pET32a- NS5B/BL21(DE3) %5 ;12 4lifk)5 NS5B &

1, 4,10: Protein Marker 80 kD; 2: pET32a— E2/BL21( DE3) with induction; 3: target protein E2 after purification
5: pET32a- EO/BL21( DE3) with induction; 6: target protein EO after purification; 7 Protein Marker 100 kD ;
8: pET32a— C/BL21(DE3)with induction; 9: target protein C after purification;;

11 pET32a~ NS5B/BL21( DE3) with induction; 12 target protein NS5B after purification
3 4TMEHZAH SDS-PAGE ¥7E
Fig 3 SDS-PAGE identification of four recombinant proteins
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Tab 1 The results of ten positive quality control sera detected by four kinds of swine fever virus proteins

A8 R} Il FLAE P1 P2 P3 P4 P5 P6 pP7 P8 P9 P10
0.354 0390 0.052 0.784  0.691 0.489 0998  1.587  1.227 1.998
E2 0.179
+ + - + + + + + + +
0.045 0.101 0.087 0.435 1.645 0.056 0.741 0.113 1.057 1.524
EO 0.221
- - - + + - + - + +
0.578 0.647 0.746 0.827 1.267 0.154 1.645 1.087 1.285 0.798
C 0.200
+ + + + + - + + + +
0.057  0.068 0.078 0.095 0.104 0.082 0.062 1.045 0.924 0.045
NS5B 0.183

- - - _ - - - + " -
P1-P10 24 10 {53 FHPE BT LT 45 o P1-P10 BEAR UKL IS5 SRAEF I BUEER AR U@ LR+ Rl = 3R0R "+ FoR R I 45 3R K T I
FUE, B ;v — SRR IS RN TR S, B EE

P1-P10 is the number of ten positive quality control sera. The instrument test results of P1-P10 were indicated by numerical values. The determina-

tion results of P1-P10 were indicated by symbol " +" and " —". If the determination results were greater than the critical value, symbol " +" was used.

If the determination results were less than the critical value, symbol " =" was used

R2 ATBEREESSAEABHHERT 10 4 40l BR 4 Bz fa i 5 45 R

Tab 2 The results of ten negative quality control sera detected by four kinds of swine fever virus proteins

A% Rk I N1 N2 N3 N4 N5 N6 N7 N8 N9 N10
0.041 0.067 0.052 0.104 0451 0.081 0.462 0.057 0.068 0.072
E2 0.179
_ _ _ _ + _ + _ _ _
0.057 1.201 0.175 0.852 0.137 0.964 0.120 0.843  0.107 0.098
EO 0.221
- + - + - + - + - -
1.451 0957 0.628 0.751 0.657 0.154 0.354 0.741  0.052 0.898
C 0.200
+ + + + + - + + - +
0.147  0.056 0.098 0.104 0.058 0.064 0.089 0.163  0.087 0.093
NS5B 0.183

N1=-N10 Jy 10 3 PS4 b M5 47 . N1-N10 BAR QU TN AE R ATEUE SRR AR+ T = R "+ R Al 45 RO T il S,
PR = FORKR NG R N TG SUE, S B

N1-N10 is the number of ten negative quality control sera. The instrument test results of N1-N10 were indicated by numerical values. The determina-

tion results of NI-N10 were indicated by symbol "+" and " =". If the determination results were greater than the critical value, symbol " +" was used.

If the determination results were less than the critical value, symbol " —" was used
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Tab 3 The data statistics of pig clinical 432 samples of sera detected by two kinds of reagents

IDEXX %71
hE A
B B
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H.E0 ZEH . C F MM NSSB & A, K/l 20k
35,4216 180 kD, £ Ni-NTA ZEHZHritalifl
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ELISA # i2L3R 5 2R H EO 2 AR R JER 1T 61

Bl A 25 R REALHEAR K Bs oA R C 2R
FIVE R SRR A T AL R A A 0 25 SR A7 A AR ™ E
S5 MRS A s R NSSB 2R AR O TR HEAT 40 B
B, G U 285 SR B A Ay [T 15 a2 B 1 A 3R g
AR5 , ASBET 2R FE HUR ELISA R A9 20K
WCR ) B2 B AR A R R4 TR 0 TR PR
A6 DU 40 25 A

I FE IR S o8 () 22 0 JE L, 00 A6 0F i+ 4 S0
FEPLIR ELISA Rl 7, -4 3 55 [ Br i 44 B
FE R TR0 25 [ IDEXX [R] 2638500 % 432 145 i R
B 38 IR AT A5 A PEAG I, 25 5 5 95 [E IDEXX 32 5
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FFA A 91.67% , £ A PRGN B3 7R 79 Fof 4k 55
R 25 R A B g — b IRIA, AR A ik
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ALUF WS 1) PIA R 4 53 Bk 06 JR B I i) 22
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BV K BN bR i SR T RE B A, rh i R R R il
R AR e 1) H2 vk 0 B B 96 K B D 1gG 1Y il A —
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