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Expression of camp gene of Riemerella anatipestifer from Jilin
isolate and establishment of indirect ELISA using Camp protein

as the coating antigen
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Abstract: To establish the diagnosis method to detection of Riemerella. anatipestifer (RA) infection, the camp gene was

amplified by PCR from genome of RA lJilin isolate with primers designed according to the sequence in GenBank, and cloned into

pET28a vector for expressing in E.coli BL21 (DE3). A molecular weight of about 37 ku recombinant protein was expressed by

induction with IPTG and westernblot results show the protein was able to react withpositive sera of RA serotype 1, 2, 10, 11 and

17. Indirect ELISA method was established with purified Camp protein as coating antigen and proved to have good reproducibility

and specificity. The coincidence rate with ELISA of RA ultrasound lysate antigen was 77.5%. This study further validates the

Camp as RA serotypes common antigen has a higher value in the diagnosis and subunit vaccine development against RA.
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Fig.1 Amplification of camp gene by PCR
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1: pET28a/BL21 induced ; 2: pET-camp/BL21 induced;

3: Purified protein of Camp; M: Lower molecular protein Marker;
4: Positive serotype 1; 5: Positive serotype 2; 6: Positive serotype 10;
7: Positive serotype 11; 8: Positive serotype 17;

M: Golden rainbow protein standards
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Fig.2 Expression and purification of Camp protein and
western blot analysis
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Table 1 Result of optimal antigen coating concentration
and serum dilution

Antigen Serum dilution
concentration 1:50 1:100 1:200 1:400
(gb) —+ -+ -+ - x -
2.5 0.784 0.177 0.658 0.094 0.706 0.083 0.544 0.024
5 0.803 0.156 0.694 0.136 0.581 0.103 0.478 0.102
10 1.104 0.206 1.083 0.107 0.897 0.056 0.765 0.043
20 0.985 0.230 1.045 0.167 0.901 0.100 0.741 0.035
2.3.2 E.coli. Saimonella.
Pasteurellosis, DHV ., RA
RA OD 4gorm
0.372 ( 2) Camp
2.3.3 ELISA SPSS
6% ( 3) ELISA
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Table 2 Result of specificity test

Positive serum of some pathogens

E.coli Saimonella Pasteurellosis DHV RA
ODygown  0.142 0.197 0.205 0.106 0.985
3

Table 3 Result of repetitive test

Reproducibility n Intra-coefficient of variation Inter-coefficient of variation
test X+SD CV (%) X+SD  CV (%)

3 1.05+0.03 3.18 1.12+0.05 4.21
1.07+0.04 3.99 1.20+0.05  4.183
0.92+0.02 2.63 1.24+0.05 4.13

3 0.11:£0.005 4.54 0.15+0.006  3.86
0.08+0.002  2.87 0.13+0.007  5.16
0.09+0.003  3.25 0.14+£0.007  5.03

Positive samples

Negative samples
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Table 4 Result of comparison test
ELISA
ELISA with ultrasonic breaking antigen
Positive Negative Total
72 14 86
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Camp-ELISA - 54 100 154
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126 114 240
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