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Study on immunogenic recombinant proteins of virulence factors
of Actinobacillus pleuropneumoniae
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Abstract: [Objective] The research studied immunoprotection effect of Actinobacillus pleuropneumo-
nia recombination subunit vaccine. [Method) The recombinants pET- Apx [ A.pET- ApxIll A, pPRoAp-
pOML-1 were constructed by testing laboratory. Bacterial lyses prepared from 1. 0 mmol/L IPTG induced
cultures were loaded directly on to SDS-PAGE. The proteins were immunogenic when detected by Western-
blot analysis. These results suggest that purified protein has bioactivity. The rabbit were immunized with
recombinants of rApx [ ,rApxIll and rOmp (group | ) ;that of rApx [ ,rApxI[ll ,rOmp and viable organism
(group [l );inactivated vaccine of Actinobacillus pleuropneumonia (APP) serotype 1,3 and 7 (group [lI);
PBS (control group). After detecting antibody titers,the immune protection efficacy of multicomponent re-
combinant subunit vaccines was assessed. [Result] Results showed that the levels of antibodies, group Il
were significantly higher than those of the other two groups, but levels of antibodies of group | were lower
than group [ll. and sera titers reached the highest dilution of 1 ¢ 256. [Conclusion] Recombinant proteins of

virulence factors of Actinobacillus pleuropneumoniae have immunogenic, which is the basis to study new
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Fig. 1 SDS-PAGE of expression products of the pET-Apx [ A and pET-Apx|[ll A
1,7. pET-28a product induced with IPTG;2—6. pET-Apx [ A 2.4,6,8,10 h product induced with IPTG;
8—11. pET-ApxIll A 2,4,6,8,10 h product induced with IPTG; M. Protein Marker
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Fig. 2 SDS-PAGE of expression products of the pPRoAppOml-1 and expression products of the recombinant bacteria
1—5. pET-ApxIll A 10,8,6,4,2 h products; M. Protein Marker;6,8,10. pET-Apx [ A,pPRoAppOml-1,pET-ApxIll A products;
7,9,11. pET-Apx [ A,PPRocAppOML-1,pET-ApxIl[ A purified expression products
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Fig. 3 Western-blot test three kinds of expression product
M. Protein Marker;1—3. pET-Apx [ A,pET-Apx[ll A and
pPRoAppOml-1 expression products with IPTG
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Table 1 Result of indirect hemagglutination test of APP toxins recombination

protein vaccine immune Belgian albino rabbit

0 41 Group
Determination time 1 I 1 IV (CK)
B hi Before a first immunity — — — —
B 14 d First immunity 14 d 1:32 1:512 1: 256 —
4 7 d Second immunity 7 d 1: 64 1:2048 1:1024 —
"4 14 d Second immunity 14 d 1:128 1:4096 1:1024 —
4 21 d Second immunity 21 d 1: 256 1:4 096 1:1024 —
T4 28 d Second immunity 28 d 1: 256 1:4096 1:1024 —
4 54 d Second immunity 54 d 1:128 1:2048 1:512 —
4 68 d second immunity 68 d 1:128 1:2048 1:512 —
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Fig. 4 Change law of levels of serum antibodies to APP
toxins recombination protein vaccine
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