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Prokaryotic Expression and Immunoreactivity Identification of Different
Encoding Regions of the ORF5 Gene of PRRSV
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Abstract: To identify prokaryotic expression of the ORF5 gene of porcine reproductive and respiratory syndrome
virus (PRRSV) in different encoding regions, fragments D, L, N and C obtained by deleting the N-terminal signal pep-
tide sequence and/ or the transmembrane domain sequence of ORF5 gene were amplified by PCR. Based on cloning and
sequence. These fragments were inserted into the prokaryotic expression vector pEI-32a respectively. The recombinant ex
pression plasmids contained fragments L, N or C yielded recombinant fusion proteins of the expected sizes (33,25 and 29
kDa respectively), but fragment D yielded no recombinant fusion protein. The recombnant fusion protein of fragment L
showed strong positive reaction with PRRSV-infected swine serum by Western blotting, fragment C showed weak positive,
whereas fragment N showed no positive. It indicated that the GHeminus of ORF5 encoding protein played an important
role in immunoreactivity.
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Code Sequence Pesition Length Remarks
P5F 5ACGAATT CAACGCCAGCAACGACAGG 3 88~ 105 26 EcoR 1
P5R 5AACTCGAGCTAAGGACGACCCCATTG3” 586~ 603 26 Xho 1
PCF 5*AGGAATTCGGAGGCATTAGGTTTGG-37 367~ 383 25 EcoR 1
PNR 54AT CI'CGA GTGGTCCCA CTGCCCAAT-3" 182~ 198 25 Xho 1
PN 5*GCCTCCI'GGTCCCACTGCCCAAT-37 182~ 192 23 linker
PC 5*GGACCAGGA GGCATTAGGITTGG3 373~ 383 23 linker
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H. M ORFS 0.6, 25T 1 mmol/L IPTG R
H and M denote the signal peptide and the putative transmembrane 3,4,5,6 h 1 mlL s
domain encoding sequences of ORF5 gene respectively . .
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Fig 1 Amplification of the fragments of ORF5 gene by PCR 100 L PBS 2
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