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Table 1  Primer for construction of recombinant VP2-nM2e
Name Nucleotides Sequence (5°—37) Fragment amplification
VP24 ATGGATCCATGACAAACCTGCAAGATCAAACC Forward primer for VP2
VP22 TTGTCGACCTTATGCTCCTGCAATTTTCAGGGG AGA Reverse primer for VP2
VP2-BC215 r(r}q(fé"/éf;:i(éTFETF(éTA(E;é;TAAGG;}AC;;T(‘}T(;FCGACCTC(}GTTAGAAGACTGCTGGC Reverse primer for VP2 fusing with nM2e of HS
ves a1 GCCAGCACTCTICTAACCGAGUTCGACECCTACCACANACACTAGE . e o VP2 uin with a2 o Hs
VP2-BC2-H9 r([‘}igéfl{i((}::[I“ETF(i;TA(;‘(E;TAG(;[‘f:;fggCGACCTCCGTTAGAAGACTGCTGGC Reverse primer for VP2 fusing with nM2e of H9
VP2-BC1 9 GCCAGCAGTCTTCTAACCGAGGTCGAAACGCACACCAGAAACACTAGC Forward primer for VP2 fusing with nM2e of HO

GGGGTAACAATCACACTGTTCT

Ttalics restriction endonuclease enzyme sites. Bold stop codons. Underlined coding sequences for nM2e.
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2 IFA S19

Fig.2 IFA to detect recombiant proteins expressed by Sf9 cell. A B C: VP2,.nM2ey, VP2,.nM2eys and cell control incubated with
chicken antidBDV serum respectively. D E F: VP2,.nM2ey, VP2;.nM2ey;5 and cell control incubated with chicken anti-nM2e serum

respectively. Fluorescein isothiocyanate-conjugated rabbit anti—chicken IgY was used for detection of bound chicken serum.
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Fig.4 Western blot analysis of recombinant proteins. A Incubation
with serum against VP2. B Incubation with serum against nM2e.
M Maker; C cell  control; 1 VP2BCnM2eH9; 2
3 SDS-PAGE VP2BCnM2eHS.

Fig.3 Recombinant proteins detected by SDS-PAGE. M Maker;

C cell control; 1 VP2BCnM2eH9;2 VP2BCnM2eHS5.
2 VP2 VN

Table 2 Qualification chicken number of VN antibody against VP2 in each vaccination group

Vaccination group No. Chicken No. of chickens with VNT antibody qualification/No. total®
VP2,.nM2e,, 10 7/10

VP2,.nM2e,; 10 8/10

IBDV subunit commercial vaccine 10 7/10

HS5 inactivated commercial vaccine 10 —!

H9 inactivated commercial vaccine 10 —"

Bac 10 0/10

Control 10 0/10

a No. of chickens with VNT antibody qualification against IBDV 4 week post secondary vaccination/ No. total.

b not test.
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Fig.5 Detection of antibody against VP2 or nM2e. A ELISA antibody titer against VP2. B ELISA antibody titer against
nM2e. C VNT antibody titer against IBDV. D VNT antibody titer against nM2e. Pre. Vac. pre—vaccination. 2W. P. P. V
2 weeks post primary vaccination. 4W. P. P. V. 4 weeks post primary vaccination. 2W. P. S. V2 weeks post secondary

vaccination. 4W.P.S.V 4 weeks post secondary vaccination.
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Characterization the immunogenicity of recombinant VP2
of infectious bursal disease virus containing N-terminal
M2e of avian influenza virus

Yinghua Tang Yuzhen Gong Yongwei Wang Jihu Lu Peipei Wu Feng Gao
Tao Chen Jiahui He Jibo Hou

Jiangsu Academy of Agricultural Sciences National Research Center of Engineering and Technology for Veterinary

Bioproducts Nanjing 210014 China

Abstract: Objective We developed subunit vaccines against H5 or H9 subtype avian influenza viruses (AIV) and
infectious bursal disease viruses (IBDV). Viral protein 2 (VP2) of IBDV was used as cargo protein to display a 12—
amino-acid (aa) immunodominant epitope derived from N-terminal M2 extracelluar domain (nM2e) of H5 or H9 subtype
AIV. Methods The aa and nucleotide sequence of nM2e was determined by comparing the available avian influenza
vaccine strains and alignment the AIV sequence available in GenBank. One copy of H5 or H9 nM2e was inserted into P,

-nM2e recombinants

region of VP2 origin from IBDV B87 vaccine strain by fusion polymerase chain reaction. The VP2,

were cloned into Bac-to-Bac expression system and transfected to Sf9 cell. The expressed chimeric protein was
characterized by indirect immunofluorescence assay and Western blotting and subsequently was used as antigen to develop
vaccine. The non-immunized chicken was given two injections with the vaccine at a 4-week interval. Serum against VP2
and nM2e was tested by indirect ELISA and virus neutralization in chick embryo fibroblast. Results Both VP2, .nM2e
recombinants were successfully constructed and expressed in Sf9 cell. Both chimeric proteins elicited antibody against VP2
and nM2e. The antibody level elicited by VP2, nM2e, vaccine was higher than that of VP2, . nM2e,,. Conclusion
Both chimeric proteins were immunigenic and the efficacy of VP2,.,nM2e, was higher than VP2, nM2e,,in chicken.
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