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Abstract: Infectious bursal disease virus (IBDV) VP4 plays an important role in immunosuppression of host. In order to
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develop monoclonal antibodies (McAbs) against VP4, we vaccinated BALB/c mice with His-VP4, screened and subcloned

positive clones. We established 4 hybridoma cell lines that stably secreted McAbs against VP4 and named these cell lines
3B3, 3H11, 4C8 and 4G6, respectively. We tested the dissociation constant (K4) of these McAbs, and found that their Kgs
were 4.61x107"", 1.71x107"°, 4.26x107"", 5.02x107"", respectively. The isotypes of these McAbs were determined to be
IgGl, IgG1, IgG2b and IgG1l. These McAbs specifically bound to VP4 in IBDV infected DF-1 cells as demonstrated by
Western blotting analysis and fluorescence antibody assay. These McAbs would help to detect IBDV infection and to

analyze the biological activities of IBDV VP4,

Keywords: Infectious Bursal Disease Virus, VP4, prokaryotic expression, monoclonal antibody
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Mouse Monoclonal Antibody Isotyping 50 mL LB
Reagents Sigma 37°C ODgpy 0.6-0.8 IPTG
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Fig. 1 Cloning of vp4 gene and construction of its recombinant expression vector pGEX-6P-1-vp4. (A) Cloning of
vp4 gene. (B) Digestion of pGEX-6P-1-vp4 plasmid with restriction enzyme EcoR I and Xho I .
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Fig. 2 Purification of recombinant protein VP4 and identification of specificity of anti-VP4 McAbs. (A)
Purification of recombinant protein GST-VP4. (B) Analysis of the specificity of anti-VP4 McAbs.
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Fig. 3 Affinity test of anti-VP4 McAbs. (A-D) Affinity test of 3B3, 3H11, 4C8 and 4G6.
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Fig.4 Anti-VP4 McAbs recognize VP4 in IBDV-infected cells. (A) Detection of IBDV VP4 by IFA using indicated
McAbs. (B) Detection of IBDV VP4 by Western blotting using indicated McAbs.
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