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Table 1 PCR primers used in this study
2R FE3(5'—>3") P RN/ bp
Name Sequence Product size
L-For GACGGATCGGGAGATCTCCGAGTAGTGCCGGTTG 1301
L-Rev ACGGCACCGGCAAGAGCTCGCGACGATGTACGGGCCAGA
R-For TGAGGCGGAAAGAACCAGGATGCTTCATCGTCGGGGAC 1066
R-Rev GGCCGATTCATTAATGCAGGATGGGCGCTGCACAAA
GFP-For GAGAACCCCGGCCCCGTTAACGTGAGCAAGGGCGAGG 775
GFP-Rev TCTAGATGCATGCTCGAGGTTAACTCACTTATCGTCATC
GAP GAP P2A
\ \ 7
—m cpav {  p3o ps4 H GFP-Flag | PA —

PCMV. E 4l f 55 8 018 37 T 5 pA. 4+ KE LT polyA 15 5 s GAP. 43 B i 8 56 B 19 301k 32 3% s P2 AL Y11 40 B GFP-Flag F5 2%

EUNERAT /N

PCMV. Early promoter of cytomegalovirus; pA. Represents the signal of bovine growth hormone gene polyA; GAP. Elastic joint

separating virus genes; P2A. Self-cleaving peptide that cleans and separates the GFP-Flag tag
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Fig.1 Schematic structure of ASFV F1 fusion gene expression cassette
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Fig.2 Analysis offusion gene sequence
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Fig.3 Observation of rPRV-FI plaques
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Fig. 4

Immunofluorescence of recombinant virus-infected cells
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Fig. 6 Detection of antigen-specific antibodies in pigs immunized with different strategies
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Fig. 7 Detection of antigen-specific IFN-Y in PBMC from immunized pigs
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Prime/Boost Immunization Strategy of Vectored Vaccines
against African Swine Fever Virus

ZHOU Xiaohui' , LU Huipeng®,ZHANG Xinyu',XIA Xiaoli' and SUN Huaichang'

(1. College of Veterinary Medicine, Jiangsu Co-innovation Center for Prevention and Control of Important
Animal Infectious Diseases and Zoonoses, Yangzhou University, Yangzhou Jiangsu 225009, China;
2. the Key Laboratory for High-Tech Research and Development of Veterinary Biopharmaceuticals,

Jiangsu Agri-animal Husbandry Vocational College, Taizhou Jiangsu 225300, China)

Abstract To select a rational prime/boost strategy for immunization of vectored vaccine against Afri-
can swine fever virus (ASFV) ,the recombinant pseudorabies virus which expressed ASFV CD2v-p30-
p54 fusion antigen,namely rPRV-F1, was generated. Together with rAd-F1 expressing the same fu-
sion antigen, four different prime-boost schemes rAd-F1/rAd-F1,rAd-F1/rPRV-F1,rPRV-F1/rPRV-
F1,rPRV-F1/rAd-F1 used to immunize pigs and their serum samples were collected on different days
for the antigen-specific antibody detection. Peripheral blood mononuclear cells (PBMCs) were isolated
and stimulated with the three ASFV antigens for IFN-Y detection. Both immunofluorescence and
Western blotting showed that the fusion antigen was correctly expressed in rPRV-F1-transduced cells.
The antigen-specific antibodies were detected in all immunized pigs, which were significantly boosted
by secondary immunization. Among the four immunization groups,the overall antibody level of rAd-
F1/rAd-F1 immunization group was markedly increased after primary immunization, but it was the
lowest after secondary immunization. In contrast,the overall antibody level of rPRV-F1/rAd-F1 im-
munization group was lower after primary immunization, but it was the highest after secondary immu-
nization. Similarly,the overall antigen-specific IFN-Y response of rAd-F1/rAd-F1 immunization group
was the strongest after primary immunization, but it was the weakest after secondary immunization.
In contrast,the overall IFN-Y response of rPRV-F1/rAd-F1 immunization group was weaker after pri-
mary immunization, but it was the strongest after secondary immunization. These experimental data
suggest that rPRV/rAd is the best prime/boost strategy for immunization of ASFV vectored vaccine.

Key words African swine fever virus; Vectored vaccine; Prime/boost immunization
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