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Abstract: In this study, we aimed to develop recombinant PRV rPRV-AH-gl /gE /gM /gD with
double gD and evaluate its immune efficacy. The recombinant virus rPRV-AH-gI /gE~/gM ™ /gD~
was constructed by deleting gM gene and inserting gD expression cassette at the deficient region.
Four-week-old Kunming mice were immunized twice with 10”° TCIDy, inactivated TPRV-AH-gl"/
gE~ , rPRV-AH-gl /gE /gM , rPRV-AH-gl /gE /gM /gD at an interval of 3 weeks.
Commercial vaccine and DMEM were as the control group. After immunization, regular blood was

collected, neutralizing antibody levels in sera were detected by neutralization test, and total antibody
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levels were detected by ELISA. At 6 weeks of first immunization, mice were challenged with
10>°TCID;, PRV-AH. The inserted gD gene was expressed with the molecular weight of 53 ku in the

rPRV-AH-gl /gE /gM /gD'.

The neutralizing and total IgG antibody levels of rfPRV-AH-gI /

gE /gM /gD"' group were significantly higher than those of rPRV-AH-gl /gE and rPRV-AH-gl /
gE /gM ™ at 4 and 6 weeks after first immunization (P<Z0.01). However, compared with the

commercial vaccine group, the difference was not significant (P>>0.05). After challenged with PRV -
AH, the protection rates were 100%, 70%, 60% and 90% of the rPRV-AH-gl /gE /gM /gD,
rPRV-AH-gl /gE /gM ™, rPRV-AH-gl /gE  and commercial vaccine groups respectively. The

results showed that the insertion of gD gene can improve the immune protection effect of the

recombinant virus which is helpful in developing vaccine candidate for PRV control.
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Table 1 Primer sequences of the different genes

CIR A 51¥)F 4 (5—>3")

Gene name Primer sequences
gM-LA1-F CATCGTTCCCGTCTGGTGTC
gM-LA1-R TTCGTCGAGGTCGTCGTGTC
gM-RA1-F AGAGGCTGATGTGGAAGCTGTT
gM-RA1-R TGATAGAGGTCTGCGGGTTCG

Sosoo-EGFP-F
Sosoo-EGFP-R
Sosoo-gD-F
Sosoo-gD-R

ACCTGCAGGCATGCAAGCTTCGTTACATAACTTACGGTAAAT
CCACATCAGCCTCTAAGCTTTAAGATACATTGATGAGTTTGG
GCAGAAATCGTCGACCTGCAGGCATGCAAGCTTCAGATATACGCGTTGAC
TCCTGGCCAACAGCTTCAACATCAGCCTCTACCTCAGAAG CCATAGAGC
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Fig. 1 Construction strategy of the recombinant virus
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Fig.2 PCR amplification of gM-LA1, gM-RA1 and gD gene
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Fig. 3 Identification of the plasmid pMD-LA1-EGFP-RA1
by PCR
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Fig. 4 Identification of the plasmid pMD-LA1-gD-RA1 by
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Fig. 5 Identification of inserted gD expression cassette in

the recombinant virus rPRV-AH-gI /gE /gM /gD*

. Negative control

BHK-2141l)jf1

PRV-AH

Fig. 6 Fluorescence identification of the recombinant viruses (231X)
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Fig.7 Detection of inserted gD in the recombinant virus
rPRV-AH-gI /gE /gM /gD"by Western blot
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Fig. 8 Detection of total gD in the recombinant virus rPRV-AH-gl /gE /gM /gD*by IFA (Bar=200 pm)
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Fig. 9 The levels of neutralizing antibodies in sera of mice from each group at different times after immunization
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