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Table 1  Test grouping and Vaccination
the first immunization the second immunization
groups L -
dose /mouse vaccination route dose /mouse vaccination route
recombinant virus PGO 1 x10°PFU intramuscular injection 1 x 10°PFU intramuscular injection
PCV2 inactivated vaccine 100 pL intramuscular injection 100 L intramuscular injection
DMEM medium 100 pL intramuscular injection 100 pL intramuscular injection

1.6.2 #EBMEIETE RSN (MTT Ltk &%) :
W3 35 0 3k B 40 B RPMIT 1640 15 557 ¥ IC A 5 =2 T
1 x 10° 8 41 g 8, 2R 5 T 96 LA b 45 4L n A
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S0 5 5 60 A B P o J RS 8 n AT e S S 6 Ay =5
I B3 AEE. E 5% CO, 37C 5 F 4
(Thermo,371 M) 1% % 36 h J5 #EAT 005 « I 5E A
4 h I EEFLINN MTT 20 wL (5 mg/mL) 4k 25 5%, )
SE I FL I A 200 pL ) DMSO, 78 43 %% #% 10 min
(IR T, 4 R W vT) 55 min Py F i 1
G2 A WAL (Thermo) W 52 OD 0 8« 45 5 F i ¥ 45
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X 0D 1) /(40 OD {5 - =5 1 OD 1) . K%Lk
B AL G 2 R
1.7 PCV2 #ik a4

ERNEE IS el A Y D I T
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Figure 1. Construction of recombinant plasmid pGO.
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N T ZH O AT BB R A o A 9O BB T B
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0I5 TE BRI ik B 35t SR 6 5% e o K R A 9 R UK
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BRI AN A 2B I O S B RR 20 €5, T A A e
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Figure 2. Illustration of green fluorescence after plaque assay with
different brightness. A: The photo collected with brightness; B: the

photo collected with white brightness.
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AR L 15 WARG IR K 4k 85988, JF
FH PCR % 5 — /Ml BE, ¥ Red 4% th 1 445 702 bp
(ORF2 #L [K) Fy 4%, iF B ORF2 £& a2 b 3 N 2 5%
PRV R 558 HBO8 tk, & B 55 4193 B¢ 15t 4% A2 2 Uf o
2.3 ik B 40 AR TE N E 4

TAJE 4 BRI S HUN RGBS, SR AR IR AE
I BRI, IR 48 58 Ah £ I KT 1 PCV2
VB R S BT IR L DAAS DU/ BRPR P abk B2 4 i 1) R
S PRSI N B . 45 R W AU R 4L S T
/N B P AR R S P UK B 4 R B R N, 5 PCV2 K
RE T AL B B PR B AL A Lk, 22 S 3 (P < 0.05)
(K3) .
40
35F
30k
25F
20k
1.5F

stimulation index(SI)

1.0
05F
0

recombinant virus PCV2 inactivated DMEM medium
PGO vaccine

Bl 3. PCV2 5 71t itk B 40 MG TE M 45 3R
Figure 3. Results of PCV2 specific lymphocyte proliferation
assay. = significant (P <0.05) differences when compared

with PCV2 inactivated vaccine or DMEM medium.

2.4 ELISA #&N48

4 0D KT 0.52 B 4 4 B P, K T 0. 48 B
FIEAYE. Bl 4 s, — % ) 5 4 JE I IR 4 0
B 5 KRB 4L ELISA $UAR K A%, LT 5
DMEM }5FR W4 — A%, 58 5 J I K36 94 B 41 e 44 K
T ELTITUG T, 25 6 JH I E 4% 5 e g 4l Pk
KPR R B BT, R A 2 (|
559 ) AL AL KOS B v AL B OK T3 T
& i > T DMEM 1% 7% 306 I 4L Pk — B Ak Tk K
o TEHRIGEE 6 -9 AW, 4% 4115 42 (1) ELISA
PURZKF I 5 T K P 1 4, 22 5 3% (P <0..05) «
2.5 WERPRBER

DMEM 21+ ¥ 5 JU/N B PCR 45 B3 Ky Bk, &
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3.0 —¢— recombinant virus PGO
HE
—8— PCV2 inactivated vaccine
23— DMEM medium
20
Q 15t
i~}
1.0 .
%
1
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U | 1 1 1 1 1 1 ]
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Hw

4. HRyEEMEH ELISA fuikz17s (OD {B)

Figure 4. The dynamic variation of ELISA antibody determined by ELISA after second immunization (0D

value) . % % = significant (P < 0.05) differences between recombinant virus PGO and PCV2 inactivated

vaccine.

5. PCV2 NY %I FRF/NRARA D PCV2 £ EF AR PCREMER
Figure 5. PCR results of PCV2 genome from tissues of mice after challenged by PCV2 NY isolate. M, Marker;lane 1 -5, group of PGO

recombinant virus; lane 6 — 10, group of DMEM culture solution; lane 11 - 15, group of inactivated vaccine of PCV2; C, Negative

control.
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NSI 38 ™ L% 0 75 10 B2 JE DR R A H Ot

IO L SAGL A MIC3 3 [/ ™ L1 g o
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% PRV JE DRI % b 35 8 17 A0 4f T I T 2 48 0 3 Bk
Dy B PRV (AR BR vF R 2 A7 T2 4E A . PRV HB98
Fit5 [ A0 55 5 % 1] Bartha-k61 £k AH LU, 1% 5 11 75
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T FE) e 5 T o
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TN RRE T A E RGH 6 -9 HN, B4
i 1 215 A (1) ELISA §T4A /K ¥ B 8wy 1 2K 0% 2
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ELISA HTAAR NS, 75 % Ik S e A G IA B U (1 2%
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T80y, B AP T PCV2 i # (1 ik o R
Y199 BEAE TR AR 7 18 ST 4 g F IBRS2 F 14 7
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" BE 5 PCV2 i 55 VE A O Rtk — AT
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Immune efficacy in mice by recombinant pseudorabies
virus PGO expressing ORF2 gene of porcine circovirus
type 2

Anjun Chao '?, Pengfei Fu', Xiaoqing Guo', Xiaoyun Gao', Baoan Cui',
Hongying Chen'

"College of Animal Science and Veterinary Medicine, Henan Agricultural University, Zhengzhou 450002, Henan

Province, China

? Henan Zhengda Livestock Co., Ltd., Xinxiang 453003, Henan Province, China

Abstract: [Objective] We developed a recombinant pseudorabies virus (PRV) vaccine against porcine circovirus type 2
(PCV2) . [Methods] PCV2 ORF2 gene was inserted into vector pG to produce the recombinant PRV vector pGO; the
genome of PRV attenuated vaccine and the transfer plasmid pGO were transfected by using Lipofectamine™ 2000 Reagent
into swine testis cells for homologous recombination to obtain the recombinant PRV. Six-week-old female Kunming mice
were immunized two intramuscular immunizations 4 weeks apart, and then challenged with the virulent PCV2 NY strain at
8 weeks after the first immunization. [Results] A recombinant PRV expressing PCV2 ORF2 was successfully constructed,
and named PGO. There was a low ELISA antibody level of PCV2-specific humoral immune response elicited by
recombinant virus PGO for the first immunization but high significantly for the second immunization. PCV2 antigen-specific
T-cell proliferative responses can be elicited by immunization with recombinant virus. Challenge experiments show that the
recombinant virus and PCV2 inactivated vaccine could both protect the mice against PCV2 challenge, suggesting that the
recombinant virus can be an excellent potential vaccine. [Conclusion] The results show the recombinant PRV expressing
PCV2 ORF2 had good immunogenicity.

Keywords: porcine circovirus type 2, ORF2 gene, pseudorabies virus, recombinant virus, immune efficacy
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