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Abstract:[Objective] The recombinant adenovirus carrying ORF1 and ORF2 gene of PCV2 was con-
structed, then the immune result was evaluated. [Method) ORF1,0ORF2 gene of PCV2 were amplified by
PCR. The PCR products were cloned into pMD18-T vector one by one and recombinant plasmids were ob-
tained. The interesting gene was subcloned into the shuttle plasmid of pAdTrack-CMV. The recombinant
plasmid and adenovirus backbone DNA were cotransformated into E. coli BJ5183 and the recombinant ade-
novirus genomic DNA was obtained. After transfecting 293 cell lines with recombinant adenovirus the ge-
nomic DNA by the lipofectamine method, the recombinant adenovirus carrying ORF1 and ORF2 gene was
screened under fluorescent microscopy and PCR analysis. The recombinant adenovirus have been immuned
mice,detected sera antibody about PCV2 of the mice by using ELISA. [Result] We obtained ORF1 and
ORF2 gene of PCV2, constructed the pMDI18-ORF1-ORF2 and pAdCMV-ORF1-ORF2 vector, and ob-
tained the recombinant adenovirus carrying ORF1 and ORF2 gene. The specific antibody about PCV2 has
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been found in serum of the immuned mice. [Conclusion] The recombinant adenovirus carrying ORF1 and

ORF2 gene of PCV2 was obtained and it may induce the mice with specific antibody about PCV2.
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1 PCV2 ORF1 fil ORF2 %X PCR ¥ 3% = 4y i il bk 4% 51
17K (B X D 2. ORF1 () PCR 4474 ;3. ORF2 1y
PCR ¥4 724 ; M. DNA Marker(SD005)
Fig.1 ORF1 and ORF2 gene amplified by PCR
1. PCR with H;O as Negative template; 2. Partial ORF1
amplified from PCV2;3. Partial ORF2 amplified from PCV2;
M. DNA marker(SD005)
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Fig. 2
by digestion with double restriction enzymes
1. The result of pMDI18-ORFI1-ORF2 digested with Spe [ /HindIll ;
2. The result of pMD18-ORF1-ORF2 digested with Kpn Il /Spell ;
M. DNA marker(SD005)

Identification of the recombination plasmid

2000 bp

1000 bp
750 bp

500 bp

K 3 pAdTracK-CMV-ORF1-ORF2 ¥ X{ fiff U] % 5 4%
M;. DNA Marker(DL2000) ;1. Spe | /Not 1 X145
2. Kpn1/Spe ] MR 3. Kpn 1 /Not T SUEETI L 5
M, . DNAMarker(D016-2)
Fig. 3 Identification of the recombination pAdTracK-CMV-
ORF1-ORF2 by digestion with restriction enzymes
M, . DNA marker(DL2000) ;1. The recombination plasmid digested
with Spe [ and Not | ;
2. The recombination plasmid digested with Kpn [ and Spe | ;
3. The recombination plasmid digested with Kpn [ and Not [ ;
M. DNA marker(D016-2)

2000 bp —p

1000 bp —
750 bp —)
500 bp —p

250 bp —p

100 bp —p

P4 o AR B R UK pAdTracK-
CMV-ORF1-ORF2 iy PCR % 5 25 )
M. DNA Marker(DL2000) ;1. 514 P3/P4 14 7= ;
2. 519 PL/P2 ¥ 847453, 514 P1/P4 147~ 4
Identification of pAdTracK-CMV-ORFI1-ORF2 by PCR
M. DNA marker(DL2000) ;1. PCR amplified from the

Fig. 4

recombination plasmid with primer P3/P4;
2. PCR amplified from the recombination plasmid with primer P1/P2;
3. PCR amplified from the recombination plasmid with primer P1/P4
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4—5000bp
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5 E4LARE E TR pAdCMV-ORF1-ORF2
Pac | BV % 8 45 5%
1~4. Pac T WREYI 724 s M. DNA Marker(D016-2)
Identification of the pAdCMV-ORF1-ORF2 with Pac |
1—4. pAdCMV-ORF1-ORF?2 digested with Pac ] ;
M. DNA Marker(D016-2)

Fig. 5
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Fig. 6 CPE of 293 cells

2000 bp

4— 1000 bp
750 bp

4— 500bp

250 bp

4— 100 bp

B 8 L PRHH AJCMV-ORFI-ORF2 f#J PCR % %
1~3. 205 514 P1/P4,P1/P2 il P3/P4 () PCR ¥ 1 7= 4y 5
M. DNA Marker(DL2000)

Fig. 8 Identification of AACMV-ORF1-ORF2 by PCR
1—3. PCR amplified from AdCMV-ORF1-ORF2 with primer
P1/P4,P1/P2 and P3/P4; M. DNA marker (DL2000)
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Fig. 7 The adenovirus with green fluorescent
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iR DR, EA MR W FE AJCMV-ORF1-
ORF2 a5 /N = A 51 % PCV2 R PE BTk
3 i

HHEr PCV2 1E R —Fh B &K M 5, © A it 5
Tz AN BN T S SR R R 1 R
Ji 2z —, HE AT PCV2 (i i % A 5 4F 16 4
s T DK T 5 %) 48 S R R 50RE T A I I SRy
Yl. BT PCV2 A=A 40 M 28 240 B 8% 37 )5 0 5
4D 85 AN o 22 9 o R AR /N L Al Al B R il
il 5 LA 5 8 PR SR PCV2 KIG WA e TS £
Wk, ZEF PCV2 Jy DNA 5. ARSE, T A
FEAL /N BT DA LG B A O I AR . ORF1
1 ORF2 3L & PCV2 () EZILH, — K Rl E
A8 ORIV ST ARG I Oy ik B R S
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F 1 BARRKS AMCMV-ORFI-ORF2 &/ RiFRERELNE ELISA MELE R
Table 1 Results of OD value of PCV2 antibody in immunized sera detected by ELISA
N ‘ —A* The first immune _ 4 The second immune
The No. of mice I Xf B 20 K X R AL
Experiment team Negative team Experiment team Negative team
1 0.253 0. 049 0.427 0.055
2 0.199 0.053 0.376 0.047
3 0.311 0.033 0.422 0. 030
4 0.217 0.041 0. 345 0.059
5 0. 249 0. 060 0.384 0.070
6 0.274 0.037 0.426 0.042
7 0.192 0. 044 0.391 0.038
8 0.229 0.051 0.413 0.041
9 0.235 0. 045 0.430 0.033
10 0.227 0.032 0. 409 0. 044
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