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In vitro replication characteristics of porcine circovirus 2(PCV2)
belonging to B subcluster of genogroupl

LUO Wei, ZHAO Dun, WU Hai-chao, JIANG Da-liang, YU Xing-long”

(College of Veterinary Medicine, Hunan Agricultural University, Changsha 410128, China)

Abstract: To observe the replication dynamics of PCV2 in PK15 cell, PCV2-1B infectious clone virus was inoculated to
the homogenous PK15(A10) cells. After grew to 100% confluence, the cell was serially passaged. And part of the 5" and
6™ -generation cells were maintained by altering cell culture medium at one day interval to maintain the cells. The culture
medium of the 10" generation cells was inoculated to fresh A10 cells which was also maintained by culture medium
alteration. The results of PCR and quantitative PCR showed that after infection, the PCV2 genome copies increased with
the growth of the cells until the cell reached 100% confluence. And the PCV2 genome copies maintained at a level of
10"-10® copies/mL in cells after maintained by culture medium alteration for 10 days. Infection of A10 cell with culture
medium of the 10™ generation cells also showed the virus genome content increased with the growth of the cell, and when

reached 10° copies/mL, the genome copies maintained at 10’—10° copies/mL.
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Fig. 1 PCR tests for PCV2 infected cell samples within 96 h

after inoculation
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Fig. 2 PCR tests for PCV2 infected passaged cell samples(partial samples)
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Table 1 Qantitavie PCR results for passaged infected cells

c DNA /

' ( mL™)
1 2 304 31.364 5.0x10°
2 3 307 31.015 6.4x10°
7 8 408 27.738 6.9x107
8 9 428 23.392 1.6x10°
9 10 437 24.640 6.5x10°
10 11 444 24.821 5.7x10%
11 12 455 24.081 9.8x10°
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Fig. 3 PCR tests for infected cells maintained through culture

medium exchange
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Table 2 Qauntitative PCR for the maintained PCV?2 infected
PK15 cells after passaged 4 times

DNA /

/d C C mLh
1 2 326 29.190 2.4x107
3 339 28.667 3.5x107
4 8 363 32.292 2.5x10°
5 10 402 30.668 8.2x10°
6 12 412 29.985 1.3x107
7 14 420 29.549 1.9x107
9 18 425 27.433 8.6x107
11 22 433 26.672 1.5x10*
12 24 441 28.779 3.2x107
13 26 446 28.601 3.7x107

#3 FoKHBUFHMAEEPCRIENER
Table 3 Qauntitative PCR for the maintained PCV2 infected
PK15 cells after passaged 5 times

P C. DNA 71/

(  mL")
1 338 29.547 1.9x107
2 365 30.611 8.6x10°
5 10 411 30.391 1.0x107
6 12 421 29.373 2.1x107
8 16 426 26.805 1.4x10*
10 20 436 26.881 1.3x10®
11 22 442 26.984 1.2x10%

2.3 PCV2 BLimAniES % YRS EFAY AL0 44
fial:uR =g
4 10
PCV2
PCV2



39 5 2 1 B 537

4 10’~10® /mL M 12 3 4 5 6 7 8 910 11 12
PCV2 PCR 4
1767bp PCV2-1B

2000 bp =

R4 BFEFORERIAREMRIEEPCRIGNLER

Table 4 Qauntitative PCR for infected cells maintained through 1234567891011 12 1.2
23 4 6 8 10 12 14 16 18 20 22d
culture medium exchange ™
DNA 7 PCR M  Trans2K'™ plus DNA Marker
[ o0 E4 HERESR RS BRMAMEIPCRE R
0 1.2 1 34.988 3.6x10° Fig. 4 PCR tests for infected cells maintained through
0 2.3 2 30.411 9.9x10° culture medium exchange
1 4.0 3 26.746 1.4x108
2 6.0 4 28918 2.9x10 2.4 PCV2 B4R s
3 8.0 5 29.348 2.1x10’
4 10.0 6 26800  1.4x10° PCV2
5 12.0 7 24.769 5.9x10° ( 5)
6 14.0 8 26.663 1.5x10°
7 16.0 9 26.042 2.4x10°
8 18.0 10 26.712 1.5x108
9 20.0 11 28.444 4.1x107
10 22.0 12 29.600 2.6x10’ ( )
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Fig.5 Morphology of infected PK15(A10) cells continuously maintained
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