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Isolation and identification of PCV2 in Shaanxi
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Abstract : Two pairsof primers are designed according to the sequencesof PCV1and PCV2inthe Gen
Bank to detect PCV2in the blood ,Jungs and lymph nodes of borderline cases by nest PCR. Then the PCV2
postive samples are used to separate the virus. Results show that PCV2 are well cultivated on the PK-15
cell ,but thereis no CPE. PCV2 can befound on the twelfth generation of the cell by IFA and PCR ,and the
specificity is very high ,which indicates the virus separated in this experiment is PCV 2.

Key words: PCV2;PK-15;IFA ;PCR

(Porcine circovirus, PCV) ,PCV?2

, DNA
) 14 25 nm, 48]
[1] ,
PCV 2 , PCV1 PCV2 PCV1 el 2000 (7
Tischer #1974 PK-15 PCV , (&9] (101
, , [1+12] (13] PCV2
;PCV2 Clark™ , , PCV2
PCV 2 ,
* 2006-09-08

(2003 K02- G11-02)

(1963-), , , E-mail :yzq1106 @nswuaf . edu. cn.
(1956 - ) ,

]
]
]
]



( ) 35

PCV2 ,
, PCV2 PCR
, PCV2

1

1.1
1.1.1 200509 12
PCV2
1.1.2 PCR
DNA
TaKaRa ; K

(sD9)

Premix Tag
Marker2

;DM EM
Invitrogen ;D-
lgG ; PK-15
,  PCR
PCV1
1.2

PCV2

GenBank PCV1
1 U49186) PCV2
:AF027217) P1/ P2 ,P3/ P4

(GenBank
( GenBank
P5/ P6 3

P1:5-CAACTGCTGTCCCAGCTGTAGST ,

P2:5-A GGA GGCGTTACCGCA GAAG3 ;

P3:5-TAGGTTA GGGCTGTGGCCTT-3 ,

P4: 5-CCGCACCTTCGGATATACTGS ;

P5:5-AATGGTACCATGACGTATCCAAG
GAG3 ,

P6: 5-AATAACCTTTTAA GTGGGGGGTCTT-
TA -3

P/ P2
PCV2,P5/ P6

PCV1 PCV2, P3/ P4

PCV2 ORF2 702 bp

, (20pL/ ) ,-20

1.3 PCv2 PCR
1.3.1 PCV2 DNA PCV2
40004 L, 100 ¢/L SDS 75U L
20 mg/ mL K25uL, 55 2 h;
800M L Tris , ,12 000 r/ min
5min; , Tris 300p L,
,12 000 r/ min
,12 000 r/ min

5 min; ,
5 min (

), 2 1/10
pH5.2 , ,- 20 30 min
4 12000 r/ min 15 min,
75 % (4 ) 400M L 2 3
;37 ( 10 min) , 20 L
ddH-0 , PCR , - 20
1.3.2 PCR 1 PCR
25U L :Premix Taq(DNA ,MgClz , ,
dNTP )12.54uL ,10 pmol/L
1pL, DNA 5u L, 25U L,
1 PCR 194 2 min;%4
70 s,65 705,72 70 5,30
; 72 10 min 2 PCR

25U L :Premix Tagq(DNA ,MgClz ,

LJANTP )12.54L ,10 pmol/L
1L, DNA( 1 PCR ) BUL,
25p L, 2 PCR
194 1 min;94 50 s,65 50
s,72 50 s,30 ; 72 10
min 5uL PCR 12 g/L
1.4 PCV2
1.4.1 PCV2 (1)
PBS PCR
1 5¢( PBS ) ,
3 ,4000 r/min 30 min,
0.22u m , 1000 U/ mL,
10000 g/ mL 4 6 h,
(2) ,
PK-15 ,
PK-15 ,37 1lh,
2% DM EM , 37
24 h , 300 mmol/L D-
30 min, D- , PpH
7.4 10 mmol/L PBS 2
2% 37
48 72 h,
12 h 300 mmol/L D-
30 min, D , pH 7.4 10
mmol/ L PBS 2,
10 % , 12,
1.4.2 (D



12 PK-15 , ( 2.2 PCV2
4x10°/ mL) , 96 (aoopL / ), , PCV2 PK-15
37 24 h 300 mmol/L D- PCVv2 , (
30 min, pH 7.4 10 mmol/L 2); PCV2 PRV PPV PRRSV
PBS 2 )
2
48 h ,PBS - 20
80 % 10 min, , 96
96 PBS
3 ., 5min,
100p L PCV2 ,
PRV PPV PRRSV , 37
1h,PBS 3 (GBGmn )
PBS 1 100( )
lgG,100p L/ 37 30
min,PBS 3 1 9( 2 PCV2 PK-15
) (160 x)
(2) PCR 12 PK-15 Fig.2 ReSL:ltSe;)f IF: detecting PK15 cells
i at ith PCV2(160 x
, 3 , 12 000 r/ min 5 hoctigted w (160)
. 2.3 PCV2 PCR
min, , , PCR ( 3 Hind <
, n n
1.3) PCR 702 bp , ' P
, 720 bp 2.7 kb
, pMD-ORF2 ,
PCR 720 bp ,
DS ’ 100K g/L Amp MD-ORF2 DNAS
LB 37 16 18h, P &
. ORF2
, PCR Hind Kpn
PCV2 ORF2
, DNAS
tar Hangzhou ( EF197987) ,
99.4%
2 M 1 2 3 4
2.1 PCV2 PCR
DNA PCR
, ( 1 ,
220 bp , 1200 bp =
900 bp —
700 bp —»
1 2 3 4 S M 500 bp —+
300 bp
100 bp —»
1200 bp
& 900 bp
000 3 pPMD-ORF2 PCR
<300 bp M.DNA 1,2, PCR
<« 100 bp 3.4. Hind Kpn ;
Fg.3 Identificated results of the recombinant plasmid
1 PCV2 DNA pMD-ORF2 by restriction endonuclease and PCR
145 2.3, ;M.DNA M.DNA Marker ;1,2. Identification of the recombinant plasmid by
Fig.1 Hectrophoressof sample DNA amplification product PCR. 3 ,4. Digestion of recombinant plasmid by Hind and Kpn

1,4,5. Postive;2,3. Negative;M.DNA Marker



[3] dark E G. Postweaning multisystermic wasting syndrome pro-

10 ( ) 35
ceedings of the Americans Association of Swine Practitioners
3 [J]. Vet Rec,1997 ,28(6) :499-501.
(7] 2000 [4] Meehan B M ,McNeilly F,Mcnair | ,et a. Isolation and charac-
! terization of porcine circovirus 2 from cases of sow abortion
7 and porcine dermatitis and nephropathy syndrome[J]. Arch
2 , 10 Virol ,2001,146(4) :835-842.
PCV2 PCV2 [5] Stevenson GW ,Kiupel M ,Mittal S K ,et a. Tissue distribution
PCV 2 ' and genetic typing of porcine circovirusesin pigswith naturally
occurring congenital tremors[J]. Vet Diagn Invest, 2001,
PCV2 ’ 13(1) :57-62.
[6] HIlisJ A ,WisemanB M ,Allan G,et a.Anayssof seroconver-
PCV 2 Son to porcine circovirus 2 among veterinariansfrom the Unit-
, , ed States and Canada[J].Am Vet Med Assoc,2000,217 (11) :
PCV 2 DNA 1645-1646.
[7] , , N\
' ' [J]. ,2000 ,30(3) :35.
PCV 2 , PCv2 (8] , , »)
) ) [J]. ,2001,31(3) :3-5.
PCR PCV 2 5 [9] ) , .o 2
PK-15 ' D- ' [3]. ,2004 ,40(2) :14-18.
PCR PCV2 , 1ol I
[C] 20
PCV2
().
) ,2003.
PCV2 [11] , . ,
ORR2 [31. ,2005,20(4) :438
[ ] 440.
[1] : Ml.2 . o 112) : : ,
1997. DNA [C]
[2] Tischer 1, Gelderblom H,Vettermann W ,et a. A very small 1 €. : !
porcine circovirus with circular sngle-stranded DNA[J]. Nar 2005.
ture 1982 ,295(7) :64-66. (13] ' ' ;o PCR
[J1. ,2006(1) :14-17.



