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Mixed-irfection with porcine reproductive and respiratory syndrome
virus ,porcine circovirus Type 2, E. coli and S. gallinarum in porcine

WAN G Xu-rong,TIAN Xiao-yan,YANG Zeng-qgi ,ZHU Wei-guo ,WAN GJianrhua,
YAN G Ze-xiao ,XIE jurrliang

(College of Animal Science, Northwest A & F University, Yangling, Shaanxi 712100, China)

Abdgract : A new zootic disease characterized by respiratory disease in young swine ,postweaning multi-
systemic wasting syndrome and reproductive failure of sows occurred at a pig farm in Shaanxi Province.
The pathogens were detected and isolated by RT-PCR,PCR and bacteria isolation. The results indicated
that the disease was infected serioudy with mixinfection of PCV2 and PRRSV ;pathogenic E. coli and S.
gallinarum were isolated in the substance viscera pigs of conglutination between thorax and lung; A. pleu-
ropneumoni ae was not found;the disease was diagnosed as mixinfection of PCV2,PRRSV , E. coli and S.
gallinarum by the study of epidemiology ,clinicalsgns,typicallesons,and laboratorytests.

Key words: PRRSV ;PCV2; E. coli;S. gallinarum; mixinfection
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1
1.1
1.1.1
, 1.0 2.0g9
' , PBS 1 3
( ) ,- 80
1 10
1.1.2 RT-PCR
:Tag ,200 bp DNA
; Proteinase K Mer-
ck KgaA
1.1.3 1
1.1.4 CGeneBank
(PRRSV) ATCC VR-2332
( Genebank u87392) 1
ORF5 :P5S:5-CCT GAGACC ATG
AGGTGG GG3 ;P5R: 5-TTT AGG GCA TAT
ATCATC ACT GG3 , 750
bp 2 (PCV2)
(4 PCR \

P1:5-CAA CTG TCCCAGCTG TAG3 ,P2:5-

AGGAGGCGT TACCGCAGA AGS;
P3:5-TAGGTTAGGGCT GTGGCC TT-3 ,

P4:5-CCGCACCTT CGGATA TAC TG3,

300 bp
1.2
1.3 PRRSV RT-PCR
1.3.1 PRRSV RNA
100p L, RNAiso Reagent
, 5 min;
( RNAiso Reagent 1/5) ,
( ), 5 min 12 000 r/ min 4
15 min,
, 15 30 10 min 12000 r/ min 4
10 min, ,
75 % ( 19g/L DEPC )1
mL ,12 000 r/ min

4 5 min

2 5min, RNasefree ,
RNA - 80

1.3.2 PRRSV RT-PCR RNA
PCR (AMV) 25p L :
AMYV- XL (5U/ML) 0.5HUL ,RNasn (40
UML)O.5ML ,AMV- Tag (5 U/ML)O.5
ML ,10 x RNA PCR 2.54L ,dNTP

(10 mmol/L)2.5p L ,MgCl2 (25 mmol/L)5H L,
RNA H.O 7.5pL, P 59 P5R
0.5uL, 5uL :50 30 min;%4
2min,94 50 s,57 1 min ,72 1.5 min,
32 ;72 10 min lg/L

1.4 PCV2 PCR
1.4.1 PCV2 DNA
4004L, 100pL TE 25U L
K(20 mg/ mL) 75 L 10 g/L SDS, 55
2h; (V( Tris
) V(
1/ 10

Tris Tris -
) =1 1) 1
3 mol/L NaAC 2.5
, - 20 30 min .
12 000 r/ min 4 15 min,
75 % 400u L
, 12 000 r/ min 4
, 20p L

5 min,
ddH:O, - 80

1.4.2 PCV2 PCR
25U L : Premix Taq(DNA Polymerase,Buffer,

dN TP mixture) 12. 5L, P1/ P2 (10
pmol/L) 0.5pL, DNA 4u L,
25p L, PCR 194 2
min ;94 1 min,62 1.0 min,72

1.5 min,30 ; 72 10 min

: Premix Taq(DNA Polymer-
ase ,Buffer , AN TP mixture) 12. 5L,

P3/ P4(10 pmol/L) 0.5HL, (
P1/ P2 )JlpL , 25U L,
5uL PCR
, 1.59g/L
1.5
1.5.1
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37 18 24 h, 37 %, 15%
PRRSV PCV 2
2.1.2
1.5.2 , :
1 10( ) , 12
4 3 1 , ;
0.2mL/ ;2 , :
0.2mL/ ;3 , ( , ),
, 0.1 ;
mL/ ;4 , 0.2 '
mL/ 2.2 PRRSV RT-PCR
' 10 , 4
2 ( 14 8 10) 750 bp
2.1 ( 1), ,
2.1.1 ,
, , PRRSV
' 2.3 PCV2 PCR
PCV2 PCR ( 2 ,
, , 10 9 ( 1
41 42 7,9,10) ,
; . , , PCV 2
I 3 3 4 5 6 7 8 9 10 P M
N 1 2 3 4 5 6 7 8 9 10P M
- =~ - 23 B
el «— 500 bp M 500 bp
L 1< 300bp PR 300 bp
L <« 100bp L <« 100bp

1 PRRSV RT-PCR
N. ;1 10.
P. ;M.
Fig.1 RT-PCR products of PRRSV
N. Negative control ;1 10. PCR products of detected samples;
P. Postive control ;M.DNA marker (Marker 2)

RT-PCR
(Marker 2)

2.4

2 PCV2 PCR
1 10. PCR ;P.
M. (Marker 2)
Fig.2 PCR product of PCV2
1 10. PCR products of detected samples;
P. Postive control ;M.DNA Marker (Marker 2)

12
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1 2 ST 2
Table 1 Resultsof biochemical reaction of two bacteria
Isolated strains Iolated strains
Content s1 (] Content s1 [V
Qucose Sorbitol + +
Lactose - Nitrate reduction + +
Maltose + Citrate use - -
Sucrose - M-R + +
Arabinose V-P - -
Raffinose - Indole + -
Rhamnose + + Movement +
Mannitol H2S

T+ P-

Note: + shows positive reaction; - shows negative reaction; shows postive reaction and producing gas.

2. 5 “ ” ,

36 48 h , , (9]
3 ,
, NVD% PCV2 , , ,

,40 % PRRSV ,30 % PCv?2

PRRSV , PRRSV PCV2 S
; [ ]
[1] ) , .. 2 PCR
A [J1. ,2004 ,34(10) : 26-28.
1 . ) [2] , ) 2
20% ' [J]. ,2005 ,3(6) :33-34.
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4 PCVv2 , 2 [J1. ,2005 ,37(4) :
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