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Abstract: [Objective] The paper was to obtain monoclonal antibodies against PRRSV for further study
of its structure and function. [Method] The antigen of PRRSV FZ strain was purified by differential cen-
trifugation and discontinuous sucrose density gradient centrifugation. The spleen cells of Balb/c mice im-
munized with purified viral antigen were fused with SP2/0 myeloma cells. Hybridoma cell lines secreting
monoclonal antibodies against PRRSV were screened by using indirect enzyme linked immunosorbent assay

(ELISA) and the subcloning approach. The specificities of these monoclonal antibodies were determined by
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ELISA.Western blotting and Immunofluorescecence assay. [Result] Three hybridoma cell lines developed
could steadily secure specific monoclonal antibodies(McAbs) against PRRSV-FZ and were designated A61,
B47 and C65,respectively. The isotyping analysis results showed that both A61 and C65 belonged to IgG, .
and B47 belonged to IgG;. These McAbs could bind to the antigen of PRRSV FZ in ELISA,IFA and west-
ern-blot analysis. Their ELISA titers of the supernatant ranged from 27 to 28 and that of ascites fluid was
10° —10°. These McAbs were highly specific and had no cross-reactivity with Marc-145 cells, Porcine par-
vovirus(PPV) and Porcine circovirus Type 2 (PCV2). Western blot analysis confirmed that three McAbs
could recognize 26 Ku structure protein(GP5 protein). [Conclusion) 3 Monoclonal antibodies of high speci-

ficity against GP5 protein were prepared successfully, which laid a foundation for the further study on

PRRSV quick-diagnosis.
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Table 1 Titers of the McAbs in hybridoma culture

supernatants and ascites

A0 M SR R

Hybridoma supernatant

S 25 98 40 i K Ascites

Hybridoma cell line

IFA ELISA IFA ELISA
A61 26 28 104 10°
B47 28 27 10" 10°
C65 26 28 10* 108

1 3 #k PRRSV o LA LGN TFA G (0 1 25 21
A. A61;B. B47;C. C65;D. Marc-145 4l il
Fig. 1 Immunofluorescence assay of the three McAbs on PRRSV-FZ infected Marc-145 cells
A. A61;B. B47;C. C65;D. Normal Marc-145 cell
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Table 2 Results of McAbs additivity test

R

R MY A LISl
McAbs( Ascites) ODuso Theoretical value Al

A61 0.653 — —

B47 0.720 - -

C65 0.441 — —
A61-+B47 0.543 1. 373 —0.21
B47+A61 0.663 1.373 —0.03
A61+C65 0.638 1. 094 0.17
C65+ A61 0.635 1.094 0.16
B47+C65 0. 630 1. 161 0.09
C65+DB47 0.597 1.161 0.03
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PRRSV 1144 52 Ja 4 i bk

GP5 B 14> T B KN4 Ky 26 ku, & PRRSV
I B Lo [ o ol o T 87 S R B ata BN el 1 /T N
[ N Ah 2 % 1k ORFS 36 (K (4 @l & & A %
Balb/c f, 3k 740 GP5 & 1Ay s sg Pk,
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