2012,43(1):105-111

Acta Veterinaria et Zootechnica Sinica

1.2 s 2% s 1% s 2 , 2 , 2
(1. y 100193;2. s 100026)
DNA Ure2p (UPD) (BPrP) pET-PrP
pET-PrP-UPD, BL21(DE3), IPTG . Western
blot 6H4 s PrP-UPD
. K . PrP-UPD BALB/c s
SP2/0 . . 3 PrP s 1G3,3A4.4D1,
1G3 , g 1gG2b, ELISA 1X10° ,Western blot
; Ure2p ; ;
:S852.659. 7 TA : 0366-6964(2012)01-0105-07

Expression of a Chimera of Bovine Prion Protein and Yeast Ure2p Prion Domain in

Escherichia coli and Preparation of Monoclonal Antibodies Against Prion Protein
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Abstract; The recombinant expression plasmids pET-PrP-UPD was constructed by inserting
Ure2p prion domain (UPD) gene into the recombinant vector pET-PrP, The target gene was suc-
cessfully expressed in the host cell BL21 (DE3) when induced with IPTG. Specific reaction was
found between expressed protein and monoclonal antibody 6 H4 by Western blot assay. The puri-
fied PrP-UPD fusion protein was polymerized into amyloid fibrils, and exhibited partial resistance
to proteinase K, Which similar to the structural characteristics of prion. The BALB/c mice were
immunized with purified recombinant PrP-UPD fusion protein. Immunized splenocytes were col-
lected and fused with SP2/0 myeloma cell line. Hybridoma culture supernatant was screened by
ELISA. Three hybridoma cell lines designated 1G3, 3A4 and 4D1, secreting monoclonal antibod-
ies (mAbs) against recombinant bovine prion protein, were obtained. 1G3 could secret mAbs
against bovine cellar prion protein and its immunoglobulin subclasses were IgG2a. The ELISA ti-
ters of the ascites fluid were 1:10 000. The specificity of the mAb 1G3 was confirmed with West-
ern blot.
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Fig. 1 Identification of pET-PrP by PCR and restriction
enzyme digestion
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Fig. 3 Purification of inclusion bodies of recombinant fu-
sion protein PrP-UPD
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Fig. 4 Purification and refolding of PrP-UPD using Ni-
affinity column
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Fig. 6 Electron micrograph of PrP-UPD amyloid fibrils
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Fig. 7 Protease K digestion of PrP-UPD amyloid fibrils
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