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BamHI 0.3kb

gl 1187bp 1011bp 366

DNASIS N 23
24 ~ 285 6 N-
NXS/T 286-308 309 ~ 366
gl I
GenBank GenBank accession no AF306511
Blast GenBank PRV gl PRV Rice
Ea gl 48
ATG 940 941 Rice GG
48
6 N- 3

Ea MMMVARDVTRLPAGLLLAALTLAALTPRVGGVLFRGAGVSVHVAGSAVLVPGDAPNLTID 60
Rice 60

Ea GTLLFLEGPSPSNYSGRVELLRLDPKRACYTREYAAEYDLCPRVHHEAFRGCLRKREPLA 120

Rice 120
Fa RRASAAVEARRLLEVSRP. AGSYVVRVRVNGTTDLFVLTALVPPRGR 179
Rice 180

Fa ECRPVVGSWHDSLRVVDPAEDAVFTT§PPP*EPEPPTTPAPPRGTGATPEPRSDEEEE@ 238

Rice *—] DE 239
Ea 298
Rice — EGA--AMx——V G 298
Ea ;ARRCARNRIYRPRPGRGSAVHAAPPRRPPPNPVAGAPVPQPKMTLAELRQK 358
Rice  ———- VA GIASTGRDPGAARRSTRRPRGARPPTPSPGRPSPSPRT 350

Ea LATTIAEEQ 366
Rice

3 PRVEa gl Rice
Fig.3 The animo acid sequences of the gl of PRV strain Ea and comparison with those of PRV strains Rice
— indicated the similar animo acids. * indicated the absence of the animo acid.

The mutant animo acids were shaded. The potencial N-glycosylation sites were underlined
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DNA3 1 164 1 pSB209/ Hind Il
pc . o

2 pSB209/ BamH [
3 pSB209/Hindlll + BamH | .

1 Bartha gl
X xS
Table 1 ~ The plaques number of Bartha in cell lines expressing gl x +s
Cell line 1 2 3 Mean
PK#! 120+4.6 122+3.6 117.3+£3.5 119.8+3.9
PRl 76+3.0 71.7+£3.1 71.3x1.5 73.0%£3.2

Note PK# and PK"! are the PK-15 cell lines expressing gl and the
cell lines transfection pcDNA3. 1 + respectively.

> & PKIS 2.6 gl TCID;,
Fig.5 Expression of the gl in PK-15 cell 10 x 40 I
g
PRV Bartha TCIDs,

gl PRV Bartha gl  PK-15

1077°/0.1mL ~ 1077°/0.1mL 1077°/1077° = 1.998

PRV Ea DNA
gl gl G+C 78 % 90 %
PCR
PRV Ea gl
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Cloning Expression of the gI Gene of Pseudorabies Virus
Ea Strain and Its Effection to Viral Replication”

Xiao Shaobo'  Fang Liurong' > Wang Gefei' Chen Huanchun' > Hong Wenzhou'

! Laboratory of Animal Virology ~ College of Animal Science and Veterinary Medicine
Huazhong Agricultural University  Wuhan 430070  China
2 Huazhong Agricultural University — key laboratory of Agro-Microbiology ~Ministry of Agriculture  Wuhan 430070  China

Abstract The complete gl was cloned from the genomic DNA of Pseudorabies virus PRV Ea
strain and the DNA sequence was determined by Sanger’ s sequencing technique. The nucleotide
and deduced animo acids sequences indicated that the gl gene of PRV Ea strain is composed of
1101 base pairs and could encode 366 animo acids residues. The result of predicted II class struc-
ture showed that gl is a typical I class envelope protein. When compared with PRV Rice strain

there were multiple mutations in the g/ gene of PRV Ea strain and the diversity of amino acid resi-
dues also existed especially the deletion of two bases which results in the change of the reading
frame and there were additional 16 animo acids residues in the potential cytoplasmic domains of Ea
strain. The fragment containing the complete g/ gene was further sub-cloned into the downstream of
CMV promoter of eukaryotic expression vector pcDNA3.1 +  resulting in a recombinant expression
plasmid pSB209. pSB209 was transfected into PK-15 cell lines and the cells expressing gl were ob-
tained in the selection of G418. Expressed protein was further detected by Indirect Immunofluores-
cence Assay IFA . In order to explore the function of gl in the viral replication the attenuated live
vaccine strain  Bartha in which the gl is deleted was chosen to determine the plaques forming units

pfu and the tissue culture infectious dose TCIDy, in PK-15 cell lines expressing the gl PK*
The data showed that the pfu and TCIDs, in PK® were 164% and 200% of those in control cell lines

respectively. The above results indicated that the gl involve in and accelerate the viral replication.

Key words Pseudorabies Virus Glycoprotein I Sequence analysis Expression Replication
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