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dNTPs PRRSV http //labtools. stratagene . com/QC 23 5
N McAb SDOW17 North 1 Oligo 6.0
Carolina State University BJ-4 GP5 McAb DetcM1 5'-
FI12F10 GAACAAGTTTAAGGAGCTACAGAC-3’ DetcM2 5'-
1.2 ATTGGACCTGAGTTTTTCCCACAT-3’
BJ-4 GenBank AF331831
Stratagene
1
Table 1 Primers used for site-directed mutagenesis
Primer Mulagenesm Mutagen‘esm Sequence 53’
point nucleotide

P4U-M1201 1172 T—C GGACCTATCGTCGTACAGTACTTCTTCGTTAAGG

P41-M829 1 989 G—>A CACAGCGGAGGGAATCACCCTGACCAAGT

P41.-M947 2 107 A—>T GGTCGCAGCAAAGATTGACCTGTACCTCCGT

P41-M2113 3273 T—C GCCATCATCGACTCGGGCGGGCCCT

P41.-M2435 3 592 A—=>T TTGGCTCAGTTGCTACTGAAGATGTTCCACGCATC

P4L-M2829 3 986 C—=>T TTGCAGCTTTTACTCTATTGTGCCTCTTTTTATGTTACAGTTACC

P41-M3086 4 243 C—>T GGCCCCGTCGGTCTCGGTCTTGC

P3U-M322 4 720 T—C GTCCCAAAAGTGGTCAAGGTTTCCGCTGTTCC

P3U-M792 5 190 A—>T CTTGGTCGTTTTGATTTTGTTTCCATCGGAGGCATGG

P3U-M907 5 305 C—>T GTTGCTTTGTGTGTTTCCTTGCTGGTTGCGCTGGTTGCGTGTTT

P3U-M1230 5 628 T—C GGGTGCTTTCAGAACTCGAAAGCCCTCACTGA

P3U-M1492 5 891 A—>T CTGGCCGTGCCTATTGGCTAACATCCTCTG

MP31-M485 8 092 C—>G GCGCGGCGACGCTCCTGAAATTGGTCT

P2-M395 9 648 A—>G GGGTACTGCGGGGCCCCGGCLCC

P2-M1364 10 617 C—>T CATCACTATTGACTCCAGTCAAGGCGCCACATTCG

P2-M1859 11 094 T—C CGGCTGGTTGCCAGCCTTCGCCC

P2-M2446 11 699 =G CCCCTGCATGGGCCCCGCCCTTT

P2-M3007 12 260 T™—C TCCGTACGCGCCCTGCCATTCACTCTG

P2-M3375 12 628 =T GTAACCATAGTGTATAATAGCACTTTGAATCAGGTGTTTGCTATTTTTC

P184A-M80 12 697 C—>T GCTTCATGATTTTCAGCAATGGTTAATAGCTGTACATTCCTC

P184A-M594 13 211 C—>T TATTACCAACATCAAGTCGACGGCGGCAATTGGT

P184A-M1650 14 267 C—>T GGTCGCCTGTCATCATAGAGA AAAGGGGCAAAGT

P184A-M2680 15 297 A—>G CATCTCAGTGTTTGAATTGGAAGA ATGTGTGGTGAATGGC

Mutagenesis nucleotide in each primer is shown in boldfaces. Each primer was 5’-phosphorylated for maximum mutagenesis efficiency .
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IluL DTT 0.1mol/l. 2l RNase 30U/l ¢ ¥
Table 2 Genomic_comparison of full-length ¢cDNA and parental BJ-4
0. SIuL AMV 1OU/#L 1”]“ 42%C Nucleotide ~ Triplet ~ Nucleotide ~ Type of ~ Amino acid  Predicted
1.5~2h cDNA DetcM1/ DetcM?2 location® code change mutation change domain
. 532 TCG G—>A  replacement silent Nspla
PCR 94°C 3min 94°C 30s 55°C 2413 AAT T—>G  replacement N—>K Nsp2
30s 72°C 45s 35 72°C 10min 2823 CTG T>C  replacement  L—>P Nsp2
PCR VYP I PCR 3482 TTG T—A  replacement L—F Nsp2
3621 ACA C—>T  replacement T—1 Nsp2
3919 TCG G—>A  replacement silent Nsp2
1.9 4804 cce C—>T  replacement silent Nsp3
. 4838 CCC C—>T  replacement P—>S Nsp3
3 4°C10000r/min 4880 AGC C—>T  replacement silent Nsp3
1h 4°C 45000r/min  Beckman Optimaw 5011 TCC C—>T  replacement silent Nsp3
LE-80K  rotor 70Ti 2%h PBS 5288 CTG C—>T  replacement silent Nsp3
7224 GCT C—>T  replacement A—>V Nsp7
10 PRRSV 37%C 7271 GAG G—>A  replacement E—K Nsp7
1h 4°C 4°C 120001/ min 1h 7479 AGG G—>A  replacement R—>K Nsp7
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~ 10 MARC-145 14110  TGT  T>A  replacement  C—>S GPS
4 IOO#L 7d CPE * Nucleotide locations are numbered according to BJ-4 sequence
. GenBank accession number AF331831 ." Vsp I marker was introduced by
Reed-Miench TCIDs, Cheh e sHenn BRI U T S EED hito://journals. in. ac. cn
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Fig. 1  Detection of the rescued virus by indirect immunofluorescence
assay. A rVo8 stained with McAb SDOW17 B BJ-4 stained with McAb
SDOW17 C Normal cell stained with McAb D rV68 stained with McAb
FI12F10 E BJ-4 stained with McAb F12F10 F Normal cell stained with
McAb FI12F10.
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Fig.2  Detection of genetic marker for the rescued virus. M 100bp
ladder 1. The fragment amplified from BJ-4  undigested 2. The
fragment amplified from rV68 undigested 3. The fragment amplified

from BJ-4 digested 4. The fragment amplified from rV68 digested .

Fig.3  Electron micrograph of the rescued virus. Scale bar 50nm.
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Recovery of an infectious virus from the full-length cDNA of PRRSV BJ-4

RAN Zhi-guang CHEN Xiao-yun YANG Han-chun® GUO Xin GAI Xin-na
Key Laboratory of Preventive Veterinary Medicine of Ministry of Agriculture ~ College of Veterinary Medicine
China Agricultural University — Beijing 10094  China

Abstract Six recombinant plasmids covering ¢cDNA of porcine reproductive and respiratory syndrome virus BJ-4 were
sequenced respectively and 23 point mutations were reverted with site-directed mutagenesis kit. The full-length ¢cDNA
clone pWSK-DCBA was assembled and re-sequenced. The capped viral genomic RNA was transcribed in vitro mixed
with liposome and transfected into MARC-145 cells and an infectious virus designated rV68 was rescued. The rescued
virus was able to induce CPE typical of PRRSV on MARC-145 and stably propagated in wvitro . Growth kinetics curve of
the rV68 exhibited a delayed replication in MARC-145 cell namely its peak titer time was 12h later than that of parental
virus. However there was no significant difference between the peak titers of the rescued and parental virus P >
0.05 . These results suggest that the full-length ¢cDNA clone pWSK-DCBA of PRRSV BJ-4 is infectious which provide
a basis for further study on molecular pathogenicity and immunity as well as developing novel vaccine of PRRSV.

Keywords Porcine reproductive and respiratory syndrome virus infectious cDNA clone the rescued virus
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