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e B Objective  To develop an accurate, sensitive and specific quantitative PCR method for the detection of por-

cine endogenous retrovirus (PERV). Methods A SYBR Green | real-time quantitative PCR method was established
based on the highly conserved sequences of PERV Gag gene in GenBank database. The sensitivity, repeatability and speci-
ficity of the established detection method were verified.  Results The results show that the standard curve had good lin-
earity (the linear correlation coefficient R* =0. 998). The method achieved a lower limit of detection of 2. 04 X 10 copies/
L and low variation degree between batches, ( the coefficient of variation less than 2% ). Besides, there was no cross reac-

tion with PCV2,PRRSV,PEDV,TGEV and SVA. The positive rate of 49 samples was 81. 63% , which was higher than

73.47%.
detection of PERV

Conclusion A SYBR Green I qPCR method has been successfully established for the rapid and quantitative
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Table 1 PERYV specific primer sequences

046 RG-S R T
Primer name Primer sequences Product length TM(TC)
PERV-Gag-F GTCCGACTCTTTTGCCTGCTT 162 6
PERV-Gag-R AACCCATCCCTGCGGTTTC

PERV-¢-F AGGCGGTTCACCCCTTTTG 128 6

PERV-¢-R TCAGCCTCCTGTAACCCTTCC

2.2 RmAEARESRGH & WH PERV WK
200pL, fdf I DNA #2 B ) & 48 3t PERV AL [H 41
DNA. D Il K B #7 . DL PERV-Gag-F/R 2 5| ¥ i# 47
PCR R« 97 38 72 9 28 1 06 35t g M 0 Jie P kS 0 43 A
Je OI IR e, 1AW ) v B & pEASY-Blunt 2 14,
PCR B UF )5 38t B A TAE Y TR /00T . )3 1E
1 i b I AR o A o R OR A7 45 L A &4 O pEASY-
Blunt-PERV-Gag, 115545 DU, #5 DU = otk ik J&
(ng/pD) X 107" X6, 02X 10"/ (FRL K J&E X 660)

2.3 PERV SYBR Green # % % % PCR F k%9 5
BB A e Ak
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RO EE 1Y BE DL AR PR IR BAE S . i e i
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X A% UE Tk pEASY-Blunt-PERV-Gag #£47 10 {46 B
P Ff BB 2. 04 X 10° ~ 2. 04 X 10" copies/ L. Y 6 4>
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Fig. 1 Identification of target fragment of recombinant plasmid
pEASY-Blunt-PERV-Gag
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Fig.2 Double enzyme digestion identification of recombinant

plasmid pEASY-Blunt-PERV-Gag
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Fig. 6 PERYV conventional PCR sensitivity test
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Table 2 PERV PCR repeatability test results within
and between batches
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Table 3  Test results of clinical samples in pig farms

o YA AL R M A R HE 10] 42 57
(copies/ L) CV within groups CV between the group
Standard plasmid b CV(%) Tt CV(Y%)
2.04x10° 18.15+0. 09 0.47 18.33+£0.22 1.19
2.04X%10° 25.7840.15 0.15 25.604+0.17  0.67
2. 04 10" 31.2740.32  0.32 31.0440.40  1.27
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Fig.7 PERYV ¢PCR specificity test
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