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Development of Dutiplex RT-PCR for the Detection of SPFMV and SPCSV in Sweet Potato
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Abstract: A duplex PCR protocol for the detection of two main viruses in sweet potato was developed based on the
coat protein (CP) gene of Sweet potato feathery mottle virus (SPFMV) and the ( Hsp70) gene of Sweet potato
chlorotic stunt virus (SPCSV). They were able to amplify unique DNA fragments of 461 bp and 304bp in a single
PCR reaction. The sequence analysis suggst that the two viruses shared at least 93 percent homology with other

related viruses.
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Table 1 The primer pairs for amplifying segments of SPFMV and SPCSV
ok 514 BT 5'—30) P;}g:
AR B B B SPFMV-S GCATGGTATGARGGAGTYAA .
(SPFMV) SPFMV-A TCTTCTTCTTGCGTGGAG
B R 0 b SPCSV-S CGGTCARATTGGAAGGTA sou
(SPCSV) SPCSV-A TTCGCTATCAAAGAAGTRTC
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Fig. 1 Symptoms of infected sweet potato by SPVD
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Fig. 2 Optimization of primer concertration of the dutiplex
RT-PCR
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i b, @A 7T W HE RT-PCR WK & N 25
pL: 2.0 pL ¢DNA, 0.4 pL SPFMV 5|#), 1.2
pL SPCSV 514, 0.30 pl. Ex Taq i (5 U -
pL D, 2.0 pL ANTP (2.5 mmol « L™ 1), 2.5 uL
10X PCR buffer, ddH,O %k & 25 ul., PCR § 4
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Fig. 3 Optimization of anneal temperature
: M4 Marker DL2000; ki 1~6 S8 KB (55 A
50°C. 52°C, 54°C, 56°C. 58°C. 60°C),
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Fig. 4 Detection of two viruses in sweet potato by single or
duplex RT-PCR
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Fig. 5 Sensitivity of duplex RT-PCR
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