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Abstract: Potato virus Y (PVY) is one of the most important viruses with huge damage to tobacco yields and quality in recent years.
A quantitative method using real-time PCR technique basing on fluorescence dye SYBR Green was employed to detect PVY in
tobacco in this study. PVY genome sequence alignments logged in Genebank were analyzed using DNAMAN software. Primer 5.0
software was used to design specific primers of PVY gene and actin gene. Results showed that the amplification curve had flat
baseline, distinct exponential area, large and stable slope, and the coefficient of variation was very small. There was a linear
relationship between threshold cycle values where samples crossed threshold and the logarithmic values of template concentration.
Compared with DAS-ELISA, real-time PCR can be used as a new method to detect PVY in tobacco quantificationally, which is faster,
more sensitive and specific.
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mol/L PBS, PH7.0)WE &, PEBEHRN T-HhBE — -4
(Nicotiana tabacum var. samsun NN), {ERj HiE =
iR, AT E VIR, DORFHHN AR S .

SYBR Premix Ex TaqTM II (Perfect Real Time).
RNAiso Plus . Reverse Transcriptase M-ML(RNase
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(TaKaRa) . PVY DAS-ELISA # 3l ik 5 & W A
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4 PVY strain NTN isolate HR1 4L K 4 /7>
H(FI204166)F1 actin 3K (U60495), % MRbRUEDE
€ PCR S1eit )i ll, H Primer 5.0 #EAT¥ UL
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R P A RYR . 510 =AY TRCRE)H IR A F
(TaKaRa) & % - PVY & K B LU 51 9 A
5"-TTCATCTCCATCCATCATAACC-3", FilF514 4
5-TACAACTTGCATACGACATAGG-3’, K&
M 127 bp . 2 S PR I O A 7/
5-AAGGGATGCGAGGATGGA-3’, Fii51 ¥ A
5"-CAAGGAAATCACCGCTTTGG-3’, =K N
105 bp-
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I Reverse Transcriptase M-ML(RNase H)#1 1515,
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1.3.3 Real-time PCR R ik &2 B &4 M
SYBR Premix Ex TaqTM II (Perfect Real Time)IJ i}t
WIS, SWAAZ A4 25 uL: SYBR Premix Ex TagTM
IM(2X) 12.5 pL, EFUFES1(10 uM)#% 0.5 L
c¢DNA 1 pL , ROX Reference Dye Il (50X) 0.5 pL,
ddH,0 10 pL.
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Fig 1. Standard curve of PVY and actin gene
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Fig. 3 Melting curve of PVY gene and actin gene
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Table 1 Repeatability test
FiRe#5| cDNA HEH 1 HEH2 HHE3 S A5 R %
PVY5® 20.60 20.33 20.19 20.37+0.21 1.02
PVY5' 21.85 22.10 22.10 22.02+0.14 0.66
PVY5? 23.88 2348 23.65 23.67+0.20 0.85
PVY5® 25.83 25.80 25.45 25.69+0.21 0.82
PVY5* 27.32 27.28 27.11 27.24+0.11 0.41
PVY5® 29.66 29.00 28.73 29.13+0.48 1.64
actin3’ 22.53 2215 2240 22.36+0.19 0.86
actin5' 2432 2427 2427 24.29+0.03 0.12
actin’® 26.06 2575 25.86 25.89+0.16 0.61
actin’® 27.73 27.71 27.44 27.63+£0.16 0.59
actin5* 29.37 29.24 29.44 29.35+0.10 0.35
actin’® 30.65 30.56 31.06 30.76+0.27 0.87
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