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Table 1 Primers and probe used for real time fluorescent RT-PCR
Name Sequence(5'—>3") AccessionNo.  Produdt size bp
ASG— Pf(fomvard  GAGTTTGGAAGACGTGCITCA D195 165
ASG—Prreverse)  TTGCAGAGAAG AAGGTAAAGCTC
MGB—ASG (forwand) CCACCOGG TAGGAGT
MGB-ASG § FAM .3 MGB

. Probe with 6-carboxyfluorescein (FAM ) as the reporter dye covalently attached at the S end a

non-fluoescent quencher and the MGB moiety at the 3 end.
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Optimization of Real-time Fluorescent RT-PCR Reaction
System of Apple Stem Grooving Virus
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Abstract; Total RNA of the health leaves and the leaves infected by ASGV was extraction by Trizol reagent. Every factor
of real-time fluorescent RT-PCR had different concentrations and its variation changed the result of 2\Rn and Ct. Then
the factors affecting the real-time fluorescent RT-PCR results of ASGV were studied. The results showed that the best
reaction system was: 3.5 mM of Mg® ", 0.62M of either primer; 0.6 “M probes and 20 ng total RNA in 251 reaction
mix ture. /\Rn was ten times as high using above optimal real-time fluorescent RT-PCR system than original system.
This indicated this system was suitable for detection of ASGV.
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