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Rapid identification of two species of Tetradacus by PCR-RFLP. LIN Li-1i', WU JiaJiao®", ZENG Ling
LIANG GuangWen', HU Xue-Nan’ MO RewHao’ (L Laboratory of Insect Ecology. South China Agricultwal
University, Guangzhou 510642 China; 2 Guangdong Inspection and Quarantine Technology Center, Guangzhou
510623 China)

Abstract  The rapid molecular diagnostic technique for identification of Bactiwocera ( Tetradacus) tsuneonis and
Bactrocera ( Tetradacus) minax was based on PCR-RFIP of the mitochondrial DNA (mtDNA) and ribosomal DNA
(iDNA). With four pairs of primers and five restriction endonucleases (Mnll , Msel , Asel ., Dral and Ssp
[ ), these two species can be discriminated according to the restrictive patterns. The result was not affected by the
geographical ongins host plants of the fwit flies or even the life stages, sexes and preservation of the individuals.
This method should be useful in production and quarantine application.
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balTS1f. BcucomR DacusR
1.1 DNA (iDNA ) ITS1
1 PCR 5 3 )
Tm (O
FFCIQPAF Co Il ATCCAACATCGAGGTCGCAAAC 57.7
FFCIQPAR GGCTGGTATGAACGGTIGGACGAG 63
FFCIQPCF Co Il AAACTAGATACCTTTATAAAC 45.9
FFCIQPCR GTAACATAGTAGATGTACCGGAA 54.2
balITS1f ITS1 GGAAGGATCATTATTGTGTTCC 53.9
BeucanR TTTTCAACCCAAACATTTACAAGT 51
balITS1f ITS1 GGAAGGATCATTATTGTGTTCC 53.9
DacusR GAATGTCTTAGTTCAACAAAAACAT 514
1.22 . Taq PCR 5 min. . 2
(dNTPs. 10X buffer ~ Mg" ). 0.1 3 mol /L.
.EB . 100 bp , —20°C 30 min
41 bp Ladder Marker TOYOBO , 20 min, ,  70%
1 . . . X TE 30
Mnll, Mse 1, Ase | Sp 1 100 1, 4 °C
BioLabs » Dra | TOYOBO 132 PCR .PCR .15
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ps 0 o~ o
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EDTA, 0. 1V 10% SDS, 50% ), 10 min.
. [ 3 min, 133 15 1L 10
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