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| solation of Resistance Gene Candidates by a Resistance Gene Analog of Th
inopyrum intermedium and Pooled-PCR
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Abstract Based on the known R gene conserved domains, 10 pairs of degenerate primers were synthesized and used to am
plify genomic DNAs of Th. intermedium and translocation line HW642. The PCR products of Th. intermedium were excise
d and cloned. Clones were sequenced and compared to sequence homolog with gene databases in Genbank by Blastx and blal
stn. Nine resistance gene analogs (RGASs) of Th. intermedium with ORF were obtained. Using the RGAs as probes, result
sof RFLP analysesindicated that 1 RGA of TirgaZ1 was associated with Bdv2 gene. Based on the sequence of TirgaZ1l, a

pair of specific PCR primers of TZ1U and TZ1L were designed, synthesized and could amplify only one band present in t
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he resistance materials with Bdv2 but absent in the susceptible materials without Bdv2. According to the pooled-PCR prot

ocol, the primers of TZ1U and TZ1L were used to screen the genomic DNA TAC library of HW642. By three rounds of sc
reening, four positive TAC clonesof T1, T2, T3 and T4 were isolated from the library. By restriction enzymes analysis,

four positive clones T1-T4 were classified into two categories, of which T1, T2 and T3 belonged to one group with the inse
rt about 23kb, and T4 belonged to another with the insert about 25kb. The clones T1 and T4 were further confirmed to ber

esistance candidates for Bdv2 by Southern analysis with probes of TrgaZ1, genomic DNA of Th. intermedium and of Zhon
08601 respectively.
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