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Construction the RNAI vector for virus genes of Citrus tristeza

LI Fang'?, DENG Ziniu'?, ZHAO Ya'?, LI Dazhi'?, DAI Suming"*"

(1.College of Horticulture and Landscape, Hunan Agricultural University, Changsha 410128, China; 2.National Center
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Abstract: According to the pathogen—derived resistance, a framework of a universal RNAi vector with hairpin structure
was constructed by inserting a CaMV35s promoter—intron—terminator into a plasmid of pPCAMBIA 2301. By adopting the
conservation sequence of virus gene p25, p20 and p23 in Citrus tristeza as templates, three RNAi vectors, including
ds2301-p25, ds2301-p20 and ds2301-p23, were separately obtained through inserting three pairs of positive—sense
strand and antisense strand into the RNAi vector framework, and the ds2301-p23 was infiltrated into Mexican lime
leaves at the same time. Northern blot detection approach was adopted to find the specific siRNA in probe of gene p23
labeled with digoxigenin. The results showed that the transient expression of Agrobacterium in Mexican leaves could
triggered RNAI and generated specific siRNA, which indicated that the framework of RNAi vector was successfully
constructed, and the three vectors with CTV virus gene segments could be applied in the analysis of gene function and the

selection of resistance resource.
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Table 1 Sequence information for vector constructions
(5'—3" /bp
p25 25FF: ACTCTAGAGCCGCTTTGAACAGAGAT 451
25FR: ATCTGCAGATCCGCACACAGGTAATG
25RF: ATGGATCCGCCGCTTTGAACAGAGAT
25RR: ATGAGCTCATCCGCACACAGGTAATG
p20 20FF GGICTAGATGTGCGATCCTAGCGTAACT 401
20FR: ATCTGCAGGCTCGCTCGCTAAAATCTAG
20RF: ATGGATCCTGTGCGATCCTAGCGTAACT
20RR: ATGAGCTCGCTCGCTCGCTAAAATCTAG
p23 23FF: ACTCTAGATCCCTTCATTATCGACGC 439
23FR: ATCTGCAGCCAACGTTTACAGCGTTG
23RF: ATGGATCCTCCCTTCATTATCGACGC
23RR: ATGAGCTCCCAACGTTTACAGCGTTG
intron CHSAF: GGATCCTGTTACATTATTACATTCAACG 1286
CHSAR: TCTAGACCAAGGCAAGTGTAAGTAAGTG
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