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Establishment of fluorescence quantitative RT-PCR assay on
rolABC genes in transgenic Troyer citrange
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Abstract: B, D, E transgenic clones with rolABC genes and wildtype plants were used as materials to construct binary
standard curves of rol genes and S-actin gene with SYBR Green | fluorescent dye. After normalizing the influence of
amplification efficiency with different primers in qRT-PCR, comparative Delta-delta Ct method was applied to develop
suitable gRT-PCR method for analysising the expression of rolA, rolB, rolC genes in 5 tested tissues of B, D, E clones.
The primary result showed that rolC expressed highest among 3 rol genes in tender stem, tender leaf, functional leaf and
bark, rolA gene’s expression in the middle level and mainly in tender stem, and rolB expressed lowest and mainly in
root.
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Table 1 Primers sequence of target genes and reference gene used in quantitative RT-PCR

2R LS TSI ¥y i8R BKE/bp
rolA (X64255) 5'GACCTTCGGAGTATTATGGC-3' 5-AAGTCATGGCCAAAGGAGTG-3' 143
rolB (CAA45540) 5-CTCGCCGCAGAAAGAAGGT-3' 5'- ATCGCCATTTTCGCAAGTTC-3' 100
rolC (X64255) 5-TTCGGTTACGCGGATCCTAT-3' 5-GCCGATTGCAAACTTGCACTC-3' 198
p-actin (CA824001) 5-CACACTGGAGTGATGGTTGG-3'  5-ATTGGCCTTGGGGTTAAGAG-3' 228
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Fig. 1 Standard curves of rol genes and reference gene were established for quantitative RT-PCR analysis
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Fig.2 Evaluating the specificity of qRT-PCR primers and amplified fragment size with 1% agarose gel electrophoresis
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Fig.3 Evaluating the specificity of primers used in qRT-PCR
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Fig.4 Relative quantitative RT-PCR analysis of rol genes in 5 tested tissues of 3 different transgenic Troyer citrange clons
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