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Construction of a full-length cDNA library for Senecio scandens
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Abstract: Objective In the present study, our information from Senecio scandens full-length cDNA clones will serve as a useful
resource for elucidating functional genes and will also aid a precise annotation of genomics in Compositae plants. Methods The total
RNA was extracted from S. scandens using Trizol method. SMART (switching mechanism at 5° end of RNA transcript) was applied to
constructing the full-length cDNA library. Titer of the library, full-length ratio, and redundancy rate for 600 monoclone randomly
selected sequencing library were evaluated by PCR amplification. NCBI and COG database was used to compare those sequences.
Results Parameters of the the quality of cDNA library were as follows: the capacity of the library (4.3x10° cfu/mL), the average size
of the inserted fragment (1.7 kb), the recombination rate (96.35%), the full-length rate (58.24%), and the redundancy rate (10.88%).
EST sequences for 524 full-length were obtained in this study, involving 467 unigenes, among which five sequences associated with
synthesis, transport, and metabolism of S. scandens secondary metabolites. Conclusion SMART technology could be effectively
applied to constructing the full-length cDNA library of S. scandens. Our results indicate that the full-length cDNA library could be
further applied to regulation of expression on identification of functional genome, screening of novel genes, and biosynthesis of
metabolism genes in S. scandens.
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CHFE 1h, K EZIEE 1B

XJH LD-PCR ¥: L) cDNA %5 1 8 Ry Bk 4 1 55
3XVEE cDNA, PCR ¥ 34 SRR 4 100 pL, g
i cDNA2 uL, 217K 80 uL, PCR ZZMi
(10X Advantage®™ 2 PCR 2B 10 pL, 50X dNTP
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Phrep #2:RAAAIPHI . B A K /N T 100 bp 7
g, REPHE, MBPNTHEE EST MIAHM
Unigene #i#ti, KH Getorf A3 47 2L TF 5 5 13241
T L2 KE, TURFE . 1321 EST J#5
4T Blast 4341 (NR. NT. Swiss-Prot. KEGG).
I BLASTP ¥4 Unigene #(#li5 COG (Cluster of
Orthologous Groups of Protein) #(#fi /% Chttp: //
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Fig. 1 Electrophoresis of total RNA
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Fig. 2 Electrophoresis of double strand cDNA
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Fig. 3 Identification of inserted fragment length
in full-length cDNA library
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Table 1 Number of ESTs in unigene

B LA SRR IR /%
1 424 90.79
2 34 7.28
3 6 1.28
4~5 2 0.43
6~10 1 0.21
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>100 0 0.00
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Fig. 5 Functional classification of S. scandens
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