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Construction of a Normalized Full-Length cDNA Library of
Soybean Seed at Different Developmental Stages

LI Chen, YAN Xiao-hong, ZHOU Xin-an, SHA Ai-hua, SHAN Zhi-hui, ZHOU Rong, WEI Wen-hui

(Department of Genomics and Molecular Biology, Institute of Oil Crops, Chinese Academy of Agricultural Sciences/Key Laboratory
for Biological Sciences of Oil Crops, Ministry of Agriculture, Wuhan 430062)

Abstract: [Objective] The objective of the study is to obtain full-length genes related to seed development and to provide
resources for soybean genomics. [Method] A normalized cDNA library enriched in full-length sequences was constructed using
DSN (duplex-specific nulease)-normalization method combined with SMART ™ (switching mechanism at 5> end of RNA transcript)
technique. [Result] The titer of unamplified cDNA library was about 6.0x10° cfu/mL. The average cDNA inserts was more than 1.0
kb with a recombination rate of nearly 100%. After large-scale plasmid extraction and sequencing, 36 656 EST sequences were
generated from the soybean seed cDNA library and the average length was more than 600 bp. All the EST sequences were assembled
and 27 982 unigenes were gotten, which indicated that the cDNA library was a non-redundant library. [Conclusion] These results
indicate that the normalized full-length cDNA library has been established successfully, which is convenient for further studying the
molecular mechanism and gene cloning of seed development.
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Fig. 1 Gel analysis of total RNA from soybean seed at 9

different developmental stages
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ANIR] I 48] 6% B Lo AR 6% B L AR RNA ¥
Different OD260/280 OD260/230 RNA concentrations
stages (ng'puL™h
10 day 2.01 222 1421

15 day 1.98 2.12 385
20 day 2.03 2.15 1580
25 day 1.95 1.88 1203
30 day 1.96 1.83 1103
35 day 2.02 2.30 1506
40 day 1.93 2.10 1305
45 day 1.97 2.28 1368
50 day 2.05 2.28 1420

1: #—4LHT cDNA; 2: ¥J—{bJ5 cDNA; M: DL2000 plus marker
1: Non-normalized ¢cDNA; 2: Normalized amplified cDNA; M: DL2000
plus marker

B2 %53 oDNA ¥—{LRTfE Bk E
Fig. 2 Agarose gel electrophoresis of non-normalized and

normalized amplified SMART-prepared cDNA
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Fig. 3 Size of cDNA library inserts
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