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Isolation of Total MRNA from the Immature Beijing Wild Soybean Seeds
and Molecul ar Cloning of 1ts Complementary DNA

Bi Yuping,Mi Jingjiu,Guo jingcheng

College of Biological Science,Beijing Agriculiural University,Beijing

Abstract

Total RNA of the immature Beijing wild soybean seeds was isolated by LiCl precip
itation method.Total mRNA was purified by oligo (dT)-cellulose affinity chromato
graphy.The mRNA thus prepared showed enough translation activity when assayed
in the rabbit reticulocyte cell-free system in vitro.Using the total mRNA as templ ate
and oligo(dT)12-18 as primer,the first strand and second strand cDNA were sy
nthesized respectively by AMV reverse transcriptase and RNase H-DNA polymerase
I .The length of the double stranded cDNA synthesized was about 200-5000bp .the
ds -cDNA with perfect plunt ends was inserted into the smal site of pUC19 by blunt
end ligation. The resultant recombinant molecules sere used to transform E.coli
strain JM107,and more than 800 white clones were obtained.Repid electrophoresis
and EcoRI-Hindlll digestion analysis showed that most of the recombinant plasmi
nds from the white clones contained insertions with various lengths and 3 out of 4
tested were about 1700,2600 and 1400bp in length respectively.
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