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cDNA Synthesis of Rice Dwarf Virus Transcripts
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Fig. 1. Effect of reaction time on polyadenyla-
tion of RDV transcripts. Polyadenylated
RDV transcripts were analyzed on 2%
agarose gel.
lane 1: RDV transcripts.
lane 2: 2 min.
lane 3: 5 min.
lane 4: 10 min,
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Fig. 2. Incorpolation of 3P-dCTP to single
strand cDNA. Poly A tailing reaction:
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Fig. 3. Effect of KCl concentration on reverse
transcription of RDV RNA.

KCI concentration: @ =30mM, O =50mM,
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Autoradiograph of single strand cDNA
synthesized in different concentration of
KCIl. Synthesized ssDNA was analyzed
on 2% alkaline agarose gel.

lane 1, 3, 5: 30 mM
lane 2, 4, 6: 50 mM
lane 1, 2: 20 min.

lane 3, 4: 40 min.

lane 5, 6: 60 min.

lane a; Hpall digested of
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Incorporation of 3¥P-dCTP to double
strand ¢cDNA. Incubation temperature
was changed from 12°C to 22°C.

(min.)

1 2 3

Autoradiograph of synthesized double
strand ¢cDNA. Double strand ¢cDNA
was analyzed on 2% alkaline agarose
gel.

double strand cDNA.

single strand ¢cDNA.

Hpall digested of plasmid pBR 322.
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Fig. 7. 32P-cpm and 3H-dpm of the Sephadex
G-50 fractions after dC tailing reaction
of double strand ¢cDNA.

0 =%P cpm, []=3H dpm.
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Summary

Conditions for c¢cDNA synthesis of rice dwarf
virus (RDV) were investigated. Rice dwarf virus
transcripts synthesized by RDV virus particle in
vitro were polyadenylated for single strand ¢cDNA
synthesis.

The RNAs were polyadenylated for 2 minutes
and 10 minutes. Single strand c¢cDNA synthesis
was found to dependent on the time of polyaden-
ylate reaction. T'wo minutes reaction was superior
The
efficiency of the optimal concentration of KCl for

to ten minutes reaction in this experiment.

single strand cDNA synthesis was determined to
be 30 mM.
synthesis was 48% for RDV transcripts.

The efficiency of single strand ¢cDNA
Double
strand ¢cDNA synthesis was made by Gubbler-
Hoffman method and efficeincy was 16% of the
single strand ¢cDNA. The double strand c¢cDNA
obtained in this experiment generated 164 clones
after transformation of E. coli HB10l by using
pBR 322 as a vector.



