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Specific Detection of the Segment 10 by Hybridization
Using Rice Dwarf Virus ¢cDNA Clones

Takeshi MAaTsuMURA*, Ichiro UYEDA
and Eishiro SHIKATA

(Department of Botany, Faculty of Agriculture,
Hokkaido University, Sapporo 060, Japan)
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Fig. 1. Colony hybridization of pRD clones with
RDV genome segment 10. Hybridized
colonies were numbered as shown.
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Bt fTolcsn—=v 7y Cxbnicsa—r pRD
367 & pRD84, pRDI12, =¥+ m—na kLT pBR322
D75 RIFEGHY 71050 RNA %7 u~7&
LCFy b 7By b AT Y F4 L~ a r&iTozbs
B, W5 0 pRD84, pRD112, pRD367 » 3> s m
— VUG 2 10 FERIGLZA, pBR322 11414
KIGLish»#e (Fig. 2),
PRD84
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Fig. 2. Dot blot hybridization of pRD clones.

Probe: #P-ATP labelled RDV genome
segment 10,
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Fig. 3. Southern blot hybridization analysis of pRD clones.
A: pRD clones digested with Psz I were analyzed on 2% agarose gel.
B: Autoradiograph of pRD clone fragments hybridized with RDV
genome segment 10.
lane 1: pRD 82
lane 2: pRD 84
lane 3: pRD108
lane 4: pRDI112
lane a: EcoR I, Bam HI and PstI digested of pBR322 and Hind
IIT, Aval and Poeu Il digested of pBR322.
lane b: Hpa II digested of pBR322.
. s e R
PRD112(980bp) e —eessessemmmem—
PRD 82(480bp) e
PRD 84(340bp) T
PRD 83(350bp) ST
PRD367(410bp) e

Fig. 4. Restriction endonuclease cleavage map of ¢cDNA clones to RDV genome
segment 10. Symbols are restriction enzyme cleavage sites of Sacl (0O),

Hind

I (2.), Alu I (), Sau3A (), Sph 1 (8), Bam HI (@), Sall ().
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o ~ pRD 82
PRD 84
> PRD 89
pRD108
. D12
pBR322

Dot blot hydridization of RDV genome segments. pRD clones

were digested with Hpa Il and filled in with #¥P-dCTP by DNA
polymerase klenow fragment as a probe.
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Summary

Rice dwarf virus (RDV) clones made from the
viral transcripts were screened by 1% agarose gel
electrophoresis. Qut of screened 34 clones with
more than 600 bp inserts, five colonies hybridized
with RDV genome segment 10. The segment
asignment of the hybridized clones, pRD84, pRD112
and pRD367 which were obtained in another ex-
periment was further confirmed by dot blot hy-
bridization with RDV genome segment 10. The
clones, pRD82, pRD84, pRD108, pRD112 were di-
gested with PsztI and DNA fragments were ana-
lyzed on 2% agarose gel. The cDNA inserts of
pRD84 and pRD112 were determined to be 340 bp
and 980 bp, respectively. pRD82 and pRD108 gave
two bands on the gel. The gel was southern
transfered to a membrane and hybridized with
RDV genome segment 10. The clones, pRD84 and
pRD112 were reacted clealy but the lower band
of pRD82 and the upper band of pRD108 did not.

Restriction endnuclease cleavage map of pRD
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clones suggested that near full-length of RDV a membrane and hybridaized with the obtained
genome segment 10 was covered by cDNAs. pRD clones. The tested pRD clones hybridized
Separated RDV genome segments was spotted on with RDV segment 10 specifically.



