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102.5 mIFHFARHE50 ml BB EBE FRM B /b B B B, 2.5ml 2 mol/l
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BFEHBMIEAG501-X83% g Bio-Rad, MRv:MyIEE Pt |, RNABEA, DNARF I 3k
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m1 MmN RE (TMV) OM #% cDNABHMER, LW B
KRR R, BRAMRE (CMV) WRNAFRHE (A BE18/HED)
TMV OM#:; 2. ZRABTMVH: 3. LEAETMVE 4. L¥ B CMVEk,
Fig. 1 RNA dot hybridization between the cDNA of TMV strain OM and
TMV strains isolated from Yuxi and Shanghai, CMV strain isolated from
Shanghai (autoradiogram:18 houts)
1. TMV strain OM; 2. TMV isolated from Yuxis 3. TMV isolaied from
Shanghais 4. CMV isolated from Shanghai.

w2 MEE 7 TMV-RNAR DS a8
KRR MR (L4 200ngR#ERNA; F13: 26ngHBRNA
LRRRRRS R 2 A+ARER kg ni: 3 IRRRE N,
¥ 5h 9 RINA B 0 1 B8 ARtk 48 v v 4 0 15 TMV-RNA 16 98 8 (LA43: #n 80mgs

F43: Wrr20mgd

AR RESREEAN; 5 AESIMRNAB AR, 2B, 1AM 6.3 B BRI
oY (SDS) MBS RERAENEN (LFF: Firteomg: T47: meb20mg)
7.F&0.1% SDSHB Mk B8 B/ TMV-RNA OR 45 8. RS 7 &Y B 4 1 e 89 TMV-RNA,
Fig. 2 Comparison of the methods for isolation of TMV-RNA from tobacco leave
Comparison of different methods (viral RNA:upper line, 200ng; lower line, 25ng), 1 use
guanidinium thiocyanate buffers 2. use cetyl trimethylamonium bromide buffers 3. use phosphate
buffer.

The influence of internal and external RNAse on the detection of TMV-RNA isolated by
phosphate buffer (infected leavesupper line, 80mg, lower line, 20mg): 4. put sample on room
temperature about 24 hours; 5. treat sample with RNAses 6. use isolated RNA sample imme-
diately.

The influence of SDS on the extract efficiency of phosphate buffer (infected leavetupper line,
80mgs lower line, 20 mg): 7. isolate TMV-RNA sample by the phosphate buffer containing
0.1% SDS (water phase)s 8. rescue residual TMV-RNA from phenol phase of sample 7.
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Fig. 3 The influence of concentration of sall in sample and treatment of sample with

phenol and formaldehyde on the adsorption of TMV-RNA onto nilrocellulose filter Cautora-

diogram, 18 hours) ‘
1. sample in 2.5xSSPE; 2. samplein 2.5XSSPE, treatment with formaldehyde;
3.sample in 10 X SSPE; 4.sample in 10 X SSPE, treatment with formaldehyde; 5.sample
in 2.5%SSPE, treatment with phenol; 6. sample in 2.5xSSPE, treatment with
phenol and formaldehyde; 7. sample in 10 x SSPE, treatment with phenols 8. sample

¢ in 10X SSPE, treatment with phenol and formaldehyde.
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SARIEMM HBREZW BRI L HERNTHBRREZWBREREG SWBERLT
MBEATBAEARRE M EER,

Fig. 4 The influence of tobacco leave soluble substance on dot hybridization of TMV-RNA
(upper line, healthy leave 80mg or virus 20ug, lower linc, healthy leave 20mg or virus 5ug)
1. healthy leave extracted by guanidium thiocyanate buffers 2. healthy leave extracted by
cetyl trimethylamonium bromide buffers 3. healthy leave extracted by phosphate buffers
4. virus particle extracted by phosphate buffers 5. virus particle + healthy leave exiracled

by phosphate buffer.
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RNA DOT HYBRIDIZATION FOR DETECTING TOBACCO
MOSAIC VIRUS IN TOBACCO LEAVE

Wang Jun

(Kunming Institute of Botany, Academia Sinica, Kunming)

Abstract The conditions for detecting tobacco mosaic virus (TMV) RNA in
tobacco leave extract by RNA dot hybridization using a radioactive probe containing
the ¢cDNA of 3’/ tcrminal RNA of TMV strain OM have been studied, These
conditions include the homology between the TMV strains isolated from Yunnan
and Shanghai and the strain OM, the method for extracting viral RNA {rom
tobacco leave and for adsorbing the extracted viral RNA onto nitrocellulose filter
efficiently, the material interrupting the adsorption of viral RNA onto nitrocellulose
filter and the hybridization of viral RNA with probe, and the specialily, sensiti-
vity of the RNA dot hybridization method for detecting TMV-RNA in tobacco

leave,

Key words RNA dot hybridization; Tobacco; TMV-RNA





