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DNA, - 20 : : 2.05g NaCl,0. 05 g ,0.5
g CTAB, 20 mL , I mL 0.5 mol/ L EDTA(pH8.0),2. 5mL I mol/L Tris
Cl(pHS8.0), 25 mL , 0.3¢g, 0. 9 mL , 60
30 min, 5 000 rpm 5 min, ) (24 1 , 10 000
rpm 90 s, 2/3 -20 30 min, 10 000 rpm 5 min,
1 mL 70% R 100 ul, TE, Shimadzu UV 2201
O D260 ) DNA
1.3 PR
Lee, .M. ", 16 S rDNA : R16mF2/
R16mR 1 , R16F2/ R16R 2 , PCR(nestedPCR)

R16mF2= 5"-CAT GCAAGTCGAACGGA-3 R16F2= 5 -ACGACTGCT AAGACT GG3'
R16mR1= 5"-CTTAACCCCAAT CATCGAC3" R16R2= 5 -GCGGTGTGTACAAACCCCG-3

PCR : 50 ul. PCR 500 nmol/L,dNTP 100 mol/L, DNA
20 ng( PCR 1 ul),5 ul. 10X PCR ( ),
Taq DNA 1.25U( ) 9 56, 72, 30
5 1 min, 1 min, 2min; 25 30s, 1 min,
2 min, 72 10 min PCR 1% (0.5 pg/mL EB) ,I1x TAE
, 5 uL,
1.4 PCR
DNA (Pharmacia Sephaglas Kit)
., PCR2.1T Vector( Invitrogen) , (Escherichia coli) TG1
PCR,
PCR , (16 StDN A )
,— 20
1.5 (RFLP)
, PCR ,PCR ,50 pL.
10ng, R16F2/R16R2 Promega Wizard " PCR preps DNA purification
system , , 37 24 h
:Alu ,Hinf ,Hha ,Hpa ,Rsa ,Sau3A,Tru9l 5%
(PAGE), 1x TBE 0.5 ug/mL. EB 40 min,
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1) Lee I M. A new outlook in detection, identification and classification of phytoplasmas.

, 1996.
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PCR Amplification of 16 S rDNA of Phytoplasma Associated with
Cherry Fasciated Disease and RFLP Analysis

Li Henghong Qiu Bingsheng |Shi Chunlin

Jin Kaixuan Zhou Qi H uang Xijun

Abstract Cherry fasciated disease is a disease which was found in the cherry sapling
imported from Israel. DNA amplification by PCR was used to detect the phytoplasma associ—
ated with cherry fasciated disease. The 16 S rDNA sequence amplified was analyzed by re-
striction endonuclease digestion. The RFLP pattern(sum of results analyzed by 7 restriction
enzymes) was compared with the results of other phytoplasma previously described by Lee, I.
M. et al. We propose that cherry fasciated disease should belong to Group

Key words cherry fasciated disease phytoplasma nestedPCR RFLP

Li Henghong, Qiu Bingsheng, [Shi Chunlin|( Institute of Microbiology, Chinese Academy of Science Beijing 100080) ;
Jin Kaixuan(The Research Institute of Forest Protection, CA F) 3 Zhou Qi, Huang Xijun( Capital Airport Animal & Plant
Quarantine Bureau, PRC).



