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A homologous comparison between mycoplasma and phytoplasma using 16S rDNA PCR amplification
and RFLP analysis/DENG Zhao_Qun' HU Qin_Xue’ LIU Sheng® WANG Yao® LIN Mu_Lan’

Abstract 168 rDNA from mycoplasma and phytoplasma was amplified by PCR  and a band was detected at a-
bout 1 kb. DNA products were digested with restriction enzymes EcoR | Hindll BamH 1 Sall and Sma |
and then were analyzed using RFLP. Similarity coefficient derived from RFLP analysis of mycoplasma and phy-
toplasma is 0. 72.
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300 pl
1.3 DNA 1998
1.0 g 10 ml 70 ml
1.5 ml 10% SDS 65°C 30 min 3.5 ml 5 mol/L KAc 30 min
10 min 10000 r/min 0.6 ~1 -20C 30 min
15 min 10000 r/min 70% 100 pl TE
1.4 PCR
Shigetou Numba Numba et al. 1993
P1 5" _GTTTGATCCTGGCTCAGGATT_3’ P2 5' _AACCCCGAGAACGTATTCACC _
3
1.5 PCR
50 wl 1wl DNA 0.5 pm P, P, 250
pm  dNTP 5 ul 10xPCR 1.5 U Taqg DNA 94C
1.5 min 60°C 2 min 72°C 3 min 94C 2 min 60°C 2 min 72°C
3 min 29 72°C 7 min 10 wl 1%
1.6 PCR RFLP
PCR 16S rDNA RFLP PCR
DNA 6 pl  EcoR 1 Hindll BamH 1 Sall  Smal 1.5%
F F=2N,/ N, +
N, Lee et al. 1993 N, 5
N, N, 5

1 5 PCR 16S rDNA  RFLP

Fig.1 RFLP analysis of PCR products of mycoplasma and phytoplasma using five restriction en-
zymes
12345 1"2"3" 4" 5"’ 1 1" Smal 22" Sall
3 3" BamH | 4 4" HindIl 5 5" EcoR 1 6 ADNA Marker
Note 1 2 3 4 5 phytoplasma 1 2’ 3" 4’ 5" mycoplsma. 1 1’'digested with Sma I 2 2'digested with Sal

I 3 3'digested with BamH 1 4 4'digested HindIll 5 5’ digested with EcoR I 6 NDNA Marker.
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