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ITS Sequence Analysis of Several Powdery

Mildew from Henan Province
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University, Shangqiu 476000, China)

Abstract: The DNA of five powdery mildews from Henan province were extracted by modified CTAB
method,and then the rDNA ITS sequences were amplified to analyze the phylogenetic relationship. The
result showed that three ITS sequences of Podosphaera section from Impatiens balsamina , Vigna un—
guiculata and Helianthus tuberosus were in one cluster for their small genetic distances and close genetic
relationships,and the ITS sequences of Erysiphe sp. from Euonymus japonicus and Odium neolycopersici
from tomato were in another cluster, which was consistent with the classification by the morphological
characteristics. Therefore, the application of ITS sequences can provide important theoretical basis for
pathogen classification and phylogenetic relationship analysis.
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, ; rDNA ITS1 (5'-TCCGTAGGT-
) GAACCTGCGG-3")  ITS4 (5'-TCCTCCGCTTATT-
; o GATATGC 3-HM, «C
) . PCR 20 pl:10 X Buffer 2 uL, dNTP
rDNA (internal transcribed L6 ul, ITS1  ITS4 0 6 ul. DNA 0. 5
spacer,[TS) s ITS pL.Tag 05 pl. 14 2 pL, PCR
, :94 °C 3 min; 94 ‘C 45,50 C
R 40 5,72 °C 1 min, 35 ;72 °C 10
, 2 min®', PCR 1% .
ITS . s (Genosens 1500)
. ITS . .
, ITS . 1.3.3 PCR
, pMD18-T , E. coli DH5q
[5-6] . s
rDNA ITS , , 1.3.4 Clustal X
) ITS , MEGA 4.0
R Kimura-2-Parameter ,
1 (neighbor joining, NJ)
o bootstrap ., 1 000
1.1 o
4 ,
N . .1 2
) . 2.1 DNA ITS
1.2 CTAB 5 DNA,
, ; 15 kb DNA
) , C D, ITS 1TS1
, 1.5 mL , 1T, DNA , 1 600
., —20C , bp DNA « 2, ,
DNA™, ITS . 5 ITS
1.3 603 ~ 642 bp, 188 30~
1.3.1 DNA 50 pl 70 bp,ITS1 174~218 bp,5 8S 152~156 bp,
2% CTAB , 5 2%CTAB 1TS2 141~183 bp,28S 11~60 bp( 1,
.58 C 1 h( )
; : (24 + 1) ,
4 °C .10 000 r/min 10 min ; , 1/10
10%  CTAB,
(24 :1),4 °C.1000 r/min 10 min; R 15000bp
: . —20C 30 min; 100001
4 °C .12 000 r/min 15 min; s 70% w::::::::
2 ’ ( )’ 2500hp
ddH,0,—20 C S 1%
DNA . M. Marker; 1. ;2. ;3. ;4 ; 5.
1.3.2 ITS ITS 1 5 DNA
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