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Abstract: Two hundred and thirty three strains of V. dahliae and three strains of Fusarium oxysporum f. sp. vasin—
Jfectum were isolated from cotton of the major cotton production areas in Hebei Sichuan and Liaoning provinces. The
defoliating and nondefoliating pathotypes of these strains were evaluated by PCR amplification. Three pairs of primers
which are specific for identifying V. dahliae defoliating and nondefoliating pathotypes respectively were used in the
PCR analysis. Results showed that the V. dahliae-specific bands were amplified from all the 233 strains of V. dahliae
isolates but not the 3 strains of F. oxysporum f. sp. vasinfectum by using V. dahliae specific primers DB19/DB22. PCR
amplification with nondefoliating pathotype-specific primers INTNDf/INTNDr revealed that strains Sch- Sch-3 from
Sichuan province and strain Ly-l from Liaoning province are nondefoliating type. Defoliating pathotype-specific DNA
bands (450 bp) were amplified with primers INTD2{f/INTD2r from all the 228 strains of V. dahliae from Hebei prov—
ince as well as the defoliating standard strain T9. Our results indicated that defoliating pathotype of V. dahliae was
dominant in the cotton growing area of Hebei province.
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Tab.1 The information of tested V. dahalie strains and type strains
Sampling site Strains quantity Sampling site Strains quantity Sampling site Strains quantity
2 2 5
16 10 1
8 1 1
5 5 3
6 1 1
8 7 1
5 10 22
7 1 4
1 2 14
1 8 5
9 21 6
14 4 5
2 4 1
1
1.2 o
1.2.1 1 mL DNA
PDA ( 1.5 mL 30 min
0.6 cm) 1 PDA 2 30 s 5 12 000
25C 15 d r/min 5 min 750 L 1.5 mL
( 0.3¢g) 1.5 mL 125 pL PPS( Protein precipta—
( 0.1 mL 1 3 mm tion solution) 5 12 000 r/min 5
) 4 C o min 700 pL 1.5 mL
1.2.2 DNA -20%C 1 h 12 000
DNA Fast DNA r/min 5 min 500 pL -20°C
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Tab.2 Nucleotide sequence of PCR primers

Primer Primer types Primer sequence Fragments size
DB19/DB22 * V. dahliae 5 CGGTGACATAATACTGAGAG-3~
5“GACGATGCGGATTGAACGAA3~ 539
INTD2f/INTD2r * 5“AACTGGGTATGGATGGCTTTCAGGACT 3~
5“TCTCGACTATTGGAAAATCCAGCGAC3~ 462
INTNDf/INTNDr ° 5“CCACCGCCAAGCGACAAGAC3”
5~TAAAACTCCTTGGGGCCAGC3~ 1162
1.2.3 PCR 7 12345678 9101112 MI31415161718192021222324
8 V. dahliae ( DB19/DB22) .

( INTD2f/INTD2r)
( INTNDf/INTNDr)

o 2
PCR 20 pL 10 x Buffer 2
wL 2.5 mmol/L dNTP 2 pL I wL Tag 1.25
U 1 pL 13.5 uL. PCR  ( Bi-
ometra Tg) o 94°C 5
min 94°C 45 s 55°C ( INTD2{/INTD2r DB19/
DB22)  65°C ( INTNDf/INTNDr) 45 s 72C
1 min 35 72°C 10 min., PCR
1% o
2
2.1
V. dahliae ( DB19/DB22)
231 2
( T9
Vo7) 3 ( 14.12  1-
3) DNA PCR 1
3 231
2
500 bp o 231
2.2
V. dahliae ( INTNDf/
INTNDr) PCR
o Ly .Sch-.Sch3
Vo7
1 100 bp T9
( 2),
Lyd
Sch- .Sch3 o

1~24 Sch4 . Ly4.152.1653.190.194.204.210.
212.218.234.239. Marker. 254,270, 323.3153.320. T9, V97.321.
3224 .CK.FOV1.FOV2,
Lane 1 —24. Sch4 Lyd 152 1653 190 194 204 210 212 218
234 239 Marker 254 270 323 3153 320 T9 V97 3224 CK FOVI
FOV2.

1 (DB19/DB22)
PCR
Fig.1 Electrophoresis of PCR products to standard
strains and the partial tested strains using specific
primers DB19/DB22

1~24 CK.FOVI.FOV2.152.1653.190.194.204
210.212.218.234 .Marker.239.254.270.323.3153.320.Sch4 . Ly .
321.3224.V97.T9.
Lane 1 —24. CK FOVI FOV2 152 1653 190 194 204 210 212
218 234 Marker 239 254 270 323 3153 320 Schd Lyd 321 322-
1 V97 T9.
2 (INTNDf/INTNDr)

Fig.2 Electrophoresis of PCR products to standard
strains and the partial tested strains using specific
primers INTNDf/INTNDr

2.3
V. dahliae
( INTD2{/INTD2r)
PCR Ly .Schd.
Sch-3 V97

450 bp ( 3).



A G T A
199 AGRICULTURAE
BOREALI-SINICA

( Ly .Sch4 .

Sch-3) 228

1234567 89 10 1112 13141516 171819 20 2122 2324 M

eSS eEERR=lEr ==

1~24 CK.Sch4 .Ly4.152.1653.

190.194.204.210.212.218.234.239,254.,270.323.3153.320.

T9.V97.321.3224 .FOV1.FOV2.Marker.
Lane 1 —24.CK Schd Lyd 152 1653 190 194 204
210 212 218 234 239 254 270 323 3153 320 T9 V97
321 3224 FOV1 FOV2 Marker.

3 (INTD2f/INTD2r)
PCR
Fig.3 Electrophoresis of PCR products to standard
strains and the partly tested strains using specific

primers INTD2f/INTD2r
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