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Molecular identification for some Pythium aphanidermatum isolates

from different fields of An-Najaf Al-Ashraf governorate

*Ali Ajil Al-Haidery Majeed Mete'b Dewan
Department of plant protection-faculty of  Department of plant protection-faculty of
Agriculture-University of Al-Muthanna-  Agriculture-University of Kufa- Republic

Republic of Iraq of Iraq
Abstract

The aim of the study included the isolation and identification of Pythium
species depend on phenotypic biotechnique on culture media and test it's
pathogenicity and identification isolates of P. aphanidermatum by molecular test and
genotype by using PCR technique from soils of some locations of Najaf province.
Five fungal genera were isolated and identified from: Baher Al-Najaf, Al-Hasaweya,
Al-Barakia, Al-Haiderya, Khan Al-Rube’, Al-Mushkhab, Al-Abbassia and extension
farm in Kufa/Al-Najaf for spring 2013.

The results of the polymerase chain reaction (PCR) by using a pair primers
specialist for P.aphanidermatum and analyze the results of immigration electric using
agarose concentration of 1.5% the appearance of bands of isolates A, B, C, D, E, F, G,
H, I, J, K, L which ensure the identification of P.aphanidermatum . It turns out the
result of the migration to the electric gel Agarose that all primers have interacted with
isolates of P. aphanidermatum and succeeded each primers to identify all isolates
where appeared polymorphic band and 100% with all of the isolates. Random
Amplified Polymorphic DNA (RAPD) adopted to identify the fingerprint DNA of
twelve isolates of P. aphanidermatum having been exposing DNA to four primers
(P1, P2, P3 and P4) was able to produce a number of bands reached to 131 where
recorded 18, 32, 40 and 41 bands in P1, P2, P3 and P4 primers respectively.

Keyword : Pythium aphanidermatum , polymerase chain reaction (PCR) , primers

* Part of PhD dissertation of the first author.
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1 cycle Initial Denaturation e° 94 4 min
Denaturation 2°94 1 min

30 cycles Annealing 2° 34 2 min
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1 cycle Final Extention 2° 72 1 min
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P1 sl Juariaad (3 43N 3 P.aphanidermatum bl < jad DNA sl paalall (g2l 7z 93) ajadl ¢l sl (6) Jssa

M L K J I H G F E D C B A
800 793.326 792.212 796.664
775.418 774.289 773.159 773.159
734.557 736.99 744.204
700 696.597 695.513 704.018
600
500
477.205 482.857
450
400 395.034
350
300
250 259.666 254.802
200
150
100
50
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Dendrogram with homology coefficient %:3.0 ( UPGHA )
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P2 (53l Jlarini (e 423LN g P aphanidermatum hadll < jal DNA @il paalall (3ol 7 93) asall 45 5adl 13 g% (7) Je

Lane Lane Lane
Lane M| Lane L |Lane K| Lane J | Lane | | Lane H | Lane G F E Lane D | Lane C | Lane B A
973.91 978.88 982.86
901.47
857.36
812.94 812.94
785.32
753.22 767.54 758.01
722.33 731.67 726.89 731.67
700.78 700.58 713.77
682.47
664.23 664.23
641.62 641.68 655.17
623.02 610.32 605.41 623.02
578.19 578.19 570.11
547.21 529.76
511.14 507.48 502.31 493.54 502.22
471.26 466.43 448.64
404.81 417.45 422.31 422.31
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P3 (bl Jleatinl (3 423Ul 5 P aphanidermatum _hdll &Y 3l DNA 555l pasall (acld 7 53) aoall At all o 5 931 (8) Jsaa

Lane
Lane M | Lane L |Lane K| Lane J | Lane | | Lane H | Lane G |Lane F| Lane E | Lane D | Lane C | Lane B A
964.24
911.25
865.33
827.06
803.66 791.77 793.86
753.19 736.45
718.21 716.83 714.53
692.71 692.31 692.34 686.13
664.42 660.43 676.32 670.23
636.18 652.81 640.21
624.14 628.2 610.21 614.61 622.53
600.32 584.68 588.22 590.41
565.38 571.33
535.01 513.45 521.62
501.17 501.61
477.03 458.81 487.63 487.63 475.72
467.21 461.29
435.16 437.51
406.14 400.21 400.21
350.04
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Dendrogram with homelogy coefficient %:3.0 ( UPGMA )

100%90% 80% 70% 60% 5S0% 40% 30% 20% 10%0%

J
]

-
S

I

P3 &l (sald) Jleaina) 2ie P aphanidermatum kil &Y je oo Sl 6l 4liall ds 50 (3) JS&

&I Gkl Gadai die 5 SV 3 2l eI das il 236 (5) B 5

110



2015

Jo¥) 2l agbad) alaal) due ) )3 4 glall 48 6<t) dlaa

P3 (bl Jleatil (3 423Ul 5 P aphanidermatum _hdll &Y 5l DNA 555l pasall (aeld 7 53) aoall A all 15 31 (9) Jsas

Lane M Lane L | Lane K| Lane J Lane || Lane H Lane G | Lane F| Lane E Lane D Lane C | Lane B | Lane A
926.66
871.39
836.58
796.36
758.48
730.11 735.63 735.18
701.38
682.23 679.27 675.48 682.36
664.82
645.46
622.65 633.24
595.67 611.37 597.69
571.59 565.48
554.36 548.41 550.39
514.43 527.18
510.6 491.53 497.82
480.16 480.16 480.16 469.23 478.54
456.27 442.64 446.91 448.23
423.34 425.62 423.44 418.15
399.11 389.4 397.12 399.76 397.54
367.69 357.21
344.61 344.56
327.32 316.68
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