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The Use of Nested PCR Method for Rapid Detection of Rosellinia necatrix Causal
Agent of White Root Disease From Soil and Root
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Table 1: Primers and their sequences used in
detection of Rosellinia necatrix

Sl ol R
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R2 5'CAA AAC CCA TGT GAA
CAT ACC A3’

R8 5'CCG AGG TCA ACCTTT
GGT ATA G3'

R7 5'AAC CAT AGG CGA GAT
GAG AAA T3'

R10 5'CCC CTG TTG CTT AGT

GTT GG3'
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Fig 1: Presence of typical pear-shaped hyphal swelling in Rosellinia necatrix.
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Fig 2: Amplification of 112 bp bands in Nested PCR using primers R7, R10 from soil confirming the existence of
Rosellinia necatrix. A1, A2: Soil from orchard#1; B1, B2: Soil from orchard#2; C1, C2: Soil from orchard#3; D1, D2:

Soil from orchard#4; E1, E2: Soil from orchard#5; F1, F2: Soil from orchard#6; C*: Positive DNA control; C": Negative
sterilized wheat field soil and M: Molecular marker 100bp ladder.
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Fig 3: Amplification of 112 bp bands in Nested PCR using primers R7, R10 from root confirming the existence of
Rosellinia necatrix. RA1, RA2: Cherry root covered by cottony mycelium, RB1, RB2: Cherry root covered by mycelial
fans; RC1, RC2: Symptomless cherry root; RD1, RD2: Faba root covered by mycelia; RE1, RE2: Symptomless faba
root; C*: Positive DNA control; C: Healthy faba root as negative control and M: Molecular marker 100bp ladder.
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1 10 20 l 30 40 50 60 70 80 90 100 110 120 130
Rosellinia  TCRARACCCATGTGARCATACCACECGTTGCCTCGECAGGTCECGTCCTACCCCEARGTGLCCTACCCTGTTAGEGCCTACCCGETGG6CECGE6CCARCCTGCCGGCGECCCRCGARACTCTGTTTAGE

ITS CAARACCCATGTGARCATACCACACGTTGCCTCGGCAGGTCGCGTCCTACCCCGARGTGCCCTACCCTGT TAGGGCCTACCCGGTGEGCGCGGGCCARCCTGCCGGCGGCCCACGARACTCTGTTTAGE
Conszensus .CARRACCCATGTGARCATACCACACGTTGCCTCGGCAGETCGCGTCCTACCCCGARAGTGCCCTACCCTGTTAGGGCC TACCCGGTGEGCGLGEGCCARCCTGCCGLCGGCCCACGARACTCTGTTTAGE

131 140 150 160 170 180 190 200 210 220 230 240 250 260

I 1

Rosellinia  ATTGAATTCTGARCACATARCTARATAAGT TARAACTTTCRACRRCGGATCTCT TGGTTCTGGCATCGATGARGARCGCAGCGARATGCGATARGTARTGTGAAT TGCAGAAT TCRGTGAATCATCGART
ITS ATTGAATTCTGRACACATARCTRAATARGT TAARACTTTCARCARCGGATCTCTTGET TCTGGCATCGATGARGRACGCAGCGARATGCGATARGTARTGTGART TGCAGART TCAGTGARTCATCGRAT
Consensus  ATTGAATTCTGRACACATARCTARATAAGT TRARACTTTCARCAACGGATCTCTTGGET TCTGGCATCGATGARGARCGCAGCGRARTGCGATARGTRATGTGART TGCAGARTTCAGTGARTCATCGRAT

261 270 280 290 300 310 320 330 340 350 360 370 380 390

1 1

Rosellinia  CTTTGRARCGCACATTGCGCCCATTAGTATTCTAGTGEGCATECCTGT TCGAGCETCATTTCARCCCTTARGCCCCTGTTGC TTAGTGTTGG666CCTECAGCECCTGCTGCAGCCCCTCGARGTCAGTGE
ITS CTTTGARCGCACATTGCGCCCATTAGTATTCTAGTGGGCATGCCTGT TCGAGCGTCATTTCARCCCT TRARGCCCCTGTTGLT TAGTGT TGGGGGCC TGCAGCGCC TGETGCAGCCCCTCGRARGTCAGTGE

us CTTTGARCGCACATTGCGCCCATTAGTATTCTAGTGGGCATGCCTGT TCGAGCGTCATTTCARCCCT TARGCCCCTGTTGCTTAGTGT TGGGGGCCTGCAGCGCCTGCTGCAGCCCCTCGARGTCAGTGE

391 400 410 420 430 440 450 460 470 480 490 497
Rosellinia  CGGRGTCGGTCRCACACTCTAGACGTAGTAGATTTCTCATCTCGCCTATGGT TGTGCCGGTCCCCTRCCGTARARCACCCCCCCCTATACCARAGGTTGACCTCGGA

ITS CGGAGTCGGTCACACACTCTAGACGTAGTAGATTTCTCATCTCGCCTATGGT TGTGCCGGTCCCCTGCCGTARARCACCCCCC--TATACCAARGGT TGACCTCGG
Consensus CGGAGTCGGTCACACACTCTAGACGTAGTAGATTTCTCATCTCGCCTATGGTTGTGCCGGTCCCCTGCCGTARARCACCCCCC. . TRATACCARAGGT TGACCTCGG.

olkael S 5l oo las Rosellinia necatrix ¢ )3 5.8S IRNAUITS, ITS; >y sosgdlSs Jlgi (g5l s jop mls:F S
05 SSb o eads <3 R, necatrix alo> g b
Fig. 4: Alignment of nucleotide sequences of ITS; . ITS,: 5.8S rRNA in Rosellinia necatrix isolated from Isfahan soil
with R. necatrix registered in GenBank.
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