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APPLICATION OF CLASSICAL AND MOLECULAR TECHNIQUES IN
DETECTION OF Armillaria mellea THE CAUSAL AGENT OF ROOT
AND CROWN ROT DISEASE FROM SOIL AND WOOD
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Table 1. Primers used in detection of Armillaria. mellea
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AAG CTG AAT CCT TCT ACAAAGTCA A AR2

Js ek Sl e 2B il o &8 aiS ke Colgs
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Fig. 1. Pathogen detection with semi-selective medium BSMA+ PP. Top from left to right: Sterile soil (Control),
detection in 0, 7 and 14 days after soil inoculation in isolate IRAN 295C. Down: Detection of isolate A2 in
21 and 30 days after soil inoculation.

Slhaad a3 sb g aly; 59, Armillaria mellea o b 25 Y K3
Fig. 2. Mycelial fan of Armillaria mellea on geranium root and crown.
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Fig. 3. Amplified DNA pattern using universal primers ITS1/ITS4 and specific primers AR1/AR2 in nested PCR
from inoculated soil samples with isolate Armillaria mellea ( IRAN 295C). ( L: 100 bp DNA Ladder plus,
Tn: Soil samples in different days after inoculation, C*: Positive DNA control, C: Sterile soil as negative
control).
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Fig. 4. Amplified DNA Pattern using universal primers ITS1/ITS4 and specific primers AR1/AR2 in nested PCR

from inoculated soil samples with isolate Armillaria mellea (A2). ( M: Molecular marker m, Tn: Soil
samples in different days after inoculation, C": Sterile soil as negative control).

ciz 5 ITSUITS4 4yl $5L51 cix b Nested PCR 35, L 0lllg 5 pb S slasi a5 31 00d 25 DNA 5010 S
(o] e dals :C 7 I KLz ;M) ARVAR2 & g6 5561

Fig. 5. Amplified DNA pattern using universal primers ITS1/ITS4 and specnﬁc primers AR1/AR2 in nested PCR
from garden and nursery soil samples ( M: Molecular marker m, C': Positive DNA control, C" : Water as
negative control).
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Fig. 6. Amplified DNA pattern using universal primers ITS1/ITS4 and specific primers . ARl/AR2 in nested PCR
from wood samples (L: 100 bp DNA Ladder plus, W,,: Wood samples, C": Positive DNA control
Armillaria mellea (IRAN 295C), C": Geranium healthy root).
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Table 2. Characteristics of wood samples collected from crown infected by Armillaria mellea.

w9 w8 w7 W6 W5 w4 w3 w2 w1 & g3
o
Wood
sample
ey O P ey S Sendl Gl S ey Y Ol
Pyrus Pyrus Cerasus Pyrus Crataegus Prunus Prunus Pyrus Pyrus Host
communis communis  vulgaris  communis azarolus domestica domestica communis  communis

Query: 448 ttagcagaaaccgtttgactttggotgetaggotgtgataatatctacgetttggtagte 507
L R R N e R N N R N NN RN RN
Shijet: 512 ttagcagaaaccgtttgactttggetgoetaggotgtgataatatotacgetttggtagte 571

Query: S5S08
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I R RN AR NN AERY" (NN
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Shject: 692 ggaaaagcttagecgcaagettagetttecaagagtttetbgbtacggettgactttyg 748
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Fig. 7. Pairwise alignment of nucleotide sequences of 700 bp band in Armillaria mellea detected from soil with A.
mellea registered in GenBank. The arrow shows different nucleotide site.
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