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Primer Sequence Base number GC percent
Verl(forward primer) 5 GCCGCAGGCCGCGGAGAAAGTGGT 3 24 50
Ver 1(reverse primer) 5 GGGGATATACTCCCGCGACACAGCC 3 23 40

afl R (forward primer) 5 TATCTCCCCCCGGGCATCTCCCGG 3 24 60
afl R (reverse primer) 5 CCGTCAGACAGCCACTGGACACGG 3 25 50
ITS1 (forward primer) 5 TCCGTAGGTGAACCTTGCGG 3 20 60
ITS4 (reverse primer) 5 TCCTCCGCTTATGATATGC 3 19 47
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dNTP (10 mmol/lit) 0.8mmol/lit 2 2 2
Forward Primer 0.8mmol/lit 1 1 1
Reverse Primer 0.8mmol/lit 1 1 1
Taq DNA polymerase (5U/ul) 0.5 unit 0.1 0.2 0.1
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Abstract

Rice is an important cereal and also one of the essential sources of energy in the world and
especially in the eastern world. Because of nutritional value and relative humidity, rice is
certainly exposed able to contamination with melds. Aflatoxin. is a type of secondary metabolites
and one of the most dangerous and important fungal toxins. Aflatoxigenic Aspergillus species
can be very terrible in cereal ‘and dried fruits. Aspergillus flavous and A.parasiticus are two
famous and most known species. responsible for.the contamination of food and feed stuff.
Culturing and" morphological " characteristics were used in identification and isolation of
Aspergillus isolates. Then molecular.evaluation of the gene involves in the aflatoxin biosynthesis
process was done by PCR. ver 1, aflR ‘are structural and regulatory gene that has a critical role in
aflatoxin producing system. Toxin production of isolated species gets confirmed by HPLC and
Immunoaffinity column method. Results showed 20 samples of 60 have aflatoxigenic fungi. 2
types of'.fungi with,_ similar morphological characteristics of Aspergillus flavous and A.
parasiticus were identified and cultured on AFPA (specific culture media) for verification. PCR
molecular-test and_cultural morphology were accepted by together in 90 percent of samples. In 3
cases aflR, ver 1 was not detected that HPLC method was approved too. Results shows PCR of
critical gene of aflatoxin biosynthesis like afIR, ver 1 can be recommend as a good method for
confirm of toxigenic aspergillus species. ITS sequencing showed that Aspergillus flavus
Accession No MG430332.1 and Aspergillus parasiticus Accession No MH937579.1 are
predominant in rice. It is recommended to study the species that produce ochratoxin (another
important mycotoxin) in rice and other cereals.

Keywords: Aflatoxin, Aspergillus, PCR.
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