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ABSTRACT

Aflatoxigenic fungi like Aspergillus spp., commonly contaminants food, which has different
methods to detect their presence. The early detection of food contaminants is quite significant to
prevent the hazard on the human health and economic. This study aims to detect the isolation and
diagnosis of the companying fungi from some nuts that are available in local markets of Babylon
province (Iraq) and explore their ability to produce aflatoxins. The Aspergillus spp., was the most
common, followed by each of the Cladosporium spp. and Penicillium spp. The results from isolation
and diagnosis of this study showed that Aspergillus flavus was the most visible fungus in all kinds
of examined nuts. The highest rate of appearance for this fungus was in pistachios, reaching 70%,
whereas the rest of kinds of nuts ranged between 60-10%. The Polymerase Chain Reaction (PCR)
technique was utilized for the diagnosis of A. flavus by using a special primer. In this study, the
PCR technique was used for the detection of Aflatoxigenic A. flavus and ammonia chemical
detection was used to compare this technique.
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INTRODUCTION

Aspergillus species has different capabilities such as physiological and phenotypic diversity, the
production of enzymes and mycotoxins. Their spread associated with a high production of
reproductive units with low weights makes it hang in the air (Auberger et al., 2008). The problem
of food contamination by fungi producing toxins is one of the important problems at the present
time. The FAO indicated that there is no less than 25% of the world’s food contaminated with
mycotoxins (Kovacs, 2004). There are some types of seeds used in the manufacture of nuts
(e.g., pea nuts, pistachios, walnuts, chickpeas and pumpkin seeds, water melon seeds and cashew
nuts), getting exposure to contamination by fungal mycotoxins belonging to the genus Aspergillus
spp., during the storage (Cocker et al., 1984). Aflatoxin is a set of secondary metabolic compounds
that are highly toxic produced by fungus Aspergillus flavus, which produces aflatoxin B (AFB),
whereas fungus A. parasiticus produces both AFB and aflatoxin G (AFG). These fungi grow on
grains, some field crops (i.e., wheat and barley), most of family plants, grass, oilseed and milk.
There are about 18 species of aflatoxins including B1, B2, G1, G2, which are the most common
types of aflatoxins, whereas aflatoxin M1, M2 contaminated milk products (IARC., 2002). Aflatoxins
cause many diseases and illnesses. In actual fact, aflatoxins cause liver cancer in humans, all acute
and chronic toxicity. Also, aflatoxins lead to teratogenic, embryogenic, mutagenic problems and
immunosuppression. There is no drug to cure the cases of poisoning, which results from such
toxins. However, these toxins do not cause the induction of the immune system in humans and
animals to offset because of their small molecular weight (Carlile et al., 2001).
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The dose plays a key role in determining the type of infection by aflatoxins, high dose exposure
leads to a severe poison resulting in the direct damage, bleeding, the necrosis of liver and the
blockage of bile duct, which eventually leads to death. Meanwhile, a non-lethal low dose causes
immunological effects. Both high and low doses of aflatoxins often have a cumulative effect causing
cancer (Adhikari et al., 1994). For quantification and detection of aflatoxins in food and foodstuffs,
different analytical techniques such as Thin Layer Chromatography (TLC), High Performance
Liquid Chromatography (HPLC), ultra-performance liquid chromatography/tandem mass
spectrometry and Enzyme Linked Immunosorbent Assay (ELISA) have been developed
(Trucksess et al., 1994; Whitaker et al., 1996; Reddy et al., 2001; Ventura et al., 2006).

In recent years, PCR has been used for the detection of aflatoxin-producing fungi in food
(Shapira et al., 1996; Degola et al., 2007; Cruz and Buttner, 2008; Passone et al., 2010; Levin, 2012;
Rodriguez et al., 2012). In general, these methods are highly sensitive and specific (Lievens and
Thomma, 2005). More than 30 years of continued research on exploring metabolic pathways of vital
synthesis of aflatoxins found that there are more than 20 common enzymes in this process. These
enzymes are controlled genetically by a group of genes including (ver-1, nor-1, omtA) grouped
within an area that accounts for about 75 kb of fungal cell genome (Trail et al., 1995; Yu et al.,
2004; Woloshuk and Prieto, 1998). Jene aflr is an organizer of these genetic groupings. This gene
was found in A. flavus, A. parasiticus, A. sojae and A. oryza strains of Aspergillus (Chung et al.,
1998). The present study used a PCR assay targeting O-methyltransferase gene (omt-B), which is
involved in the aflatoxin biosynthetic pathway for the detection of A. flavus and norl. The PEPO1
and PEPO2 primers were used for the detection of A. flavus isolates.

MATERIALS AND METHODS

Sample collection: In the current study, ten varieties of nuts were brought to the laboratory. Five
of which are non-canned (local), whereas the rest are canned (imported from different brands)
including pumpkin seeds, watermelon seeds, pea nuts, walnuts, almonds, maize, sunflower seeds,
pistachios and cashew nuts from the local markets in a period of 5th November, 2012 to 15th
February, 2013. They were preserved in laboratory conditions for the purpose of investigating the
frequency of the presence of fungi present in nuts.

The samples sterilized with 3% of sodium hypo chloride and then planted on Petri dishes
containing PDA incubated under 25°C for 5 days (Pitt and Hocking, 1997). Next, they were cultured
for several ties to get pure cultures and were diagnosed (Klich, 2002; Domsch et al., 2003). Finally,
calculated appearance and frequency ratios of isolated fungi follow Eq. 1 and 2:

No. of samples that the fungus appeare on it “

Retio of appearance (%) = Tota No. of samples

100 (1)

No. of fungusisolates
Total No. of isolates

Ratio of appearance (%) = x100 2)

In a study of phenotypic variation of A. flavus isolates, it was cut a part from the adage of
colony and cultured on PDA, CZA, SDA, MEA and then incubated for 7 days at 25°C. After that,
the culture characters and the nature and color of colonies were studied.
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Molecular identification of Aspergillus flavus: A kit was used for extraction and purification
of DNA and processed from Promega Corporation, which includes solutions, namely DNA
rehydration solution, protein precipitation solution, cell lysis solution, nuclei lysis solution, RNase
solution. Another solutions were also used in DNA extraction such as Ethylene Diamine Tetra
Acetic-acid (EDTA), isopropanol, lyticase and ethanol (70%).

DNA extraction: According to Anderson (2008) and Ciardo et al. (2010), DNA was extracted by
taking A. flavus colony growing on PDA at 25+2°C for 7 days in Eppendroff tubes. Next, 393 uLL
EDTA and 7.5 uL (20 g L") lyticase were added to each tube and mixed by a vortex for 5 min. The
tubes were then incubated in a water bath for one hour at 37°C. After that, the tubes were
centrifuged in a speed (1400 rpm) for 2 min and the supernatant was moved to new Eppendroff
tubes. Later, 200 uL of nuclei lysis was added to these tubes and mixed by a vortex and the 70 uLL
of protein precipitation was added and mixed in the tubes but in ice for 5 min and then centrifuged
at 13000-14000 rpm for 3 min by micropipette. The supernatant was moved to new Eppendroff
tubes containing 300 uL. Isopropanol and mixed gently and then centrifuged at 13000-14000 rpm
for 2 min. Next, the supernatant was removed and the tubes were dried. After that, 70% of ethanol
was added to each tube and mixed gently and then the tubes were centrifuged at 13000-14000 rpm
for 2 min, the ethanol was removed and the tubes were dried for 10-15 min. About 50 uLL of DNA
rehydration solution was also added to the tubes and then 1.5 pL. of RNase was added to purify
DNA and mixed by a vortex for 1 sec. Later, it was incubated at 37°C for 15 min. The tubes were
then centrifuged at 13000-14000 rpm for 5 sec and incubated at 65°C for 1 h. Finally, the genomic
DNA was checked by agarose gel electrophoresis and restored at -20°C for further use. For
molecular identification of A. flavus, the PCR technique and the primer PEPO1
CGACGTCTACAAGCCTTCTGGAAA, PEPO2 CAGCAGACCGTCATTGTTCTTGTC (~200 bp were
used and master mix Tag (R) Green was equipped by Promega company.

PCR amplification: The PCR reactions were carried out in a total reaction volume of
25 uL (12.5 pL. master mix, 5 u. DNA, 1.5 uL forward primer, 1.5 uL reverse primer; the volume
was completed to 25 pL by free water). Then, the tubes were mixed by microcentrifuge and the
following programmer was used to amplify DNA 5 min at 94°C (1 cycle), 1 min at 94°C, 1 min at
59°C and 1 min at 72°C (36 cycles) and 5 min at 72°C (1 cycle). A 10 uL aliquot of PCR products
were separated with a 1.5% agarose gel stained with ethidium bromide (0.5 ul) and the
Electrophoresis was done, at 100 V. The agarose was examined under UV light with the wave
length (320 nm) by using UV transilluminator and photographic by digital camera.

Chemical detection of Aflatoxigenic Aspergillus flavus: This test was done by using ammonia
(Saito and Machida, 1999).

Molecular detection of Aflatoxigenic Aspergillus flavus: For molecular identification of
A. flavus, the PCR technique and the (afI/D) primers NOR1-F-R (NOR1-FACC GCTACG CCG GCA
CTC TCG GCA C and NOR1-R GTT GGC CGC CAG CTT CGA CAC TCC G (400 bp)) and
OmtBII-F-R (OmtBII-F ATG TGC TTG GGI TGC TGTG G, OmtBII-R GGA TGT GGT YAT GCG
ATT GAG (611 bp) were used.
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PCR amplification: The PCR reactions were carried out in a total reaction volume of 25 uL
(12.5 uLL master mix, 5 ul. DNA, 1.5 uL forward primer, 1.5 uLi reverse primer; the volume was
completed to 25 uLL by free water). Then, the tubes were mixed by Microcentrifuge. The following
programme was used to amplify DNA. For Nor primer, it was 10 min at 94°C (1 cycle), 1 min at
94°C, 1 min at 65°C, 2 min at 72°C (33 cycles) and 5 min at 72°C (1 cycle). For Om¢BII- primer, it
was 5 min at 94°C (1 cycle), 1 min at 94°C, 2 min at 79°C and 2 min at 72°C (33 cycles) and 10 min
at 72° (1 cycle). The electrophoresis was then done (Sambrook and Russell, 2001).

RESULTS AND DISCUSSION

Isolation and diagnosis of fungi associated with a variety of nuts studied: In this study,
404 isolates were obtained belonging to 6 genera of filamentous fungi as well as yeasts (Table 1).
The number of isolates Aspergillus spp., was the highest isolates 142, followed by the isolates of
Cladosporium spp. and Penicillium spp. This result is similar to that of a study conducted by
(Nyirahakizimana et al., 2013). It was found that the genus Aspergillus spp., was the major fungus
that affects nuts and seeds. In this study, the results of isolation and diagnosis indicated that the
A. niger and A. flavus were the most fungi presence in all classes of nuts (Table 2). The highest
presence rate of A. flavus was 80% in peanut, whereas, in pistachios, sunflower, almond and
pumpkin seeds, the ratio was 60% of each type and the ratio differ from 50-10%. In the rest type
of nuts, the highest percentage of A. niger presence was 70% in peanut and 60% in walnut. In
sunflower seeds and peanut, the highest rate of appearance of Penicillium spp., was 90 and 80%,
respectively. Meanwhile, in nuts, in cashew nuts and pumpkin seeds, the presence rate of
Cladosporium spp., reached at 70%. In the rest of the items, the rate was in range (30-60%).

Table 1: Number of isolates of fungal species isolated from some types of nuts

Type of isolates No. of isolates
Cladosporium spp. 86
Penicillium spp. 76
A. niger 62
A. flavus 55
Alternaria spp. 43
Rhizopus spp. 34
A. fumigatus 11
A. candidus 8
A. terreus 6
Bipolaris 2
Yeasts 21
Total 404

Table 2: Appearing ratios of fungi isolated from different types of nuts
Appearing ratios of fungi (%)

Penicillium Cladosporium Alternaria Rhizopus

Type of nut A. flavus A. niger spp. Spp. spp. Spp. A. fumigatus A. terreus A. candidus Yeast
Peanut 80 70 90 50 30 10 10 0 10 20
Pistachio 60 30 60 30 20 50 0 10 20 10
Sun flower 60 10 90 60 30 10 20 0 0 40
Almond 60 50 70 60 50 0 10 10 10 10
Cashew 30 50 50 70 60 20 0 10 0 20
Walnut 50 60 80 70 40 20 30 0 0 20
Pumpkin seeds 60 50 40 70 40 0 10 10 10 20
Corn 10 40 40 30 30 70 0 0 0 0
Watermelon seeds 10 40 50 50 20 10 0 0 20 40
Hazel nut 10 20 30 30 10 60 20 0 0 0
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Table 3: Percentage frequency of fungi isolated from different types of nuts
Frequency of fungi isolates (%)

Penicillium Cladosporium Alternaria Rhizopus

Type of nuts A. flavus A. niger spp. spp. spp. Spp. A. fumigatus A. terreus A. candidus Yeast
Peanut 62.5 50.00 68.75 37.50 25.00 6.25 6.25 0.00 6.25 12.50
Pistachios 50.0 43.75 50.00 35.29 17.64 37.50 0.00 5.88 17.64 5.88
Sunflower 37.5 6.25 68.75 60.00 17.64 12.50 12.50 0.00 0.00 23.50
Almond 42.8 33.30 47.60 59.09 31.80 0.00 4.76 4.76 4.50 4.50
Cashew 17.3 34.70 26.08 52.17 39.13 13.04 0.00 8.69 8.69 17.39
Walnut 35.0 40.00 45.00 68.40 31.57 10.00 20.00 0.00 0.00 10.52
Pumpkin seeds 42.1 42.10 36.80 61.10 22.20 0.00 5.26 5.26 5.50 11.10
Corn 7.1 50.00 28.50 25.00 25.00 50.00 0.00 0.00 0.00 0.00
Watermelon seeds 5.2 26.30 21.50 47.36 15.70 10.52 0.00 0.00 10.52 26.30
Hazel nut 5.8 11.70 29.40 25.00 10.00 58.80 11.76 0.00 0.00 0.00

With regard to frequency ratios (Table 3), the highest frequency ratio of the A. flavus was 62.5%
in peanut, whereas, in the rest of the items, the ratio of frequency ranged from 50-5.2%. The
frequency ratio of A. niger was 50% in each of peanut and corn. Meanwhile, in the rest of the items,
it ranged from 43.75-6.25%. The Penicillium spp., was more frequency in sunflower seeds and
peanut with 68.75%, respectively and the highest frequency recorded in fungus Cladosporium spp.,
was 68.4% in walnut.

These results are consistent with those of the study conducted by Abdel-Gawad and Zohri
(1993), who found that fungus A. flavus appeared in all nuts types (i.e., pistachio nuts, cashew nuts,
hazelnuts and almonds). Another study on the class pistachio (soft and dry) indicated that the
A. flavus was able to contaminate (48%) samples of soft pistachios and (35%) of the dry
(Mahoney and Molyneux, 1998). Another study on samples of pistachios and chickpeas conducted
in Algeria indicated that more fungi that were visible in samples of pistachios was Penicillium
(38%), followed by A. niger (30%) and A. flavus (22%) and the most important contaminated fungi
of chickpeas were A. flavus, A. niger, A. nidulans, A. ochraceas and Penicillium spp. (Ahmad and
Singh, 1991). In a study conducted in Brazil, the results showed that A. niger was the most
contaminated fungus in Brazilian pistachios A. flavus (Freire et al., 1999). A study carried out by
Kenjo et al. (2007) in Japan also found that the A. niger and A. flavus. were the most visible and
frequency fungiin almonds. This depends on environmental conditions of temperature and function
of hydrogen as well as the nature of the material appropriate food for the growth of pathogens.

Ababutain (2013) stated that the temperature and relative humidity were important factors
affecting the growth of A. niger. Nawar (2008) also mentioned that the growth of fungus increased
due to relative humidity increase, whereas, low humidity inhibited the growth of fungus and the
optimum temperature for the growth of fungus A. niger is 30°C. This causes a spread of crop
infection with Aspergillus spp., especially the types A. flavus and A. niger may return to simple
nutrition requirements as well as their ability to produce a highly large number of asexual
reproductive units (conides) and that high susceptibility to withstand critical environmental
conditions and possession of a multi-enzyme system enabled them to exploit different food sources.

Determination of culture characters for Aspergillus flavus: Isolates of A. flavus were
cultured on four types of culture media (PDA, SDA, MEA and Czapecks agar) (Fig. 1, Table 4). The
result showed that the color of colony changed when the culture media component changed. This
result is consistent with the findings of Klich (2006) and Okuda et al. (2000) that the isolation to
develop the agricultural circles showed multiple contrasting different components of the culture
media and environmental factors, light, acidic and the degree of occupation.
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Fig. 1(a-h): Culture characters of A. flavus on different culture media, (a-b) Front and behind colony
of A. flavus on SDA, (c-d) Front and behind colony of A. flavus on MEA, (e-f) Front and
behind colony of A. flavus on PDA and (g-h) Front and behind colony of A. flavus on CZA

Table 4: Phenotypic features of A. flavus

Culture media Colony color Colony edge Colony elevation Mycelium growth
PDA Green yellowish Rough Elevated Dense growth
SDA Green Rough Elevated Dense growth
MEA Deep green Rough Elevated Dense growth
CZA Yellow Rough Elevated Medium growth

PDA: Potato dextrose agar, SDA: Sabouraud dextrose agar, MEA: Malt extract agar, CZA: Czapek dox agar

Molecular identification of Aspergillus flavus by PCR: Forty isolates of fungus pure A. flavus
were obtained and undergone all of these isolates to molecular diagnoses by PCR technology by
using a specialist primer (PEPO1) and the opposite one (PEPO2). Aspergillus flavus diagnosis aims
to amplify the target area (1st exon). Logotheti et al. (2009) discovered that only 30 isolates of the
A. flavus have shown polymerization in size 200 base pairs while ten remaining isolates did not
show that bands (Fig. 2). It is clear from the results that the genotype showed Aspergillopepsin
PEPO area using a pair primer (PEPO1/PEPO2), which gave the outputs of polymerization
200 pairs based portal, which removed all forms of ambiguity surrounding the cases overlap
phenotypic between type A. flavus and the nearest species nearby. That dated back to the same sex
and showed recipes color of colonies that were similar to fungi A. parasiticus, A. oryzae and
A. nomius. That is considered an important step to determine the ownership of fungal isolates that
show the same appearance of the colony chromatography (Geiser et al., 2000; Rodrigues et al.,
2007).

Ability of Aspergillus flavus to produce aflatoxins by using ammonia: The results of
chemical detection of aflatoxin production by amid coconut and ammonia showed the ability of some
A. flavus isolates to produce aflatoxin (Table 5). There was a distinct change of the bases of colonies
to the red color in various degrees (Fig. 3). This gradient in color may be due to the ability of
different isolates to produce aflatoxins (Saito and Machida, 1999) because it made clear that the
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Fig. 2(a-b): Polymerization product by using specialist primer PEPO1-PEPO2 for 40 isolates
of A. flavus on 1.5% agarose

Table 5: Ability of A. flavus on the production of aflatoxin by using ammonia

Source of isolates No. of isolates Ratio of isolates capable of aflatoxin production
Peanut 4 50.0
Pistachio 3 66.5
Almond 3 66.6
Walnut 3 66.6
Sun flower seeds 5 60.0
Pumpkin seeds 6 66.6
Cashew 3 0.0
Water melon seeds 1 100.0
Hazel Any 1 0.0
Corn 1 100.0

degree of red color was back to the produced quantities of aflatoxins, Isolation of a dark red color
indicated its ability to produce higher quantities of aflatoxins than the isolates that their base of
colonies in bright red or pink color. This result is comparable to a study conducted in Italy by
Gallo et al. (2012) found that the ratio of A. flavus isolates producing aflatoxin was 55%.

Detection of aflatoxin production by PCR: Polymerase Chain Reaction (PCR) technique results
showed the existence of a gene (OmtB) responsible for the production of aflatoxins in 12 isolates
of the fungus A. flavus from a total of 30 isolates where it was noted that the location of the gene
appeared at the nitrogenous base (611 bp) when the primer OmtIIB (F-R) was used. This result is
similar to the findings of Rahimi et al. (2008). In their study, 75 isolates could be isolated and 46
of them only produced aflatoxin when the same primer was used. This study also found the
existence of a gene (aflD) in 9 isolates at the nitrogenous bace 400 bp (Fig. 4 and 5). This result is
also comparable to a study conducted in Iran by Erami et al. (2007) because the same primer NOR1
(FR) was used, which was responsible for gene (afID) and found that 7 of 14 isolates could produce
aflatoxins. Similarly, a study conducted in India by Priyanka et al. (2012) also used the same
primer which was responsible for gene (af/D) and got 60 isolates producing aflatoxins from a total
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Fig. 3(a-b): Detection ability of isolates to produce aflatoxins, (a) Non aflatoxin production isolates
and (b) Aflatoxin production isolates

1500 bp

611 bp
500 bp

100 bp

Fig. 4: Detection of aflatoxin production by using the primer (OmtB (F-R)) in A. flavus

1500 bp

500 bp
400 bp

100 bp

Fig. 5: Detection of aflatoxin production by using the primer (NOR (E-R)) in A. flavus

of 89 isolates of A. flavus. The findings of these studies agree with results of previous studies on
chain of DNA sequence of the gene Omt appropriate design for starters special for diagnosis of fungi
producing aflatoxins (Scherm et al., 2005). The results of these study are also similar to those of
previous studies on chain of DNA sequence of the gene Omt appropriate design special primer for
diagnosis of fungi producing aflatoxin (Scherm et al., 2005; Rahimi et al., 2008; Rodrigues et al.,
2009).
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CONCLUSION

In this study Aspergillus has the highest level of appearance among the other genus of fungal
isolates in the nuts. The isolates of Aspergillus flavus revealed different agricultural features on
different culture media, most of its isolates have the ability of aflatoxins production. The study also
shows that the diagnosis of aflatoxigenic Aspergillus flavus by using PCR is more efficient than
ammonium, which is done by using gene omtB and aflD that are responsible for the production of
aflatoxins.
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