CHAPTER TWO
2.0 MATERIALS AND METHODS
[bookmark: _GoBack]2.1 Sample Collection 
 Plantain sample from a horizon were collected sterilely and taken immediately to the laboratory for analysis
2.2 Sampling Sites
 Samples were obtained from market located in (Ipata, Sango, Ojaoba Taiwo, Yakuba) in Ilorin, Kwara state, additionally a sample was collected from Oyo state.
2.3 MATERIALS
The materials used for the isolation and identification of bacterial and fungal species from spoiled and unspoiled plantains included sterile petri dishes, test tubes, conical flasks, inoculating loops, pipettes, distilled water, laminar airflow hood, autoclave, and incubator. Additionally, different microbiological media such as nutrient agar (NA) and Potato dextrose agar (PDA) were used for bacterial and fungal growth. Biochemical reagents for microbial identification, such as Gram stain, catalase, oxidase, and carbohydrate fermentation tests, were also employed. Molecular tools for DNA extraction, polymerase chain reaction (PCR), and sequencing were used for precise identification of fungal species.
2.4.0 Isolation of Microorganism 
To isolate bacteria and fungi from the plantain samples, serial dilution and direct plating techniques were employed. Spoiled and unspoiled portions of the plantain were separately homogenized in sterile distilled water and streaked onto appropriate culture media. The plates were incubated under optimal conditions to promote microbial growth, after which distinct colonies were selected for further identification and characterization.
2.4.1 Media Preparation 
Preparation of saboroaud dextrose agar (PDA), the method of Haripersad, (2018) was used, fifteen (15) grams of the powdered medium of PDA was dissolved in two hundred and fifty (250)ml of distilled water. The media was adjusted from PH 4.0 to PH 7.0 following the manufacturer instruction for optimization of culture condition. It was stirred continuously for total dissolution of media which was later plugged with cotton wool and wrapped with foil paper. It was autoclaved for fifteen (15)minutes at 121oC,then cooled down to about fortyfive (450C) and one percent (1%) of antibiotic (gentamycin) was added which inhibited the growth of bacteria. It was mixed properly and poured in to the plates that were with sample solution (1ml to each plate) they were allowed to set after thorough mixing.

2.4.2 Sample Preparation
Serial dilution was prepared by taking one (1ml) from stock plantain solution in to the test tube that were arranged 10-1 to 10-9 .From the serial dilution 10-8 tube, 1ml of sample was taken and poured in to sterile petri dishes and PDA that has been cooled to 45oC was poured on the plantain sample.
In the culture plate, the culture plates were incubated for 48-72hrs at room temperature (30oc). The control experiment for fungi were without sample solutions (Babble, 2016).
2.4.3 Preparation of Pure Culture
Fresh PDA were prepared and poured in to different petri dishes. A straight wire (sterile) for fungi were used to take inoculum from mixed culture plates. It was stabbed at the centre of the culture plate.The plate was incubated for 48-72hrs (Ariyo and Obire, 2021)
2.4.4 Inoculation of PDA SLANT
Sterile inoculating loop and needle was used to take inoculum from fungi culture plates and inoculated on PDA slanting bottles by stabbing. They were incubated for 48-72 hours. They were stored at low temperature (400 C) (Yang et al., 2024)


Staining Procedure
Fungal Isolated were stained using lacophenol cotton blue. Glass slide were cleaned and made free from oil and other particles. A drop of lactophenol cotton blue was placed at the centre of the slip. A sterile inoculating wire or needle was used to pick a minute quantity of fungi inoculum from PDA culture medium, the inoculum was teased using two sterile inoculating needles. It was covered with cover slip and observed under X40 objective lens (Nallal et al., 2021)
2.5 Molecular Identification (PCR : Polymerase Chain Reaction)
PCR was used for the molecular identification of fungal isolates. The DNA of each isolate was extracted using the boiling method or DNA extraction kit. The 16S rRNA gene was amplified for bacterial identification, while the ITS region was targeted for fungi. The PCR reaction mixture included Taq polymerase, primers, dNTPs, and buffer solution. The thermocycling conditions involved initial denaturation at 940C, followed by annealing at an optimized temperature, extension, and a final elongation step. The PCR products were analyzed through gel electrophoresis, visualized under UV light, and sequenced for definitive microbial identification.
2.6 Molecular Characterisation: Polymerase Chain Reaction (PCR)
Pure culture of the fungal isolates were resuscitated and amaintained. For DNA isolation, the cultures were grown in potato dextrose broth (PDA; pH 5.5) for 7 days at 28 ± 1°C. Mycelia were filtered through filter paper (Whatman no. 1) and DNA was extracted, using the cetyltrimethyl ammonium bromide (CTAB) method. The mycelium was ground into fine powder with glass beads, transferred to DNA extraction buffer (0.1 M Tris, 1.5 M NaCl, 0.01 M EDTA) and kept at 65°C, for 1 h, with occasional stirring. Equal volumes of chloroform, Isoamyl alcohols (24:1), were added to all tubes, followed by centrifugation. The upper aqueous phase obtained was precipitated with 0.6th volume of ice-cold isopropanol and 0.1th volume of 3 M sodium acetate (pH 5.2) and again centrifuged. The pellet obtained was washed with 70% ethanol and dried at room temperature. Finally, obtained DNA pellet was dissolved in TE buffer and stored at -20°C. The fungus-specific universal primer ITS-4, synthesized by Inqaba biotech lab, South Africa, were used to amplify genes encoding the ITS region (Tarai et al., 2006). In addition of universal primers, a mycotoxin specific primer, apa-2 (Konietzny and Geriner, 2003) was also used to differentiate between mycotoxic and non toxic fungal isolates (Table 1). All the PCR reagents like Taq polymerase, 200 μM dNTP (dATP, dCTP, dGTP, dTTP), and reaction buffer (10 mM Tris–HCl pH 9.0, 50 mM KCl, 1.5 mM MgCl2) used were of Inqaba biotech lab, South Africa. Concentrations of DNA template, primer and deoxynucleotide triphosphates (dNTPs), and the optimum annealing temperature were standardized for each primer in preliminary trials. PCR was performed in a total reaction volume of 25 μL which consisted of 2 μL of target DNA solution, 3 μL (6 μL in ITS-4) of each (forward and reverse) of the primers and 17 μL of milliQ water. The mixture was spinned before subjected to PCR. The amplified PCR products were electrophoresed on a 1% agarose gel in tris-borate EDTA (TBE buffer), visualized by staining with ethidium bromide and photographed, using a gel documentation system ultraviolet transilluminator (Uvitec, UK)
2.7 Sequencing for Identification of Fungi
Molecular identification of fungal isolates was carried out through sequencing of the Internal Transcribed Spacer (ITS) region. DNA was extracted from pure fungal cultures using a commercial DNA extraction kit. Polymerase Chain Reaction (PCR) was performed using ITS-specific primers to amplify the target region. The amplified PCR products were purified and sent for sequencing. The obtained sequences were analyzed using BLAST (Basic Local Alignment Search Tool) to compare with sequences in the GenBank database for species identification.
2.8 TS region sequencing for identification of Fungi 
The amplified fragments were sequenced using a Genetic Analyzer 3130xl sequencer from Applied 
Biosystems according to manufacturers’ label while the sequencing kit used was BigDye Terminator v3.1 Cycle Sequencing kit. Bio-Edit software and MEGA 6 were used for all genetic analysis. Sequences were BLAST against known data base (http://www.isth.info/tools/blast/blast.php).  
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CHAPTER THREE
Table 1: Location of Sampling Sites and Strain Designation (Spoiled Plantain)
	S/N
	LOCATION OF SAMPLING SITE
	DESIGNATION OF STRAIN

	1. 
	IPATA A1 STRAIN 
	IA1

	2. 
	IPATA A2 STRAIN 
	IA2

	3. 
	IPATA A3 STRAIN
	IA3

	4. 
	IPATA A4 STRAIN
	IA4

	5. 
	IPATA A5 STRAIN
	IA5

	6. 
	SANGO B1 STRAIN 
	SB1

	7. 
	SANGO B2 STRAIN
	SB2

	8. 
	SANGO B3 STRAIN
	SB3

	9. 
	SANGO B4 STRAIN
	SB4

	10. 
	SANGO B5 STRAIN
	SB5

	11. 
	OJAOBA C1 STRAIN
	OOC1

	12. 
	OJAOBA C2 STRAIN
	OOC2

	13. 
	OJAOBA C3 STRAIN
	OOC3

	14. 
	OJAOBA C4 STRAIN
	OOC4

	15. 
	OJAOBA C5 STRAIN
	OOC5

	16. 
	TAIWO D1 STRAIN 
	TD1

	17. 
	TAIWO D2 STRAIN
	TD2

	18. 
	TAIWO D3 STRAIN
	TD3

	19. 
	TAIWO D4 STRAIN
	TD4

	20. 
	TAIWO D5 STRAIN
	TD5

	21. 
	YAKUBA E1 STRAIN
	YE1

	22. 
	YAKUBA E2 STRAIN
	YE2

	23. 
	YAKUBA E3 STRAIN
	YE3

	24. 
	OYO F1 STRAIN
	OF1

	25. 
	OYO F2 STRAIN
	OF2





Table 2: Location of Sampling Sites and Strain Designation (Unspoiled Plantain)
	S/N
	LOCATION OF SAMPLING SITE
	DESIGNATION OF STRAIN

	1. 
	SANGO A1 STRAIN 
	SA1

	2. 
	SANGO A2 STRAIN
	SA2

	3. 
	SANGO A3 STRAIN
	SA3

	4. 
	SANGO A4 STRAIN
	SA4

	5. 
	SANGO A5 STRAIN
	SA5

	6. 
	IPATA B1 STRAIN 
	IB1

	7. 
	IPATA B2 STRAIN 
	IB2

	8. 
	IPATA B3 STRAIN
	IB3

	9. 
	IPATA B4 STRAIN
	IB4

	10. 
	IPATA B5 STRAIN
	IB5

	11. 
	OJAOBA C1 STRAIN
	OOC1

	12. 
	OJAOBA C2 STRAIN
	OOC2

	13. 
	OJAOBA C3 STRAIN
	OOC3

	14. 
	OJAOBA C4 STRAIN
	OOC4

	15. 
	OJAOBA C5 STRAIN
	OOC5





3.0 RESULTS 
3.1 Colony Count of Bacterial and Fungal Isolates
The microbial load of both spoiled and unspoiled plantains was determined using colony-forming units per milliliter (cfu/ml) on different media. The results indicated that spoiled plantains exhibited a significantly higher microbial load compared to unspoiled plantains. This increased in microbial population in spoiled plantains can be attributed to factors such as moisture content, exposure to environmental contaminants, and the natural degradation of plant tissues, which favour microbial proliferation.









Table 3: Colony Count of Bacterial and Fungal Isolates
	Sample Type
	Bacterial Load (cfu/ml) on NA
	Fungal Load (cfu/ml) on PDA
	Fungal Load (cfu/ml) on SDA

	Spoiled Plantain
	3.2 × 10⁶
	5.6 × 10⁵
	4.8 × 10⁵

	Unspoiled Plantain
	1.1 × 10⁴
	2.0 × 10³
	1.8 × 10³


The sampling sites such as Ipata, Sango, OjaOba, Taiwo, Yakuba, and Oyo contributed strains designated as IA1, SB1, OOC1, TD1, YE1, and OF1 for spoiled plantains, and SA1, IB1, and OOC1 for unspoiled plantains. The results suggested that bacterial and fungal loads were more prevalent in samples collected from humid and highly contaminated environments.
3.2 Morphological Characteristics of Bacterial Isolates on Nutrient Agar
The bacterial isolates displayed diverse colony morphologies, including circular, irregular, and filamentous forms, with varying elevation and surface textures. Spoiled plantains harbored bacteria with rough, mucoid, and wrinkled surfaces, while unspoiled plantains exhibited smoother textures. The Gram reaction showed a mixture of Gram-positive and Gram-negative bacteria.

Table 4: Morphological Characteristics of Bacterial Isolates on Nutrient Agar
	Isolate Code
	Colony Shape
	Elevation
	Surface
	Color
	Gram Reaction

	IA1
	Circular
	Raised
	Smooth
	Cream
	Gram-Positive

	1A2
	Irregular
	Flat
	Rough
	Yellow
	Gram-Negative

	1A3
	Filamentous
	Convex
	Dry
	White
	Gram-Positive

	SB1
	Circular
	Raised
	Mucoid
	Greenish
	Gram-Negative

	SB2
	Rhizoid
	Flat
	Wrinkled
	Pink
	Gram-Positive


Keyword: 
IA1 = IPATA A1 STRAIN , 
IA2= IPATA A2 STRAIN ,
 IA3 = IPATA A3 STRAIN,
 SB1 = SANGO B1 STRAIN,
 SB2 = SANGO B2 STRAIN




3.3 Biochemical Characteristics of Bacterial Isolates
Biochemical tests further confirmed bacterial identities. The catalase, oxidase, coagulase, and motility tests indicated varying enzymatic activities, which aided in bacterial identification. Notably, Bacillus subtilis, Pseudomonas aeruginosa, and Staphylococcus aureus were identified in unspoiled plantains, while Escherichia coli and Micrococcus luteus were present in spoiled plantains
Table 5: Biochemical Characteristics of Bacterial Isolates
	Isolate Code
	Catalase Test
	Oxidase Test
	Coagulase Test
	Motility Test
	Glucose Fermentation
	Probable Bacteria

	IA1
	+
	+
	-
	+
	+
	Bacillus subtilis

	IA2
	-
	+
	+
	-
	+
	Pseudomonas aeruginosa

	IA3
	+
	-
	-
	+
	+
	Staphylococcus aureus

	SB1
	+
	+
	-
	+
	-
	Escherichia coli

	SB2
	-
	-
	+
	-
	+
	Micrococcus luteus



Keyword: 
IA1 = IPATA A1 STRAIN , 
IA2= IPATA A2 STRAIN ,
 IA3 = IPATA A3 STRAIN,
 SB1 = SANGO B1 STRAIN,
 SB2 = SANGO B2 STRAIN

3.4 Morphological Characteristics of Fungal Isolates on SDA
Fungal isolates displayed distinct colony appearances, with varied textures and pigmentation. Microscopic examination revealed key features such as septate hyphae, branched conidiophores, sporangia, and pseudohyphae, helping in the identification of Aspergillus niger, Penicillium sp., Rhizopus stolonifer, and Candida sp.
Table 6: Morphological Characteristics of Fungal Isolates on SDA
	Isolate Code
	Colony Appearance
	Texture
	Pigmentation
	Microscopic Features
	Probable Fungi

	OOC1
	Circular, white
	Velvety
	No pigment
	Septate hyphae, conidia
	Aspergillus niger

	00C2
	Greenish, spreading
	Powdery
	Green
	Branched conidiophores
	Penicillium sp.

	00C3
	Cotton-like, black
	Fluffy
	Black
	Sporangia and sporangiophores
	Rhizopus stolonifer

	00C4
	Yellowish, wrinkled
	Dry
	Yellow
	Pseudohyphae and budding cells
	Candida sp.


KEYWORD
OOC1 = OJAOBA C1 STRAIN
OOC2 = OJAOBA C2 STRAIN
OOC3 = OJAOBA C3 STRAIN
OOC4 = OJAOBA C4 STRAIN

These findings highlight the variations in microbial diversity between spoiled and unspoiled plantains. The high microbial load in spoiled plantains suggests active microbial involvement in the degradation process, emphasizing the need for improved storage and handling practices to extend plantain shelf life.
MOLECULAR IDENTIFICATION (PCR: POLYMERASE CHAIN REACTION)
Table 7. Primers sequences used for amplification of ITS region and aflatoxin synthetic genes.
	Primer
	Sequence 5’-3’

	ITS (Universal primer)
	5′TCC GTA GGT GAA CCT GCG G 3′-F 5´TCC TCC GCT TAT TGA TAT GC-3´ -R

	apa-2
	5´-TATCTCCCCCCGGGCATCTCCCGG3´ -F 5´-CCGTCAGACAGCCACTGGACACGG-3´ -R






Table 8: PCR analysis conditions for fungal amplification: Thermocycler Settings
	PARAMETERS
	CONDITIONS

	Initial Denaturation
	95°C for 2-5 minutes

	Denaturation
	95°C for 30 seconds

	Annealing
	55-65°C for 30 seconds

	Extension
	72°C for 1 minute per kb of target

	Final Extension 
	72°C for 5-10 minutes

	Cycles 
	30-35 cycles

	Cooling 
	4°C (hold)





[image: ]
Figure 3: PCR amplification using ITS primer and DNA marker from fungi isolates; Lane 1: Black fungus with band at 490 base pair and Lane 2: Green fungus with band at 900 base pairs while lane M: the DNA Ladder or Marker. The result suggested that lane 1 is suspected to be Aspergillus niger while lane 2 is suspected Aspergillus flavus.
[image: ]
Figure 4: PCR amplification using apa-2 (aflatoxin) primer and DNA marker from fungi isolates; Lane 1: Black fungus shows no band and Lane 2: Green fungus with band at 940 base pairs while lane M: the DNA Ladder or Marker. The result suggested that suspected Aspergillus flavus posseses aflatoxin gene while suspected Aspergillus niger does not

SEQUENCING RESULT
CAGCATGCTT GGGGACCCCC TTCACGCAAG CAGTGTTAGA GCTGGTCAGG ATAATTCGAC 
CTCCTTCCCG CATATGGCAA TAGGCCTCCC GCGCCACGAA GAACTGGCCA CGGGTGTTGA 
CCCGGAAGAC CCGGTCAAAT TCCTAATACT TTTTTTAGCT TATGCCTTTA ATGCGTTATC 
TGTGGTTCAT ACTTCTGGGG TCACGTCTTT CAGGTGACCG AACGATACAA TTCCAGCGTT 
CGATGACACG ATGTCCAGGT AGCCAAAATG GCGCACCGTC TCCGCCATTA ACTTCGCAGT 
TGCCTCAGGA TCCCCGACAT CGGCCTGGAT TGCGATAGCG TCGGTACCAT TGGCCTTGAT 
CTGTTCAACC ACTTTCTCCG CGGCCTCACG GGAATGGGCG TAGTTCACCA CGACTTTGGC 
TCCGCGCTCA CCAAGCGCGA CGGCGATGGC AGCACCGATG CCGCGGCCGG CGCCGGTGAC 
TAAGGCCACT TTGCCATCTA AACGGTGGTT GTCGGACATG TTGAAGAAAT CGTCTGGGGT 
AGAGACTTTA GGGAGGCAAA ATGATGTGTA GTTCTGTTAA AACGGTGATC CATGGGACCG 
GTCATGCACT ACATATATAC GCAGCTATGG ATGGTTGGCC ACCAAACAAA TCTTTCCTCG 
GAGACCGAAA TATCTGAATA CCTGTAGCTC ATCGGGCGGC GAGCCCAAAA CTTCTGTGTA 
GTAATACGTC TTGTTTATGT TAGGCTGAAA GCATAGGAAG CTGAGAATAG GAGCAGGCTC 
TAAACCAATC ACACCAAAAA CACAATAATA AACGAAAACC GCCGTGTGTC TCAATGAAGA 
AATGCCGGGC CCGACGCGAA CGTGTCGAGC CATTTACATA GGAAGAGGGC GCATTCGAGG 
TTACAGAGCG AATGGATCGT GCTCCATGTC AAGGTCTGCG TTCTGGCGAC GTATTCCACG 
CCGATACGAA CGGGAATGGA AAGCGCGTGA ATGGATTGCA GGACGGCGTG GTAGATTTTG 
GGGGTTTGCG CGGGCCTTGG GGCGTTGCAG AATGCTGATG CGATGGCTTC CGGATCCCCC 
GTTCCTAAGC TGCGGTGTGG GCCCAGATTG AAGTGTAGTC TGATGCATGC AATTCGGAAT 
ATGGCTGTCG CGTTGAAACC GAGGGGCTCT TTCGGCGATA TAGGGGTGAT AGACGGGTCG 
GAGCTTGTCT CCCAGCTTTT TTGCCATCGT CGGAGCGCCG TGTGGAATCT GGTGAGGAGC 
TCGACGGGGA TTGAGGTGGG CTGGTCTTTA GATGATCCTG GGATGCAGAA TGATGCCTCC 
CATGCCAGAT ATATGTGTTG GAAAAGACCA TGTATGAGGA CCAAGTTGCC AAAGGAAGAT 
AAGCTGACTC TTTCACGATG AAGTGCTTTA TTGTGAAATA GCTTGCCGTA GCCGTCGCCG 
AAGGAGACGC AGTGTGGCCC CTTCGAGCGG AGAGATTTCC ATTCTGAGGC AGTTGAAGCG 
CTCCAGAGCT CCTCGGGCCA AGGGAGATAA AGTGAACTTA CTTCGCTATT CAGGATCTTT
GGAGGCATAT TGTAAAGAAT GGTTTGATTA TTGCAGATCA TGTAAGCAAT GAATTTGGTA
Figure 1. The sequence of Green fungus and the ITS region is the same as Aspergillus flavus strain V5F-13 with accession number of JQ435497 


     CTAGCTGTTG ACCCCCGGAC CATCTACAGA CTGCCCATGA TCTTGGCTCG TTGGTCCGCA 
     CTCTGTAGAC CCATGGTCGT TATTCACCAT GCAGCTATTG CGGGCGATCC AAAAACAAGT 
     AATAGAACGA AGGCATTTAC ACAAGATCGG AGGACTGCCC CCATTCCAAT AGGGCCGGCC 
     ATTTGGTACC ACGAACGGTC GGAAATCGTG CTGAGAAGAG AGACCGATCT GCTTCACAGA 
     CACAAAAATG ATTTAATGGG ATCCGTTGAG CGGGTGAAGA CCATGCTCAT AACCGTGGTT 
     CGGTGTATAT CAAGGTCGAT TAACAGGCGG TGGGATAGGT GGTCGCTTGG AAATGGTCAG 
     GGTCGGGAGG CGGTCGCCTG AATCATGCCA GAACTAGATT TGCTATAAAC GCATAAAGGC 
     GCGGAACAAG ACGGATTCGC AAAAGTCCAA AGCTGTCGTG TAATATTCTT CAAAGTGTAT 
     AAAACGATTT CAATTCGGTT ATTCGCTTGT TATGGACAGT AGATATGTGT AGGGTTATTC 
     GCGTTCGCAG CCGCGACGAT CGGGTGCAGG AGTCGCGACA GACAGGGCGG CAGGCTGACG 
     GCTTATCGGT AGATATGGTA GGGAGGTAAA GGAGGTACTC GTTCAGAATT GAAGGATACT 
     TGAAGGTTAT CAAGTCAAGG CTGGAAGAAC AGACCGGGCC GTGAGGGTTC TGGCGGTTAC 
     AAGACTGCTC AAATTGTCCC TGGCGCCAGG GCCTGTGTTA GAAATGATAG GGAGGGGGTG 
     GTGGTGGTGG TGGGAGGTGA TGAGCGACGG TCAATGATGG GTGTGTACGG AGCGACAGGG 
     GCCGATGGTC GGTTGCGGAG AAGGAATCAA GCAGAGGTAT TTAGCCAGAG AGTGAGAGTG 
     AGAGAGGGGG TAAGCATAAG GTAATCAGGG TGTGATTGCC AGTAGAGAGA GGGAGAGTGA 
     GTGAATTAGT TAGCAGTAGT GAAGAATTGG AGGTCAAGTC GGAAGGAGTA GTAGTAGTAT 
     GATGCTGCTC TGTCCTGGAC AGATTATTCT TTTCTTGCCA GGGCGAGTTG GACTGTCTTG 
     CCCGTGAAAC AAGGCGTGTG GATACGCATG GGGATTGGTC CAAGGTGCCT GGCTTTCGGT 
     GACTCCCTGA CTTCCCAGAA TCCTCGAGGC ATTCTTGGCG CTGCCCGGTC ACCGACGCTA 
     ACTGGCAGCC CCCGCATACC TTGTGCCGAA TGCGGTAATT CCGGAGGGTA ATCCCGCCCA 
     GGGTCGCAGC AGGGAGCCAG TCACAGGGCC CATTCACCAC ATATTTCGGG ACTGGCGCCG 
     CTCCTCCTCT CTCCTCAGGG GCCAATAGAC TCGCTTATGT TCCAGCCACC ATCGTAACTA 
     GGAGGTTAGG TGGTATTTTA TTTTCTTTCT TCCCACGCCC AGTGACAGTC AGAAAACGCG
     TCTTAAG
Figure 2. The sequence of Black fungus and the ITS region is the same as Aspergillus niger px27 gene with accession number U90936       
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