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Abstract

:

The constant increase in drug resistance, occurrence of incurable diseases and high medical costs, have necessitated bio-prospecting of fungi as alternative sources of therapeutic compounds. This study aimed at assessing the antibacterial effect and mode of action of secondary metabolites from fungal endophyte associated with Aloe ferox Mill. Endophytic fungus was isolated from the gel of A. ferox and identified by internal transcribed spacer (ITS) rRNA gene sequence analysis. The targets of antibacterial activity were assessed based on minimum inhibitory concentration (MIC) and the effect of the extract on respiratory chain dehydrogenase (RCD) and membrane integrity. Fourier transform-infrared spectrophotometer (FTIR) was employed to ascertain functional groups. The fungus with the most promising antibiotic-production was identified as Aspergillus welwitschiae MK450668.1. Its extract exhibited antibacterial activity with the MIC values of 0.5 and 1 mg/mL against Staphylococcus aureus (ATCC 25925) and Escherichia coli (ATCC 25922). It demonstrated the inhibitory effect on the RCD activity and destruction of membrane integrity on the test bacteria. FTIR spectrum revealed hydroxyl, amine and alkene groups. A. welwitschiae MK450668.1 serves as a potential source of effective compounds to combat the challenge of drug resistance.
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1. Introduction


In recent years, an alarming rise in infections has been noticed owing to multidrug resistance (MDR). MDR is a phenomenon whereby microorganisms develop resistance to more than one class of antimicrobials [1]. MDR poses a threat to human health and the economy, as it is responsible for over 7 million deaths worldwide and a total economic loss of more than USD 20 billion per year [2,3]. If there are no efforts made to intervene, the number of deaths is estimated to rise to 10 million and the costs to rise to $100 trillion by 2050 [4]. Thus, the constant increase of MDR, the occurrence of incurable diseases and high medical costs have led to a shift of attention to alternative sources of pharmacologically important compounds such as endophytic fungi [5].



Endophytic fungi are microorganisms that reside inside plant tissues without inducing any apparent disease symptoms. More than one million different endophytic fungal strains have been reported to inhabit about 300,000 plant species [6]. Most fungal endophytes that have been reported belong to the Basidiomycota or Ascomycota [7,8]. Fungal endophytes function as stimulants of plant growth by synthesising phytohormones, enhancing nutrient accessibility by mobilising soil insoluble nutrients, and by protecting host plants against abiotic and biotic stress [9,10]. In addition, fungal endophytes are an important source of various biologically active secondary metabolites [11]. They are a prolific source of metabolites belonging to alkaloids, terpenes, diterpenes, coumarins, lactones phenylpropanoids, flavonoids, polyketides, tannins, peptides, lignans, and phenolics [12]. Many of these metabolites have a broad spectrum of antimicrobial action and other pharmacological properties [13]. However, although literature reports pharmacological activities such as antimicrobial activity, few publications state their mechanism of action. Moreover, fungal metabolites are a comparatively less exploited group [14].



Aloe ferox is a polymorphollic, single-stemmed aloe plant, endemic to the Western Cape and KwaZulu-Natal provinces in South Africa [15]. It is a very important species of the genus Aloe, especially from a medical point of view. A. ferox Mill is recognised in the pharmaceutical and cosmetics industries due to its components that are characterised by their disinfecting, cleansing, laxative, moisturising, anticancer and anti-inflammatory capabilities [16]. Its constituents, such as moisture, sugars, amino acids, elements, and organic acids, are good substrates for microbial growth [17]. However, despite several studies of the medicinal effects of A. ferox, there is still limited scientific literature and knowledge regarding its fungal endophytes.



Therefore, this study aimed at assessing the antibacterial effect and mode of action of secondary metabolites from fungal endophytes associated with A. ferox Mill. The endophytic fungi were isolated and identified using conventional and molecular techniques. The antimicrobial activity and mechanism of its extract were evaluated by micro-dilution and p-iodonitrotetrazolium violet (INT) assays. Moreover, the fungal extract was characterised by evaluating the functional groups and different classes of metabolites using Fourier transform-infrared spectrophotometer (FTIR) and standard methods, respectively.




2. Materials and Methods


2.1. Collection of Plant Samples


A. ferox Mill was selected as a source of endophytic fungi because of its traditional pharmacological relevancies in treating several ailments. The aloe was collected from the University of Zululand, Dlangezwa campus in KwaZulu Natal, South Africa (latitude 28.7532° S, longitude 31.8935° E, altitude 117 m) in April 2021. The climate of this area is a humid subtropical climate with an annual average temperature of 21.9 °C and precipitation of 113 mm.




2.2. Plant Treatment


Fresh leaves were explanted from the aloe, placed in a clean plastic bag, and taken to the Department of Botany for allocation of the voucher specimen number. The voucher specimen number MM01 was assigned to the plant and deposited in the University of Zululand Herbarium [ZULU]. Thereafter, the aloe was taken to the Microbiology laboratory for processing. The leaves were washed with tap water to remove dirt and soil particles and then air-dried. The leaves were fragmented into 15 segments of 4 cm, surface sterilised by dipping into 70% ethanol for 2 min, followed by 2% sodium hypochlorite treatment for 4 min and 70% ethanol treatment for 2 min. The fragments were rinsed five times in autoclaved distilled water and dried under a laminar airflow chamber. Thereafter, the gel was extracted aseptically using a sterile knife into a sterile beaker and ground by a sterile mortar [18].




2.3. Fungal Isolation


The ground tissue was serially diluted in sterile saline solution (0.85% NaCl). About 100 μL of each dilute (10−1 and 10−2) and the undiluted sample was pipetted onto potato dextrose agar (PDA, Merck, Darmstadt, Germany) plates. Plates were incubated at 30 °C and inspected for hyphal growth for 10 days. The last-wash water during the plant treatment procedure was also sprayed onto PDA plates and served as a negative control to evaluate the success of sterilisation. The hyphal tips from emerging fungal growth were isolated and sub-cultured on PDA plates under the same culture conditions as described previously to obtain pure cultures. The endophytic fungal isolates were selected based on their morphological features, such as structure, colour, and growth pattern of the colony [19].




2.4. Screening for Production of Antimicrobial Compounds


2.4.1. Primary Screening


The different fungal isolates were screened for antibiotic production using the cross-streak method against S. aureus (ATCC 25925) and E. coli (ATCC 25922). Briefly, the isolates were streaked in the middle of the production agar medium (yeast extract 3 g; peptone 3 g; casein 3 g; starch 8 g; K2HPO4 0.5 g; MgSO4.7H2O 0.5 g; NaCl 2 g; agar, 15 g in one litre of sterilised distilled water) as a straight line. The agar plates were incubated at 30 °C for 72 h. Thereafter, the test bacterial strains at exponential phase were adjusted to 1 × 106 colony-forming units per millilitre (CFU/mL) and streaked perpendicularly to the isolates. Agar plates that were streaked with the test bacteria were used as a control. The plates were then incubated at 37 °C for 24–48 h, and thereafter, observed for the formation of the inhibition zones [20].




2.4.2. Secondary Screening


Fungal isolates that inhibited the test bacteria during primary screening were selected for secondary screening based on their ability to inhibit S. aureus (ATCC 25925) and E. coli (ATCC 25922). Isolates were inoculated into a conical flask of 100 mL containing production broth medium (yeast extract 3 g; peptone 3 g; casein 3 g; starch 8 g; K2HPO4 0.5 g; MgSO4.7H2O 0.5 g; NaCl 2 g; in one Litre sterilised distilled water) and incubated for 7 days at 30 °C in a shaking incubator at 160 rpm. The culture broths were centrifuged for 30 min at 5000 rpm. Thereafter, antimicrobial activity was evaluated by the agar well diffusion method. Briefly, the two test bacterial inoculums, at the logarithm growth phase, were adjusted to 1 × 106 CFU/mL. Thereafter, the bacterial lawns were prepared on Muller Hinton agar plates, followed by the boring of the wells (6 mm diameter). The cell-free supernatant (100 µL) was pipetted into the wells and incubated at 37 °C for 24 h. The agar plates with un-inoculated supernatant served as controls and zones of inhibition were recorded in millilitres [21].





2.5. Secondary Metabolite Production Phase


With the aim of identifying the production phase of the secondary metabolites of the most promising strain—FUN01—in the fermentation broth, the conical flask (100 mL) containing 50 mL of the medium (yeast extract 3 g; peptone 3 g; casein 3 g; starch 8 g; K2HPO4 0.5 g; MgSO4.7H2O 0.5 g; NaCl 2 g; in one litre of sterilised distilled water) was inoculated with the fungus and incubated at 30 °C at the shaking speed of 160 rpm. Thereafter, the broth (2 mL) was collected daily for 9 days and centrifuged (5000 rpm, 30 min) to remove the cells. The cell-free supernatant (100 µL) was used to evaluate the antibacterial activity of the excreted secondary metabolites using the agar well diffusion method as described previously.




2.6. Molecular Identification of the Fungus


The DNA of the fungal isolate with the most promising antibiotic production was extracted using Genomic DNA Extraction Kits (Sangon Biotech, Shanghai, China). The internal transcribed spacer (ITS) region of rRNA (ITS1 and ITS4) of the fungal isolate was amplified using the universal primers: ITS1: 5′-TCCGTAGGTGAACCTGCGG-3′ and ITS4: 5′-TCCTCCGCTTATTGATATGC-3′. The 30 μL reaction mixture contained 15 μL OneTaq™ Quick Load 2x Master Mix (NEB, Catalogue No. M0486), 2 μL for each of forward and reverse primers (5 μM), 2 μL gDNA (10 ng/μL), and 9 μL sterilised water. Polymerase chain reaction (PCR) was programmed as 95 °C at 1 min, 30 circles of 94 °C at 35 s, 50 °C at 45 s and 72 °C at 35 s and a final extension for 72 °C at 10 min. The PCR products were envisaged using gel electrophoresis on 1% agarose gel, followed by gel extraction using Zymoclean TM Gel DNA Recovery kit (Zymo Research, California, USA, Catalogue No. D4001). The obtained DNA fragments were sequenced in the forward and reverse directions on Nimagen, BrilliantdyeTM Terminator Cycle Sequencing Kit V3.1, BRD3-100/1000 and purified using Zymo Research, ZR-96, DNA Sequencing Clean-up KitTM, Catalogue No. D4050. The purified fragments were examined by ABI PRISM™ 3500xl Genetic Analyser. The purified sequence products were analysed using CLC Bio Main Workbench v7.6, followed by a BLAST search using the US National Center for Biotechnology Information (NCBI) database to determine the closest fungal strain [22].




2.7. Extraction of the Secondary Metabolites


The identified isolate was inoculated into the production medium and cultivated for 7 days at 30 °C in a shaking incubator at 160 rpm. The broth culture was centrifuged for 30 min at 5000 rpm. Thereafter, a three-solvent system comprising of chloroform, ethanol and ethyl acetate was used for the extraction of the secondary metabolites. A ratio of 1:1 for each solvent to the cell-free supernatant was utilised, separately. The extractable secondary metabolites were obtained by evaporating the solvents under a laminar airflow cabinet. The acquired extracts were pooled together and dissolved in 10% dimethyl sulfoxide (DMSO) [23].




2.8. Antibacterial Activity of the Extract


2.8.1. Minimum Inhibitory Concentration (MIC) of the Extract


The antibacterial activity of the fungal extract was assessed in terms of MIC using a rapid Mueller Hinton broth micro-dilution method with INT solution (0.2 mg/mL) as an indicator [24]. Before the evaluation of MIC, fresh S. aureus (ATCC 25925) and E. coli (ATCC 25922) were adjusted to 1 × 106 CFU/mL. DMSO (10%) was used as negative control, while ciprofloxacin served as a positive control.




2.8.2. Minimum Bactericidal Concentration (MBC) of the Extract


The MBC was assessed by withdrawing 20 µL of bacterial suspensions from the wells that demonstrated no growth during the MIC evaluation. The suspensions were pipetted into 50 µL of nutrient broth (NB) in a sterile 96 micro-well plate. The plate was incubated at 37 °C for 24 h. Thereafter, 40 µL of INT was transferred into the plate and re-incubated for 30 min at 37 °C. The lowest concentration that killed the bacteria was regarded as the MBC [25].





2.9. Mode of Action


2.9.1. Determination of the Respiratory Chain Dehydrogenase Activity


The effect of the extract on the respiratory chain dehydrogenase (RCD) activity of S. aureus (ATCC 25925) and E. coli (ATCC 25922) was investigated by the INT method. Bacteria were cultured on NB, incubated overnight at 37 °C and adjusted to 106 CFU/mL. Thereafter, 1 mL of the bacterial suspensions was added into 2 mL of 0.1 mol/L glucose solution, 2 mL of 0.05 mol/L Tris-HCl buffer (pH = 8.6) and 2 mL of 1 mg/mL INT solution. After agitation, the extract (MIC) was pipetted and incubated at 37 °C for 6 h. Two drops of concentrated sulphuric acid were added into the test tubes to stop the reaction. Thereafter, 5 mL of n-butyl ethanol was used for the extraction of the products. The upper organic phase was centrifuged at 5000 rpm for 15 min. The optical density at 490 nm was measured using n-butyl ethanol as a blank. The cells that were boiled for 30 min to inactivate their enzymes served as the negative control, while the positive control was the cells whose enzymes were maintained active by not boiling [26].




2.9.2. Effect of the Extract on the Release of 260 nm Absorbing Materials


S. aureus (ATCC 25925) and E. coli (ATCC 25922) were inoculated in NB and incubated at 37 °C for 24 h. Thereafter, the bacterial cells were adjusted to 106 CFU/mL and 5 mL was re-incubated for 4 h at 37 °C, 160 rpm with the MIC of the extract. The control was incubated without the extract. The mixtures were then centrifuged (5000 rpm, 10 min) and the concentration of the cell constituents in 1 mL of the cell-free supernatant was measured at 260 nm using a spectrophotometer (Spectro-quant, Merck Pharo 100) [27].





2.10. Characterisation of the Bacterial Extract


2.10.1. Chemical Composition


The well-established methods were utilised during the screening of different classes of compounds within the extract. The classes of chemical constituents that were screened were terpenoids, flavonoids, cardiac glycosides, coumarins and saponins [28].




2.10.2. Assessment of Functional Groups


Fourier transform-infrared spectrophotometer (FT-IR) (PerkinElmer UATR TWO, 2000; Germany) was used to ascertain the different functional groups within the fungal extract. The extract was grinded with KBr at 25 °C and assessed at a wavenumber ranging from 4000 to 400 cm−1 [29].





2.11. Statistical Analysis


The experiments were performed in triplicate and data was expressed as mean ± standard deviation. The statistical analyses were done by one-way analysis of variance and was considered to be significantly different at p < 0.05.





3. Results and Discussion


Fungal strains are known for the production of diverse secondary metabolites with a wide range of pharmaceutical applications. Tannin, terpenoid, ferulic acid, cinnamic, phenols and flavonoid are some compounds that are characterised by profound antimicrobial action and have been isolated from different endophytic fungi [30]. Among fungi, Aspergillus species are ubiquitous and are recognised for the biosynthesis of a large number of enzymes and drug-lead compounds and to degrade a wide range of organic biomass significant for bioenergy conversion [31]. Endophytic Aspergillus flavus, Aspergillus terreus-F7, Aspergillus terreus EF6 and Aspergillus fumigatus, among Aspergillus species, have been found to possess antioxidant, anti-fungal and antibacterial activities [32,33,34,35]. In the course of our efforts to combat MDR, endophytic fungi associated with A. ferox Mill were isolated. During the sterilisation procedure, there was no mycelium growth on the control plates, indicating the success of the sterilisation procedure [36]. However, there was mycelium colonisation on some plates that were inoculated with the gel extract. A total of 15 fungi were isolated on PDA. In the preliminary screening, about seven isolates displayed growth inhibition against at least one test bacteria (Table 1). After secondary screening for antibiotic production, out of seven isolates that showed growth inhibition against the bacterial strains during primary screening, FUN01 was the most promising antibiotic producer. FUN01 had a blackish colony with a white to yellowish edge. Due to financial constraints, only isolate FUN01 was identified using the ITS rRNA sequencing technique (Table 1). In the GenBank database, the FUN01showed 99% similarities to Aspergillus welwitschiae with the accession number MH545928.1 (Table 1). A. welwitschiae is a filamentous fungus that belongs to the Nigri group of the genus Aspergillus. It is a saprotroph known to decompose plant material [37]. It has been reported to produce secondary metabolites with antibacterial [38] and anti-virulence activities [39] and is used as biocontrol [40]. It is also utilised to synthesise protein drug uricase [41] and enzyme lipase [42].



3.1. Secondary Metabolite Production Stage


The optimum phase for production of the antibacterial secondary metabolites by the most active isolate—FUN01—was assessed as influenced by the elapsing time, and the results are presented in Figure 1. There were no zones of inhibition observed within 2 days of fermentation against S. aureus (ATCC 25925) and E. coli (ATCC 25922). This might have been due to the fact that the fungus was at the lag and exponential phases, during which the cells were metabolically active, synthesising primary metabolites responsible for its growth and not producing secondary metabolites. The zones of inhibition were observed after 3 days with the maximum zones shown at day 7 against both bacterial strains. However, the zones were more profound on S. aureus (ATCC 25925) than on E. coli (ATCC 25922), implying S. aureus (ATCC 25925) to be more sensitive to the produced secondary metabolites. After 7 days, the zones were constant on E. coli (ATCC 25922) and there was insignificant decrease at day 8 and 9 on S. aureus (ATCC 25925). The decrease might be due to autolysis that might have occurred as the nutrients depleted [43]. In addition, at day 7, the inhibitive intensity of the secondary metabolites in the broth implied that the fungus produced active antibacterial metabolites optimally at its stationary phase. The results are correlated by those of Khalil et al. [44], whereby Aspergillus strain CMB-M81F initiated the production of secondary metabolites with the transition to its stationary phase.




3.2. Antibacterial Activity of the Fungal Extract


There is a dire need to find novel antimicrobial candidates to combat MDR among pathogens. Therefore, the exploration of fungal endophytes as a source of novel bioactive metabolites is significant for the discovery and development of potent antimicrobial agents [45]. Thus, the antibacterial activity of the extract from the isolated fungal endophyte was evaluated and the results are shown in Table 2. The extract revealed antibacterial activity against S. aureus (ATCC 25925) and E. coli (ATCC 25922) with MIC values of 1 mg/mL, respectively. The activity of the extract was noteworthy (MIC values ≤ 1 mg/mL) on both bacteria [46]. It was also worth noting that the extract was equally effective against both the Gram-positive strain and the Gram-negative one, implying that the activity was not affected by the difference in their cell membranes. Elisha et al. [47] observed similar results, whereby the Gram-negative strains were more susceptible to the extract than the Gram-positive bacteria.



The MBC was assessed against S. aureus (ATCC 25925) and E. coli (ATCC 25922). The extract showed an MBC value greater than the tested concentration (2 mg/mL) against both bacteria. The results implied that the extract had only a bacteriostatic effect [48]. In a previous study, secondary metabolites from A. welwitschiae were also reported to demonstrate significant antimicrobial activity [37]. The profound antibacterial activity observed in this study suggests that A. welwitschiae MH545928.1 might be playing a vital role in the protection of A. ferox Mill against pathogens. Moreover, A. welwitschiae MH545928.1 has the potential to serve as a source of antimicrobial agents of medicinal and biotechnological importance.




3.3. RCD Activity


Respiration is the main energy-producing process for microbial growth. Thus, the destruction of the respiratory system is considered the target for antimicrobial substances [26]. The effect of the extract on the RCD of the test bacteria was evaluated and the results revealed that the extract inhibited its activity (Figure 2). When the extract with MIC was added, the absorbance value decreased to 0.214 and 0.205 for S. aureus and E. coli, respectively, in comparison to the controls, which were 0.298 and 0.326 for S. aureus and E. coli, respectively. The inactivation of the bacteria’s respiratory chain meant that the oxidative phosphorylation was disturbed and that the bacteria’s energy production pathway was tempered, consequently resulting in the inhibition of the test bacteria [49]. Therefore, it can be concluded that the extract inhibited the test bacterial by interfering with the activity of the respiratory chain dehydrogenase. The results are in agreement with the study by Gomaa [50], whereby antimicrobial agents were able to exert their effect by destructing the activity of bacterial respiratory chain dehydrogenase.




3.4. Effect of the Extract on the Release of 260 nm Absorbing Materials


The cell membrane’s integrity is one of the major factors important for the microbial growth and metabolism process. The cytoplasmic contents are regarded as important units of microbial structural substances and their leakage can lead to microbial death [49]. Thus, the effect of the extract (MIC) on the integrity of the cell membrane was investigated and the results are shown in Figure 3. The OD260 values of S. aureus and E. coli treated with the MIC of the extract were 1.55 and 1.47, respectively. It is worth noting that the OD260 values of S. aureus and E. coli treated with the MIC were significantly (p < 0.05) higher than that of the controls, which were 0.85 and 1 for S. aureus and E. coli, respectively.



The literature states that the availability of cell leakage markers (260 nm absorbing materials) in a culture broth serves as an indicator of the malfunction of the integrity of the cell membranes, implying the destruction of the cell membranes and the discharge of cell constituents, which might lead to bacterial inhibition [51]. The 260 nm absorbing materials, such as nucleic acids and proteins, are obligatory for bacteria growth and their leaching may lead to cell death. Thus, the fungal extract in this study showed to have induced its bacteriostatic effect on the test bacteria by damaging their cell membranes. These results are consistent with the findings by Tang et al. [52], which indicated that the extract inhibited E. coli and S. aureus by destroying their cell membranes.




3.5. Chemical Constituents of the Extract


The fungal endophytes usually have a strong relationship with the host plants due to the long-term association with the hosts and, thus, tend to produce secondary metabolites that mimic those of the host plants [53]. To date, over 200 secondary metabolites have been reported to be from endophytic fungi. Terpenoids, coumarins and cardiac glycosides were detected present, whereas flavonoids and saponins tested negative (Table 3). Terpenoids are secondary metabolites secreted as a crucial defence mechanism against abiotic and biotic stress conditions. They are reported to exert antimicrobial activity mainly by interfering with the respiratory pathway [54]. Cardiac glycosides are subgroups of steroids reformed from terpenoids and are often associated with antimicrobial effects [55,56]. Coumarins are heterocyclic compounds produced from benzene and pyrone rings containing oxygen. Coumarins derivatives are well known for their diverse biological activities, which include antimicrobial action [57]. Therefore, the detected secondary metabolites (coumarins, terpenoids and cardiac glycosides) might have resulted in the observed bacteriostatic effect in this study. Thus, A. welwitschiae MK450668.1 has the potential to serve as a natural source of these compounds for medicinal purposes.




3.6. Functional Groups of the Extract


The functional groups of the extract were identified using FTIR and the results are illustrated in Figure 4. The extract showed strong and broad absorption at 3293.3 cm−1, as a result of O-H stretching and its compound class’s alcohol. The O-H group increases the polarity of molecules and improves their solubility in polar solvents [58]. Zhang et al. [59] pointed out that the antibacterial activities of some compounds are often due to the O-H group. There was also a strong absorption peak at 1640 cm−1, due to C=C stretching or N-H bending vibrations and its compound class’s alkene and amine groups. Alkene and amine groups are reported to possess antibacterial potency [60]. The extract further displayed a medium absorption peak at 1413 cm−1, as a result of O-H bending indicative of alcohol. Lastly, it revealed a strong absorption at 991 cm−1, due to C=C bending, corresponding to an alkene. Generally, it can be concluded that the presence of the observed characteristic functional groups could be responsible for the antibacterial activity of the fungal extract [61].





4. Conclusions


In this study, out of seven isolated endophytic fungi, isolate FUN01 showed the most promising ability for antibiotic production and was identified as A. welwitschiae MH545928.1 based on ITS sequence analysis. Its extract revealed a noteworthy antibacterial activity against S. aureus (ATCC 25925) and E. coli (ATCC 25922). The extract exerted a bacteriostatic effect against the bacterial strains by inhibiting the respiratory chain dehydrogenase (RCD) activity and damaging the membrane integrity. The profound antibacterial activity was attributed to the identified functional groups and synergistic effect of the different classes of compounds within the extract. The obtained information shows the potentiality of the endophytic A. welwitschiae MH545928.1 as a source for therapeutic bioactive compounds. For further research, the identification of the individual constituents within the extract and the assessment of their in vivo activities needs to be done.
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Figure 1. The zones of inhibition produced by the secondary metabolites as influenced by the elapsing time. 
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Figure 2. The effect of the extract on respiratory chain dehydrogenase. 
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Figure 3. The effect of the extract on the release of 260 nm absorbing material from bacterial strains. 
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Figure 4. Identification of the functional groups of the extract. 
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Table 1. Zones of inhibition obtained during the screening of the production of the production of antimicrobial agents by the isolates and their identities.
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Primary Screening

	
Secondary Screening

	

	




	
Isolates

	
S. aureus

	
E. coli

	
S. aureus

	
E. coli

	
Fungal Name

	
GenBank

Accession

Number






	
FUN01

	
+++

	
+++

	
+++

	
++

	
Aspergillus welwitschiae

	
MH545928.1




	
FUN02

	
+++

	
++

	
++

	
−

	
Un-identified

	
Un-identified




	
FUN03

	
+++

	
++

	
+

	
−

	
Un-identified

	
Un-identified




	
FUN04

	
++

	
+

	
+

	
−

	
Un-identified

	
Un-identified




	
FUN05

	
++

	
+

	
+

	
−

	
Un-identified

	
Un-identified




	
FUN06

	
++

	
−

	
+

	
−

	
Un-identified

	
Un-identified




	
FUN07

	
+

	
−

	
−

	
−

	
Un-identified

	
Un-identified




	
FUN08

	
−

	
−

	

	

	
Un-identified

	
Un-identified




	
FUN09

	
−

	
−

	

	

	
Un-identified

	
Un-identified




	
FUN010

	
−

	
−

	

	

	
Un-identified

	
Un-identified




	
FUN011

	
−

	
−

	

	

	
Un-identified

	
Un-identified




	
FUN012

	
−

	
−

	

	

	
Un-identified

	
Un-identified




	
FUN013

	
−

	
−

	

	

	
Un-identified

	
Un-identified




	
FUN014

	
−

	
−

	

	

	
Un-identified

	
Un-identified




	
FUN015

	
−

	
−

	

	

	
Un-identified

	
Un-identified








Inhibition zone diameter index: + (≤9 mm) weak activity, ++ (10–20 mm) moderate activity, +++ (≥21 mm) strong activity and − denotes no activity.
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Table 2. MIC and MBC values of the fungal extract.
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Bacteria

	
Extract

	
Ciprofloxacin




	
MIC

(mg/mL)

	
MBC

(mg/mL)

	
MIC

(µg/mL)

	
MBC

(µg/mL)






	
S. aureus (ATCC 25925)

	
1

	
>2

	
0.015

	
0.031




	
E. coli (ATCC 25922)

	
1

	
>2

	
0.015

	
0.031
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Table 3. The qualitative chemical components of the fungal extract.
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	Compounds
	Presence/Absence of Compounds





	Terpenoids
	+



	Flavonoids
	−



	Cardiac glycosides
	+



	Coumarins
	+



	Saponins
	−







Key: + signifies presence and − shows absence.
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