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ABSTRACT 
 
Endophytes are endosymbiotic microorganisms that 
act as reservoir of novel bioactive secondary 
metabolites with antimicrobial, cytotoxic and anti-
cancer activities. In the present study, the extracts  
of 26 different endophytic fungal strains were 
screened for their antimicrobial and anti-
inflammatory activities. The results showed a wide 
variety of antimicrobial activities against 12 target 
microorganisms including three Gram (+) bacteria, 
three Gram (-) bacteria, 3 yeasts, 2 dermatophytic 
fungi and one keratinophilic fungus. Four fungal 
extracts (Aspergillus versicolor, A. awamori,                      
A. niger and Penicillium funiculosum) displayed a 
broader antibacterial spectrum and inhibited the 
growth of all Gram (+) and Gram (-) bacterial 
species. The extracts of 8 endophytic fungi inhibited 
the growth of the two tested dermatophytic strains 
(Trichophyton mentagrophytes and T. rubrum). 
Only eight fungal extracts have an inhibition 
activity against the keratinophilic fungal strain 
(Chrysosporium tropicum). The anti-inflammatory 
assay showed that the extracts of Emericella 
nidulans, Pleospora tarda and Penicillium funicu-
losum had good activities in inhibition of protein 
denaturation reached to 83%, 82.5% and 81.4%, 
respectively. Also, Emericella nidulans and Pleo-
spora tarda recorded the maximum inhibition effect 

on bovine serum albumin denaturation reached to 
95% and 90.7%, respectively. On the other side, 
Emericella nidulans showed the maximum 
inhibition activity (69.5%) out of all tested 
endophytic strains against humun red blood cells 
membrane stabilization assay. In conclusion some 
secondary metabolites of endophytic fungi have a 
promising potential as antimicrobial and anti-
inflammatory compounds.  
 
Keywords: Endophytes; Fungi; Antimicrobial; 
Anti-inflammatory; Drug discovery. 
 
1. INTRODUCTION 
 
 World health problems caused by drug 
resistant bacteria and fungi are increasing. Many 
pathogenic microorganisms have developed resi-
stance due to the misusage or long-term usage of the 
same class of antibiotics. Intensive search for more 
effective antibiotics to deal with these problems is 
now ongoing [1]. The isolation of novel secondary 
metabolites from the endophytes is a progressive 
research field [2]. Endophytic microbes are fungi 
and bacteria that colonize internal tissues of living 
plants without causing any adverse effects on                 
its host [3-5]. Endophytes are endosymbiotic 
microorganisms that act as reservoirs of novel 
bioactive secondary metabolites, such as alkaloids, 

Received: 20 June 2017; Revised submission: 25 July 2017; Accepted: 06 August 2017 
Copyright:  © The Author(s) 2017. European Journal of Biological Research © T.M.Karpiński 2017. This is an open access article  

licensed under the terms of the Creative Commons Attribution Non-Commercial 4.0 International License, which permits  
unrestricted, non-commercial use, distribution and reproduction in any medium, provided the work is properly cited. 

DOI : http://dx.doi.org/10.5281/zenodo.839696 



235 | Moharram et al.   Antimicrobial and anti-inflammatory potential of endophytic fungal metabolites 

European Journal of Biological Research 2017; 7 (3): 234-244 

 

phenolic acids, quinones, steroids, saponins, tannins, 
and terpenoids that are of interest for specific 
medicinal applications [6, 7]. The bioactivity of the 
secondary metabolites of endophytic fungi includes 
antimicrobial, anti- inflammatory, anti-proliferative 
or cytotoxic activity towards human cancer cell 
lines, and activity against plant pathogens [8-10]. 
 The researchers are currently paying more 
attention to the drug development from the 
endophytic fungi [11-15]. The search for new 
antimicrobial compounds is important as bacterial 
and fungal infection remains the main cause for 
morbidity and mortality worldwide due to microbial 
resistance against the present commercially 
antimicrobial drugs [16]. Moreover, due to risk of 
adverse effects encountered with the use of 
synthetic antibiotics, endophytic fungi may offer an 
alternative source for antimicrobial agent with 
significant activity against pathogenic and infective 
microorganisms [17].  
 Inflammation is a normal protective response 
to tissue injury which damaged by microbial agents, 
physical trauma or noxious chemical. Inflammation 
is associated with pain, increase of vascular 
permeability, membrane alteration and protein 
denaturation due to release of lysosomal enzymes, 
kinins, prostroglandins and histamine [18]. The 
lysosomal enzymes released during inflammation 
produced a variety of disorders, so stabilization of 
lysosomal membrane is important in limiting the 
inflammatory response [19]. The search for anti-
inflammatory properties has been on the rise due to 
their potential use in the therapy of various chronic 
and infectious diseases [20]. The prevailing non-
steroidal anti- inflammatory drugs (NSAIDs) in the 
treatment of diseases associated with inflammatory 
reactions has adverse effects which pose a major 
problem in the clinical use. The greatest disad-
vantage in the presently available potent synthetic 
anti-inflammatory drugs lies in their toxicity [21]. 
Moreover, long-term use of NSAIDs can cause 
peptic ulcer [22]. Therefore, it is necessary to 
develop a novel anti-inflammatory agent that             
could overcome the disadvantages of NSAIDs. 
Furthermore, identification of such agent from 
natural origin could confer safety and efficacy for 
the treatment of inflammation [23].   
 For these reasons, in this study, the anti-
bacterial, anti-dermatophytic and anti-keratinophilic 

fungi, anti-yeasts and anti-inflammatory activities of 
the extracts of 26 selected endophytic fungal strains 
were evaluated.    

 
2. MATERIALS AND METHODS 
 
2.1. Endophytic fungi 
 
 Total of 26 endophytic fungal strains were 
kindly provided by the Assiut University Myco-
logical Centre (AUMC), Assiut University, Assiut 
Egypt. The fungal cultures were sub-grown on fresh 
slants have potato dextrose agar medium and 
incubated at 28±20C for 10 days before used. 
 
2.2. Preparation of fungal extract 
 
 Fungal strains grown on 50 ml of potato 
dextrose broth (PDB) in 250 ml Erlenmeyer  flasks. 
Cultures were incubated for 10 days at 28±2ºC. The 
mycelia and the fermentation broth of each fungal 
strain were blended with 150 ml ethanol in electric 
blender; the extracts were filtered using filter paper 
to remove the mycelia. Mislabel extracts were, 
individually, transferred into rotatory evaporator 
under reduced pressure at 35ºC till semisolid residue 
was obtained. 
 
2.3. Determination of antimicrobial activities 
 
2.3.1. Bacterial strains 
 
 Three strains of Gram (+) bacteria namely: 
Bacillus subtilis AUMC B-101, Bacillus cereus 
AUMC B-70 and Staphylococcus aureus AUMC 
6538, in addition to three strains of Gram (-) 
bacteria namely Escherichia coli NCCB  50028, 
Serratia marcescens AUMC B-89 and Klebsiella sp. 
AUMC B-77 were obtained from the cultures 
collection of the AUMC. Bacterial cultures were 
cultivated on nutrient agar (NA) slants and 
incubated at 370C for 24 h before using.  
 
2.3.2. Dermatophytic and keratinophilic strains 
 
 Two strains of dermatophytic fungi named 
Tricophyton mentagrophytes AUMC 2360 and 
Tricophyton rubrum AUMC 10337 in addition              
to one strain of keratinophilic fungus named 
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Chrysosporium tropicum AUMC 1804 were used         
to determine the anti-dermatophytic and keratino-
philic activities of the fungal extracts. Also, these 
strains were kindly provided by the AUMC and 
cultivated on sabouraud dextrose agar (SDA) 
medium and incubated at 28 ± 20C for 7 days before 
using. 
 
2.3.3. Yeast strains 
 
 Two strains of pathogenic Candida species 
(Candida albicans AUMC 9212 and Candida 
parapsilosis AUMC 9163) in addition to one strain 
of Saccharomyces cerevisiae AUMC 203 were 
obtained from AUMC. Yeast cultures were grown 
on SDA medium and incubated at 30 ± 20C for 48 h 
before used. 
 
2.3.4. Agar well diffusion assay 
 
 The antimicrobial assay was performed by 
agar well diffusion method [24]. A spore suspension 
of each of the different tested bacterial and fungal 
strains was prepared. Petri dishes have NA for 
bacteria and sabouraud dextrose agar for fungi was 
prepared. One ml of spore suspension of each of the 
different bacterial or fungal strain was transferred to 
suitable number of dishes containing the appropriate 
medium. A sterile swab was used to distribute 
bacterial or fungal suspension on the solidified agar 
plates. The plates were allowed to dry for 15 
minutes. Wells were then prepared in the plates with 
the help of a cork-borer (1 cm). A total of 100 µl of 
the test endophytic fungal extract were introduced 
into the well. The plates were incubated overnight  
at 370C for bacterial strains at 300C for 48 h for 
yeast strains and at 280C for 5 days for both 
dermatophytic and keratinophilic strains. Microbial 
growth was determined by measuring the diameter 
of inhibition zone. Ethanol as a negative control    
and chloramphenicol and clotrimazole as posi-            
tive control for antibacterial and antifungal, 
respectively were used. All results were recorded           
as mean values of three replicates ± standard 
deviation.   

 
 
 

2.3.5. Determination of anti-inflammatory 
activities  
 
2.3.5.1. Protein denaturation assay 
 
 The anti-inflammatory activity of the endo-
phytic fungal extracts was tested by the protein 
denaturation method as described by Padmanabhan 
and Jangle [25] with some modification. Briefly, the 
reaction included 10mµl of the fungal extract and    
3 ml of phosphate-buffered saline (pH 6.5) which 
was vortex with 0.5 ml of egg albumin and 
incubated at 25ºC for 15 min. A denaturation 
reaction was induced in a 65ºC water bath for                
12 min. After cooling, absorbance was measured at 
660 nm by spectrophotometer using double distilled 
water as the blank. The percentage inhibition of 
protein denaturation was appraised by the following 
formula:  
Inhibition% = (Ac - As/Ac) × 100    
where Ac and As represent control and sample 
absorbance, respectively.  In this assay, diclofenac 
sodium a powerful NSAID was used as a standard. 
The samples were analyzed in triplicates. 
 
2.3.5.2. Albumin denaturation assay  
 
 According to method of Williams et al. [26] 
and Shah et al. [27], with minor modifications, a 
solution of 0.2% W/V of bovine serum albumin 
(BSA) was dissolved in Tris buffer saline and pH 
was adjusted using to glacial acetic acid to 6.8.                
A total of 2.5 ml of the 0.2% W/V BSA was 
transferred to tube containing 50 μl of fungal extract 
in test tube and 50 μl of standard (diclofenac 
sodium) in standard tubes. The solution was heated 
at 72°C for 5 minutes and then cooled at room 
temperature for 15 minutes. The control was taken 
without the extracts. The absorbance of solution was 
read at 660nm in spectrophotometer against blank 
and the percentage of inhibition was calculated 
using the following formula  
Inhibition% = (Ac - As)/Ac×100  
where: Ac and As represent control and sample 
absorbance, respectively. The samples were analy-
zed in triplicates. 
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2.3.5.3. Membrane stabilization assay 
  
Preparation of human red blood cells (HRBCs) 
suspension 
 The blood was collected from healthy human 
who had not taken any NSAIDs for 2 weeks prior to 
the experiment. The fresh whole human blood (10 
ml) was centrifuged at 3000 rpm for 10 min and 
washed three times with equal volume of normal 
saline. The volume of blood was measured and 
reconstituted as 10% v/v suspension with normal 
saline [28].  
  
Human red blood corpuscles (HRBCs) membrane 
stabilization method 
 Observations and conclusion for anti-
inflammatory activity of fungal extracts were made 
on the basis of stabilization of HRBCs membrane by 
hypotonicity induced membrane lysis as recorded by 
Shing and Kumar [29] and Dhamodaran and 
Rajeswari [30] with minor modification. Assay 
mixture was prepared by mixing 50µl of fungal 
extracts with 1.5 ml phosphate buffer (pH 7.4, 0.15 
M), 1.5 ml hyposaline (0.36%) and 50 µl HRBCs 
suspension (10% v/v). The mixture was incubated in 
water bath at 56ºC for 30 min then cooled under 
running tap water. The samples were centrifuged at 
2500 rpm for 5 min.  Diclofenac sodium was used 
as positive control. The absorbance was measured at 
560 nm in spectrophotometer. Hemolysis produced 
in the presence of distilled water was taken as 
100%. Percentage of HRBCs membrane stabili-
zation/protection was calculated using the following 
formula:  
Stabilization % = (Ac - As)/Ac×100  
where: Ac and As represent control and sample 
absorbance, respectively. The samples were 
analyzed in triplicates. 
 
3. RESULTS AND DISSCUSSION 
 
3.1. Antimicrobial activities  
 
 The crude ethanolic extracts of 26 endophytic 
fungal strains exhibited a wide variety of 
antimicrobial activities against 12 tested organisms: 
3 Gram (+) bacteria (Bacillus subtilis, B. cereus and 
Staphylococcus aureus), 3 Gram (-) bacteria 
(Klebsiella sp., Escherichia coli and Serratia 

marcescens), 3 yeasts, (Candida parapsilosis,              
C. albicans and Saccharomyces cerevisiae) and            
two dermatophyte (Trichophyton mentagrophytes 
and T. rubrum) and one keratinophilic fungus 
(Chrysosporium tropicum) by agar well diffusion 
method.  The results of antibacterial activity assay 
showed that, extracts of 22 endophytic fungi 
(84.6%) produced bioactive compounds that 
exhibited antibacterial activity against at least one 
test bacterium with inhibition zones ranging from 5 
to 45 mm. Four (15.4%) fungal extracts (Aspergillus 
versicolor, A. awamori, A. niger and Penicillium 
funiculosum) displayed a broader antibacterial 
spectrum and inhibited the growth of all positive 
and negative bacterial species (Table 1). This result 
is better than those recorded by other several 
studies. In a preliminary study recorded by Wang et 
al. [31] on screening of some endophytic fungi for 
production of antimicrobial activities found that 
more than 50% of isolates displayed antimicrobial 
activity against at least one tested microorganisms. 
Gong and Guo [32] reported that 56% of endophytic 
fungi inhibited growth of at least one of the test 
organisms and 8% showed broad spectrum inhi-
bition. Crude extracts of 75% of tested endophy-       
tic fungi tested by Kharwar et al. [33] showed 
antibacterial potential against one or more clinical 
human pathogen. Siqueira et al. [34] reported that 
only 16 out of 203 (7.9%) endophytic isolates 
showed antimicrobial activities with a wider action 
spectrum inhibiting Gram (+) and (-) bacteria and 
fungi. Tong et al. [35] found that 66 of 72 (92%) 
endophytic fungal isolates exhibited a significant 
inhibitory activity at least against one test 
microorganism with diameters of inhibition zones 
ranging from 9 to 26 mm for the test bacteria.  
 The Gram (+) bacteria tested in the present 
study appeared to be more susceptible to the 
inhibitory effect of the crude extracts than Gram (-) 
bacteria. This result is in agreement with previous 
study by Chareprasert et al. [36] who found that 
most of the bioactive metabolite compounds from 
endophytic fungi were more effective against Gram 
(+) than Gram (-) bacteria and pathogenic fungi. 
The result in Table 1 showed that the negative 
control did not show any inhibition while antibiotic 
control showed mean zones of inhibition ranging 
from 5 to 45 mm in the agar well diffusion assay. 
Crude extract of Aspergillus terreus exhibited 
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inhibition zone of 10 mm against Staphylococcus 
aureus and 9 mm against each of Escherichia coli 
and Klebsiella pneumonia of 9 tested crude extracts 
of endophytic fungal species against the bacteria 
and fungi by well diffusion method. Moreover, 
endophytic fungi isolated from Salvadora oleoides 
Decne showed potent antimicrobial activity against 
Salmonella typhi, Escherichia coli, Klebsiella pneu-

moniae and Aspergillus niger [38]. Conclusively, 
Bugni and Ireland [39] found that Aspergillus 
genera are a major contributor of antimicrobial 
compound of fungal origin. Ogidi et al. [15] 
returned the antimicrobial activity of Lenzites 
quercina to the presence of fatty acids and other 
phytochemicals. 
 

 
 
Table 1. Antibacterial activities of the ethanolic extracts of 26 endophytic fungi against three different strains of each of 
Gram (+) and Gram (-) bacteria 

 
Fungal strains 

 

Gram negative bacteria Gram positive bacteria 

Klebsiella sp. 
AUMC  

B-77 

E. coli 
NCCB 
50028 

S. marcescens 
AUMC  

B-89 

B. subtilis 
AUMC 
B-101 

B. cereus 
AUMC 

B-70 

S. aureus 
AUMC 

6538 

Alternaria 

A. alternata AUMC  6836 -ve -ve -ve -ve -ve -ve 

A. alternata AUMC 8840 -ve -ve -ve -ve -ve -ve 

A. alternata AUMC8841 -ve -ve -ve -ve -ve -ve 

Aspergillus 

A. awamori AUMC 8855 15 ± 0.09 20 ± 0.07 30 ± 0.1 25 ± 0.3 25 ± 0.1 20 ± 0.2 

A. fumigatus AUMC8872 -ve -ve -ve 17 ± 0.02 29 ± 0.1 40 ± 0.2 

A. niger AUMC8852 20 ± 0.03 -ve -ve 30 ± 0.4 30 ± 0.2 30 ± 0.007 

A. niger AUMC8856 20 ± 0.003 25 ± 0.1 35 ± 0.3 35 ± 0.02 43 ± 0.08 20 ± 0.1 

A. oryzae AUMC8863 30 ± 0.4 20 ± 0.02 -ve -ve 25 ± 0.04 -ve 

A. versicolor AUMC6872 33 ± 0.03 40  ± 0.1 30  ± 0.04 4± 0.001 37 ± 0.2 20 ± 0.01 

Circinella muscae AUMC8861 -ve -ve 30 ± 0.01 -ve -ve -ve 

Chaetomium globosum AUMC8862 -ve -ve 40 ± 0.3 25 ± 0.05 15 ± 0.4 -ve 

Fusarium 

F. lateritium AUMC6833 -ve -ve 5 ± 0.09 15 ± 0.01 20 ± 0.1 -ve 

F. oxysporum AUMC6827 -ve -ve -ve 5 ± 0.02 7.5 ± 0.05 -ve 

F. semitectum AUMC6816 -ve -ve -ve 10 ± 0.3 10 ± 0.01 -ve 

F. scirpi AUMC8858 -ve -ve -ve 15 ± 0.1 -ve -ve 

F. subglutinans AUMC 8839 -ve -ve 20 ± 0.08 -ve -ve -ve 

Gliocladium solani AUMC 6802 - ve -ve - ve -ve 5 ± 0.2 -ve 

Emericella 

E. nidulans AUMC 8854 28 ± 0.2 -ve 15 ± 0.04 -ve -ve 30 ± 0.02 

E. rugulosa AUMC8867 -ve -ve 20 ± 0.05 -ve -ve -ve 

Exophiala costellanii 
AUMC8865 

-ve -ve -ve 15 ± 0.1 -ve -ve 

Papulaspora irregularis 
AUMC8843 

-ve -ve -ve -ve -ve -ve 

Penicillium 

P. aurantiogriseum AUMC8847 -ve 30 ± 0.07 40 ± 0.2 15 ± 0.05 20 ± 0.1 15 ± 0.3 

P. funiculosum AUMC8850 28 ± 0.1 15 ± 0.01 14 ± 0.2 16 ± 0.08 40 ± 0.001 40 ± 0.05 

P. raistrickii AUMC7265 -ve 15 ± 0.04 15 ± 0.1 15 ± 0.06 18 ± 0.01 -ve 

Penicillium sp. AUMC8859 18 ± 0.1 -ve 20 ± 0.006 18 ± 0.01 14 ± 0.06 -ve 

Pleospora tarda AUMC 8871 -ve -ve -ve -ve 20 ± 0.03 -ve 

Standard (chloromphanicol) 5 ± 0.001 45 ± 0.06 40 ± 0.01 32 ± 0.1 30 ± 0.05 25 ± 0.08 

All results were recorded as mean values of three replicates ± standard deviation. 
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Table 2. Antifungal activities of the ethanolic extracts of 26 endophytic fungi against some strains of yeasts, 
dermatophytic and keratinophilic fungi 

 
Fungal strains 

 

Yeasts Dermatophytic fungi 
Keratinophilic 

fungi 

C. parapsilosis 
AUMC 9163 

C. albicans 
AUMC 

9212 

S. cerevisiae 
AUMC 203 

T. mentagrophytes 
AUMC 2360 

T. rubrum 
AUMC 
10337 

C. tropicum 
AUMC 1804 

Alternaria 

A. alternata AUMC 6836 -ve -ve -ve -ve -ve -ve 

A. alternata AUMC 8840 -ve -ve -ve 15 ± 0.1 -ve -ve 

A. alternata AUMC 8841 -ve -ve -ve -ve -ve -ve 

Aspergillus 

A. awamori AUMC 8855 -ve -ve -ve 30 ± 0.001 20 ± 0.3 20 ± 0.1 

A. fumigatus AUMC 8872 -ve -ve -ve 20 ± 0.005 35 ± 0.3 5 ± 0.03 

A. niger AUMC 8852 -ve -ve -ve 35 ± 0.02 30 ± 0.1 40 ± 0.09 

A. niger AUMC 8856 -ve -ve -ve 20 ± 0.1 15 ± 0.5 20 ± 0.01 

A. oryzae AUMC 8863 -ve -ve -ve 45 ± 0.07 35 ± 0.01 20 ± 0.3 

A. versicolor AUMC 6872 -ve -ve -ve 40 ± 0.03 -ve -ve 

Circinella muscae  
AUMC 8861 

-ve -ve -ve -ve -ve -ve 

Chaetomium globosum 
AUMC 8862 

-ve -ve -ve -ve -ve -ve 

Fusarium 

F. lateritium AUMC6833 -ve -ve -ve -ve -ve -ve 

F. oxysporumAUMC6827 -ve -ve -ve 40 ± 0.03 -ve -ve 

F. semitectum AUMC6816 -ve -ve -ve -ve -ve -ve 

F. scripi AUMC 8858 -ve -ve -ve 5 ± 0.03 -ve -ve 

F. subglutinans 
AUMC8839 

-ve -ve -ve -ve -ve -ve 

Gliocladium solani  
AUMC 6802 

-ve -ve -ve -ve -ve -ve 

Emericella 

E. nidulans AUMC 8854 -ve -ve -ve 30 ± 0.2 25 ± 0.06 2.5 ± 0. 3 

E. rugulosa AUMC 8867 -ve -ve -ve -ve 15 ± 0.1 -ve 

Exophiala costellanii 
AUMC 8865 

-ve -ve -ve 20 ± 0.08 10 ± 0.04 -ve 

Papulaspora irregularis 
AUMC 8843 

-ve -ve -ve -ve -ve -ve 

Penicillium 

P. aurantiogriseum 
AUMC 8847 

-ve -ve -ve 35 ± 0.05 -ve 5 ± 0.2 

P. funiculosum A 
UMC 8850 

-ve -ve -ve 45 ± 0.1 25 ± 0.4 30 ± 0.02 

P. restickii AUMC 7265 -ve -ve -ve -ve 20 ± 0.2 -ve 

Penicillium sp.  
AUMC 8859 

-ve -ve -ve -ve 10 ± 0.03 -ve 

Pleospora tarda 
AUMC8871 

-ve -ve -ve -ve -ve -ve 

Standard (clotrimazole) 35 ± 0. 30 25 ± 0.10 10 ± 0.03 30 ± 0.07 25 ± 0.20 15 ± 0.01 

All results were recorded as mean values of three replicates ± standard deviation 

 
 

 The extracts of 8 endophytic fungi (30.8% of 
tested strains) were affected on the two tested 
dermatophyte strains (Trichophyton mentagrophytes 
and T. rubrum) and gave inhibition zones ranged 

from 10-45 mm. Other 5 extracts were inhibited 
Trichophyton mentagrophytes only with inhibition 
zones ranged from 5-40 mm and other 3 fungal 
extracts were inhibited the growth of Trichophyton 
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rubrum with zones between 10-20 mm. Only 8 
fungal extracts have an inhibition activity against 
the keratinophilic fungus (Chrysosporium tropi-
cum). On the other hand, the extracts of all tested 
endophyte have no activities against any of the  
three tested yeast strains (Table 2). Seven endo-
phytic extracts show inhibition zones against all           
the three tested dermatophytic and keratinophilic 
strains. Penicillium funiculosum and Aspergillus 
oryzae show the highest inhibition zone (45 mm) 
against Tricophyton mentagrophytes, Aspergillus 
oryzae and Aspergillus fumigatus appeared their 
highest activities against Tricophyton rubrum with 
inhibition zone reached to 35 mm. Aspergillus niger 
formed the highest inhibition zone against Chryso-
sporium tropicum which reached to 40 mm (Table 2). 

 Recently, studies were done on the effect of 
endophytic extracts against both dermatophytes and 
yeasts. Tong et al. [35] examined methanolic and 
ethyl acetate extracts of 72 endophytic fungal 
isolates against yeast and fungi and recorded that 
only moderate antiyeast and antifungal activities 
were observed for both with diameter of inhibition 
zone less than 16 mm on disc diffusion assay. 
Seddek [40] found that about 50% of the crude 
ethanol and aqueous extracts of 57 endophytic 
fungal isolates on the growth of 6 human patho- 
genic fungi representing 3 species of Candida                 
(C. albicans, C. glabrata and C. krusei) and                      
3 dermatophytic fungi (Trichophyton rubrum,                
T. mentagrophytes and Epidermophyton floccosum) 
had no inhibition activities against all the 3 derma-
tophytic fungi while 72% of the extract affected            
the tested 3 species of Candida. Pharamat et al.            
[41] examined the antimicrobial activity of 73 
endophytic fungi against Saccharomyces cerevisiae 
and Candida albicans and found that 11 (15.1%)  
and 7 (9.6%) of isolates produced inhibition zones 
ranged from 9 to 30 mm against the 2 tested yeast 
species, respectively.  Kalyanasundaram et al. [37] 
reported that the crude extract of Aspergillus terreus 
inhibited Trichophyton rubrum, Candida albicans 
and Trichophyton mentagrophytes growth with 
inhibition zones reached to 8, 4 and 3 mm, respec-
tively. Also, the inhibitory effect of Clitocybe 
nebularis on Trichophyton mentagrophytes with 
inhibition zones of 9-11 mm [42]. Medicinal 
product from plants and mushrooms could be 
continually sourced and adequately utilized to treat 

dermatophyte infections [43, 44]. This antifungal 
activity may be attributed to the presence of 
glucanase [45] or ganoduric protein [46]. 
 
3.2. Anti-inflammatory activity 
 
 In the present study, only 8 strains were 
selected for examined their anti-inflammatory 
activities (Table 3). The extracts of 3 of them 
(Aspergillus niger, Aspergillus awamori and 
Penicillium funiculosum) were recorded as effective 
on all Gram (+), Gram (-) bacteria and dermato-
phytic and keratinophilic fungi in the previous 
expriment. Other 3 extracts (Aspergillus fumigatus, 
Aspergillus oryzae and Emericella nidulans) 
appeared an inhibition effect on all dermato-    
phytic and keratinophilic fungi and some of 
bacterial strains under study. The 7 selected extract 
(Aspergillus versicolor) was recorded as inhibition 
for all bacterial strains and only one of derma-
tophyte. The last selected extract (Pleospora tarda) 
had no inhibitory activity against all tested bacterial 
and fungal strains with exception of Gram (+) 
Bacillus cereus. 
 As part of the investigation on the mechanism 
of the anti-inflammation activity, ability of the 
selected 8 fungal extracts to denaturated protein  
was studied (Table 3). All the fungal extracts and 
the standard were tested at 10 µl/ml concentra-    
tion. Emericella nidulans, Pleospora tarda, and 
Penicillium funiculosum extracts showed higher 
activities with inhibition % of protein denaturation 
reached to 83%, 82.5% and 81.4%, respectively. On 
the other hand, the extracts of all the 5 Aspergilli 
under study showed lower activities and inhibi-          
ted protein denaturation by 65-79.9% (Table 3). 
Standard diclofenac sodium recorded 77.4% 
inhibition of protein denaturation. Denaturation of 
proteins is well documented cause of inflammation 
and rheumatoid arthritis. Several anti-inflammatory 
drugs like salicylic acid have shown dose depen-
dent ability to inhibit thermally induced protein 
denaturation [47]. The inhibitory effect on bovine 
serum albumin denaturation by the ethanol extracts 
of the tested endophytes is shown in Table 3. 
Maximum inhibition was 95% was observed by 
ethanol Emericella nidulans extract at 50 µl/ml 
followed by Pleospora tarda (90.7% at the same 
concentration).  
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Table 3. Anti-inflammatory activity of ethanolic extracts of selected endophytic strains  

 
Fungal strains 

 

Protein 
denaturation 

Albumin 
denaturation 

HRBCs membrane 
stibilization 

% inhibition %  inhibition % inhibition 

Aspergillus awamorii AUMC 8855 77.9 % 53.9 % 62.8 % 

Aspergillus  fumigatus AUMC 8872 75 % 62.7 % 52.8 % 

Aspergillus niger AUMC 8856 71.7 % 82.4 % 59.3 % 

Aspergillus oryzae AUMC 8863 79.9 % 86 % 66.8 % 

Aspergillus versicolor AUMC 6872 65 % 69 % 63.4 % 

Emericella nidulans AUMC 8854 83 % 95 % 69.5 % 

Penicillium funiculosum AUMC 8850 81.4 % 57.7 % 52.7 % 

Pleospora tarda AUMC 8871 82.5 % 90.7 % 56.5 % 

Standard of diclofenac sodium 77.4 % 87.4 % 74.3 % 

All results were recorded as mean values of three replicates ± standard deviation 

 
 
 The standard anti-inflammatory drug, diclo-
fenac sodium showed 87.4% inhibition. The results 
recorded in this study are better than those recorded 
by Govindappa et al. [48] who found that methanol 
extract at 200 μg/ml concentration of Aspergillus 
niger showed 79% inhibition followed by Asper-
gillus alternata (78.6%) and Penicillium sp. 65.84%. 
 Since HRBCs membrane is similar to these 
lysosomal membrane components [49] and its 
stabilization implies that the extract may as well 
stabilize lysosomal membranes. So, the prevention 
of hypotonicity induced RBCs membrane lysis            
was taken as a measure in estimating the anti-
inflammatory property of the secondary metabolites 
of fungi. Thus, HRBCs membrane stabilization has 
been used as a method in estimating the anti-
inflammatory property [50, 51]. Stabilization of 
HRBCs membrane was studied for establishes the 
mechanism of anti-inflammatory action of ethanolic 
extracts of different 8 endophytes. All the tested 
extracts were effectively inhibiting the heat indu- 
ced hemolysis. These results provide evidence for 
membrane stabilization as a mechanism of their 
anti-inflammatory effect. This effect may possibly 
inhibit the release of lysosomal content of neutro-
phil at the site of inflammation. The extracts 
inhibited the heat induced hemolysis of HRBCs to 
varying degree (Table 3). The maximum inhibition 
was 69.5% by ethanolic extract of Emericella 
nidulans. The diclofenac standard drug recorded 
74.3% of inhibition. This result came in harmony 
with those recorded by Govindappa et al. [48] who 

showed that the maximum inhibition by methanol 
extract of  Aspergillus niger was 78.42% followed 
by Penicillium sp. (77.61%) and Aspergillus 
alternata (77.98%). Also they found that the aspirin 
standard drug showed 85.92%. Results of our 
findings confirmed the use of some endophytic 
fungi such as Emericella nidulans, Pleospora  
tarda, Aspergillus versicolor, Penicillium aurantio-
griseum, Penicillium funiculosum, Aspergillus 
awamori, Aspergillus niger, Aspergillus oryzae and 
Aspergillus fumigatus as sources of anti-microbial 
and/or anti-inflammatory drugs. This biological 
activity could be returned to the presence of 
phytochemicals like alkaloids, phenols, flavonoids, 
saponins, and terpenes in the endophytes [14]. The 
levels of phenolic and flavonoid compounds were 
correlated with the anti-inflammatory activity of the 
extracts [52]. The correlation between presence of 
flavonoids and their membrane stabilizing ability 
was approved by Sankari et al. [53]. Moreover, the 
main action of the anti-inflammatory agent is the 
inhibition of the cyclooxygenase system which is 
responsible for the biosynthesis of prostaglandins. 
NSAIDS like prostaglandins acts by inhibiting the 
lysosomal enzymes or by stabilizing the lysosomal 
membrane. Since RBCs membranes are similar                
to the lysosomal membrane components, the 
prevention of hypotonicity-induced HRBCs lysis 
was taken as measure of anti-inflammatory activity 
of drugs. The indomethacin drugs as inhibitor of 
prostaglandins biosynthesis act either by inhibiting 
these lysosomal enzymes or by stabilizing the 
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lysosomal membrane [54, 55]. Thus secondary 
metabolites of endophytic fungi have a promising 
potential to be included in antimicrobial and anti-
inflammatory drug discovery program.  
 
AUTHORS’ CONTRIBUTION  

 
All authors contributed in design, execution the 
research plan point to point, and writing of the 
manuscript. The final manuscript has been read and 
approved by all authors. 
 
TRANSPARENCY DECLARATION 
 
The authors declare that there is no conflict of 
interest. 
 
REFERENCES 

1. Sudha V, Govindaraj R, Baskar K, Al-Dhabi NA, 
Duraipandiyan V. Biological properties of 
endophytic fungi. Braz Arch Biol Technol. 2016; 
59: e16150436. 

2. Huang WY, Cai YZ, Hyde KD, Croke H, Sun M.  
Biodiversity of endophytic fungi associated with 29 
traditional Chinese medicinal plants. Fungal Diver. 
2008; 33: 61-75. 

3. Bacon CW, White JF. Microbial endophtes. Marcel 
Dekker Inc., New York, 2000: 341-388. 

4. Wasser SP. Medicinal mushrooms as a source of 
anti-tumor and immuno-modulating polysaccha-
rides. Appl Microb Biotechnol. 2002; 60: 258-274. 

5. Kaneko T, Minamisawa K, Isawa T, Nakatsukasa H, 
Mitsui H, Kawaharada Y et al. Complete genomic 
structure of the cultivated rice endophyte 
Azospirillum sp. B510. DNA Res. 2010; 17: 37-50. 

6. Strobel GA. Rainforest endophytes and bioactive 
products. Crit Rev Biotechnol. 2002; 22(4): 315-
333. 

7. Gouda S, Das G, Sen SK, Shin H-S, Patra JK. 
Endophytes: a treasure house of bioactive 
compounds of medicinal importance. Front 
Microbiol. 2016; 7: 1538. 

8. Guo B, Wang Y, Sun X, Tang K. Bioactive natural 
products from endophytes: review. Appl Biochem 
Microbiol. 2008; 44(2): 136-142. 

9. Verma VC, Kharwar RN, Strobel GA. Chemical and 
functional diversity of natural products from plant 
associated endophytic fungi. Nat Prod Commun. 
2009; 4: 1511-1532. 

10. Stierle AA, Stierle DB. Bioactive secondary 
metabolites produced by the fungal endophytes of 
conifers. Nat Prod Commun. 2015; 10(10): 1671-
1682. 

11. Tan RX, Zou WX. Endophytes: a rich source of 
functional metabolites. Nat Prod Rep. 2001; 18: 
448-459. 

12. Liang H, Xing Y, Chen J, Zhang D, Guo S, Wang 
C. Antimicrobial activities of endophytic fungi 
isolated from Ophiopogon japonicas (Liliaceae). 
BMC Complem Altern Med. 2012; 12: 238. 

13. Pretsch A, Nagl M, Schwendinger K, Kreiseder B, 
Wiederstein M, Pretsch D, Genov M, et al. 
Antimicrobial and anti-Inflammatory activities of 
endophytic fungi Talaromyces wortmannii extracts 
against acne-inducing bacteria. PLoS One. 2014; 
9(6): e97929. 

14. Yadav M, Yadav A, Yadav JP. In vitro antioxidant 
activity and total phenolic content of endophytic 
fungi isolated from Eugenia jambolana Lam. Asian 
Pac J Trop Med. 2014; 7S1: S256-261. 

15. Ogidi OC, Oyetayo VO, Akinyele BJ. In vitro 
evaluation of antimicrobial efficacy of extracts 
obtained from raw and fermented wild 
macrofungus, Lenzites quercina. Int J Microbiol. 
2015; 2015: 1-7. 

16. Davies J.  Microbes have the last word. EMBO Rep. 
2007; 8: 616-621. 

17. Berahou AA, Auhmani A, Fdil N, Benharref A, Jana 
M, Gadhi CA. Antibacterial activity of Quercus ilex 
bark's extracts. J Ethnopharmacol. 2007; 112: 426-
429. 

18. Leelaprakash G, Mohan DS. In vitro Anti-
Inflammatory activity of methanol extract of 
Enicostemma axillare. Int J Drug Develop Res. 
2011; 3(3): 189-196. 

19. Vadivu R, Lakshmi KS. In vitro and In vivo anti-
inflammatory activity of leaves of Symplocos 
cochinchnensis (Lour) Moore ssp. laurina. Bangl J 
Pharmacol. 2008; 3: 121-124. 

20. Halliwell B. Antioxidants in human health and 
disease. Annu Rev Nutr. 1996; 6: 33-50. 

21. Chawla AS, Handa SS, Sharma AK, Kalth. Plant 
anti-inflammatory agents. J Scient Ind Res. 1987; 
46: 214-223. 

22. Ali K, Ashraf A, Biswas N. Analgesic, anti-
inflammatory and anti-diarrheal activities of 
ethanolic leaf extract of Typhonium trilobatum L. 
Schott. Asian Pac J Trop Biomed. 2012; 2(9): 722-
726. 



243 | Moharram et al.   Antimicrobial and anti-inflammatory potential of endophytic fungal metabolites 

European Journal of Biological Research 2017; 7 (3): 234-244 

 

23. Mahesh SP, Patil MB, Kumar R, Patil SR. 
Evaluation of anti-inflammatory activity of 
ethanolic extract of Borassus flabellifer L. male 
flowers (inflorescences) in experimental animals. J 
Med Plants Res. 2009; 3(2): 49-54. 

24. Perez C, Pauli M, Bazerque P. An antibiotic assay 
by agar-well diffusion method. Acta Biol Med Exp. 
1990; 15: 113-115. 

25. Padmanabhan P, Jangle SN. Evaluation of in vitro 
anti-inflammatory activity of herbal preparation, a 
combination of four herbal plants. Int J Basic Appl 
Med Sci. 2012; 2(1): 109-116. 

26. Williams LA, O’Connar A, Latore L, Dennis O, 
Ringer S, Whittaker JA, et al. The in vitro anti-
denaturation effects induced by natural products and 
non-steroidal compounds in heat treated 
(immunogenic) bovine serum albumin is proposed 
as a screening assay for the detection of anti-
inflammatory compounds, without the use of 
animals, in the early stages of the drug discovery 
process. West Indian Med J. 2008; 57(4): 327-331. 

27. Shah N, Kataria H, Kaul SC, Ishii T, Kaur G, 
Wadhwa R. Effect of alcoholic extract of 
Ashwagandha leaves and its components on 
proliferation, migration, and differentiation of 
glioblastoma cells: combinational approach for 
enhanced differentiation. Cancer Sci. 2009; 100(9): 
1740-1747. 

28. Sakat S, Juvekar AR, Gambhire MN. In vitro 
antioxidant and anti-inflammatory activity of 
methanol extract of Oxalis corniculata Linn. Int J 
Pharma Pharmacol Sci. 2010; 2(1): 146-155. 

29. Shing G, Kumar P. Evaluation of antimicrobial 
efficacy of flavonoids of Withania somnifera L. 
Indian J Pharmac Sci. 2011; 73(4): 473-478. 

30. Dhamodaran V, Rajeswari G. Antibacterial and 
phytochemical studies of root extracts of Withania 
somnifera (L.) Dunal. Adv Biotechnol. 2012; 12(4): 
14-16. 

31. Wang FW, Jiao RH, Cheng AB, Tan SH, Song YC. 
Antimicrobial potentials of endophytic fungi 
residing in Quercus variabilis and brefeldin A 
obtained from Cladosporium sp. World J Microbiol 
Biotechnol. 2007; 23: 79-83. 

32. Gong LJ, Gou SH. Endophytic fungi from 
Dracaena cambodiana and Aquilaria sinensis and 
their antimicrobial activity. Afr J Biotechnol. 2009; 
8(5): 731-736. 

33. Kharwar RN, Verma SK, Mishra A, Gond SK, 
Sharma VK, Afreen T, Kumar A. Assessment of 
diversity, distribution and antibacterial activity of 
endophtic fungi isolated from a medicinal plant 

Adenocalymma alliaceum Miers. Symbiosis. 2011; 
55(1): 39-46. 

34. Siqueira VM, Conti R, Araujo JM, Souza-Motta CS. 
Endophytic fungi from the medicinal plant Lippia 
sidoides Cham. and their antimicrobial activity. 
Symbiosis. 2011; 53: 89-95. 

35. Tong WY, Darah I, Latiffah Z. Antimicrobial 
activities of endophytic fungal isolates from 
medicinal herb Orthosiphon stamineus Benth. J 
Med Plants Res. 2011; 5(5): 831-836. 

36. Chareprasert S, Piapukiew J, Thienhirun S, Whalley 
AJS, Sihanonth P. Endophytic fungi of teak leaves 
Tectona grandis L. and rain tree leaves Samanea 
saman Merr. World J Microbiol Biotechnol. 2006; 
22: 481-486. 

37. Kalyanasundaram I, Nagamuthu J, Muthukumara-
swamy S. Antimicrobial activity of endophytic 
fungi isolated and identified from salt marsh plant in 
Vellar Estuary. J Microbiol Antimicrob. 2015; 7(2): 
13-20. 

38. Dhankhar S, Dhankhar S, Yadav JP. Investigating 
antimicrobial properties of endophytic fungi 
associated with Salvadora oleoides Decne. Anti 
Infect Agent. 2013; 11: 48-58. 

39. Bugni TS, Ireland CM. Marine-derived fungi: a 
chemically and biologically diverse group of 
microorganisms. Nat Prod Rep. 2004; 21: 143-163. 

40. Seddek NH. Bioactive metabolites produced by 
endophytic fungi isolated from some medicinal 
plants in Egypt. (PhD) thesis, Faculty of Science, 
Assiut University, Egypt, 2012. 

41. Pharamat T, Palaga T, Piapukiew J, Anthony JS, 
Whalley, Sihanonth P. Antimicrobial and anticancer 
activities of endophytic fungi from Mitrajyna 
javanica koord and Val. Afr J Microbiol Res. 2013; 
7(49): 5565-5572. 

42. Kim YS, Lee IK, Seok SJ, Yun BS. Chemical 
constituents of the fruiting bodies of Clitocybe 
nebularis and their antifungal activity. Mycobiol. 
2008; 36: 110-113. 

43. Sagar K, Vidyasagar GM. Anti-dermatophytic 
activity of some traditionally used medicinal plants 
of North Karnataka Region. J Appl Pharm Sci. 
2013; 3: 77-83. 

44. Shinkafi SA. Antidermatophytic activities, phyto-
chemical screening and chromatographic studies of 
Pergularia tomentosa L. and Mitracarpus scaber 
Zucc. (leaves) used in the treatment of 
dermatophytoses. Int Res J Microbiol. 2013; 4: 29-
37. 



244 | Moharram et al.   Antimicrobial and anti-inflammatory potential of endophytic fungal metabolites 

European Journal of Biological Research 2017; 7 (3): 234-244 

 

45. Wong JH, Ng TB, Cheung RCF, Ye XJ, Wang HX, 
Lam SK, et al. Proteins with antifungal properties 
and other medicinal applications from plants and 
mushrooms. Appl Microbiol Biotechnol. 2010; 87: 
1221-1223. 

46. Wang H, Ng TB. Ganodermin, an antifungal protein 
from fruiting bodies of the medicinal mushroom 
Ganoderma lucidum. Peptides. 2006; 27: 27-30. 

47. Sadique J, Al-Rqobahs WA, EI-Gindi BAR. The 
bioactivity of certain medicinal plants on the 
stabilization of RBS membrane system. Fitoterapia. 
1989; 60: 525-532. 

48. Govindappa M, Channabasava R,  Sowmya DV, 
Meenakshi J, Shreevidya MR, Lavanya A, et al. 
Phytochemical screening, antimicrobial and in vitro 
anti-inflammatory activity of endophytic extracts 
from Loranthus sp. J Pharmacogn. 2011; 3(25): 82-
90 

49. Chou CT. The anti-inflammatory effects of 
Tripterygium wilfordii Hook F. on adjuvant induced 
paw edema in rats and inflammatory mediators 
release. Phytother Res. 1997; 11: 152-154. 

50. Festus BC, Patience O, Osadebe. Studies on the 
mechanisms of anti-inflammatory activity of the 

extracts and fractions of Alchornea floribunda 
leaves. Asian Pac J Trop Med. 2009; 2(3): 7-14. 

51. Ejebe DE, Siminialayi IM, Emudainowho JO, Ofesi 
U, Morka L. Analgesic and anti-inflammatory 
activities of the ethanol extract of the leaves of 
Helianthus annus in Wistar rats. Asian Pac J Trop 
Med. 2010; 3(5): 341-347. 

52. Diaz P, Jeong SC, Lee S, Khoo C, Koyyalamudi 
SR. Antioxidant and anti-inflammatory activities of 
selected medicinal plants and fungi containing 
phenolic and flavonoid compounds. Chin Med. 
2012; 7(26): 2-9. 

53. Sankari G, Mounnissamy VM, Balu V. Evaluation 
of anti-inflammatory and membrane stabilizing 
properties of ethanolic extracts of Diptheracanthus 
prostates (Acanthaceae). Amala Res Bull. 2009; 29: 
88-89. 

54. Joel EL, Bhimba BV. In vitro anti-inflammatory 
activity of Mangrove associated fungi. J Pharm Res. 
2011; 4(9): 2900-2901. 

55. Rajurkar R, Jain R, Matake N, Aswar P, Khadbadi 
SS. Antiinflammatory action of Abutilon indicum 
(L.) sweet leaves by HRBC membrane stabilization. 
Res J Pharm Tech. 2009; 2(2): 415-416. 

 


