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Abstract
Objective:  This  study  aimed  to investigate the antioxidant and anticancer effects of the secondary metabolites of halotolerant
Aspergillus terreus-2  (hAt-2)  on   colon   adenocarcinoma   (Caco-2)   cells.   The   hAt-2   was  isolated  from   Lake   Tuz  in Turkey.
Materials and Methods:  Ethyl acetate extract was prepared from the isolate of hAt-2 culture medium. The free radical scavenging activity
and total phenolic content were evaluated using 2,2-diphenyl-l-picrylhydrazyl and Folin-Ciocalteu assays. The phenolic acids of the extract
were evaluated using the high-performance liquid chromatography method. The cytotoxic effect of the extract was evaluated using 4-[3-
(4-iodo-phenyl)-2-(4-nitrophenyl)-2H-5 tetrazolio]-1,3-benzene disulfonate assay. Cell proliferation was evaluated using the real-time cell
analysis system (RTCA-DP). Results: The major phenolic acid in the  hAt-2 extract was protocatechuic acid. The hAt-2 extract exhibited
significant antiproliferative  and  apoptotic  effects on Caco-2 cells in a time and concentration-dependent manner. The IC50 value of the
extract was detected as 1859 µg mLG1 at 72 h using the RTCA-DP system. Conclusion:  The present study suggested that the  hAt-2 extract
has antioxidant, antiproliferative and apoptotic properties to act as an anti-cancer agent on Caco-2 cells.

Key words:  Anticancer, apoptotic, Aspergillus terreus, Caco-2, secondary metabolite

Received:  August 08, 2016 Accepted:  December 20, 2016 Published:  March 15, 2017

Citation:  MiriÕ  Dikmen,  Zerrin  Cantürk,  Öge  Artagan  and  Nilgün Öztürk, 2017. Antioxidant, antiproliferative and apoptotic effects of secondary
metabolites of halotolerant  Aspergillus terreus  on colon adenocarcinoma Caco-2 cells. Int. J. Pharmacol., 13: 227-236.

Corresponding Author:  MiriÕ Dikmen, Department of Pharmacology, Faculty of Pharmacy, Anadolu University, Turkey

Copyright:  © 2017  MiriÕ Dikmen et  al.  This is an open access article distributed under the terms of the creative commons attribution License, which
permits unrestricted use, distribution and reproduction in any medium, provided the original author and source are credited. 

Competing Interest:  The authors have declared that no competing interest exists.

Data Availability:  All relevant data are within the paper and its supporting information files.

http://crossmark.crossref.org/dialog/?doi=10.3923/ijp.2017.227.236&domain=pdf&date_stamp=2017-03-15


Int. J. Pharmacol., 13 (3): 227-236, 2017

INTRODUCTION

Cancer  is  a  complex multifactorial disease of the cells
and a major public health concern in the world. Cancer
development and progression are dependent on the cellular
accumulation of free radicals that may be toxic to the
surviving cells1-3. Colorectal cancer is among the top-ranking
cancers in terms of diagnostic frequency and has the highest
mortality rates4,5. Drug discovery against cancer, especially
from the natural products is ventured throughout the world6.
Natural products are of particular interest as chemopreventive
agents  because  of  their  potentially   low   toxicity  profiles
and effectiveness7,8. Individuals use natural products for a
variety  of  reasons,  including  preventing cancer  and  its
recurrence8. New  chemotherapeutic  drugs  are  needed, in
particular, to  attenuate  the  varied  harmful  side  effects  of
currently commonly used chemotherapeutics9-11.

Natural  products  are  the  potential  source  of  new
anticancer  agents.   Despite   extensive   progress  in
chemotherapy in the last decade alternative or adjuvant
therapeutic agents still need to be discovered and developed.
In the realm of drug discovery, natural products provide a vast
pool for screening new antitumoral agents including
candidate  compounds  to  overcome  drug resistance. Also,
low-toxicity anticancer agents from fungi have become one of
the research topics in the current pharmacy field12,13. Natural
products may contribute to human survival. Hence, the
interest in the field of natural antioxidants obtained from
microfungi has increased. Natural products have been used in
the pharmaceutical industry, especially in the treatment of
cancer for the past 15 years14.

A   comparison   with   other   genera   shows  that
Aspergillus  species  have  been extraordinarily productive
with regard to exometabolites (secondary metabolites)13. This
study was undertaken to analyze the antioxidant, cytotoxic,
antiproliferative and apoptotic effects of ethyl acetate extract
of Aspergillus terreus (hAt-2), which was isolated from Tuz
Lake (located in Turkey), on colon adenocarcinoma Caco-2
cells.

MATERIALS AND METHODS

Microorganism culture conditions and preparation of ethyl
acetate extract:  The hAt-2 was isolated from different parts
of Lake Tuz, which is the second biggest lake in Turkey. It was
grown on the slant of malt extract agar and maintained at
25EC. Spore suspension of hAt-2 was prepared in sterile water
and   used   for   inoculation.   The   antioxidant   medium   was

prepared  according  to  the modified formula of Malpure14

and consisted of 3% sucrose, 0.1% yeast extract, 0.1%
polypeptone, 0.3% (NH4)SO4, 0.1% K2HPO4, 0.05% MgSO4A7H2O,
0.05% KCl and 0.001% FeSO4A7H2O. Spore suspension (5 mL,
107 spores mLG1) of hAt-2 was inoculated into a 1000 mL Hilton
flask containing 300 mL of the medium. The flasks were
incubated at 25EC. Ethyl acetate extract was prepared from
the isolate of hAt-2 culture medium, which included
secondary metabolites.

Cell culture: The Caco-2 cells were cultured in RPMI 1640
containing 2 mM L-glutamine, 1.5 g LG1 NaHCO3 (sodium
bicarbonate), 1% penicillin/streptomycin and 10% fetal bovine
serum at 37EC in a humidified atmosphere of 5% CO2. The cells
were grown to confluence in the growth medium. They were
harvested at confluence with 0.05% trypsin-0.02% EDTA,
plated in tissue culture dishes and grown in a fresh medium.
A stock solution of the extract was dissolved in 0.1% dimethyl
sulfoxide (DMSO) solution.

Assessment   of   free   radical  scavenging   activity  using
the 2,2-diphenyl-l-picrylhydrazyl  method:  Scavenging  of
2,2-diphenyl-l-picrylhydrazyl (DPPH) free radicals is a basic and
easy method for assessing antioxidant activity15. The DPPH
spectroscopic method has been used to exhibit the
antioxidant  capacity  of  the  phenolic  compounds16.  This
method  is  based  on  the  measurement  of  free  radical
scavenging activity of the extract using DPPH radicals. The
extract had a stronger radical scavenging effect owing to its
higher phenolic content17. The reaction mixture was left at
ambient temperature for 30 min in the darkness. The
absorbance of the mixture solution was then measured
spectrophotometrically at 517 nm. Each experiment was
repeated three times and the average of the readings was
taken. Butylhydroxytoluene (BHT) was used as the reference
compound.

Different concentrations (9.6×10G4, 1.8×10G3 and
3.6×10G3  mg mLG1) of the extract were applied on Caco-2
cells and the percentage inhibition values were found to be
60.5±1.2,  79.2±1.36  and 80.1±2.0, respectively. The BHT
was also used as a standard antioxidant with the same
concentrations as those of the extract. The percentage
inhibition values of the extract were found to be 42±1.03,
49±0.91 and 56±1.1, respectively. The results obtained for
the extract were compared with those obtained for BHT.
Experiments  were  performed  in triplicate and the results
were presented as average values with Standard Deviation
(SD).
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Determination  of  the total phenolic content using the
Folin-Ciocalteu  method:  Total  phenolic  content  was
determined using the Folin-Ciocalteu colorimetric method
from the absorbance at 750 nm as described by Folin and
Ciocalteu18. Gallic acid was used as a reference compound for
determining the phenolic content of the compound19. This
method gives a general measurement of the phenolic content
of the metabolites.

High-performance liquid chromatography analysis: The
phenolic acid composition of the hAt-2 secondary metabolites
was evaluated using reverse-phase column with gradient
elusion system in high-performance liquid chromatography
(HPLC) (Shimadzu LC10A VP, Japan) from well-defined peaks20.
The UV   spectra   of   phenolic  compounds  were taken from
reverse-phase  analytic  column  (ODS3-C18  (100, 4.6 and i.d.,
3 mm) (Inerts2l, Waldbronn, Germany) and transferred to a
photo diode array detector and the analysis of phenolic
compounds in the extract was performed using pre-prepared
standards of phenolic acids. The HPLC analysis was performed
according to the method proposed by Ozturk et al.20 with
some  modifications.  The  HPLC gradient consisted of eluent
A  (methanol:water:formic  acid  10:88:2)  and  eluent  B
(methanol:water:formic  acid  90:8:2)   with  a  flow  rate of
1000 µL minG1: 0 min 15% B, 15 min 20% B, 5 min 35% B, 5 min
46% B and 6 min 100% B. The injection volume was 20 µL. The
detection  was  performed at 280 nm using a photo diode
array detector SPD-M10Avp photodiode array (Shimadzu,
Kyoto, Japan). Gallic acid (GA), protocatechuic acid (pro-CA),
para-hydroxybenzoic acid, vanillic acid, caffeic acid (CA),
chlorogenic acid (CHA), syringic acid (SA), para-coumaric acid
(p-COU), Ferulic Acid (FA), ortho-coumaric acid (o-COU) and
trans-cinnamic acid (tr-CIN) (Sigma-Aldrich, ABD) were used as
phenolic  acid  standards  in  the HPLC assay. The retention
time  of  phenolic  acid  peaks  was procured from the
standard phenolic acid mixture and hAt-2 ethyl acetate extract
in 280 nm chromatograms. The UV spectra were compared
and the phenolic acid contents of the extract were
determined.

WST-1 cytotoxicity test: The viability of cells was measured
using   the   4-[3-(4-iodo-phenyl)-2-(4-nitrophenyl)-2H-5 
tetrazolio]-1,3-benzene disulfonate (WST-1) assay (Roche,
Germany). The test is based on the cleavage of the tetrazolium
salt WST-1 in formazan by mitochondrial dehydrogenases in
viable cells. The formazan dye was quantified using a scanning
multiwell  spectrophotometer  by measuring the absorbance
of   the   dye at 420 nm. The Caco-2 cells were inoculated into

96-well culture plates at a density of 5×103 cells wellG1. After
24   h,   they   were  treated   with  different  concentrations
(50,  100,  150,  200, 300 and 400 µg mLG1) of the  extract  for 
24 and  48   h.   After   incubation,   cell   proliferation   reagent 
WST-1 (10 µL wellG1) was added and the absorbance was
measured after 3 h. The absorbance of the samples was
measured using an enzyme-linked immunosorbent assay
reader (wavelength 420 nm). The measured absorbance was
directly correlated to the number of viable cells. Cell viability
rates were expressed as the percentage of the controls21,22.

Statistical analysis: The WST1 data were evaluated as
mean±standard error of mean of three independent
experiments  (n  =  8).  The  results   were   analyzed   using
one-way   analysis   of   variance   and    Tukey   test.  The
p<0.05 was  considered  significant  (*p<0.05,   **p<0.01,
***p<0.001).

Determination of cell proliferation using real-time cell
analysis system: The Real Time Cell Analysis (RTCA) method
is a powerful and reliable tool in the discovery of new
potential drugs because it facilitates technical optimization
and quality control and has the possibility of monitoring in
real time cell responses to compounds at an early stage of
drug development in the pharmaceutical industry23.

The system measures electrical impedance across
interdigitated microelectrodes incorporated at the bottom of
tissue culture E-plates. The impedance measurement, which
is indicated as Cell Index (CI) value, provides quantitative
information about the condition of the cells, involving cell
number, viability and morphology24-26. Cell viability is related
to mechanisms involved in a variety of biological processes
including cancer27. The background of the E-plates was
measured in 100 µL of the medium in the RTCA-DP station.
Then, 100  µL  of  a  Caco-2  was   added   (10,000   cells  wellG1).
E-plates were placed into the real-time cell analyzer and
impedance was measured every hour. Approximately 24 h
after seeding, when the cells were in the log phase of growth,
they were treated with 100 µL of the medium containing
different  concentrations  of  ethyl acetate extract (50, 100,
150, 200, 300 and 400 µg mLG1) and impedance monitoring
was continued for another 72 h. Impedance was expressed as
CI values. Concentration-response curves at 72 h were
generated to determine IC50 values during incubation. A
medium containing a final concentration of 0.1% DMSO
served as the control. Also, fumagillin (100 µM) was used as a
positive control. The electrical impedance was analyzed using
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the RTCA-connected software of the RTCA-DP system as a
dimensionless parameter called CI and also IC50 value was
determined.

Apoptosis detection by staining with annexin V-fluorescein
isothiocyanate and propidium iodid: Programmed cell death
(apoptosis) is a normal physiological cycle in a healthy
organism for destroying cells that are no longer needed. The
apoptotic cycle includes translocation of membrane
phosphatidylserine (PS) from the inner part of the plasma
membrane to the membrane surface. The reaction allows the
differentiation of early apoptotic cells, late apoptotic cells,
necrotic cells and alive cells28-30.

The  Annexin  V-FITC  Apoptosis   Detection  Kit (Cat. No.
556547;  BD  Biosciences  Pharmingen, USA) was used to
detect apoptosis, following the manufacturer’s instructions.
Briefly, Caco-2 cells (5×105 wellG1) were seeded in six-well
plates and treated with different concentrations of hAt-2
extract (25, 50 and 100 µg mLG1) for 24 h. After the treatment,
the cell suspensions were centrifuged at 1500 rpm for 5 min
and  the  pellets  were  washed  twice  with  1  mL  of  cold
phosphate-buffered  saline. The  cells were resuspended in
100  mL  of  binding buffer and stained with 5 mL of annexin
V-FITC solution and 5 mL of Propidium Iodide (PI) solution for
20 min at room temperature in the dark. Then, the samples
were diluted with 400 mL of binding buffer,  processed for
data acquisition and analyzed on a Becton-Dickinson FACSAria
flow cytometer using FACSDiva Version 6.1.1 Software, USA. At
least 10,000 cells were analyzed per sample. The fraction of
cell populations in different quadrants was analyzed using
quadrant statistics. The X and Y axes indicated the
fluorescence of annexin V (green) and PI (red), respectively.
Quadrant settings were optimized by comparing with the
control group (nontreatment). It was possible to detect and
quantitatively compare the percentages of gated populations
in four of the delineated regions. Four distinct phenotypes
were distinguishable: Viable (Annexin V/PI) lower left quadrant
(Q3), early apoptotic (Annexin V/PI) lower right quadrant (Q4),
late apoptotic (Annexin V/PI) upper right quadrant (Q2) and
necrotic/damaged cells (Annexin V/PI) upper left quadrant
(Q1)21,31.

RESULTS

Determination of free radical scavenging activity (DPPH):
The total phenolic content and free radical scavenging activity
of  the  extract  were  determined  in  this  study.  The total
phenolic   content   was  expressed  as  gallic  acid equivalents

(mg  GAE  gG1   extract).   The   percentage   inhibition  values
of   the   extract   were   60.5±1.2,   79.2±1.36   and
80.1±2.0%  (w/w)  and the total phenolic content was found
to be 78±1.32 mg of GAE gG1 of extract (dry weight).

The free radical scavenging potential of the extracts
compared with that of BHT was also tested by the DPPH
method. Percentage inhibition value is a parameter widely
used  to  measure  the free radical scavenging activity. That is,
a  higher  percentage  inhibition  value corresponds to a
higher antioxidant activity15. These data indicated that the
extract  had  the  same activity as that of BHT. The hAt-2
extract showed the highest DPPH radical scavenging ability
(EC50 = 47.30±0.95 and 51.36±0.98 µg mLG1, p>0.05 vs BHT),
which was similar to that of the reference compound BHT
(EC50 = 51.08±0.67 µg mLG1). It was observed that extract
percentage inhibition values were 60.5±1.2, 79.2±1.36 and
80.1±2.0 compared with BHT (87.11±2.06). The results of
DPPH radical scavenging activity testing indicated that the
hAt-2 extract had similar antioxidant activities. The highest
free radical scavenging activity of the extract was 80.1±2% at
a concentration of 3.6×10G3 mg mLG1.

Determination of the total phenolic content (Folin-Ciocalteu
method): The Folin-Ciocalteu method was used to determine
the Total Polyphenolic (TP) content in the extract of  hAt-2
using the UV/Vis spectrophotometric method. The TP is
known to be responsible for the antioxidant activity19. The
total phenolic content of the extract was determined using
Folin-Ciocalteu assay. Phenolic complexes have redox
properties and act as antioxidants32. Their free radical
scavenging ability is facilitated via their hydroxyl groups33.

HPLC result: Most of the phenolic acids have absorption
maxima in the ultraviolet absorption spectra at a wavelength
of 280 nm. They were identified by matching their retention
times (peak normalization) and ultraviolet spectra with those
of authentic standards, using the HPLC-photodiode array
detection system. All of the phenolic acids were resolved
entirely from each other (Fig. 1, 2). The phenolic acid amounts
in extract  are  given  in  Table  1. The HPLC results showed that
pro-CA dominated in the extract. Also, pro-CA, GA, FA, CA,
CHA, SA, p-COU, tr-CIN and o-COU acids were detected in the
extract of  hAt-2.

All these results demonstrated that the free radical
scavenging activity of ethyl acetate extract of  hAt-2 was
found in parallel with the total phenolic content. The inclusion
of a high amount of pro-CA (64.34 mg gG1) from the family of
phenolic acids in the extract verified significant antioxidant
activity.

230



Int. J. Pharmacol., 13 (3): 227-236, 2017

Fig. 1: HPLC chromatogram of standard phenolic acid content

Fig. 2: HPLC chromatogram of certain phenolic acids in hAt-2 extract

Table 1: Phenolic acid amounts (mg gG1) of hAt-2 secondary metabolites by HPLC
Phenolic acid amounts hAt-2 (mg gG1)
Gallic acid (GA) 1.49
Protocatechuic acid (Pro-CA) 64.34
Para-hydroxybenzoic acid (p-OHBA) -
Vanillic acid (VA) -
Caffeic acid (CA) 5.83
Chlorogenic acid (CHA) 3.43
Syringic acid (SA) 3.13
Para-coumaric acid (p-COU) 2.40
Ferulic acid (FA) 8.21
Orto-coumaric acid (o-COU) 2.13
Trans-cinnamic acid (tr-CIN) 1.35

Table 2: Cell inhibition percentages of hAt-2  extract  on  Caco-2  cells using
WST-1 method

 50 100 150 200 300 400
hAt-2 (h) ---------------------------------(µg mLG1)------------------------------------------
24 22.31 32.43 37.23 62.72 67.69 69.25
48 7.80 8.35 20.93 56.81 65.44 69.89

Cytotoxic effects of  hAt-2 on Caco-2 cells: The WST1 assay
results indicated that  hAt-2 secondary metabolites inhibited
Caco-2  cell  proliferation,  especially  at  a  concentration of
200 µg mLG1 and above. Cell proliferation values were less
than 50% at concentrations of 200, 300 and 400 µg mLG1 after
24 h and 150, 200, 300 and 400 µg mLG1 after 48 h. Cell
proliferation values of the extract on Caco-2 cells are shown in
Fig. 3. Table 2  shows calculated percentages of cell inhibition
of the extract on Caco-2 cells.

Assessment of the effects of  hAt-2 secondary metabolites
on Caco-2 cell 
Proliferation using RTCA-DP: The aim of this method was to
assess the effect of  hAt-2 extract on intestinal epithelium
Caco-2  cells  using  a  real-time cell  electric  impedance 
sensing  system  (RTCA-DP).  Effects  of   hAt-2  extract on cell
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Fig.  3: Cytotoxicity analysis of hAt-2 extract on Caco-2 cells. Cell proliferation (%) was presented as Mean±Standard Deviation
(SD) from three independent experiments (WST-1 method; Control: 0.1% DMSO, n = 8, p<0.001***)

Fig.  4:  Real-time cell monitoring of hAt-2 secondary metabolite on Caco-2 by using RTCA-DP system

Table 3: Flow cytometry cell percentages of hAt-2 extract on Caco-2 cells
hAt-2 secondary metabolite Alive cells (Q3%) Necrotic cells (Q1%) Early apoptotic cells (Q2%) Late apoptotic cells (Q4%)
25 (µg mLG1) 14.2 8.0 60.5 17.3
50 (µg mLG1) 9.4 6.3 68.9 15.4

proliferation  were  evaluated  after the exposure of Caco-2
cells to concentrations  of  50,  100, 150, 200 and 400 µg mLG1.
The  hAt-2  extract  decreased  the  CI  value  of  Caco-2  cells
in a  time  and  concentration-dependent manner (Fig.  4).
According to CI values, IC50  was calculated as 185.9 µg mLG1 at
the end of 72 h using RTCA system analysis software (Fig. 5).

Apoptosis detection using flow cytometry: Different
concentrations (25, 50 and 100 µg mLG1) of the extract were
analyzed by flow cytometry to determine the most effective

concentration to cause apoptosis. All concentrations of the
extract demonstrated the remarkable apoptotic effect on
Caco-2 cells at the end of 24 h (Fig. 6, Table 3). The highest
apoptotic value was determined as 84.3% (early+late
apoptotic cell percentage) at a concentration of 50 µg mLG1.
An apoptotic rate of less than 10% indicated that three
different concentrations of the extract caused the death of
Caco-2 cells via apoptosis. The present findings demonstrated
that 50 µg mLG1 of the hAt-2 secondary metabolite-induced
death of maximum Caco-2 cells via apoptosis (Table 3).
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Fig.  5: Effect  of  hAt-2  extract  extract  during  72  h exposure on the viability of cells were determined based on the
concentration-response curves of the cell index and determined IC50 rates by the RTCA DP system on the viability of Caco-2
line (IC50: 185.9 µg mLG1)

Fig. 6(a-c): Typical quadrant analysis of annexin V-FITC/propidium iodide flow cytometry of Caco-2 cells treated with hAt-2
extract. Caco-2  cells were cultured for 24 h in medium with the extract at concentrations of (a) Control, 25 µg mLG1,
(b) 50 µg mLG1 and (c) 100 µg mLG1. At least 10,000 cells were analyzed per sample and quadrant analysis was
performed. The proportion (%) of cell number is shown in each quadrant. Q1: Necrotic cells, Q2: Late apoptotic cells,
Q3: Viable cells and Q4: Early apoptotic cells
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DISCUSSION

Natural products are the main source of anticancer
agents12.  Especially  Aspergillus  has  a large number of
species-specific exometabolites called secondary metabolites.
Aspergillus  is one of the most chemically active of all fungi,
producing  a  wide  variety  of  secondary  metabolites
(exometabolites)13,34.  The  chemodiversity  of  Aspergillus
species is extremely high and hence many bioactive
components  may  be  extracted  from Aspergillus  in the
future. This potential of Aspergillus  may contribute to the
discovery of new drug alternatives and also encourage
experimental studies on chronic illnesses such as cancer.
Hence, more detailed molecular approaches are needed to
explore fully this potential13.

Specific dietary supplements can be as effective as
chemopreventive agents13. Cancer is considered to be a
serious public health concern in both developed and
developing countries, of which colon cancer is the fourth most
commonly diagnosed cancer in the world. In this regard,
natural product extracts continue to be the most promising
source of new drugs for cancer. As fungi are known as one of
the most productive groups for useful natural products, the
present study attempted to detect the anticancer compounds
in two isolated soil fungi35.

The classical and molecular identification of hAt-2 was
performed in this study. The hAt-2 secondary metabolites
displayed time-dependent inhibition of Caco-2 cell growth
and proliferation. The growth inhibition values were
correlated with the flow cytometric analyses and cytotoxicity
of the   secondary   metabolites.   Therefore,   it   may  be
concluded  that  hAt-2  secondary   metabolites  possess
potent antiproliferative and apoptotic properties against
Caco-2  cells.  The  HPLC  results of the extract showed that
pro-CA dominated in the extract. Also, different amounts of
pro-CA, GA, FA, CA, CHA, SA, p-COU, tr-CIN and o-COU acids
were detected.

The studies on the phenolic content of halotolerant or
halophilic fungi are fairly seldom. In parallel to the present
HPLC result, another study of the same group reported that
the fermentation liquid of Penicillium  sp., had GA and pro-CA.
The HPLC results of the extract showed that pro-CA)
dominated in the extract. Besides pro-CA, different amounts
of GA, FA, CA, CHA, SA, p-COU, tr-CIN and o-COU acids were
also detected. The present study focused on the potential of
secondary  metabolites  from  halotolerant  fungi.  The free
radical scavenging activity of secondary metabolites was
determined on the basis of the elimination of DPPH radicals
and  the   total   phenolic   content   was   determined  by  the

Folin-Ciocalteu reaction. The antioxidant activity of the
secondary metabolites of hAt-2 was positively correlated with
the total phenolic content of the extract. Antioxidants
obtained from natural sources have attracted immense
attention because of their free radical scavenging ability36.
Free radicals are involved in the development of a number of
chronic disorders such as cancer, neurodegeneration and
inflammation37,38. The presence of antioxidants such as
phenolics, flavonoids and tannins may provide protection
against a number of deadly diseases35.

Fungi are a major source of biologically active secondary
metabolites, which play a major role in the treatment of many
human and animal diseases34,39,40. A secondary metabolite is a
chemical compound produced by a number of fungal species.
A fungal secondary metabolite is a chemical compound
produced by a limited number of species in a genus, an order
or even  a  phylum,  which  has  a  high differentiation power34.
Aspergillus  contain species that produce a large number of
species-specific  exometabolites  with  a  high  degree of
chemoconsistency.  The  chemodiversity  of  Aspergillus  is
extremely high and hence many more bioactive compounds
can be extracted from it in the future. Both ecological and
genetic/molecular approaches are needed to fully explore this
treasure of natural products13. In brief, metabolites including
new compounds were isolated and identified from the
fermentation broth of  hAt-2 under 10% salinity conditions in
this study. High salt stress affected the quantity and profile of
secondary metabolites. The new metabolite demonstrated
antioxidant, antiproliferative and apoptotic activities under
high-salt-stress conditions. The typical metabolites of  hAt-2
showed antiproliferative effects with low cytotoxicity.

CONCLUSION

In conclusion, significant activities were revealed in  hAt-2
secondary metabolites. This novel study described the potent
antiproliferative and apoptotic effects of  hAt-2 extract on the
growth of human colon cancer cells. The low toxicity of  hAt-2
secondary metabolites makes them attractive for in vivo
studies on colon cancer prevention and treatment. The
present results also demonstrated that  hAt-2 secondary
metabolites might serve as the source of polyphenols
confirmed by their antioxidant activities and contribute to the
discovery of new drug alternatives.

ACKNOWLEDGMENT

This study was supported by Anadolu University Scientific
Research   Project   Unit  (No.  of  project:  1003S117).  The  flow

234



Int. J. Pharmacol., 13 (3): 227-236, 2017

cytometric analysis was performed at the Medicinal Plants,
Drugs and Scientific Research Center of Anadolu University.

REFERENCES

1. Siegel, R.L., K.D. Miller and A. Jemal, 2015. Cancer statistics,
2015. CA: Cancer J. Clin., 65: 5-29.

2. Hassan,    L.E.A.,     M.B.K.     Ahmed,     A.S.     Abdul   Majid,
H.M. Baharetha, N.S. Muslim, Z.D. Nassar and A.M.S. Abdul
Majid, 2014. Correlation of antiangiogenic, antioxidant and
cytotoxic activities of some Sudanese medicinal plants with
phenolic and flavonoid contents. BMC Complem. Altern.
Med., Vol. 2014. 10.1186/1472-6882-14-406 

3. Blagosklonny, M.V., 2005. Carcinogenesis, cancer therapy and
chemoprevention. Cell Death Differentiation, 12: 592-602.

4. Ferlay,   J.,    I.    Soerjomataram,    R.    Dikshit,    S.    Eser   and
C.  Matherset  al.,  2015.  Cancer incidence and mortality
worldwide:  sources,  methods  and major patterns in
GLOBOCAN 2012. Int. J. Cancer, 136: E359-E386.

5. Prata-Sena, M., A.A. Ramos, S. Buttachon, B. Castro-Carvalho
and P. Marques et al., 2016. Cytotoxic activity of secondary
metabolites from marine-derived fungus Neosartorya
siamensis    in     human     cancer     cells.     Phytother.   Res.,
30: 1862-1871.

6. Giri, B., A. Gomes, A. Debnath, A. Saha and A.K. Biswas et al.,
2006. Antiproliferative, cytotoxic and apoptogenic activity of
Indian toad (Bufo melanostictus, Schneider) skin extract on
U937 and K562 cells. Toxicon, 48: 388-400.

7. Crowell, J.A., 2005. The chemopreventive agent development
research  program  in  the  Division  of cancer prevention of
the US national cancer institute: An overview. Eur. J. Cancer,
41: 1889-1910.

8. Greenlee, H., 2012. Natural products for cancer prevention.
Semin. Oncol. Nurs., 28: 29-44.

9. Aluise,  C.D.,  R.  Sultana,  J.  Tangpong,  M.  Vore,  D.S. Clair,
J.A. Moscow and D.A. Butterfield, 2010. Chemo brain (chemo
fog) as a potential side effect of doxorubicin administration:
Role of cytokine-induced, oxidative/nitrosative stress in
cognitive dysfunction. Adv. Exp. Med. Biol., 678: 147-156.

10. Nematbakhsh,   M.,    F.    Ashrafi,    Z.    Pezeshki,    Z.  Fatahi,
F. Kianpoor, M.H. Sanei and A. Talebi, 2012. A
histopathological study of nephrotoxicity, hepatoxicity or
testicular toxicity: which one is the first observation as side
effect   of    cisplatin-induced    toxicity    in    animal   model?
J. Nephropathol., 1: 190-193.

11. Saad, M., C. Tafani, D. Psimaras and D. Ricard, 2014.
Chemotherapy-induced peripheral neuropathy in the adult.
Curr. Opin. Oncol., 26: 634-641.

12. Basmadjian,  C.,  Q.  Zhao,  E.  Bentouhami,  A.   Djehal   and
C.G. Nebigil et al., 2014. Cancer wars: Natural products strike
back. Front. Chem., Vol. 2. 10.3389/fchem.2014.00020.

13. Frisvad,     J.C.,         2014.         Taxonomy,      chemodiversity
and   chemoconsistency     of      Aspergillus,     Penicillium 
and      talaromyces         species.          Front.        Microbiol., 
Vol. 5. 10.3389/fmicb.2014.00773

14. Malpure, P.P., A.S. Shah and A.R. Juvekar, 2006. Antioxidant
and anti-inflammatory activity of extract obtained from
Aspergillus candidus MTCC 2202 broth filtrate. Indian J. Exp.
Biol., 44: 468-473.

15. Sharma, O.P. and T.K. Bhat, 2009. DPPH antioxidant assay
revisited. Food Chem., 113: 1202-1205.

16. Sanchez-Moreno, C., J.A. Larrauri and F. Saura-Calixto, 1998.
A procedure to measure the antiradical efficiency of
polyphenols. J. Sci. Food Agric., 76: 270-276.

17. Aksoy, L., E. Kolay, Y. Agilonu, Z. Aslan and M. Kargioglu, 2013.
Free radical scavenging activity, total phenolic content, total
antioxidant status and total oxidant status of endemic
Thermopsis turcica. Saudi J. Biol. Sci., 20: 235-239.

18. Folin, O. and V. Ciocalteu, 1927. On tyrosine and tryptophane
determinations in proteins. J. Biol. Chem., 27: 627-650.

19. Singleton, V.L. and J.A. Rossi Jr., 1965. Colorimetry of total
phenolics with phosphomolybdic-phosphotungstic acid
reagents. Am. J. Enol. Viticult., 16: 144-158.

20. Ozturk,  N.,  M.  Tuncel and N.B. Tuncel, 2007. Determination
of phenolic acids by a modified HPLC: Its application to
various plant materials. J. Liquid Chromatogr. Relat. Technol.,
30: 587-596.

21. Engur, S., M. Dikmen and Y. Ozturk, 2016. Comparison of
antiproliferative   and   apoptotic   effects  of  a novel
proteasome inhibitor MLN2238 with bortezomib on K562
chronic myeloid leukemia cells. Immunopharmacol.
Immunotoxicol., 38: 87-97.

22. Ishiyama, M., H. Tominaga, M. Shiga, K. Sasamoto, Y. Ohkura
and  K.  Ueno,  1996.  A  combined  assay of cell viability and
in vitro cytotoxicity with a highly water-soluble tetrazolium
salt,   neutral   red   and   crystal   violet.   Biol.   Pharm.  Bull.,
19: 1518-1520.

23. Atienzar,  F.A.,  K.  Tilmant,   H.H.   Gerets,   G.   Toussaint  and
S. Speeckaert et al., 2011. The use of real-time cell analyzer
technology in drug discovery: Defining optimal cell culture
conditions and assay reproducibility with different adherent
cellular models. J. Biomol. Screen., 16: 575-587.

24. Bird, C. and S. Kirstein, 2009. Real-time, label-free monitoring
of cellular invasion and migration with the xCELLigence
system. Nat. Methods, Vol. 6. 

25. Solly, K., X. Wang, X. Xu, B. Strulovici and W. Zheng, 2004.
Application of real-time cell electronic sensing (RT-CES)
technology  to  cell-based  assays.   Assay   Drug  Dev.
Technol., 2: 363-372.

26. Urcan,  E.,  U. Haertel, M. Styllou, R. Hickel, H. Scherthan and
F.X. Reichl, 2010. Real-time xCELLigence impedance analysis
of the cytotoxicity of dental composite components on
human gingival fibroblasts. Dental Mater., 26: 51-58.

235



Int. J. Pharmacol., 13 (3): 227-236, 2017

27. Limame,   R.,    A.    Wouters,    B.    Pauwels,   E.   Fransen  and
M. Peeters et al., 2012. Comparative analysis of dynamic cell
viability,  migration  and  invasion  assessments  by  novel
real-time technology and classic endpoint assays. PLoS One,
Vol. 7. 10.1371/journal.pone.0046536 

28. Casciola-Rosen, L., A. Rosen, M. Petri and M. Schlissel, 1996.
Surface blebs on apoptotic cells are sites of enhanced
procoagulant activity: Implications for coagulation events
and antigenic spread in systemic lupus erythematosus. Proc.
Nat. Acad. Sci. USA., 93: 1624-1629.

29. Van  Engeland,  M.,   F.C.S.   Ramaekers,   B.   Schutte  and
C.P.M. Reutelingsperger, 1996. A novel assay to measure loss
of plasma membrane asymmetry during apoptosis of
adherent cells in culture. Cytometry, 24: 131-139.

30. Vermes,    I.,      C.      Haanen,       H.       Steffens-Nakken    and
C. Reutelingsperger, 1995. A novel assay for apoptosis flow
cytometric detection of phosphatidylserine expression on
early  apoptotic   cells   using   fluorescein   labelled  annexin
V. J. Immunol. Methods, 184: 39-51.

31. Dikmen, M., Z. Canturk, Y. Ozturk and Y. Tunali, 2010.
Investigation of the apoptotic effect of curcumin in Human
Leukemia HL-60 cells by using flow Cytometry. Cancer
Biotherapy Radiopharm., 25: 749-755.

32. Soobrattee,  M.A.,   V.S.   Neergheen,   A.   Luximon-Ramma,
O.I. Aruoma and T. Bahorun, 2005. Phenolics as potential
antioxidant therapeutic agents: Mechanism and actions.
Mutat. Res./Fundam. Mol. Mech. Mutagen., 579: 200-213.

33. Baba, S.A. and S.A. Malik, 2015. Determination of total
phenolic  and  flavonoid  content,  antimicrobial  and
antioxidant activity of a root extract of Arisaema jacquemontii
blume. J. Taibah Univ. Sci., 9: 449-454.

34. Frisvad, J.C., B. Andersen and U. Thrane, 2008. The use of
secondary metabolite profiling in chemotaxonomy of
filamentous fungi. Mycol. Res., 112: 231-240.

35. Mohamed, H.F., 2012. Molecular analysis and anticancer
properties of two identified isolates, Fusarium solani and
Emericella nidulans isolated from Wady El-Natron soil in
Egypt against Caco-2 (ATCC) cell line. Asian Pac. J. Trop.
Biomed., 2: 863-869.

36. Saeed, N., M.R. Khan and M. Shabbir, 2012. Antioxidant
activity, total phenolic and total flavonoid contents of whole
plant  extracts  Torilis  leptophylla  L. BMC Complement.
Altern. Med., Vol. 12. 10.1186/1472-6882-12-221 

37. Halliwell, B., 2007. Oxidative stress and cancer: Have we
moved forward? Biochem. J., 401: 1-11.

38. Ferguson, L.R., 2010. Chronic inflammation and mutagenesis.
Mutat. Res./Fundam. Mol. Mech. Mutagen., 690: 3-11.

39. Lorenzen, K. and T. Anke, 1998. Basidiomycetes as a source for
new bioactive natural products. Curr. Org. Chem., 2: 329-364.

40. Muller, K., 2001. Pharmaceutically relevant metabolites from
lichens. Applied Microbiol. Biotechnol., 56: 9-16.

236


	IJP.pdf
	Page 1


