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Abstract With the aim of discovering potential cytotoxic
agents, a series of benzochromene derivatives were screened
for their cytotoxic activity against seven human cancer cell
lines by standard 3-(4, 5-dimethyl thiazol)-2,5-dipheny]l tetra-
zolium bromide (MTT) assay. Apoptosis, as the mechanism of
cell death, was investigated morphologically by acridine
orange/ethidium bromide staining and cell surface expression
assay of phosphatidylserine by Annexin V-PE/7-AAD tech-
nique. The effects of compounds on reactive oxygen species
(ROS) and nitric oxide (NO) generations in three human
breast cancer cell lines were also studied. All compounds
showed significant cytotoxic activity with inhibitory concen-
tration (ICsg) values in the micromolar range (4.6-21.5 uM).
The results of apoptosis evaluation suggested that the cyto-
toxic activity of these compounds in breast cancer cells occurs
via apoptosis. MCF-7 cell line showed higher levels of ROS
and NO production after treatment with compounds. The
increase in ROS production after 4 and 24 h indicated that
one of the ways that these compounds can induce apoptosis is
by increasing ROS generation. Cytotoxic and apoptotic ef-
fects of these compounds in human cancer cells indicated that
they can be a good candidate for further pharmacological
studies to discover effective anticancer agents.
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Introduction

The discovery and development of new anticancer agents are
required due to problems with currently available medicines,
like toxicities and drug resistance (Zhang et al. 2005).
Traditional anticancer drug discovery has focused on the
identification of cytotoxic chemotherapeutic agents that could
be of natural or synthetic origin (Lu et al. 2009). In the recent
years, the biological activities of chromene derivatives were
the subject of many research studies. Chromenes constitute
the basic structural framework of many tannins and polyphe-
nols widely found in green tea, fruits, vegetables, and red wine
(Van Rensburg et al. 1997). The presence of the chromene-
containing structure has been related with the capability to
prevent various diseases (O'Kennedy et al. 1997). Synthetic
analogues of chromenes have attracted considerable attention
due to their diverse and broad spectrum of biological activity
including antimicrobial (Khafagy et al. 2002), antitumoral
(Mohr et al. 1975), antiviral (Dell et al. 1993), antihyperten-
sive (Bedair et al. 2000), local anesthetic (Longobardi 1990),
and antiallergic activities (Augstein et al. 1976). Chromenes
have been identified to inhibit proliferation of human cancer
cell lines, whereas less or no toxic to human normal cells
(Musa et al. 2010).

The cytotoxic activity of many chemotherapeutic drugs is a
result of their potential in apoptosis induction (Huang et al.
1995; Safavi et al. 2012). Apoptosis is defined as programmed
cell death that occurs during development, differentiation, in
tumor cell deletion and in response to a variety of insults such
as cytotoxic molecules or compounds (Lu et al. 2009; Xie
et al. 2003). Cytotoxic drug-induced damage to the cells,
especially to the DNA, triggers apoptosis through either the
extrinsic pathway or the intrinsic pathway (Lu et al. 2009).
The extrinsic pathway is initiated at the plasma membrane by
the interaction of cell-surface death receptors with their li-
gands (Lu et al. 2009; Mahdavi et al. 2011). In contrast,

@ Springer



1200

Naunyn-Schmiedeberg's Arch Pharmacol (2014) 387:1199-1208

intrinsic pathway, also known as the mitochondrial pathway,
is triggered through the release of cytochrome ¢ by mitochon-
dria within the cell (Lu et al. 2009; Elmore 2007).

Reactive oxygen species (ROS) generation is one of the
signs observed in cells subjected to anticancer drug treatment
(Meshkini et al. 2012). In contrast to their role on promoting
cell growth under non-stress conditions, ROS are powerful
inducers of apoptosis when cells are under stress (Polyak et al.
1997; Benhar et al. 2002; Brodska et al. 2011). Along with
ROS generation, DNA damage has usually been observed
during the process of cell death. These two phenomena, the
increase of ROS levels and DNA damage, can be found either
independent or one being caused by the other one (Brodska
etal. 2011).

Nitric oxide, which is one of the smallest biological prod-
ucts of mammalian cells, plays various roles such as an
intracellular or transcellular messenger and apoptosis inducer
in cells (Thomsen et al. 1998). Induction of apoptosis by nitric
oxide (NO) was first observed in normal and tumor cells,
which have been confirmed by numerous laboratories using
diverse cell systems (Bonfoco et al. 1995; Sarih et al. 1993;
Xie etal. 1993). Apoptosis induction by cytotoxic compounds
that increase endogenous NO can be considered as a thera-
peutic strategy (Xie et al. 2003). Experimental evidence sug-
gests that NO induces apoptosis by altering the expression and
function of p53 and Bcl-2 proteins (Xie et al. 2003).

In this study, a series of synthetic benzochromene deriva-
tives have been screened for their cytotoxicity activity against
a panel of seven human cancer cell lines. Since apoptosis is
described as the main mode of cell death induced by a variety
of stimuli such as drugs, so, we evaluated the ability of
synthetic compounds to induce apoptosis in human cancer
cell lines. The ROS and NO generations on three human
breast cancer cell lines including MDA-MB-231, MCF-7,
and T-47D were also studied after treatment with synthetic
compounds.

Methods
Materials

The cell culture medium (RPMI 1640), fetal bovine serum
(FBS), and penicillin—streptomycin were purchased from
Gibco BRL (Life Technologies, Paisley, Scotland). The cul-
ture plates were purchased from Nunc (Brand products,
Denmark). 3-(4, 5-dimethyl thiazol)-2,5-diphenyl tetrazolium
bromide (MTT), ethidium bromide, acridine orange, VCls,
Griess reagent, and 2,7 -dichlorofluorescein diacetate
(DCFH-DA) were obtained from Sigma Chemical Company
(Germany). Annexin V-PE kit was purchased from BD
Pharmingen.
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Compound synthesis

Previously, we reported synthesis of 2-amino-4H-2 chromene
scaffold in solvent-free condition (Naimi-Jamal et al. 2010). 2-
Amino-4H-chromene derivatives were synthesized by con-
densation of divertive of benzaldehyde (1), malononitrile
(2), and o-or (3-naphthol (3) (1.0 mmol each) in the presence
of sodium carbonate catalysts under solvent-free heating at
125 °C (Scheme 1).

Cell culture

The PC-3, HepG-2, KB, SK-N-MC, MDA-MB-231, MCF-7,
and T-47D cell lines were obtained from National Cell Bank
of Iran (Pastor Institute, Tehran, Iran). The cells were cultured
in RPMI 1640 supplemented with fetal bovine serum
(10 %, v/v), streptomycin (100 pg/ml), and penicillin
(100 U/ml) in 5 % CO2-humidified atmosphere at 37 °C.
The number of viable cells was estimated by trypan blue
exclusion test.

Measurement of cell viability

MTT assay, which is based on reduction of the tetrazolium salt
to blue colored formazone by mitochondrial dehydrogenases
in viable cells, was used to determine cell viability (Mosmann
1983). To evaluate the cytotoxic activity of each synthesized
benzochromene derivatives 4a—4e, the cells (1.5x10* cells/
well) were seeded in 96-well plates and incubated overnight.
The cells were treated with various concentrations of test
compounds for 48 h. Etoposide and DMSO were used as
positive and negative controls, respectively, and the final
concentration of DMSO in the highest concentration of the
applied compounds was 1 %. After 48 h, cells were incubated
with MTT solution (final concentration 0.5 mg/ml) for 4 h.
Then, the supernatant was removed, and the formazone crys-
tals were dissolved using DMSO. The absorbance was read at
492 nm with an ELISA plate reader (BioTek Instruments,
Winooski, VT). The inhibition percent was expressed as the
mean percentage of viable cells comparing to DMSO-treated
cells, and the half maximal growth inhibitory concentration
(ICs() values were calculated from the concentration-response
curves by non-linear regression analysis.

Morphological evaluation by fluorescence microscopy

Morphological changes in cells were studied by acridine
orange/ethidium bromide double staining as described previ-
ously in Current Protocols of Immunology (Cohen 1993).
Using this technique, the cells undergoing apoptosis distin-
guished from the viable cells by the morphological changes of
apoptotic nuclei. Ethidium bromide and acridine orange are
DNA intercalating dyes. Acridine orange is taken up by both
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Scheme 1 The synthetic pathway used to synthesize the designated compounds

viable and dead cells and giving a green nucleus of viable
cells. Ethidium bromide is taken up only by dead cells and
stains DNA orange in non-viable cells. Briefly, cells were
cultured in six-well plates (5% 10> cells/well) and incubated
overnight. Then, cells were treated with ICso of compounds
4a—4e. After treatment, cells were harvested and washed twice
with phosphate buffer saline (PBS). Finally, ethidium
bromide/acridin orange solution was added to the cell suspen-
sion and the nuclear morphology was evaluated by fluores-
cence microscopy (Zeiss, Germany).

Flow cytometry analysis of the apoptotic cells with Annexin
V-PE and 7-AAD double staining

Annexin V-PE/7-AAD double staining was used to determine
the percentage of cells within a population that are undergoing
apoptosis. Annexin V-PE/7-AAD double staining was per-
formed using Annexin V-PE Apoptosis Detection Kit (BD
Pharmingen) as described in protocol. Using this technique,
living cells (annexin V-PE /7-AAD"), early apoptotic cells
(Annexin V-PE'/7-AAD"), late apoptotic or secondary apo-
ptotic cells (Annexin V-PE'/7-AAD"), and necrotic cells
(Annexin V-PE/7-AAD") were distinguished (Koopman
et al. 1994). In brief, the breast cancer cells were treated with
ICs of compounds 4a—4e and etoposide as reference drug.
After incubation, the cells were harvested and washed twice
with cold PBS and resuspended in the binding buffer (100 pl
of calcium buffer containing 10 mM HEPES/NaOH, pH 7.4,
140 mM NaCl, 2.5 mM CaCl,). Finally, the cells were double
stained with 5 pl of Annexin V-PE and 5 pl of 7-AAD
solution and the samples were gently mixed and incubated
for 15 min at room temperature in the dark before flow

cytometry.
Measurement of intracellular ROS

The net intracellular levels of ROS generated by synthesized
compounds were measured by a non-fluorescence dye,
DCFH-DA, which is permeable in cells and interacts with
intracellular ROS, to generate fluorescent 2',7'-
dichlorofluorescein (DCF) (LeBel et al. 1992). In this exper-
iment, cells were treated with ICso of compounds 4a—4e for 4
and 24 h. After treatment, the cells were incubated with
10 uM DCFH-DA for 1 h, and then, the cells were washed

twice with phosphate buffer saline and suspended in 500 pl
PBS. Finally, the fluorescent intensity was detected by a
spectrofluorometer at excitation and emission wavelength of
495 and 525 nm, respectively. Furthermore, the relationship
between fluorescence intensity and the various concentrations
of DCF was determined, and the amount of ROS was subse-
quently estimated from DCF production.

Measurement of nitric oxide

Direct measurement of nitric oxide in biological systems is
difficult because it has very short half-life and rapidly oxidized
to nitrite and/or nitrate by oxygen. We measured the nitrite
concentration in the culture medium as an indicator of NO
production using the Griess reaction method (Sun et al. 2003;
Tsai et al. 1999). Briefly, cells were treated with ICsy of
compounds 4a—4e for 4 and 24 h. After this time, 100 pl of
each supernatant was mixed with 50 ul VCl; as a reductant for
the reduction of nitrate to nitrite and then added the same
volume of Griess reagents (1 % sulfanilamide in 5 % phos-
phoric acid and 0.1 % naphthylethylenediamine
dihydrochloride in water) to mixture. Finally, the absorbance
of the mixture was read at 543 nm.

Statistical evaluation

Values were presented as mean values plus or minus the
standard deviation (SD) of three independent experiments.
Statistical differences between the means of the treated and
untreated cells were determined by Student’s ¢ test, and
P<0.05 was accepted as being statistically significant.

Results
Growth inhibition and cell viability

The in vitro cytotoxic activity of compounds 4a—4e was
assessed against a panel of human cancer cell lines including
MCEF-7, MDA-MB-231, T-47D, SK-N-MC, KB, HepG-2,
and PC3 after 48 h by MTT assay. Etoposide was used as a
positive control. As shown in Table 1, all compounds de-
creased cell viability and showed significant cytotoxic activity
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Table 1 ICso (uM) of compounds 4a—4e against seven human cancer cell lines in comparison with etoposide

Compounds Structures SK-N-MC | KB HepG-2 PC3 MCF-7 MDA- T-47D
MB-231

4a 8.1+1.1 11.7+0.66 | 6+1.2 6.9+1.05 9.9+0.57 11.7+#1.8 | 6.9+0.65
4b 12.5+0.6 14+1.1 5.3+0.66 | 8.7£1.3 10.3+0.58 6.1+2.3 5.3%0.66
4c 11.1£0.56 | 14.7+0.36 | 9.3£0.37 | 18.9+1.2 9.3+0.61 6+0.7 8.740.55
4d 11.9+1 19.5+2.6 6.8+1.8 12.840.89 | 11.07+0.87 | 18.1+1.8 | 6.9+0.67
4e 11£1.3 20+2.1 7.8+1 11+0.4 11.620.44 21.5¢1.8 | 4.6%0.068
Etoposide - 14.1+£3.9 28.5+2.3 24.843.2 | 48.5£3.9 15.9+3.2 12.2+#1.6 | 13.5¢1.2

with ICs values in micromolar range (4.6-21.5 uM). Results
revealed that all compounds showed more potent cytotoxic
activity than etoposide.

Evaluation of apoptosis

Since breast cancer is the most common cancer and second
leading cause of cancer death in women, we decided to
investigate the apoptotic effects of these compounds against
breast cancer cell lines. For evaluating the apoptosis, cells
were treated with indicated concentrations (ICsq values) of
test compounds and cellular apoptosis was inspected by flow
cytometry and acridine orange/ethidium bromide staining
methods. Acridine orange/ethidium bromide staining was
used to visualize nuclear changes and apoptotic body forma-
tion that are characteristic of apoptosis. Cells were viewed
under a fluorescence microscope, and the images of apoptotic
and control cells after acridine orange and ethidium bromide
staining are presented in Fig. 1. The apoptotic cells had orange
particles in their nuclei, whereas the viable cells were ob-
served green. The cells treated with test compounds showed

@ Springer

the extend apoptosis relative to control and even etoposide-
treated cells.

Apoptosis induction for synthetic compounds was further
confirmed by flow cytometry analysis. Annexin V/7-AAD
double staining followed by flow cytometric analysis revealed
that cells undergo apoptosis after treatment with 1Cs, of test
compounds. As shown in Fig. 2, test compounds induced
apoptosis in all three malignant breast cancer cell lines. The
results indicated that exposure of MDA-MB-231 cells to ICs,
of 4a and 4b caused apoptosis in 58.1 and 40.22 % of the cells,
respectively. Test compounds induced apoptosis in the range
0f 18.7 to 38.7 % in T-47D cells, and 4a and 4¢ induced 37.71
and 52.1 % apoptosis in the MCF-7 cell line, respectively.
Therefore, the evaluation of apoptosis in cells treated with the
test compounds confirmed the cytotoxicity activity of these
compounds was due to inducing apoptosis in cancer cell lines.

Intracellular ROS generation

The level of ROS generation in breast cancer cell lines (MCF-
7, MDA-MB-231, and T-47D) treated with compounds 4a—4e
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Fig. 1 Fluorescent microscopy of the MCF-7 (I), MDA-MB-231 (I]), as negative control, C, D, E, F, G, and H cells treated with ICsy of
and T-47D (II) cells stained with acridine orange/ethidium bromide with etoposide and compounds 4a, 4b, 4c¢, 4d, and 4e, respectively for 24 h
characteristic symptoms of apoptosis: 4 untreated control, 8 DMSO 1 %
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at 4 and 24 h was obtained from the fluorescence of DCF
using spectrofluorometer. As shown in Fig. 3, all compounds
in ICs( concentration significantly induced ROS production in
all three breast cancer cell lines. The level of ROS production
in MCF-7 cells was higher than that of the other two cell lines,
and 4a and 4e were more potent than other compounds in the
induction of ROS generation.

NO generation

The nitric oxide level in all three breast cancer cell lines
treated at ICsy of compounds for 4 and 24 h was measured
by Griess reaction method. None of the cell lines produced
NO after 4 h (data not shown). As shown in Fig. 4, NO
generation by MCF-7 cell line treated for 24 h was increased
and the most NO generation was induced by 4a and 4d. Also,
4a and 4e induced NO generation in MDA-MB-231, whereas
a significant increase in the concentration of NO only was
observed in the T-47D cells treated with 4e.

Discussion

In the present study, we report the cytotoxic activities of
benzochromene derivatives 4a—4e against a panel of human
cancer cell lines including MCF-7, MDA-MB-231, T-47D,
SK-N-MC, KB, HepG-2, and PC3 for the first time. Our
results show that all of the compounds have a significant
antiproliferative activity against seven human cancer cell
lines. The 1Cs, value for each compound was less than of
etoposide as a standard drug.

It has been repeatedly demonstrated that most chemother-
apeutic agents induce apoptosis as a mode of cell death in
cancer cells (Hannun 1997). The advantage of apoptosis over
necrosis is the lack of a systemic inflammatory response after
cell death. For this reason, several studies have suggested that
induction of apoptosis by chemotherapeutic agents reserves a
physiological advantage in the cancer treatment (Satchell et al.
2003; Tolcher 2002). On the other hand, global statistics show
that the annual incidence of breast cancer is increasing and
there is an essential need to develop potent cytotoxic drugs
with less side effects for invasive breast cancer (Parkin et al.
2005). Thus, we decided to investigate the apoptotic effects of
these compounds against breast cancer cell lines using flow
cytometric analysis of Annexin V-PE/7-AAD and acridine
orange in combination with ethidium bromide staining after
24 h. The ICs value for each compound was evaluated after
48 h using MTT assay. Therefore, we investigated the per-
centage of apoptotic cells in the early stages of cell death.
According to the flow cytometric analysis, all of the com-
pounds induced apoptosis in breast cancer cells. Different
rates of apoptosis were observed in various cancer cells after
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Fig. 2 Flow cytometric analysis of MDA-MB231 (a), T-47D (b), and P>
MCE-7 (c) cells treated with synthetic compounds. Cells were stained
with Annexin V/7-AAD and quantitated by flow cytometry. The cells
treated with DMSO 1 % (negative control) or with ICsy values of
etoposide (positive control) and compounds 4a—4e (MDA-MB231 and
T-47D) and 4a and 4¢ (MCF-7). Percentage of PE-positive events (%
apoptotic cells) was calculated

24 h depending on treated compounds. Some compounds
caused major apoptosis after 24-h treatment, whereas others
may be induced apoptosis in longer time.

Reactive oxygen species, which are powerful inducers
of apoptosis, can play a direct or indirect role in the cell
death (Polyak et al. 1997; Lampiasi et al. 2009). ROS
levels are increased in cells treated with various stress
agents, such as anticancer drugs, and they induce apo-
ptosis by stimulating pro-apoptotic signaling molecules
(Benhar et al. 2002). Due to higher level of ROS in
cancer cells than in normal cells, they are more sensitive
to chemotherapeutic agents. Furthermore, ROS-stressing
agents that increase the production of ROS have been
proposed as therapeutic strategies to selectively target the
destruction of cancer cells (Parkin et al. 2005).

ROS generation by cytotoxic drugs may result from
cellular metabolism and direct action of enzymes on
drugs to form reactive intermediate metabolites, or indi-
rect actions of the drug resulting in an induction of
ROS through activation of stress-related signaling path-
ways (England et al. 2006). It is difficult to predict the
mechanism of ROS induction by benzochromene com-
pounds but it is known that ROS generated by cytotoxic
drugs in cells may lead to multiple adverse effects
including energetic imbalance, mitochondrial dysfunc-
tion, p53 accumulation, and, ultimately, cell death.
ROS promote apoptosis by stimulating pro-apoptotic
signaling molecules, such as ASK1, JNK, and p38 and
also can act directly on the apoptotic machinery, by
accelerating mitochondrial depolarization and dysfunc-
tion. In addition, ROS plays a pivotal role in p53-
induced apoptosis (Benhar et al. 2002). Indeed, there
are many studies that suggest p53 induce apoptosis by
the induction of redox-related gene expression and then
the formation of ROS (Polyak et al. 1997). In the
present study, we showed that benzochromene com-
pounds 4a—4e increase ROS production in three breast
cancer cell lines after 4 and 24 h. MCF-7 cell line
showed higher levels of ROS after 4 or 24 h in com-
parison to other two breast cancer cell lines, and that
may be due to its wild-type p53. On the other hand,
ROS production may be mediated by the p53-inducible
gene (PIG3) and may contribute to cytochrome c release
from mitochondria. Damage to the mitochondrial mem-
brane and release of cytochrome c still disrupts the
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Fig. 3 Effect of compounds 4a—4e on intracellular ROS level of MCF-7
(a), MDA-MB-231 (b), and T-47D (c) cell lines. Cells were treated with
compounds for 4 and 24 h, and ROS levels were monitored using DCFH-
DA staining. The fluorescence intensity was monitored on spectrofluo-
rometer with excitation and emission wavelengths of 495 and 525 nm,
respectively. The level of ROS generation in all three breast cancer cell
lines was increased, and MCF-7 cells showed the higher level of ROS
production than other two cell lines. Values correspond to mean+SD of
three independent experiments. *Significantly different from control cells
treated with DMSO (P<0.05)

electron transport chain and enhances ROS production.
All chemotherapeutic agents generate some ROS as they
induce apoptosis in cancer cells, because during apopto-
sis, cytochrome c is released from mitochondria to the
cytosol (Conklin 2004). The results of this study
showed that all of compounds induced ROS generation
in MDA-MB-231 and T-47D with mutant p53, so in
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Fig. 4 NO production by MCF-7, MDA-MB-231, and T-47D cells
exposed to test compounds. NO, levels were determined by the Griess
assay of culture supernatants from cancer cells that were treated for 24 h
with compounds 4a—4e. Results are shown as the mean NO, levels and
SD. *Significantly different from control cells treated with DMSO
(P<0.05)

these cells, mitochondria could be a major source of
ROS during the course of apoptosis.

In general, it has been suggested that NO at high
concentrations causes programmed cell death whereas at
low levels, it can be pro-angiogenic and pro-tumor for-
mations. Low concentrations of NO cause tumor cell
resistance by inducing p53 alterations or mutations; how-
ever, at high concentrations, the DNA damage induced
by NO may trigger the increase of wild-type p53 proteins
leading to programmed cell death (Huerta et al. 2008).
So, NO-induced apoptosis is p53-dependent, and cells
containing wild-type p53 are more sensitive to NO-
induced apoptosis (Xie et al. 2003; Huerta et al. 2008;
Geller et al. 1998). In this study, we observed that MCF-
7 cells, which had wild-type p53, could produce higher
amount of NO than other two cell lines after 24 h. NO
either can be produced by a variety of NO donor com-
plexes or can be formed by the enzyme nitric oxide
synthase (NOS) (Wink 1997). Since NO production was
induced after 24 h, so, a possible mechanism for this is
the induction of NOS gene expression through signaling
pathways by benzochromene compounds.

All of these observations confirm that the cell death
caused by benzochromene derivatives is through apopto-
sis. This study indicated that one of the ways that these
compounds can induce apoptosis is by increasing ROS.
ROS can induce apoptosis through a variety of mecha-
nisms, including direct modification of proteins, lipids,
and DNA. Apoptosis observation in MCF-7 (wt p53),
MDA-MB-231 (mutant p53), and T-47D (mutant p53)
cell lines suggest that these compounds induce apoptosis
by various targets in cells, and it seems in MCF-7 cells,
that high generation of ROS and NO could be induced
by p53; the apoptosis is p53 dependent.
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