
© 2016 International Journal of Clinical and Experimental Physiology | Published by Wolters Kluwer - Medknow 113

Polyphenolic extract from coconut kernel modulates 
apoptotic genes, reactive oxygen species production, 
and prevents proliferation of human colon cancer cell line

drugs available for the control of colon cancer.[2] However, 
while synthetic anticancer drugs prolong survival, they 
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Abstract
Background and Aim: The modern diet along with sedentary lifestyle has led to an increasing mortality rate for colon 
cancer. Several dietary phytochemicals have been investigated for colon cancer therapy, so as to replace the synthetic drugs 
having adverse health side effects. The aim of the study was to evaluate the antiproliferative effect of polyphenol-rich fraction 
from coconut kernel (CKf) on human colon cancer cell lines (HT-29).
Methods: The total flavonoids and polyphenols present in CKf were determined colorimetrically. The cytotoxic and apoptotic 
effect of CKf was determined using 3-(4,5-dimethyl thiazol-2yl)-2,5-diphenyl tetrazolium bromide assay, acridine orange/ethidium 
bromide staining, and 4’,6-diamidino-2-phenylindole-2 staining. Levels of caspase-3 activity were measured colorimetrically. 
The expression levels of apoptotic genes BAK, BAX, BID and p53 were measured using real-time polymerase chain reaction. 
The effect of CKf in inducing reactive oxygen species (ROS) was studied using 2′,7′-dichlorofluorescein diacetate staining. 
Mitochondrial potential of HT-29 cells treated with CKf was determined by Rhodamine 123 staining.
Results: Experimental results showed that CKf contains significant amount of polyphenols. CKf showed cytotoxicity against 
HT-29 cells (Lethal Dose 50% of 8 μg/ml) by increasing the free radical concentration, caspase 3 enzyme levels, and decreasing 
the mitochondrial membrane potential in dose-dependent manner. The levels of p53 and BAX showed a major increase in a 
dose-dependent manner, while BAK gene levels showed a slight but significant increase.
Conclusion: These results clearly indicate that coconut kernel which contains cytotoxic phenols affect the growth of colon 
cancer cells by modulating the apoptotic machinery mediated through mitochondrial ROS production.
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INTRODUCTION

Colon cancer is a serious health problem with very 
high mortality rates, affecting both men and women 
worldwide. The modern diet with high red meat 
consumption and excessive alcohol use along with 
sedentary lifestyle has led to an increasing mortality rate 
for colon cancer.[1] Presently, there are several synthetic 

Address for correspondence: 
Dr. Nevin Kottayath Govindan, 
School of Biosciences, Mahatma Gandhi University, 
P.D. Hills P.O., Kottayam ‑ 686 560, Kerala, India. 
E‑mail: nevinkg@gmail.com

Original Article

Access this article online
Quick Response Code:

Website: 
www.ijcep.org

DOI: 
10.4103/2348-8832.191585

How to cite this article: Radhakrishnan DK, Chacko SM, 
Bhaskara PK, Sandya S, Govindan NK. Polyphenolic extract from 
coconut kernel modulates apoptotic genes, reactive oxygen species 
production, and prevents proliferation of human colon cancer cell 
line. Int J Clin Exp Physiol 2016;3:113-21.

This is an open access article distributed under the terms of the Creative Commons 
Attribution‑NonCommercial‑ShareAlike 3.0 License, which allows others to remix, tweak, 
and build upon the work non‑commercially, as long as the author is credited and the new 
creations are licensed under the identical terms. 

For reprints contact: reprints@medknow.com

[Downloaded free from http://www.ijcep.org on Saturday, September 29, 2018, IP: 49.205.219.17]



International Journal of Clinical and Experimental Physiology | Jul-Sep 2016 | Vol 3 | Issue 3 115International Journal of Clinical and Experimental Physiology | Jul-Sep 2016 | Vol 3 | Issue 3 114

Radhakrishnan, et al.: Anticancer activity of coconut kernel

often have adverse health effects and nonspecificity. 
Based on this fact, several dietary phytochemicals have 
been investigated for colon cancer therapy. Studies on 
diet‑based antioxidants have advanced at a full pace 
due to their capability of quenching reactive oxygen 
species (ROS) and prevent our body from various deadly 
diseases including cancer. These compounds are capable 
of inhibiting critical cell cycle molecules and inhibit 
proliferation and/or inducing apoptotic death in cancer 
cells.[3] Polyphenols, nontoxic secondary metabolites, 
have been shown to possess anticancer properties.[4] 
There is little convincing epidemiological evidence that 
intake of polyphenols/flavonoids is inversely related to 
the incidence of cancer. In contrast, numerous cell culture 
and animal models indicate potent anticarcinogenic 
activity by certain polyphenols, mediated through a range 
of mechanisms including antioxidant activity, enzyme 
modulation, gene expression, apoptosis, upregulation 
of gap junction communication, and P‑glycoprotein 
activation.[5] These compounds act as key modulators of 
signaling pathways and are therefore considered ideal 
chemopreventive agents.[6]

Coconut and its products have been an important part of 
the diet among Indian population for time immemorial. 
There are various reports regarding the beneficial effect 
of the oil isolated from coconut by wet as well as dry 
process.[7,8]	 Unfortunately,	 the	 use	 of	 coconut	 oil	 for	
culinary purpose has initiated a burning debate over 
its health benefits. Although the debate is centered on 
the oil consumption, not many studies are conducted 
on the biological effects of the minor components 
present in coconut kernel. It was previously reported 
that the virgin coconut oil (VCO) contains polyphenolic 
compounds having significant antioxidant effect with an 
important role in the cardiovascular health.[9‑11] Although 
the cardiovascular benefits of these polyphenols are 
documented, their anticancer properties are poorly 
understood. This study was designed to evaluate the 
antiproliferative effect of the polyphenols/flavonoids 
isolated from coconut kernel on human colon cancer 
cell lines.

MATERIALS AND METHODS

Chemicals and coconut
Coconut samples Dwarf x Tall variety was collected 
from Shornur Panchayat Krishi Bhavan Office, Palakkad, 
Kerala, India. Gallic acid, Folin–Ciocalteu reagent, 
sodium carbonate, aluminum chloride, potassium 
acetate, McCoy’s‑5A medium, fetal bovine serum (FBS), 
antibiotic and antimycotic solution, 3‑(4,5‑dimethyl 
thiazol‑2yl)‑2,5‑diphenyl tetrazolium bromide (MTT), 
acridine orange/ethidium bromide (AO/EB), trypan blue, 
4’,6‑diamidino‑2‑phenylindole (DAPI), RDP Trio Reagent, 

and other cell culture reagents were purchased from 
Hi‑Media Laboratories, India. 2',7'‑dichlorofluorescin 
diacetate (DCFH‑DA), quercetin, diethylpyrocarbonate, and 
N‑Acetyl‑Asp‑Glu‑Val‑Asp‑p‑nitroanilide (DEVD‑pNA) were 
purchased	 from	Sigma‑Aldrich,	USA.	Annexin	V	Alexa	
Fluor 488 Kit was purchased from Invitrogen. Revert Aid 
First Strand cDNA Synthesis Kit from Thermo Scientific. 
Go Taq Green Master Mix was procured from Promega.

Extraction of the kernel
Kernel from coconut was removed and defatted with 
petroleum ether (60–80) using a Soxhlet apparatus. The 
residue obtained after defatting was dried, weighed, and 
exhaustively extracted using 80% methanol. Methanolic 
extract thus obtained was dried in rotary evaporator, 
weighed, and used for further experiments.

Estimation of total polyphenols and flavonoids
Total polyphenols in fraction from coconut kernel (CKf) 
were determined by Folin–Ciocalteu reagent. [12] 
Briefly, different concentrations of CKf and gallic acid 
standard were mixed with Folin–Ciocalteu reagent 
(5 mL, 1:10 diluted with distilled water) and aqueous 
Na2CO3 (4 mL, 1 M). The mixture was incubated at 45°C 
for 15 min. The absorbance was measured at 765 nm 
using	a	ultraviolet‑visible	(UV‑VIS)	spectrophotometer.	
The total polyphenols present were expressed as 
µg/mg extract. Aluminum chloride colorimetric method 
was used for the determination of total flavonoid 
content (Chang et al., 2002). Samples were mixed with 
1.5 mL methanol, 0.1 mL of 10% aluminum chloride 
(in methanol), 0.1 mL of 1 M potassium acetate, and 
2.8 mL of distilled water. The mixture was kept at room 
temperature for 30 min. The absorbance of reaction 
mixture was measured at 415 nm. The calibration curve 
was prepared using quercetin (1 mg/mL in methanol) as 
standard. The total flavonoids present were expressed 
as µg/mg extract.

Ultraviolet and Fourier transform infrared 
spectroscopic analysis
For	 UV‑VIS	 and	 Fourier	 transform	 infrared	 (FTIR)	
spectrophotometer analysis, CKf was centrifuged at 
3000 rpm for 10 min and filtered through Whatman 
No. 1 filter paper. The sample was diluted to 1:10 using 
methanol. The extract was scanned in the wavelength 
ranging	 from	185	 to	1400	nm	using	Shimadzu	UV‑VIS	
Spectrophotometer	 (Model	UV‑2600,	 ISR‑2600	 plus)	
and the characteristic peaks were detected. FTIR 
analysis was performed using Shimadzu IR prestige 21 
Spectrophotometer system, which was used to detect the 
characteristic peaks and their functional groups (Sahaya 
et al.	2002).	The	peak	values	of	the	UV‑VIS	and	FTIR	were	
recorded. Each and every analysis was repeated three 
times for the spectrum confirmation.
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Adherent cells grown on plates were rinsed thrice in 
phosphate‑buffered saline (PBS) to completely remove 
the growth medium. Cells were fixed for 10 min in 3.7% 
formaldehyde and again rinsed thrice in PBS before 
permeabilization in 0.2% Triton‑X‑100 for 5 min. Cells 
were rinsed and incubated with DAPI (10 mg/mL in water 
stock; working solution ‑ dilute the stock 1:5000 times) 
labeling solution for 5 min in the dark. The labeling 
solution was aspirated and cells were rinsed thrice in PBS, 
and morphology of the cells and the nuclei were observed 
using a fluorescence microscope (Olympus 1 × 51) with 
the DAPI filter. Apoptotic cells were morphologically 
defined by cytoplasmic and nuclear shrinkage and by 
chromatin condensation or fragmentation.

Measurement of apoptotic, dead, and live cells by 
Tali‑based cytometer
Apoptotic, dead, and live cells after 24 h CKf treatment 
were analyzed after Annexin‑V Alexa Fluor 488 staining 
using Tali‑based cytometer (Invitrogen). HT‑29 cells were 
treated with different concentrations of CKf (4–16 µg/ml) 
for 24 h. After the treatment period, the cells were 
harvested with trypsin ethylenediaminetetraacetic acid, 
washed in PBS, and resuspended in Annexin binding 
buffer. To the suspension, Annexin V Alexa Fluor 488 
was added and incubated at room temperature in dark 
for 20 min. The cells were centrifuged and resuspended 
in Annexin binding buffer and propidium iodide and 
incubated at room temperature in the dark for 1–5 min. 
Subsequently, the samples were loaded into an analysis 
slide and cell counting was done.

Caspase 3 enzyme assay
HT‑29 cells were treated with different concentrations 
of CKf. After 24 h, cells were harvested and lysed using 
RIPA buffer. Cytosolic fraction was obtained, and the 
total protein was measured by Bradford method.[16] One 
hundred micrograms of cytosolic proteins in 100 µl caspase 
assay buffer (250 mM HEPES [pH 7.4], 25 mM triton ×100, 
2dmM DTT) were incubated with the caspase 3 colorimetric 
substrate, DEVD‑pNA. Plates were incubated at 37°C for 
1 h. Release of free pNA, which absorbs at 405 nm was 
recorded.

Reactive oxygen species measurement
Intracellular ROS levels were measured using a 
cell‑permeable fluorescent probe, DCFH‑DA.[17] In brief, 
HT 29 cells were seeded into 96‑well culture plates at 
1 × 104 cells/well. After 24 h at 37°C and 5% CO2, cells 
were treated with different doses of CKf (12–32 µg) for 24 h. 
Cells were then washed twice with PBS and incubated 
with fresh DCFH‑DA (100 µM) in PBS for 30 min at 37°C in 
5% CO2. After that, cells were washed twice in PBS, and 
wells were filled with 100 µL PBS. Fluorescence images 
were taken using an inverted microscope (Olympus 

Cell culture
HT‑29 cells were procured from the National Centre for 
Cell Science, Pune, Maharashtra, India. The cells were 
grown and maintained in a humidified incubator at 37°C 
under 5% CO2 atmosphere in McCoy’s‑5A supplemented 
with 10% FBS.

In vitro antiproliferative effect of fraction from 
coconut kernel
To determine the antiproliferative effect of CKf, the MTT 
assay was performed as described earlier.[13] This method 
is based on the conversion of the tetrazolium salt (MTT) to 
colored formazan by viable, but not dead cells. HT‑29 cells 
were treated with different concentrations of CKf (0.2–
10 µg/ml) for 24 and 72 h. After the treatment period, 
the viability of HT‑29 cells was determined by adding 
MTT to the cell cultures to reach a final concentration of 
1 mg/mL. After a 2 h incubation at 37°C, the dark crystals 
formed were dissolved by adding to the wells containing 
an equal volume of extraction buffer (20% sodium 
dodecyl sulfate, 50% N, N‑dimethylformamide, and 
pH 4.7). Subsequently, plates were incubated overnight 
at 37°C and optical densities at 570 nm were measured by 
transferring 100 µL aliquots to 96‑well plates and using a 
plate reader (Varioskan flash microplate reader, Thermo 
Scientific) with a corresponding filter. Data are presented 
as a percentage of the value obtained from cells incubated 
in fresh medium only.

All experiments were performed in triplicate. The inhibition 
rate was calculated as follows:

Growth inhibition rate (%) 
	 =	(Acontrol	−	Adrug/Acontrol)	×	100

Apoptosis assays
To evaluate the apoptotic effect of CKf on HT‑29 cells, 
the following experiments were conducted.

Acridine orange/ethidium bromide staining
Apoptotic morphology was investigated by double staining 
with AO and EB as described earlier.[14] In the experiment, 
HT‑29 cells were treated with different concentrations of 
CKf (12 and 16 µg/ml) for 24 h. After the treatment period, the 
coverslips with monolayer cells were inverted on a glass slide 
with 20 µL of AO/EB stain (100 µg/mL). Photographs were 
taken using a fluorescence microscope (Olympus Co., Japan).

4’,6‑diamidino‑2‑phenylindole‑2 staining

Chromatin changes in CKf‑treated cell lines were 
studied by DAPI‑HCl. This stain binds double‑stranded 
DNA providing a blue fluorescence when viewed 
under	 UV	 light. [15] HT‑29 cells were treated with 
different concentrations of CKf (12–16 µg/ml) for 24 h. 
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1 × 51). The intensity of fluorescence was analyzed using 
Image	J	1.48	software,	National	Institute	of	Health,	USA.

Analysis of mitochondrial membrane potential (ΔΨm)
To determine the effect of CKf on the electrical potential 
across the inner mitochondrial membrane, Rhodamine 
123 (R‑123), a lipophilic cationic indicator was used to 
label the mitochondria.[18] HT‑29 cells were seeded into 
96‑well culture plates at 1 × 104 cells/well and incubated 
for 24 h at 37°C and 5% CO2. After 24 h, cells were treated 
with different doses of CKf (4–64 µg/ml) for 24 h. After 24 h, 
R‑123 solution was added into the cell media to incubate 
for 20 min. Subsequently, the cells were washed with PBS 
twice, and the cellular images were taken at 525 nm using 
the fluorescence microscope (Olympus 1 × 51).

Expression of apoptotic genes by real‑time polymerase 
chain reaction
Total RNA was isolated from both control and treated 
HT‑29 cells using RDP Trio Reagent, and cDNA was 
synthesized using Revert Aid First Stand cDNA synthesis 
Kit,	 stored	 at	−20°C.	 Expression	 of	 apoptotic	 genes,	
BAX, BID, BAK, and p53 was performed using the 
following primers: BAX (Forward 5’‑GAG AGG TCT 
TTT TCC GAG TGG‑3’, Backward 5’‑CCT TGA GCA 
CCA GTT TGC TG‑3’); BAK (Forward 5’‑GGG TCT ATG 
TTC CCC AGG AT‑3’, Backward 5’‑GCA GGG GTA 
GAG TTG AGC A‑3’); p53 (Forward 5’‑GGC CCA CTT 
CAC CGT ACT AA‑3’, Backward 5’‑GTG GTT TCA AGG 
CCA GAT GT‑3’). GAPDH was used as an endogenous 
control. The polymerase chain reaction (PCR) products 
were analyzed on 1.5% agarose gel electrophoresis, 
and band intensity was detected using Gel Doc EZ 
imager (Biorad).

Statistical analysis
All the data are expressed as mean ± standard deviation 
of three determinations. Statistical comparison was 
performed using SPSS 19 software (IBM SPSS software, 
USA)	 via	 a	 one‑way	 analysis	 of	 variance	 followed	by	

Duncan’s multiple range test. P < 0.05 (P < 0.05) was 
considered statistically significant.

RESULTS

Phytochemical analysis showed that CKf contained 
a significant amount of total polyphenols than total 
flavonoids [Figure	1a].	The	UV‑VIS	spectrum	[Figure 1b] 
of CKf was studied at a wavelength range of 185–1400 nm. 
A major band was recorded at 237 and 256 nm with high 
absorbance values. The spectra for phenolic compounds 
and flavonoids typically lie in the range of 230–290 nm. 
The	result	of	UV‑VIS	spectroscopic	analysis	confirms	the	
presence of flavonoids and polyphenols in CKf. Previous 
reports showed that flavonoids, flavonol, rutin, fisetin, 
luteolin, and quercetin have an absorption maxima at 
230–260 range. It was earlier reported that polyphenolic 
fraction isolated from VCO contains caffeic acid, 
p‑coumaric acid, ferulic acid, and (±) catechin.[19] FTIR 
spectrum was performed to identify the functional groups 
present in CKf based on the peak values in the region of 
infrared region. FTIR studies enable the identification of 
the chemical constituents and elucidation of the structure 
of compounds.[20] A major band was observed between 
4000 and 3000 cm−1 which corresponds to the presence 
of OH group from phenols and alcohols. The bands 1745, 
1849, and 2017 cm−1 show the presence of phenyl ring. 
The peaks 1411 and 1450 correspond to C‑H bonding. 
The peaks seen at 2835 and 292 cm−1 correspond to the 
asymmetric stretch of CH2 groups, major bands were 
observed at 3438.6, 1637.4, 1404, and 1319.59 cm−1 
[Figure 1c]. These results further confirm the presence of 
polyphenol and flavonoid structures in CKf. Preliminary 
phytochemical	analysis	and	UV‑VIS	and	FTIR	spectrum	
showed the presence of significant amount of phenolic 
and flavonoid compounds.

Evaluation of CKf for potential anticancer activity on 
HT‑29 cells was carried out by studying the growth 
inhibitory effects using the MTT assay for 24 and 72 h. 

Figure 1: Composition analysis of fraction from coconut kernel. (a) Levels of total polyphenols and flavonoids in fraction from coconut kernel. 
(b) Ultraviolet-visible spectrum of fraction from coconut kernel in methanol (c) Fourier transform infrared spectroscopy spectrum of fraction 
from coconut kernel. Each values of phytochemical concentration are expressed as mean ± standard deviation of three individual experiments. 
Ultraviolet-visible and Fourier transform infrared spectroscopy spectrum images are representation of three separate experiments

a b

c
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It was found that CKf strongly inhibited the growth of 
HT‑29 cells in a dose‑dependent manner [Figure 2a]. CKf 
showed more than 90% cell proliferation inhibition at 
the concentration of 100 mg/ml. Morphological analysis 
of CKf treated HT‑29 using bright field showed that at 
higher concentrations (20 and 40 µg/ml) CKf induced 
severe disintegrity on the cell structure. 7 µg/ml showed 
mild changes in the structure, whereas 10 µg/ml showed 
more disintegration compared to the control. The 
toxicity of 20 and 40 µg/ml was even prominent after 
24 h of treatment compared to lower concentrations 
[Figure 2b]. The effect of CKf on cell viability on normal 
rat cardiomyocytes (H9c2) cell lines and human 
monocytes were tested and showed absolutely no 
toxicity (unpublished data). Our study revealed that 
CKf elicited significant cytotoxic effect in HT‑29 colon 
cancer cells in a time‑ and concentration‑dependent 
manner.

Using	Tali‑based	cytometer,	it	was	found	that	the	number	
of apoptotic cells and dead cells were elevated with 
increased concentration of CKf [Figure 3]. In an attempt to 
elucidate the basic underlying mechanism of CKf‑induced 
colon cancer cell death, we examined the effect of CKf on 
cellular apoptotic using AO/EB and DAPI staining as well 
as the ROS production using DCF‑DA staining. Staining 

cells with fluorescent dyes, including AO/EB are used in 
evaluating the nuclear morphology of apoptotic cells. In 
this study, apoptosis‑inducing ability of CKf on HT‑29 cells 
was analyzed by AO/EB staining. AO is a vital dye that will 
stain both live and dead cells, whereas ethidium bromide 
will stain only those cells that have lost their membrane 
integrity. Two different concentrations were chosen 
based on the IC50 values determined by MTT assay, 
which were 12 and 16 µg/ml. As control, HT‑29 cells alone 
were cultured in complete media and stained with AO/
EB [Figure 4a]. The figure shows that 16 and 32 µg/ml CKf 
treatment significantly reduced the total number of live 
cells which appeared as red‑colored cells corresponding 
to those undergone apoptosis after 72 h incubation. Cells 
stained green represent viable cells, whereas yellow 
staining represented early apoptotic cells and reddish or 
orange staining represents late apoptotic cells as shown 
in Figure 4. DAPI staining of HT‑29 cells treated with 
12 µg/ml CKf showed higher cell numbers, indicating 
lower cell death, changes in cellular morphology including 
chromatin condensation, membrane blebbing, and 
fragmented nuclei. Therefore, using the AO/EB staining 
procedure, the morphological features of a HT‑29 cell 
line in apoptosis were dose‑dependent, i.e., a stronger 
apoptosis signal was induced with higher concentrations 
of the respective extract.

Figure 2: Cytotoxic effect of fraction from coconut kernel on HT-29 cells. (a) Antiproliferative effect of fraction from coconut kernel against HT-29 
cell lines. Each value of cytotoxic effect is expressed as mean ± standard deviation of three individual experiments. (b) Typical morphological 
changes of HT-29 cells induced by different concentration of fraction from coconut kernel after 24 h and 72 h treatment. The images were taken 
using microscope at ×10. A: control, B: 4 µg/ml, C: 8 µg/ml, D: 16 µg/ml, E: 32 µg/ml, magnification ×10. The picture is the representation of 
three separate experiment
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Figure 4b shows the activity of caspase 3 in control 
and CKf‑treated HT‑29 cells. CKf treatment increased 
the activity of caspase 3 in a dose‑dependent manner. 
Accumulation of intracellular ROS can induce cell 
towards apoptosis. We examined the effect of CKf 
on ROS generation in HT‑29 cells. Treatment of cells 
with CKf generated ROS in a concentration‑dependent 
manner as revealed by DCFH‑DA staining as shown in 
Figure 5a: it was found that the concentration of 12 µg/
ml produced more ROS (29.44 ± 1.47) compared to 16 
and 32 µg/ml (23.01 ± 0.74 and 21.49 ± 0.6). This is 
due to the difference in total cell number. It was shown 

that the treatment of 16 and 32 µg/ml concentration of 
CKf do prevent the proliferation of HT‑29 compared to 
lower concentrations. The fluorescence intensity for 166 
and 32 µg/ml (23.01 ± 0.74 and 21.49 ± 0.6) was found 
to be similar but significantly higher compared to the 
control cells (10.49 ± 0.16) stained with DCFH‑DA. The 
fluorescent dye rhodamine‑123 (Rh‑123) is a specific 
probe for the detection of changes in mitochondrial 
membrane potential of viable cells. The results of this 
study revealed that different doses of the CKf induced 
a potent and dose‑dependent loss in ΔΨm after 24 h 
treatment. Compared to the control, the CK cells displayed 
a decreased mitochondrial membrane potential. At a very 
high concentration of CKf (40 µg/ml), there were several 
granular‑like structures, which may be due to fragmented 
mitochondria. Effect CKf on ΔΨm is shown in Figure 5b.

Apoptosis, a process of controlled cell suicide is tightly 
controlled by several genes, which plays a key role in 
the pathogenesis of cancer. Therefore, real‑time‑PCR 
analyses were conducted to determine whether CKf 
modulates the expression levels of BAX (apoptotic 
promoter), BAK (Proapoptotic), and p53 in HT‑29 cells 
as shown in Figure 6. Exposure of cells to increasing 
concentrations of CKf for 24 h resulted in a marked 
increase in the expression of proapoptotic genes, 
BAX, and p53 in concentration‑dependent manner. 
Meanwhile, the expression of BAK gene required to 

Figure 3: Percentage live, dead, and apoptotic cells treated with 
different concentrations of fraction from coconut kernel, 24 and 72 h 
treatment. Values are represented as mean ± standard deviation of 
three individual experiments. *Significant compare to control (P < 0.05)

Figure 4: Apoptotic effect of fraction from coconut kernel on HT-29 cells. (a) acridine orange/ethidium bromide and 4’,6-diamidino-2-phenylindole-2 
staining of HT-29 treated with fraction from coconut kernel. Green color shows live cells, yellow color shows apoptotic cells, and red color shows 
dead cells. Magnification ×20. The picture is the representation of three separate experiments. (b) Activity of caspase 3 activity in HT-29 cells 
treated with fraction from coconut kernel. Values are expressed as mean ± standard deviation of three independent experiments. *Significant 
compare to control (P < 0.05)
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permeabilize the mitochondrial outer membrane during 
the mitochondrial (intrinsic) pathway of apoptotic cell 
death was also found to be significantly increased with 
increasing concentration.

DISCUSSION

The present study evaluated the antiproliferative potential 
of the polyphenol‑containing extract from coconut kernel 
on human colon cancer cell lines (HT‑29). Preliminary 
phytochemical analysis showed that CKf contains 
polyphenolic compounds. Phenols and flavonoids are 
polyphenolic compounds that are distributed widely in 
the plant kingdom; they are especially abundant in fruits 
and vegetables. The beneficial health effects of flavonoids 
have been attributed to their free radical scavenging 
properties. In addition to their antioxidant properties, 
flavonoids have antiviral, antiallergic, anti‑inflammatory, 
and antitumor activities.[21] There are insufficient and 
conflicting evidence regarding flavonoid intake and the 
prevention of colorectal neoplasms. Moreover, it is difficult 
to determine the flavonoid intake. Therefore, more studies 
are needed to clarify the association between flavonoids 
and colorectal neoplasms. While most of the researches 

on the identification of phenolic/flavonoid compounds 
in several diet and dietary components are extensively 
studied, similar studies on coconut kernel polyphenols are 
surprisingly meager. Although the antioxidant properties 
of the total polyphenols isolated from VCO were basically 
studied, this is the first report on the antiproliferative 
activity of polyphenol‑rich extract from coconut kernel 
against colon cancer cells.

Colorectal cancers are common cancers and leading 
causes of cancer deaths worldwide. Colorectal cancer 
is widely considered to be an environmental disease, 
due to ill‑defined cultural, social, and lifestyle factors. 
Colorectal cancer may be one for which modifiable 
causes may be readily identified and theoretically 
preventable.[22] Because the alimentary tract can interact 
directly with dietary components, stomach and colorectal 
cancer may be closely related to dietary intake. Since 
majority of all chronic diseases are lifestyle related, 
both human epidemiologic and animal studies have 
drawn an inverse relationship between consumption of 
plant‑derived components and risk of carcinogenesis in 
different types of cancer.[23] Plant‑derived compounds 
suppress chronic diseases mediated by inflammation, 
hyperproliferation, and transformation. Thus, they may 

Figure 5: Reactive oxygen species production in HT-29 cells treated with fraction from coconut kernel. (a) Shows the fluorescence image of fraction 
from coconut kernel-treated cells after staining with 2′,7′-dichlorofluorescein diacetate. The experiment was repeated three times. *significant 
compared to control (P < 0.05), ¥significant compared to 20 µg, (P < 0.05). (b) Rhodamine 123 staining to determine the mitochondrial membrane 
potential. Images are representation of three separate experiments (×20)

a b

Figure 6: Expression of apoptosis induction gene in HT-29 cells treated with fraction from coconut kernel after 24 h of treatment. (a) Gel imaged 
of the polymerase chain reaction products (b) band intensities of each gene. The experiment was conducted 3 times

a b
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ultimately suppress angiogenesis and metastasis by 
blocking the cell cycle in tumoral cells, counteracting 
the dysregulation of proliferation and also synergize with 
chemotherapeutic drugs, thereby reducing the dose of 
treatment and toxicity.[24] In this study, it is clear that CKf, 
containing polyphenolic compounds induced cell death in 
a dose‑dependent manner. The number of apoptotic and 
dead cells were also found to be increased in a time‑ and 
dose‑dependent manner.

Two basic pathways involved in apoptosis are intrinsic 
(mitochondrial) and extrinsic (death receptor) pathways.[25] 
Caspase‑3/7 is one of the effector caspase that is involved 
in the final execution of dying cells, whereas caspase‑9 
is an initiator caspase that is involved in the intrinsic 
pathway. Caspase‑3 is a frequently activated apoptotic 
death protease, catalyzing mitochondrial‑dependent or 
independent cleavage of many key cellular proteins. 
To understand the mechanism of action induced by the 
extract, caspase‑3 was evaluated. The results showed that 
with increasing concentration, the caspase 3 levels were 
found to be increasing which shows that CKf is influencing 
the caspase pathway in preventing the proliferation of 
these cell lines.

One of the triggers of apoptosis mediated by mitochondrial 
dysfunction is the accumulation of intracellular ROS. 
There are several biological molecules isolated from 
dietary components which are reported to induce 
ROS‑dependent apoptosis in cancer cells.[26] Studies in our 
laboratory have shown that the extract posses significant 
antioxidant activity in in vitro conditions	 (Unpublished	
data). Studies showed that several antioxidant molecules 
isolated from dietary components induce apoptosis 
and autophagy in cancer cells which are mediated via 
ROS production.[27] Antioxidants are reported to exert 
different biological activities in cancer cells and in 
nontransformed cells. Antioxidants effectively induce 
apoptosis in HT‑29 cells via increased ROS production.[28] 
In the present study, CKf treatment dose‑dependently 
increased ROS production with subsequent reduction in 
mitochondrial membrane potential.

Earlier studies have shown that BAX, a proapoptotic gene, 
induces apoptosis by increasing the activity of caspase 
3 mediated through p53.[29] The activation of BAX results 
in mitochondrial disruption and subsequent release of 
cytochrome c through the outer mitochondrial membrane 
into the cytosol. Inside the cytosol, cytochrome c 
associates with apoptotic protease activating factor 1 and 
activates caspase‑9 which, in turn, triggers the activation 
of caspase‑3.[30] It is clear from our experiments that the 
mRNA levels of BAX and p53 are significantly increased 
with increased concentration of CKf; meanwhile, the 
caspase 3 levels were also elevated in dose‑dependent 
manner which indicate the role of the BAX‑p53‑caspase 

3 axis in the apoptotic mechanism of CKf. The loss of 
mitochondrial membrane potential and subsequent 
increase in ROS was further supported by the increase in 
mRNA levels of BAK gene since BAK and BAX form large 
oligomeric pores in the mitochondrial outer membrane 
during apoptosis.[31] It was reported that polyphenols 
induce intracellular oxidative stress and DNA damage 
with subsequent activation of kinases (MAPK, ATM, and 
DNA‑PK) responsible for p53 phosphorylation leading 
to the activation of several other key molecules which 
activate cell death cascade in cancer cells.[32]

Limitations of the study
The polyphenol‑rich extract derived from coconut kernel 
demonstrates a dose‑dependent cytotoxic effect on HT‑29 
colon cancer cell line in our experimental observations. 
However, the study lacks in its ability to attribute the toxic 
effect of the extract to any one candidate molecule or a 
class of compounds. Structural analysis and component 
validation of the extract will strengthen our findings 
and add clarity to the identity of the active cytotoxic 
compound(s).

CONCLUSION

The results derived from the present investigation 
showed that CKf exerts apoptosis in HT‑29 human colon 
cancer cells. A treatment period of 24 h seems to be 
necessary to achieve an apoptosis‑inducing effect. The 
mechanism of the apoptotic effect involves mitochondria 
and BAX‑p53‑caspase‑3‑mediated pathway. All these 
results provide valuable preliminary mechanistic insight 
to the antiproliferative effects of CKf. These encouraging 
preliminary data may facilitate the development of novel 
chemotherapeutic food based on coconut for the effective 
management of colon cancer.

Acknowledgments
This study was supported by the grant from the Coconut 
Development Board, Ministry of Agriculture, Government 
of India (Grant No. 1345/2011). The authors are grateful 
to	School	of	Biosciences,	Mahatma	Gandhi	University	
and Department of Biotechnology, Government of India, 
for the excellent research facilities supported through 
the	prestigious	DBT‑MSUB‑IPLS	(BUILDER)	programme	
(BT/PR4800/INF/22/152/2012 Dated March 22, 2012).

Financial support and sponsorship
This study was supported by the grant from the Coconut 
Development Board, Ministry of Agriculture, Government 
of India (Grant No. 1345/2011).

Conflicts of interest
There are no conflicts of interest.

[Downloaded free from http://www.ijcep.org on Saturday, September 29, 2018, IP: 49.205.219.17]



International Journal of Clinical and Experimental Physiology | Jul-Sep 2016 | Vol 3 | Issue 3 121International Journal of Clinical and Experimental Physiology | Jul-Sep 2016 | Vol 3 | Issue 3 120

Radhakrishnan, et al.: Anticancer activity of coconut kernel

REFERENCES

1.	 Kuppusamy	 P,	 Yusoff	 MM,	 Maniam	 GP,	 Ichwan	 SJ,	
Soundharrajan	 I,	 Govindan	N.	Nutraceuticals	 as	 potential	
therapeutic	agents	 for	colon	cancer:	A	review.	Acta	Pharm	
Sin	B	2014;4:173‑81.

2.	 Davenport	DJ,	 Roudebush	 P.	 The	 use	 of	 nutraceuticals	 in	
cancer	therapy.	NAVC	Proc	Small	Anim	Oncol	2006;20:7‑11.

3.	 Singh	 RP,	 Dhanalakshmi	 S,	 Agarwal	 R.	 Phytochemicals	
as	cell	cycle	modulators	–	A	 less	 toxic	approach	 in	halting	
human	cancers.	Cell	Cycle	2002;1:156‑61.

4.	 Bellion	P,	Digles	J,	Will	F,	Dietrich	H,	Baum	M,	Eisenbrand	G,	
et al.	 Polyphenolic	 apple	 extracts:	 Effects	 of	 raw	 material	
and	 production	 method	 on	 antioxidant	 effectiveness	 and	
reduction	 of	 DNA	 damage	 in	 Caco‑2	 cells.	 J	 Agric	 Food	
Chem	2010;58:6636‑42.

5.	 Duthie	GG,	Duthie	SJ,	Kyle	JA.	Plant	polyphenols	in	cancer	
and	heart	disease:	 Implications	as	nutritional	antioxidants.	
Nutr	Res	Rev	2000;13:79‑106.

6.	 Lall	 RK,	 Syed	 DN,	 Adhami	 VM,	 Khan	 MI,	 Mukhtar	 H.	
Dietary	polyphenols	in	prevention	and	treatment	of	prostate	
cancer.	Int	J	Mol	Sci	2015;16:3350‑76.

7.	 Nevin	KG,	Rajamohan	T.	Wet	and	dry	extraction	of	coconut	
oil:	 Impact	 on	 lipid	 metabolic	 and	 antioxidant	 status	 in	
cholesterol	 coadministered	 rats.	 Can	 J	 Physiol	 Pharmacol	
2009;87:610‑6.

8.	 Arunima	 S,	 Rajamohan	 T.	 Influence	 of	 virgin	 coconut	
oil‑enriched	 diet	 on	 the	 transcriptional	 regulation	 of	 fatty	
acid	synthesis	and	oxidation	in	rats	–	A	comparative	study.	
Br	J	Nutr	2014;111:1782‑90.

9.	 Arunima	 S,	 Rajamohan	 T.	 Effect	 of	 virgin	 coconut	 oil	
enriched	 diet	 on	 the	 antioxidant	 status	 and	 paraoxonase	
1	 activity	 in	 ameliorating	 the	 oxidative	 stress	 in	 rats	 –	A	
comparative	study.	Food	Funct	2013;4:1402‑9.

10.	 Nevin	KG,	Rajamohan	T.	Beneficial	effects	of	virgin	coconut	
oil on lipid parameters and in vitro LDL	 oxidation.	 Clin	
Biochem	2004;37:830‑5.

11.	 Nevin	KG,	Rajamohan	T.	Virgin	coconut	oil	supplemented	
diet	 increases	 the	 antioxidant	 status	 in	 rats.	 Food	 Chem	
2006;99:260‑6.

12.	 McDonald	 S,	 Prenzler	 PD,	 Antolovich	 M,	 Robards	 K.	
Phenolic	 content	and	antioxidant	activity	of	olive	extracts.	
Food	Chem	2001;73:73‑84.

13.	 Mosmann	 T.	 Rapid	 colorimetric	 assay	 for	 cellular	 growth	
and	 survival:	Application	 to	 proliferation	 and	 cytotoxicity	
assays.	J	Immunol	Methods	1983;65:55‑63.

14.	 Baskic	D,	Popovic	 S,	Ristic	P,	Arsenijevic	NN.	Analysis	 of	
cycloheximide‑induced	 apoptosis	 in	 human	 leukocytes:	
Fluorescence	 microscopy	 using	 annexin	 V/propidium	
iodide	 versus	 acridin	 orange/ethidium	 bromide.	 Cell	 Biol	
Int	2006;30:924‑32.

15.	 Chazotte	B.	Labeling	nuclear	DNA	using	DAPI.	Cold	Spring	
Harb	Protoc	2011;2011:5556.

16.	 Bradford	 MM.	 A	 rapid	 and	 sensitive	 method	 for	 the	
quantitation	 of	 microgram	 quantities	 of	 protein	 utilizing	
the	 principle	 of	 protein‑dye	 binding.	 Anal	 Biochem	
1976;72:248‑54.

17.	 Warleta	F,	Quesada	CS,	Campos	M,	Allouche	Y,	Beltrán	G,	
Gaforio	JJ.	Hydroxytyrosol	protects	against	oxidative	DNA	
damage	in	human	breast	cells.	Nutrients	2011;3:839‑57.

18.	 Wang	Y,	Zhao	X,	Gao	X,	Nie	X,	Yang	Y,	Fan	X.	Development	
of	 fluorescence	 imaging‑based	 assay	 for	 screening	
cardioprotective	 compounds	 from	 medicinal	 plants.	 Anal	
Chim	Acta	2011;702:87‑94.

19.	 Seneviratne	 DK,	 Dissanayake	 DM.	 Variation	 of	 phenolic	
content	 in	 coconut	 oil	 extracted	 by	 two	 conventional	
methods.	Int	J	Food	Sci	Technol	2008;43:597‑602.

20.	 Heredia‑Guerrero	 JA,	 Benítez	 JJ,	 Domínguez	 E,	 Bayer	 IS,	
Cingolani	 R,	 Athanassiou	 A,	 et al.	 Infrared	 and	 Raman	
spectroscopic	 features	 of	 plant	 cuticles:	 A	 review.	 Front	
Plant	Sci	2014;5:305.

21.	 Lambert	 JD,	Hong	 J,	Yang	GY,	Liao	 J,	Yang	CS.	 Inhibition	
of	carcinogenesis	by	polyphenols:	Evidence	from	laboratory	
investigations.	Am	J	Clin	Nutr	2005;81	1	Suppl:	284S‑91S.

22.	 Johnson	IT,	Lund	EK.	Review	article:	Nutrition,	obesity	and	
colorectal	cancer.	Aliment	Pharmacol	Ther	2007;26:161‑81.

23.	 Signorelli	 P,	 Fabiani	 C,	 Brizzolari	 A,	 Paroni	 R,	 Casas	 J,	
Fabriàs	G,	et al.	Natural	grape	extracts	regulate	colon	cancer	
cells	malignancy.	Nutr	Cancer	2015;67:494‑503.

24.	 Lea	MA,	Ibeh	C.	Han	L.	Desbordes	C.	Inhibition	of	growth	
and	 induction	 of	 differentiation	 markers	 by	 polyphenolic	
molecules	and	histone	deacetylase	inhibitors	in	colon	cancer	
cells.	Anticancer	Res	2010;30:311‑8.

25.	 Gao	 H,	 Lamusta	 J,	 Zhang	 WF,	 Salmonsen	 R,	 Liu	 Y,	
O’Connell	 E,	 et al.	 Tumor	 cell	 selective	 cytotoxicity	 and	
apoptosis	 induction	 by	 an	 herbal	 preparation	 from	Brucea 
javanica.	N	Am	J	Med	Sci	(Boston)	2011;4:62‑6.

26.	 Miki	H,	Uehara	N,	Kimura	A,	Sasaki	T,	Yuri	T,	Yoshizawa	K,	
et al.	 Resveratrol	 induces	 apoptosis	 via	 ROS‑triggered	
autophagy	 in	 human	 colon	 cancer	 cells.	 Int	 J	 Oncol	
2012;40:1020‑8.

27.	 Wang	Q,	Liang	B,	Shirwany	NA,	Zou	MH.	2‑Deoxy‑D‑glucose	
treatment	of	endothelial	cells	induces	autophagy	by	reactive	
oxygen	 species‑mediated	 activation	 of	 the	 AMP‑activated	
protein	kinase.	PLoS	One	2011;6:e17234.

28.	 Juan	 ME,	 Wenzel	 U,	 Daniel	 H,	 Planas	 JM.	 Resveratrol	
induces	 apoptosis	 through	 ROS‑dependent	 mitochondria	
pathway	in	HT‑29	human	colorectal	carcinoma	cells.	J	Agric	
Food	Chem	2008;56:4813‑8.

29.	 Cregan	 SP,	 MacLaurin	 JG,	 Craig	 CG,	 Robertson	 GS,	
Nicholson	 DW,	 Park	 DS,	 et al.	 Bax‑dependent	 caspase‑3	
activation	is	a	key	determinant	in	p53‑induced	apoptosis	in	
neurons.	J	Neurosci	1999;19:7860‑9.

30.	 Cain	 K,	 Brown	 DG,	 Langlais	 C,	 Cohen	 GM.	 Caspase	
activation	 involves	 the	 formation	 of	 the	 aposome,	 a	
large	(approximately	700	kDa)	caspase‑activating	complex.	
J	Biol	Chem	1999;274:22686‑92.

31.	 Aluvila	 S,	Mandal	 T,	Hustedt	 E,	 Fajer	 P,	 Choe	 JY,	Oh	KJ.	
Organization	 of	 the	 mitochondrial	 apoptotic	 BAK	 pore:	
Oligomerization	 of	 the	 BAK	 homodimers.	 J	 Biol	 Chem	
2014;289:2537‑51.

32.	 Watson	 JL,	 Hill	 R,	 Yaffe	 PB,	 Greenshields	 A,	 Walsh	 M,	
Lee	 PW,	Hoskin	 DW.	 Curcumin	 causes	 superoxide	 anion	
production	and	p53‑independent	apoptosis	in	human	colon	
cancer	cells.	Cancer	Lett	2010;297:1‑8.

“Quick Response Code” link for full text articles

The journal issue has a unique new feature for reaching to the journal’s website without typing a single letter. Each article on its first page has 
a “Quick Response Code”. Using any mobile or other hand-held device with camera and GPRS/other internet source, one can reach to the full 
text of that particular article on the journal’s website. Start a QR-code reading software (see list of free applications from http://tinyurl.com/
yzlh2tc) and point the camera to the QR-code printed in the journal. It will automatically take you to the HTML full text of that article. One can 
also use a desktop or laptop with web camera for similar functionality. See http://tinyurl.com/2bw7fn3 or http://tinyurl.com/3ysr3me for the free 
applications.

[Downloaded free from http://www.ijcep.org on Saturday, September 29, 2018, IP: 49.205.219.17]


