
ABSTRACT
One of the most prevalent malignancies among geriatrics is colorectal cancer (CRC), which starts to develop in the forms of genetic 
syndromes in young adults. The Piper nigrum is one important common spice used in the household having anticancer activities. 
The current study aims to evaluate P. nigrum seed extracts potency as anticancer against CRC cell line (COLO205). The extract 
is used to elucidate the MTT assay, DNA damage studies (COMET assay), Acridine Orange/Ethidium Bromide dual staining, cell 
death, cell cycle arrest using Flow cytometry, and regulation of Bcl-2, Bax & P53 gene regulation. To check the cell cytotoxicity by 
MTT assay methanolic extract was used. To evaluate anticancer activity the sample was extracted in methanol. RT-PCR was used to 
elevate gene expression studies of Bcl-2, Bax, and P53. In the dose-dependent mode, the extract inhibited the growth of COLO205 
cells and the IC50 value was calculated at 48.2 μg/ml. The DNA fragmentation induced by apoptosis was the primary reason for the 
cell toxicity as observed by DNA damage studies & AO/EB dual staining technique. The extract concentration ranging from 40 & 
80 μg/ml remarkably increased the proportion of cells in the S & G2/M phase. Cells at the late-apoptotic stage were found to be in 
the range of 22% - 57%. The Bax and P53 were upregulated and Bcl-2 was downregulated when treated with the extract. From this 
investigation underlying the mechanism of CRC was found to be P. nigrum extract caused to induce apoptosis and upregulation of 
tumor suppressor gene downregulation of apoptosis-suppressing gene bcl-2.
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INTRODUCTION

In the digestive system of the body colon is an important 
role in the absorption of food, water & minerals, and aids 
in the removal of de-nutritional food materials. It is bowel 
in the large intestine and measures approximately 1.5 mt 
(Azzouz and Sharma 2019). Cancer is the world's leading 
cause of mortality with roughly 10 million fatalities recorded 
in 2020 worldwide (Ferlay et al. 2020). About 2.0 million 

 1968

deaths related to cancer was reported to be Colorectal cancer 
(CRC) is prevalent cancer followed by breast and lung 
cancer. The change in the lifestyle such as consumption of 
canned foods, low intake of dietary fibers and increase in 
sedentary activities, smoking, obesity, and aging are leading 
causes of CRC (Kuipers et al. 2015; Valderrama-Trevino et 
al. 2017). Furthermore changing in lifestyle has affected the 
gut microbiota. Normal microflora is disturbed leading to 
increase in the pathogenic microbiota further aggravating the 
incidence of occurrence of CRC (Siegel et al. 2020).

The imbalanced gut microbiota leads to a release of 
toxins which causes DNA damage in turn leading to cell 
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transformation (Jahani-Sherafat et al. 2018). Conventional 
methods of treating CRC are operations, chemotherapy, 
and radiotherapy, it depends upon the cancer pathology 
stage. Minimal invasive surgeries like Endoscopic Mucosal 
Resection, Polypectomy, and Laparoscopic Surgery to 
excise affected CRC in initial stages. In the advanced phase, 
fractional colectomy and elimination of lymph nodes are 
recommended procedures along with immuno-therapy, 
hormone-therapy, and photodynamic therapy are found to 
be effective. These methods have an invasive and effect on 
the quality of lifestyle of affected individuals.  Therefore, 
the new methods of cancer treatment are alternative options 
to reduce the toxicity of drugs on healthy tissues (Arruebo et 
al. 2011; Singh and Chaturvedi 2015; Ferlay et al. 2020).

The traditional system of medicine (TSM) Ayurveda, 
Unani and Amchi system have become alternatives to the 
conventional method of treatment has shown resistance to 
cancer, TSM gives better quality of life since they have 
minimal or no side effects. In TSM utilize ingredients are 
food & spices as well as having medicinal & therapeutic 
properties (Greenwell and Rahman 2015). Members of 
the Piperaceae family are native Indian and many rare 
species, and have been part of a diet for a long time. 
Black pepper (P nigrum) contains Piperine, which is an 
abundant bioactive alkaloid and has a pungent flavor of 
pepper (Gorgani et al. 2017; Dong et al. 2019). Piperine is 
a Vaso Modulator & antihypertensive activity, antiplatelet, 
antioxidant, antitumor, antiasthmatics, antiarthritic and 
anti-inflammatory, antidepressants, immunomodulatory, 
anticonvulsant, antimicrobial. In this study the molecular 
basis of the P. nigrum extract as an anticancer agent CRC 
cell line (COLO205) was investigated (Damanhouri 2014; 
Zou et al. 2015; Chung 2019; Yu et al. 2020; Haq et al. 
2021).

Material and Methods

Freshly harvested Piper nigrum seeds were purchased from 
farmers in Ujire, Dakshina Kannada, India. The seeds were 
coarsely powdered, passed through a 20 μm stainless steel 
sieve. The sieved P. nigrum seed powder was used for the 
solvent extraction by decoction method. The extraction 
was carried out with 400 ml methanol by steam heating at 
400 C for 6 hours. (Takooree et al. 2019). The methanolic 
decoction was filtered using Whatmann filter paper No.42, 
concentrated using wet heat on a 400 C water bath, and 
stored in a glass vial at 40 C (Zhang et al. 2018, Patil et al. 
2021). Using Dulbecco's Modified Eagle Medium (DMEM)  
fortified with inactivated fetal bovine serum (FSB - 10%),  
100 IU/ml penicillin, 100 µg/ml streptomycin at 370 C in 
a carbon dioxide incubator (5% CO2, humidified) cultured 
CRC cell lines COLO 205 (ATCC® CCL-222™), procured 
from ATCC (Takashi et al. 2015). The cell dissociation 
solution containing trypsin (0.2%), EDTA (0.02%), glucose 
(0.05%) in phosphate basal salt solution. The cells were 
collected by subjecting to the cell sedimentation at ~1000g 
(1000 rpm) for a couple of minutes and viability was 
checked. Additionally, in a 96 well plate, 5 X 104 cells/well 
were seeded & incubated at 370 C for 24 hours, in a carbon 
dioxide incubator (5% CO2).

To investigate cytotoxicity using the MTT test, the cultured 
cells were trypsinized. The monolayer culture was counted 
and adjusted to 1 X 105 cells per ml. 100 µl of diluted cell 
suspension (5 X 104 cells/well) was put to each well of 
microtiter plates and allowed to develop a partial monolayer 
(after 24 hours), P. nigrum extracts concentrations of 40 & 
80µg/ml of 100 µl each was added and incubated at 370 C 
for 24 hours. To dissolve the formed Formosan, add 0.1 ml 
of DMSO to the supernatant and shake.

To calculate the cytotoxicity (IC50 values) microtiter plates 
were read at 590 nm (Thermo Fisher Scientific, Varioskan™ 
multimode microplate reader) and cytotoxicity IC50 values 
calculated by standard protocol (Graph pad, SanDiego, CA, 
USA) (Ref 2021). In a 96-wells plate with 2 ml media, 106 
cells were seeded and cultured for 24 hours. The cells were 
then treated with 40µg/ml & 80µg/ml ethanolic extract of 
P. nigrum and incubated for another 24 hours in a 370 C 
in carbon dioxide incubator with 5%. After the stipulated 
period of incubation extract-treated cells were aggregated 
by centrifugation at 3000 rpm for 5 minutes at 40 C. discard 
the supernatant. The cells were splashed with PBS, air dried, 
and the pellet was dissolved in 0.5 ml PBS. Following cell 
isolation, 0.02 ml of cell suspension (1x105 cells/ml), 0.08 
ml of 0.5 percent low melting point agarose (LMPA) were 
blended, layered over the wells, containing Normal Melting 
Agarose (NMA) in the slide.

In a coplin jar containing lysis solution (2.5 M NaCl, 100 
mM EDTA, 10 mM Trizma Base, 1 percent SDS) place a 
cell fixed slide for 2 hours at 40. In the electrophoretic buffer 
(0.3N NaOH and 100mM EDTA) cells were separated 
by electrophoresis at 0.74 V/cm for 30 minutes. After 
electrophoresis, the slides were rinsed in chilled distilled 
water and air-dried followed by a wash with 70% chilled 
ethanol and air dry. Stain the slides with 80 µl Ethidium 
Bromide (EtBr) for visualizing. Immediately after staining 
with EtBr to score the slides, it was observed under a 40X 
objective lens of the fluorescent microscope and recorded. 
To estimate the extent of DNA damage 50 to 100 cells are 
randomly chosen for each analysis. “The cells damage is 
determined by measuring the length of DNA migration & 
the percentage of migration of DNA with ImageJ software 
with the open comet plug-in (www.rsbweb.nih.gov/ij/)”. The 
tail moment, the amount of migration per cell, the number 
of cells with amplified migration, the level of migration 
among damaged cells, and viability were analyzed using 
the program (Lan et al. 2014).

Using “5 µl AO-EtBr (Acridine orange & Ethidium 
Bromide) to a 25 µl (~1x105 cells) of untreated & treated 
cells stained separate Eppendorf tubes, and after a couple of 
minutes mixed gently. The AO-EtBr stained cell suspension 
about 10 μl of was mounted on a glass slide with a coverslip, 
visualized under a fluorescence microscope with fluorescein 
filter” (Kasibhatla et al. 2006; Liu et al. 2015). To record 
apoptosis, “1 X 106 cells per well were placed in a 6-well 
plate containing the DMEM and incubated”. Subsequently 
floating cells detached by a pipette, make up the volume 
after 18 hours. Incubated in carbon dioxide incubator for 24 
hours at 370 C of 40 & 80 µg/ml P. nigrum extract treated 
samples. “Incubated cell culture medium transferred into 
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fresh 15 ml centrifuge tubes and centrifuged at 2000 rpm 
for 5 minutes in 40 C. The cells pellet was rinsed with ice-
cold PBS, then suspended in 1 ml 1X binding buffer”. After 
aliquoting 500µL of cell suspension, 10µl of PI and 5µL of 
Annexin V were added. “The suspension was incubated for 
15 minutes at room temperature in dark and was analyzed 
by FACS Caliber (BD Biosciences, San Jose, CA),  as per 
the guidelines” (Wang et al. 2003).

Two ml of medium were dispensed in a 96-well plate 
seeded 1 x 106 cells and grown for 24 hours. Subsequently 
treated with 40 & 80 µg/ml of P. nigrum extract, incubate 
in a carbon dioxide incubator for the next 24 hours at 370 
C. Harvesting the cells by centrifuging at lower rpm for 
a couple of minutes at room temperature. Discard the 
supernatant with care to retain the cell pellets were retained. 
“Cell pellets were washed by resuspending them in 2 ml 
of PBS (1X) and repeating this process twice. Discarded 
the supernatant and the cell pellets preserved”. “Cells were 
fixed by re-suspending them in 0.3 ml of sheath fluid, then 
adding 1 ml of chilled 70% ethanol drop by drop with 
continuous & gentle shaking, repeat the procedure couple 
of times” (Jackman and O'Connor 2001).

The cells were then stored at a temperature 40 C overnight, 
centrifuged at lower rpm for a couple of minutes to collect 
a cells pellet. Then the cell pellets were rinsed in 2 ml of 
ice-cold 1X PBS and centrifuge. “Re-suspended in 0.45 ml 
of sheath fluid containing 50 µg/ml PI & 50 µg/ml RNase 
A & incubated in the dark for 15 minutes. The populations 
of treated and untreated cells in various phases of the cell 
cycle were analyzed by FACS Caliber” (BD Biosciences, 
San Jose, CA) (Magadi et al. 2015; Patil et al. 2020a; 
Patil et al. 2020b). Using TRizol Reagent (Invitrogen) 
total RNA was isolated from COLO205. “The isolated 
RNA was dissolved in 25 µl of DEPC treated water. A 
semi-quantitative reverse transcriptase-polymerase chain 
reaction was used to determine the sequence of mRNA of 
expressed sequence tags of Bax, Bcl-2, P53, and β-Actin 
(Applied Biosystems, VERITI 96 well thermal cycler). The 
cDNA was generated by 2 μg of RNA with the Verso cDNA 
synthesis kit (Thermo Fisher Scientific), with oligo dT 
primers”. The final reaction volume was 20 μl, and cDNA 
synthesis was carried out for an hour at 420 C and reverse 
transcriptase inactivated at 850 C for 5 minutes.

Results and Discussion

Cancer is the second leading cause of death globally, 
Colorectal cancer (CRC) third most common cancer 
followed by breast and lung cancer (Siegel et al. 2020; 
WHO 2018). The conventional approach of cancer 
therapy is chemo & radiotherapy has side effects, recovery 
chances shrink with immune compromised patients. 
Traditional medicine systems have become a promising 
method of treatment with minimal or no side effects. 
Plants are the treasure of secondary metabolites such as 
alkaloids, flavonoids, lignans, saponins, terpenes, and 
taxanes, synthesized due to biotic or abiotic stress. These 
phytochemicals are the treasures of therapeutic molecules 
and it has been used in medicinal practices since ancient 
times (Upreti 2021). 

There are currently many therapeutic approaches that are 
considered to persuade cytotoxicity, which hinder tumor 
growth. The goal of any therapeutic approach is to affect the 
wide number of tumor cells while having no adverse effects 
on healthy tissue or cells; this can be achieved by inducing 
apoptosis (Rundqvist et al. 2020). The current research 
looked at the cytotoxic effect of different concentrations 
of methanolic extract of P. nigrum seeds on Colon cancer 
cell line COLO205 with increasing dosage (0 – 320 μg/ml), 
the number of viable cancer cells decreased significantly. 
In the current study IC50 value of P. nigrum extract after 
24 hours intervals is at 48.2 μg/ml, likewise, crude extract 
of P. nigrum at 13.70 μg/ml was observed in the previous 
studies (Tedasen et al. 2020) (Figure 1).

Figure 1: CRC COLO205 Cell proliferation inhibition effect 
of P. nigrum extract. Cell viability positively correlated with 
the maximum concentration of 320 μg/ml extract, using the 
MTT assay.

Variables	 Olive tail moments
	 Mean ± SD

Positive Control	 4.1 ±11.5
P. nigrum methanolic extract 40 µg/ml	 8.8 ± 11.0
P. nigrum methonic extract  80 µg/ml	 11.4 ± 10.3
Negative Control H2O2 (150 µM)	 12.7 ±  26.2

Table 1. The Effect of P. nigrum methanolic extract on CRC 
cell lines showing mean Olive moments against control and 
standard.

Bioactive compounds Kusunokinin and piperloguminine 
isolated from P. nigram were effective against breast cancer, 
and P. nigram also effectively inhibited the growth of HeLa 
cells (Priya and Kumari 2017; Sriwiriyajan et al. 2017). The 
Ekowati et al. (2019) combined ginger and pepper extract 
which triggered apoptotic mechanism due to cytotoxicity in 
HeLa cell line had IC50 at 33.81µg/ml which is significantly 
lower than the current study. This study implicates that it is 
P. nigrum has a synergistic effect when combined with other 
natural food ingredients such as Citrus limon, P. nigrum, 
and Melaleuca alternifolia (Nikolić et al. 2017). Also,  
P. nigrum in combination with cardamom has a cytotoxic 
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effect against YAC-1 tumor cells (Majdalawieh and Carr 
2010; Rundqvist et al. 2020).

Figure 2: The patterns of DNA fragment migration 
determined by the comet assay were examined using a 
fluorescence microscope. (A) Control cells, (B) 40 μg/ml 
extract-treated Cell lines (C) 80 μg/ml extract-treated Cell 
lines (D) Positive Control: 150µM of H2O2 treated Cell 
lines.

The crude extract potency as a cytotoxic agent was 
confirmed from the morphological study using COMET 
assay and AO/EB staining. The extent of DNA damage in 
CRC cells was measured by DNA migration. Randomly 
selected cells were analyzed by calculated tail moment. 
The comet assay images of the Fluorescence microscope 
were visualized after treatment (Figure 2 and Table 1). 
The olive movements at 40 & 80 µg/ml were 8.8±11.0 
and 11.4±10.3 respectively while the control had 4.1±11.5 
was observed. Maximum DNA damage was recorded 
with 80 µg/ml (p<0.05) of P. nigrum extract-treated cells  
(Figure 2 C). A comparison of the extent of DNA damage 
with and without oxidant pretreatment was also reported, 
with the comet assay being declared the best option among 
all other methods for studying DNA damage (Jahangir et 
al. 2020).

Figure 3: A fluorescence microscopic image showing CRC 
Cell lines treated with AO/EB dual staining. (A) Control 
CRC cells, (B) P. nigrum extract (40 μg/ml) treated Cell lines 
(C) P. nigrum extract (80 μg/ml) treated Cell lines.

On observation under fluorescence microscope of AO/EtBr 
dual stained COLO205 cells treated & untreated cells with 
P. nigrum extract, normal cells had a circular nucleus depicts 
early-stage apoptotic cells (Figure 3A, 3B), with the nucleus 

displaying yellow-green fluorescence due to AO staining 
& condensed into a semicircle in a corner of the cell. The 
late apoptotic phase in necrotic condition, evidenced by the 
EtBr intercalated to the damaged cell’s DNA (Figure 3C). 
Similar results have been reported in Piper betle leaf extract 
and Syzygium aromaticum flower extract (Azhagumeena 
et al. 2021).

Figure 4: AV-FTIC/PI dual-staining assay. After treating 
with methanolic extract of P. nigrum cells stained with AV-
FTIC/PI & analyzed by fluorescence microscopy

Figure 5: Apoptosis detection: fraction of cells CRC COLO-
205 cells present in each stage expressed in percentage.

Staining cells with FITC-Annexin V (green fluorescence) 
simultaneously with dye exclusion of propidium iodide 
(negative for red fluorescence) at the same time allows for 
the differentiation of intact cells, early apoptotic & late 
apoptotic or necrotic cells. In control G2M was observed 
to be 8.5%. When treated with 40 & 80 µg/ml of P. nigrum 
extract G2M & S phase arrest was observed to be 2.7%, 
16.6% and 17.1%, 21.0% respectively as illustrated in 
Figure - 6 & 7.When compared to control cells, the 40 
& 80 µg/ml treated were induced both early and also late 
apoptosis in CRC cell line (COLO-205) with 5.7%, 2.2%, & 
22.4% (Figure 4 and Figure 5,) apoptotic cells, respectively, 
and 14.9% and 26.2% necrotic cells, therefore the MTT 
assay tends to overestimate the efficacy of drugs that alter 
cell metabolism; it also fails to differentiate cell death from 
growth inhibition (Gomez-Guitieerz et al. 2021).

Flow cytometric analysis of AV-FTIC/PI dual-staining: 
CRC COLO205 cells left untreated or treated for 24 h 40 & 
80 μg/ml extract. A) Untreated, B) After 24 hours treatment 
with 40 μg/ml of sample, C) After 24-hour treatment with 
80 μg/ml of sample. The bottom left quadrants in untreated 
cells were primarily AV-FITC/PI negative, live cells. The 



upper left quadrant shows non-viable cells, undergoing 
apoptosis (AV-FITC positive and PI negative). The bottom 
right quadrants indicate the early apoptotic cells. The upper 
right quadrants indicate that they were in the late apoptosis 
phase, positive for both AV-FTIC and PI.

Figure 6: Data indicating the proportion of cells in each stage 
of the cell cycle, for the of P. nigrum methanolic extract of 
treated with 40 and 80 µg/ml.

Figure 7: Analysis of CRC COLO205 cell cycle after being 
treated for 24 hours with 40 & 80 μg/ml extract. A) Positive 
Control Untreated cells, B) Treated with 40 μg/ml of P. 
nigrum ethanolic extract, C) Treated with 80 μg/ml of P. 
nigrum ethanolic extract.

Figure 8: Expression of BAX, Bcl-2 genes. P53-independent 
on gene expression in DNA damage-induced apoptosis in 
COLO205 cells.

Semi-quantitative PCR was used to investigate the effect of 
P. nigrum on gene tumorigenic and oncogene - BAX, Bcl-2, 
and P53 in COLO205. The housekeeping gene β-Actin was 
taken as control. The treatment of P. nigrum extract led to 
upregulation of BAX & P53 by 0.4 & 0.5 folds while anti-
apoptotic Bcl-2 were down-regulated by 0.7 & 0.5 fold 
(Figure – 8 & 9). Apoptosis occurs in cells accumulated 
in the G2/M phase via the BAX-initiated mitochondrial 
pathway (Celentano et al. 2019).

Our findings are consistent with previous research, 
indicating that P. nigrum is effective on cell death in the 
colorectal cancer cell line COLO-205 to a significant 
extent.

Conclusion

The results of this study indicate that Piper nigrum seed 
extract is an effective anticancer agent. While awareness 
on the biological activities of P. nigrum has improved, 
the scientific basis for the conventional use of P. nigrum 
in the treatment of colorectal cancer does not provide 
adequate information on the efficacy of the drug, the 
molecular mechanisms. Therefore, the data produced in this 
study are important to demonstrate evidence of potential 
pharmacological action. Our results correlate which 
mainstream research, which suggests that Piper nigrum is 
effective in inducing cell death in colorectal cancer cell line 
COLO-205 to a considerable extent.
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