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Article history The development of novel therapeutic agents with fewer adverse effects is crucial due to the persistent
Received 14 October 2023 side effects of the current drugs, which are often required to treat both acute and chronic diseases
Revised 1 December 2023 characterised by inflammation and oxidative stress. This study investigated the anti-inflammatory and
Accepted 2 December 2023 oxidative stress reduction potential of a defatted methanolic extract of Areca catechu L. inflorescence

Published Online 30 December 2023  (ACME), rich in alkaloids and flavonoids, in lipopolysaccharide (LPS)-induced inflammatory and oxidative
stress responses in HepG2 cancer cells. The MTT assay was used to evaluate the viability of HepG2 cells,

Keywords which demonstrated a reduction in viability at various concentrations of ACME, with an IC,; value of
Areca nut inflorescence 112.69 pg/ml. Further investigation on the apoptotic potential of ACME demonstrated that it triggered
Pro-inflammatory mediators both early and late apoptosis, as well as necrosis in HepG2 cancer cells. [n vitro anti-inflammatory studies

Higgnianmatonygoyiokines showed that ACME at concentrations of 28, 56, and 112 pg/ml and equal concentrations of diclofenac
Reactive oxygen species

Mitochondrial membrane potential significantly decreased the production of pro-inflammatory mediators (total COX, 5-LOX, MPO, iNOS, and

Keapl-Nrf2 pathway NO) and cytokines (IL-1p, IL-6, and TNF-a) in LPS-stimulated HepG2 cells. ACME at a concentration of 112
pg/ml also improved cellular antioxidant status (SOD, CAT, GSH-Px, GSH, MDA, and total protein), reduced
reactive oxygen species (ROS) levels, and maintained mitochondrial membrane potential (MMP). Moreover,
ACME was found to significantly suppress LPS-induced activation of keapl, thereby preserving the
expression of Nrf2, as confirmed by qRT-PCR. These findings suggest that ACME demonstrates significant
anti-inflammatory and oxidative stress reduction potential, likely due to its effect on the Keapl-Nrf2
pathway.

1. Introduction the immune response persists over an extended period, can lead to
tissue damage, and contribute to the development of various diseases
including cancer (Furman et al., 2019). Oxidative stress occurs when
there is an imbalance between the production of free radicals (reactive
oxygen species or ROS) and the ability of the body to neutralise
them with cellular antioxidants (Pizzino ef al., 2017). This stress can
damage cellular components, disrupt signaling pathways, and
contribute to the initiation and progression of cancer. Additionally,
the inflammatory microenvironment can stimulate ROS production
and contribute to oxidative stress. These reactive molecules can damage
DNA, leading to mutations that may initiate cancer growth (Kay et
al., 2019). Understanding the dynamic relationship between
inflammation and cancer is of great significance in preventive
e T me(.licine., diagnosis, anfl t.herapeutic. interventiong. Itis not. just about
Professor, Hon. Director General, Amity Institute for Herbal and Biotech deciphering how chronic inflammation fuels carcinogenesis, but also
Products Development, 3-Ravi Nagar, Peroorkada P.O., Thiruvanantha ~ ©Xplores promising avenues where interventions targeting

Inflammation and oxidative stress are two interconnected processes
that play crucial roles in various diseases including cancer (Li et al.,
2016). These processes are essential for normal bodily functions in
moderation, but can be detrimental when they persist or become
uncontrolled. Inflammation is the body’s natural response to harmful
stimuli, such as pathogens, injuries, or irritants, and involves activation
of the immune system, leading to increased blood flow and the
production of immune cells and cytokines (Chen et al., 2018;
Pushpangadan et al., 2015a; [jinu et al., 2022). Acute inflammation is
a crucial defense mechanism that aids the removal of pathogens and
facilitates tissue repair. However, chronic inflammation, in which

puram-695005, Kerala, India inflammatory pathways could potentially disrupt or impede cancer
E-mail: ppushpangadan@amity.edu progression. Targeting inflammation and oxidative stress pathways
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The relationship between medicinal plants and drug development is
of paramount importance and has a rich historical context. Most
modern medications are developed from plant-derived natural
compounds (Pushpangadan ef al., 2015a, b; Mehrotra, 2021; Arif et
al., 2022). This study focused specifically on the inflorescence of
A. catechu, and no prior research has reported this aspect of the
plant. Most previous studies have concentrated on dried ripe nuts
(areca nuts), locally known as supari. A. catechu is cultivated in the
tropical regions of India and Southeast Asia and is considered a
traditional herbal remedy. The Chinese Pharmacopoeia contains over
100 drug preparations that utilise areca nut as an ingredient to treat
various conditions including parasitic diseases, dyspepsia, abdominal
distension, pain, diarrhoea, oedema, and jaundice. The Chinese Mingyi
Bielu and Xinxiu Bencao monographs mention the areca nut for its
diuretic, digestion-promoting, and anti-parasitic properties, as well
as for treating abdominal distension (Caius, 1934; Raghavan and
Baruah, 1958; Amudhan ef al., 2012). In the Compendium of Materia
Medica, areca nut is used as a treatment for dysentery, abdominal
distension, and constipation. The Indian system of medicine also
uses areca nuts as a popular digestive, astringent, and emmenagogue.
In Cambodia, areca nuts are used to treat diarrhoea, dysentery, and
liver disorders, whereas in Malaya they are used to treat lumbago
and abdominal distension. Areca nut is also consumed as a daily food
ingredient in Chinese Taipei, South, and Southeast Asia, and is
considered the fourth most used addictive stimulant after caffeine,
nicotine, and alcohol (Heatubun et al., 2012). The immature fruit or
pericarp of A. catechu is the primary constituent of betel quid, and
chewing betel quid is strongly associated with ancient oriental culture
(Lim and Kim, 2006; Benegal e al., 2008; ljinu ez al., 2023). Numerous
studies have demonstrated that the various components of A. catechu
possess a broad range of pharmacological properties, including
gastroprotective, antioxidant, anti-inflammatory, anticancer, analgesic,
anti-allergic, cardioprotective, antihyperlipidaemic, antidiabetic,
neuroprotective, antimicrobial, and anti-parasitic effects (Peng et
al.,, 2015; Osborne et al., 2017; Salehi et al., 2020). Taking these
findings and traditional usage into account, the present study aimed
to investigate the cytotoxic, anti-inflammatory, and oxidative stress-
reducing potential of a defatted methanolic extract of 4. catechu
inflorescence in HepG2 cancer cell lines induced by LPS.

2. Materials and Methods
2.1 Drugs and chemicals

Lipopolysaccharide (Escherichia coli, serotype 0111:B4), 3-(4,5-
dimethylthiazol-2yl)-2,5 diphenyl tetrazolium bromide (MTT; M-
5655), 2',7"-dichlorofluorescin diacetate (DCFDA), acridine orange,
and ethidium bromide were purchased from Sigma-Aldrich, USA.
Merck (India) supplied all biochemical reagents, while Nunc (Thermo
Fisher Scientific, USA) provided tissue culture plates and flasks.
Dulbecco’s Modified Eagle’s Minimum Essential Medium (DMEM),
foetal bovine serum (FBS), penicillin, and streptomycin were procured
from Gibco (Thermo Fisher Scientific, USA). The ELISA kits were
purchased from Cayman Chemical Co. (USA). The MitoPotential
Assay Kit was obtained from EMD Millipore (USA). All remaining
solvents, chemicals, and reagents were of analytical grade.

2.2 Inflorescence extract preparation

Fresh A. catechu inflorescences were obtained from the Southern
Western Ghats region of Thiruvananthapuram, Kerala, India
(8.5241°N, 76.9882°E). The plant material was authenticated by
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Dr. P. Pushpangadan of the Amity Institute for Herbal and Biotech
Products Development, Thiruvananthapuram. The fresh
inflorescence weighed 2200 g and was subsequently dried and
powdered to yield 407 g. The powdered sample was defatted with
petroleum ether (40-60) and further extracted with methanol using a
Soxhlet extractor for 24 h. The resulting methanolic extract (ACME)
was concentrated using a rotary evaporator and stored at 4°C until
further use (Ijinu et al,, 2016).

2.3 Cell culture

HepG2 cells were obtained from the National Centre for Cell Sciences,
India, and cultured in DMEM supplemented with 10% FBS, L-
glutamine, sodium bicarbonate, and an antibiotic solution containing
penicillin (100 U/ml), streptomycin (100 pg/ml), and amphoteracin
B (2.5 pg/ml). Cells were maintained at 37°C and 5% CO,. After 24
h, the growth medium was removed and freshly prepared ACME in
DMEM was serially diluted two-fold (100, 50, 25, 12.5, and 6.25 ug
in 500 pl of DMEM), and 100 pl was added in triplicate to the
respective wells and incubated at 37°C in a humidified 5% CO,
incubator. The untreated control cells were maintained (Chithra et
al., 2020).

2.4 Cell viability assay by microscopy

The entire plate of cells was observed after 24 h of treatment using
an inverted phase-contrast tissue culture microscope (Olympus
CKX41 with Optika Pro5 CCD Camera, Japan), and microscopic
observations were recorded as images. Any detectable changes in the
morphology of the cells, such as rounding or shrinking of cells,
granulation, and vacuolisation in the cytoplasm of the cells, were
considered as indicators of cytotoxicity/apoptosis (Chithra et al.,
2020).

2.5 MTT assay

After a24 h incubation period, the contents of the wells were removed,
and 30 pl of reconstituted MTT solution (0.5 mg/ml) was added to
all test and cell control wells. The plates were shaken gently and
incubated at 37°C in a humidified incubator with 5% CO, for 4 h.
Following the incubation period, the supernatant was removed and
100 pl of MTT solubilisation solution (dimethyl sulfoxide) was
added to the wells, which were then gently mixed by pipetting to
solubilise the formazan crystals. The absorbance of the formazan
solution was measured at 540 nm wavelength using an ELISA
microplate reader (Erba LisaScan II, Germany). The optical density
of the formazan produced in untreated control cells was designated
as 100% viability (Talarico et al., 2004).

2.6 Determination of apoptosis

After ensuring adequate confluence of HepG2 cells, ACME was added
at an IC, concentration of 112 pg/ml, and the cells were incubated
for 24 h. Following incubation, cells were washed with cold PBS and
stained with a mixture of acridine orange (100 pg/ml) and ethidium
bromide (100 pg/ml) at room temperature for 10 min. The stained
cells were washed twice with 1X PBS and observed under a
fluorescence microscope using a blue filter on an Olympus CKX41
with an Optika Pro5 CCD Camera (Japan) (Zhang et al., 1998).
Control cells that were not treated were maintained.
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2.7 Analysis of pro-inflammatory mediators

HepG2 cells were grown to 60% confluence and activated with 1 pl
of 1 pg/ml LPS. Next, the cells were treated with different
concentrations of ACME (28, 56, and 112 pg/ml), which were selected
based on the IC, value and the corresponding diclofenac sodium
standard. Following a 24 h incubation period, the cells were harvested
with ice-cold PBS and lysed using a buffer solution containing 50
mM Tris-HCI, 150 mM NaCl, 10 mM EDTA, 1% Triton X-100, 1
mM PMSF, 10 pg/ml leupeptin, and 10 pg/ml aprotinin. Lysis was
performed on ice for 15 min. Subsequently, the insoluble fraction
was separated by centrifugation at 12,000 g for 15 min at 4°C (Chithra
et al., 2020). The resulting supernatant comprising the whole-cell
lysate was collected, and the cell lysate levels of total cyclooxygenase
(Walker and Gierse, 2010), 5-lipoxygenase (Axelrod et al., 1981;
Yang et al., 2017), myeloperoxidase (Bradley et al., 1982; Pulli et
al.,2013), inducible nitric oxide synthase (Salter et al., 1991;
Krasuskaet al., 2016), and nitrite (Bryan and Grisham, 2007) were
determined.

2.8 Analysis of pro-inflammatory cytokines and PGE,

The effect of equal concentrations of ACME (112 pg/ml) and diclofenac
sodium on the production of pro-inflammatory cytokines (IL-1a,
IL-6, and TNF-a) and PGE, in LPS-treated (1 pl of 1 pg/ml) HepG2
cells after 24 h was assessed by collecting the culture supernatants.
Concentrations in the supernatants were measured using a commercial
ELISA kit following the manufacturer’s instructions.

2.9 Cellular antioxidant status

Following a 24 h activation period with LPS (1 ul of 1 pg/ml), HepG2
cells were treated with ACME (112 pg/ml). After treatment, the cells
were trypsinised with trypsin-EDTA solution, collected, and
transferred to microcentrifuge tubes. The tubes were then centrifuged
at 5000 rpm for 5 min. The supernatant was discarded, and the
pellet was suspended in 200 pl of lysis buffer (0.1 M Tris, 0.2 M
EDTA, 2 M NaCl, and 0.5% Triton). The samples were incubated at
40°C for 20 min. Cell lysates were used to study superoxide
dismutase (SOD; Haida and Hakiman, 2019), catalase (CAT; Takahara
etal., 1960; Weydert and Cullen, 2010), glutathione peroxidase (GSH-
Px; Agergaard and Jensen, 1982; Molina-Jijon et al., 2012),
glutathione (GSH; Moron et al., 1979; Young et al., 2010),
malondialdehyde (MDA; Ohkawa et al., 1979; Gonzalez-Montelongo
et al., 2010), and total protein (TP; Lowry ef al., 1951; Hossen et al.,
2017) levels. All values were normalised to the protein content of
each sample.

2.10 Intracellular ROS production

The ROS-scavenging activity of ACME was assessed using the oxidant-
sensitive probe DCFDA, as described by Kang ef al. (2012). First,
HepG2 cells were seeded in a 96-well plate at a concentration of
5000-10000 cells per well and incubated for 24 h. Upon attaining a
confluence 40-70%, the cells were exposed to LPS (1 pl of 1 pg/ml)
for 1 h, followed by treatment with ACME (112 pg/ml) for 24 hin a
CO, incubator. Subsequently, the cells were rinsed with PBS and
incubated with 50 ul DCFDA (100 uM DCFDA in DMEM + 1% FBS)
for 30 min in the dark at 37°C and 5% CO,. Afterwards, the surplus
dye was eliminated through PBS washing, and DCF fluorescence was
quantified using a Qubit 3.0 instrument (Life Technologies, USA)
with an excitation wavelength of 470 nm and an emission wavelength

of 635 nm. LPS alone was used as a positive control, whereas untreated
cells served as the control. The fluorescence was imaged using a
fluorescence microscope (Olympus CKX41 microscope equipped
with an Optika Pro5 CCD Camera, Japan), and the relative intensity
was measured using Imagel analysis software.

2.11 Mitochondrial membrane potential (Aym)

ACME (112 pg/ml) was added to LPS-stimulated HepG2 cells (1 ul
of 1 pg/ml) and incubated for 24 h at 37°C in a humidified incubator
with 5% CO, after achieving sufficient confluence. Untreated control
cells and LPS control wells were maintained. After incubation, the
cells were trypsinised and subjected to flow cytometry according to
the following procedure. The working solution was prepared by
diluting Muse™ MitoPotential Dye 1:1000 in 1X assay buffer.
After centrifugation, the cells were resuspended in 1X assay buffer
and 95 pl of MitoPotential working solution was added. It was then
mixed thoroughly by pipetting and incubating the cells for 20 min at
37°Cina CO, incubator. After incubation, 5 pl of Muse MitoPotential
7-AAD was added to each well and mixed thoroughly by pipetting
up and down or vortexing for 3-5 s, followed by incubation for 5 min
(Sini et al., 2018). The samples were loaded onto a flow cytometer
(Muse Flow cytometer, Millipore, USA) and events were acquired
after gating and correlated with the controls.

2.12 Total RNA extraction, cDNA synthesis and qRT-PCR

HepG2 cells were stimulated with LPS and treated with ACME (112
pg/ml) for 24 h at 37°C in a humidified incubator with 5% CO,.
Subsequently, total RNA was isolated using TRIzol reagent, according
to the manufacturer’s instructions, and the purity and concentration
of the isolated RNA were determined. A ¢cDNA preparation kit was
used to synthesise template cDNA. RT Easy mix (5 pl), oligo dT (0.5
ul), and RNA template (2 pl; 0.5 ng of total RNA) were added to an
RNAse-free tube, and the total reaction volume was adjusted to 10
ul with the addition of sterile distilled water. The solution was mixed
by gentle pipetting and a thermal cycler (Eppendorf Master Cycler)
was used for cDNA synthesis.The following cycling conditions were
used: 20 min at 42°C and 5 min at 85°C. Specific primers were used
to measure gene expression at the mRNA level, including Nrf2 (F: 5'-
CAC ATC CAG TCA GAA ACC AGT GG-34, R: 5-GGA ATG TCT GCG
CCA AAA GCT G-3”), Keapl (F: 5’-GAT CGG CTG CAC TGA ACT G-
3’, R: 5'-GGA CTC GCA GCG TAC GTT-3"), and GAPDH (F: 5’-ACT
CAG AAG ACT GTG GAT GG-3’, R: 5’-GTC ATC ATA CTT GGC AGG
TT-3"). qRT-PCR analysis was performed using SYBR Green Master
Mix on a Light Cycler 96 (Roche) with the following program: 95°C
(2 min), 95°C (10 s), 58°C (1 min), followed by extension at 72°C (1
min/kb) for 40 cycles. All reactions were performed in triplicate and
the relative fold expression of each gene was calculated using the 2(-
50 (T)) method (Schmittgen and Livak, 2008) and corrected for
amplification efficiency using GAPDH as the housekeeping gene.

2.12 Statistical analysis

Data were analysed using GraphPad Prism version 5.03 for Windows
(GraphPad Software, San Diego, CA, USA). Two-way analysis of
variance (ANOVA) with Tukey’s multiple comparison test and one-
way ANOVA with Tukey’s multiple comparison test were performed.
p<0.0001, p<0.001, p<0.01, and p<0.05 were considered statistically
significant; ns was not significant (p>0.05). Experimental data are
presented as mean + standard deviation (n=3).



3. Results
3.1 Preliminary phytochemical analysis

Preliminary phytochemical analysis of ACME indicated the presence
of steroids, terpenoids, phenolics, flavonoids, alkaloids, and
glycosides.

3.2 Cell viability assay

The MTT method was employed to assess cytotoxicity in HepG2
cells, revealing a notable dose-dependent reduction in cell viability,
especially at higher concentrations of ACME (25, 50, and 100 ug/
ml), compared to the control group (»<0.0001). At 100 pug/ml, ACME
showed only 55.93% viability after 24 h of incubation at 37°C
(Figure 1). Notably, lower doses of ACME (6.25 and 12.5 pg/ml) did
not induce significant cytotoxic effects. The IC, | value was found to
be 112.69 ug/ml. Thus, concentrations at or below the IC,  were
considered safe and were selected for use in subsequent experiments.
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Figures 1: Viability of HepG2 cells treated with different con-
centrations of ACME (6.25-100 pg/ml).

Figures 2a-f: The photomicrographs of the MTT assay of HepG2 cancer cells treated with various concentrations of ACME (6.25-100
pg/ml) examined using an inverted phase-contrast microscope (arrows: 1 normal cells, 2 apoptotic cells, 3 chromatin
condensation, 4 membrane blebbing, and 5 apoptotic bodies).

3.3 Cell viability examination by microscopy

After a 24 h incubation with ACME, the morphology of HepG2
(Figures 2a-f) cells was observed under an inverted phase-contrast
microscope, revealing significant changes in HepG2 cells treated
with higher doses of ACME. These changes include membrane
blebbing, chromatin condensation, and the formation of apoptotic
bodies.

3.4 Apoptosis in HepG2 cells

Untreated HepG2 cells exhibited a uniformly circular nucleus
positioned centrally within the cell (Figure 3a). Upon treatment
with 112 pg/ml ACME, cells undergoing early apoptosis, late apoptotic

processes, and necrosis were observed (Figure 3b). Early-apoptotic
cells exhibited yellow-green fluorescence with condensed or
fragmented chromatin when stained with acridine orange, while late-
apoptotic cells displayed orange fluorescence with chromatin
condensation or fragmentation when stained with ethidium bromide.
Cells that have fully taken up ethidium bromide are considered necrotic
and exhibit uniformly orange-stained nuclei.

3.5 Effect of ACME on pro-inflammatory mediators

In HepG2 cells that were treated with LPS, it was observed that both
the levels of total COX and 5-LOX activity were elevated. However,
upon subsequent treatment with varying concentrations of ACME
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(28, 56, and 112 pg/ml), a dose-dependent reduction in both total ~ with a 76.26% reduction in total COX and 62.89% reduction in 5-
COX and 5-LOX activity was observed (Figures 4a, b).The high-  LOX activities. Notably, diclofenac showed 86.66% and 74.38%
concentration-treated group (112 pg/ml) showed significant inhibition,  inhibition of total COX and 5-LOX, respectively.

a. CON

Figures 3a-b: Detection of apoptosis in HepG2 cells after treatment with ACME (IC,) = 112 pg/ml). Phase-contrast microscopy
showed 1 normal cell, 2 early-apoptotic cell, 3 late-apoptotic cell and 4 necrosis.

The level of MPO in HepG2 cells increased considerably following ~ was observed compared with the LPS control group (p< 0001) (Figure
treatment with LPS. However, when the cells were treated with ~ 4¢). Notably, no discernible differences were observed between the
ACME and diclofenac at the same concentrations (28, 56, and 112 ACME and diclofenac sodium groups, that is, both groups showed
png/ml), a significant dose-dependent inhibition of MPO production almost equal activity.
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Figures 4a-e: ACME at different concentrations showed inhibitory effects on total COX, 5-LOX, MPO, iNOS, and NO activities in
LPS-induced HepG2 cells. Values are presented as mean = SD (n=3); ns = non-significant (p>0.05); **** #### 5566
p=<0.0001; ***, ### p<0.001; ** p<0.01 and *, # p<0.05.



The results demonstrated that both ACME and diclofenac effectively
suppressed LPS-induced iNOS production in HepG2 cells in a dose-
dependent manner (Figure 4d). The highest concentrations of ACME
and diclofenac (112 pg/ml) displayed inhibition of 60.36% and
67.20%, respectively. Furthermore, the treatment of HepG2 cells
with LPS resulted in a considerable increase in NO production, which
was significantly reduced by ACME and diclofenac at their highest
concentrations (112 pg/ml). The decrease in NO concentration was
statistically significant (p<0001) compared with that in the LPS
control group (Figure 4e).

3.6 Effect of ACME on pro-inflammatory cytokines and PGE,

Exposure of HepG2 cells to LPS resulted in a notable increase in the
synthesis of pro-inflammatory cytokines, including IL-13 (p>0.001),
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IL-6 (p>0.001), and TNF-a (»>0.001), relative to the control group.
However, upon treatment with 112 pg/ml ACME, there was a
significant decrease in the levels of these cytokines compared with
the LPS control group (p>0.001 for all cytokines, Figures Sa-c).
Similarly, treatment with equal concentrations of diclofenac also
significantly reduced the production of IL-1f, IL-6, and TNF-a
(p>0.001 for all cytokines).

The PGE, levels in the culture medium of LPS-treated cells were
notably higher than those in the normal control group (p>0.001).
Nonetheless, when HepG2 cells were treated with ACME and diclofenac
at a concentration of 112 pg/ml, there was a significant reduction
(p>0.001) in PGE, levels compared with the LPS control group
(Figure 5d).
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Figures S5a-d: ACME regulates the production of IL-1B, IL-6, TNF-a, and PGE, in LPS-induced
HepG2 cells, as determined by ELISA. Values are presented as mean + SD
(n=3). ns = non-significant (p>0.05); *** p>0.001 and * p>0.05.

3.7 Effect of ACME on cellular antioxidant status

In HepG2 cells, compared to the normal control group, the activities
of SOD, CAT, GSH-Px, and GSH in the cell lysate of the LPS control
group were significantly decreased (p>0.001 for all markers).
Treatment with 112 pg/ml ACME resulted in significant
improvements in SOD (p>0.001), CAT (p>0.001), GSH-Px
(p>0.001), and GSH (p>0.01) levels compared to those in the LPS

control group (Figures 6a-d). The results further indicated that the
levels of MDA and total protein in the cell lysate of the LPS control
group were significantly increased (p>0.001) compared to the normal
control group. However, upon treatment with ACME at a
concentration of 112 pg/ml, there was a notable reduction in MDA
(p>0.01) and total protein levels (p>0.001) (Figures 6e and f)
compared with the LPS control group.
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Figures 6a-f: ACME improved the production of SOD, CAT, GSH-Px, and GSH and decreased the levels of MDA and total protein
in LPS-induced HepG2 cells.Values are presented as mean £ SD (n=3). ns = non-significant (p>0.05); *** p>0.001
and ** p>0.01.

3.8 Effect of ACME on ROS production levels in HepG2 cells compared to those in the normal control group

(»>0.0001). However, a statistically significant (»>0.0001) decrease

in ROS levels was observed in the group treated with ACME at a

concentration of 112 pg/ml compared to the LPS control.

In the HepG2 cell line, ROS generation in the cell supernatant was
visualised using a fluorescence microscope (Figures 7a-c) and quantified
using a fluorimeter (Figure 8). LPS treatment led to an increase in ROS

a. CON b.LPS c. LPS + ACME

Figures 7a-c: ACME inhibits ROS generation in LPS-induced HepG2 cells using the DCFDA method. a. Normal control group, b.
LPS control, and ¢. LPS+ACME (112 pg/ml).
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3.9 Effect of ACME on mitochondrial membrane potential

The treatment of HepG2 cells with LPS resulted in a substantial
proportion of cells undergoing depolarisation, accounting for 42.55%
of the total cells. However, a marked decrease in the number of
depolarised cells (26.15%) was observed in cells treated with 112
png/ml ACME (Figures 9a-c and Figure 10).

3.10 Expression of Nrf2 and Keap1 genes

The expression levels of Keapl and Nrf2, which are involved in
oxidative stress response, were analysed relative to each other
(Figures 11a-c). Upon LPS stimulation, Keapl expression was
upregulated (1.9908-fold increase), while Nrf2 expression was
downregulated (0.1173-fold decrease) compared with the control.
However, treatment with ACME resulted in downregulation (0.3883-
fold decrease) of Keapl expression and upregulation (1.8909-fold
increase) of Nrf2 expression.
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Figures 9a-c: ACME reduced mitochondrial depolarisation in LPS-induced HepG2 cells as analysed by flow cytometry. a. Normal
control group b. LPS control and ¢. LPS+ACME (112 pg/ml).
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4. Discussion

The growing interest in medicinal plants for the prevention and
treatment of diseases is attributed to their rich phytochemical contents,
which possess various biological properties. The aim of this study
was to evaluate the cellular toxicity and anti-inflammatory and oxidative
stress-reducing properties of the methanol extract of A. catechu
inflorescence (ACME). Preliminary analysis revealed that ACME
contains significant amounts of alkaloids, tannins, and flavonoids.
Conversely, earlier studies have reported that different parts of 4.
catechu contain pyridine-type alkaloids and tannin derivatives as
unique secondary metabolites (Peng et al., 2015). Arecoline, identified
as the major alkaloid of A. catechu, and other alkaloids include arecaidine,
guavacoline, guavacine, arecolidine, methyl nicotinate, ethyl nicotinate,
and nicotine (Holdsworth ef al., 1998, Ijinu et al., 2023). Flavonoids in
A. catechu include isorhamnetin, luteolin, quercetin, chrysoeriol,
liquiritigenin, and jacareubin (Zhang et al., 2009). To evaluate the
bioactivity, initial cytotoxicity assessments were conducted on HepG2
cancer cell lines, which revealed a dose-dependent increase in toxicity.
In contrast, Abbas et al. (2018) found a differential effect of areca nuts
against normal and cancerous cells. Another study highlighted that
arecoline hydrobromide hinders the activity of the enzyme acetyl-
CoA acetyltransferase, resulting in reduced cancer cell proliferation
and suppressed tumour growth in mice (Fan et al., 2016). The present
study further explored the apoptotic potential of ACME in HepG2
cells. The findings showed that at a concentration of 112 pg/ml, ACME
triggered early and late apoptosis, as well as necrosis, as observed
using acridine orange and ethidium bromide staining. In an earlier
investigation, Li et al. (2011) observed that arecoline at doses of 100
and 125 pg/ml triggered apoptosis in HaCaT cells. According to Wang
et al. (2009), oligomeric procyanidin-rich extract from areca nut
significantly induced apoptosis in splenic lymphocytes when
administered at concentrations of 20-1000 pg/ml. Furthermore, an in
vivo study conducted on albino mice revealed that arecoline
administered at 5 mg/kg intraperitoneally for 14 days resulted in cell
cycle arrest in splenic lymphocytes, whereas higher doses (10-20 mg/
kg intraperitoneally for 14 days) induced apoptosis (Dasgupta et al.,
20006).

Chronic inflammation has been implicated in the development of
cancer because of its potential to cause DNA damage and lead to
mutations that can initiate or promote tumour growth (Kay et al,
2019). Inflammatory cells also secrete pro-inflammatory mediators
such as cytokines and chemokines, which can stimulate angiogenesis,
support the growth and survival of cancer cells, and suppress the
immune system’s ability to recognise and destroy cancer cells
(Aguilar-Cazares et al., 2019; Greten and Grivennikov, 2019).
Targeting pro-inflammatory mediators, such as COX, LOX, MPO,
iNOS, and NO, and cytokines, such as IL-1f, IL-6, and TNF-q, is a
promising strategy for the development of novel anti-inflammatory
drugs. Furthermore, prolonged use of anti-inflammatory drugs, such
as non-steroidal anti-inflammatory drugs (NSAIDs), can have adverse
effects. Therefore, there is an ongoing need for new drug candidates
with minimal side effects. The results showed that ACME effectively
inhibited the activities of total COX and 5-LOX in a dose-dependent
manner, with comparable effects to diclofenac. ACME also effectively
inhibited MPO production in a dose-dependent manner, with
maximum inhibition observed at the highest concentration of ACME.
In addition, ACME suppressed iNOS production, leading to reduced
levels of nitric oxide. These results suggest that ACME has therapeutic
potential for modulating inflammation by targeting key enzymes in
the arachidonic acid metabolism pathway. These results also indicate
that ACME may be a promising candidate for the development of
novel anti-inflammatory drugs with minimal side effects.

Early reports showed that procyanidin-rich acetone extract of areca
nut (0.1-1pg/ml) significantly downregulated the expression of 12-
O-tetradecanoylphorbol-13-acetate induced COX-2 by inhibiting
extracellular-signal-regulated kinase (ERK) phosphorylation in oral
cancer cells. Furthermore, five days of treatment with acetone extract
(1 and 10 mg/kg/day) suppressed carrageenan-induced inflammatory
oedema and PGE, levels in rats (Huang ef al., 2010). Khan et al.
(2011) reported that the methanol extract of areca nut and its water
fraction (100 mg/kg) showed significant anti-inflammatory and
analgesic effects in mouse and rat models via the suppression of
PGE, and arachidonic acid expression. In addition, the hydroalcoholic



extract of areca nut at doses of 250 and 500 mg/kg suppressed plasma
protein extravasation in models of both intravenous and topical
nitroglycerin application via iNOS inhibition (Bhandare et al., 2011).
The action of pro-inflammatory cytokines results in the upregulation
of pro-inflammatory genes, such as COX-2 and iNOS, consequently
leading to augmented production of the pro-inflammatory mediators,
PGE, and NO (Ahmad et al., 2015). In the present study, LPS exposure
significantly increased the production of IL-1f, IL-6, and TNF-a.,
intensifying inflammatory responses in HepG2 cells. However, the
presence of ACME reduced this LPS-induced effect, suggesting a
protective effect of ACME against inflammation in the HepG2 cells.

The effect of ACME on intracellular ROS formation in LPS-stimulated
HepG2 cells was investigated using the DCFDA fluorescence dye.
The results showed a significant increase in fluorescence intensity
following LPS treatment, which was attenuated in the ACME-treated
HepG2 cells. To further investigate mitochondrial alterations, changes
in mitochondrial membrane potential (Aym) were examined using
Muse™ MitoPotential dye and flow cytometry. Mitochondrial
membrane potential (MMP) is a crucial factor in both mitochondrial
function and dysfunction, and even subtle changes have a significant
impact on cell fate and overall cellular health (Logan ef al., 2016).
LPS treatment has been shown to decrease MMP in various studies
in various cellular systems (Zhang et al., 2017). Therefore, restoration
of MMP by ACME treatment may be an important regulatory factor
for proper mitochondrial functioning and cell survival. Elevated levels
of ROS and reduced glutathione content have been shown to have
profound effects on mitochondrial function and various metabolic
processes (Calabrese ef al., 2017). Glutathione, a natural antioxidant
present in its reduced form, collaborates with GSH-Px and glutathione
reductase (GR) to form a critical antioxidant defense system.
Moreover, SOD and CAT counteract LPS-induced increases in ROS
production in HepG2 cells (Chou ef al., 2018). MDA is a biomarker
of oxidative stress and serves as a reliable indicator of lipid
peroxidation (Hsouna et al., 2019). The thiobarbituric acid-reactive
substance method was used to assess the cellular MDA levels. When
HepG2 cells were treated with LPS, a substantial increase in MDA
and a reduction in the activity of antioxidant enzymes such as SOD,
CAT, and GSH-Px, along with a significant decrease in GSH, were
observed compared to the normal control group. ACME significantly
reduced MDA levels, indicating an improvement in overall antioxidant
status and a decrease in lipid peroxidation. Moreover, treatment
with ACME improved SOD, CAT, GSH-Px, and GSH levels, suggesting
that ACME can enhance both non-enzymatic and enzymatic reactions
within the antioxidant defense system.The Keapl-Nrf2 pathway
serves as a critical defence mechanism against oxidative and
electrophilic stress. Keapl, a component of an E3 ubiquitin ligase,
typically regulates Nrf2 activity by targeting it for degradation
through ubiquitination. However, under stressful conditions, the
sensor cysteines in Keapl enable Nrf2 to evade ubiquitination,
accumulate within the cell, and translocate to the nucleus where it
activates antioxidant genes (Baird and Yamamoto, 2020). In this
study, LPS-induced upregulation of Keapl and downregulation of
Nrf2 were significantly attenuated by ACME treatment.

The bioactivity of areca nuts has been the subject of extensive research,
although the results of these studies have often been conflicting,
leading to divergent opinions regarding its effects. While some
investigations align with the findings of this study, others have
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proposed a potential association between betel nut consumption
and an elevated risk of specific cancers, particularly oral cancer.
Consistent comparisons between betel quid consumers and non-
users have consistently revealed heightened risks, resulting in its
classification as a group 1 carcinogen by the International Agency
for Research on Cancer (Warnakulasuriya and Chen, 2022). The risk
of oral cancer increases in tandem with the frequency and duration of
betel quid consumption. This practice, which typically involves
betel leaves, areca nuts, and slaked lime, has been linked to a higher
incidence of oral cancers. In regions such as the Indian subcontinent
and Taiwan, approximately half of the reported oral cancer cases are
attributable to betel quid chewing. However, there are contrasting
reports suggesting that specific compounds found in betel nuts,
such as polyphenols, tannins, and flavonoids, may possess potential
anticancer properties. As evidenced by numerous investigations,
these compounds display antioxidant and anti-inflammatory
characteristics, suggesting that they may play protective roles against
cancer under certain circumstances, which is consistent with the
findings of the present study.

5. Conclusion

The defatted methanolic extract of 4. catechu inflorescence displayed
multifaceted action in LPS-induced HepG2 cancer cell lines, showing
cytotoxic, apoptotic, anti-inflammatory, and oxidative stress-reducing
potentials. This underscores the importance of exploring botanical
sources for novel treatments and offers hope for the relentless pursuit
of effective cancer therapies.
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