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Abstract

Background: Inflammatory activation of intestinal epithelial cells is a key mechanism underlying digestive disorders
such as inflammatory bowel disease and endotoxin-mediated mucosal injury. Azadirachta indica (neem) (4. indica) is
rich in bioactive compounds with reported anti-inflammatory and antioxidant properties, yet its molecular effects on
LPS-induced intestinal epithelial inflammation remain insufficiently characterized.

Methods: Methanolic extracts of A. indica leaves were subjected to phytochemical quantification and LC-MS/HPLC
profiling to identify major bioactive compounds. Human intestinal epithelial cells (Caco-2) were pretreated with neem
extract (25-100 pg/mL) and challenged with LPS (1 pg/mL). Cellular viability (MTT assay), pro-inflammatory cytokine
production (IL-6, TNF-a, IL-1B, ELISA), oxidative stress markers (ROS, MDA, SOD), gene expression (NF-«kB, COX-
2, iNOS, tight junction proteins), and apoptosis (flow cytometry) were assessed.

Results: Phytochemical analysis confirmed high levels of phenolics, flavonoids, tannins, saponins, and limonoids
(azadirachtin, nimbin), consistent with potential bioactivity. The extract exhibited no cytotoxicity up to 100 pg/mL and
dose-dependently suppressed LPS-induced IL-6, TNF-a, and IL-1B production. Treatment also reduced ROS
accumulation and lipid peroxidation while restoring SOD activity. Gene expression analysis demonstrated
downregulation of NF-kB, COX-2, and iNOS, alongside recovery of tight junction proteins (Occludin, ZO-1).
Apoptosis induced by LPS was significantly attenuated.

Conclusions: 4. indica extract exerts potent anti-inflammatory, antioxidant, and barrier-protective effects in LPS-
stimulated intestinal epithelial cells. The data suggest that neem phytochemicals act via multi-target modulation of
oxidative stress and NF-kB signaling, highlighting their therapeutic potential for inflammatory digestive disorders.
Further in vivo studies are warranted to confirm efficacy and optimize dosage for translational applications.
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1. Introduction

Inflammation of the intestinal epithelium is a central mechanism underlying a wide range of gastrointestinal disorders,
including inflammatory bowel disease (IBD), infectious enterocolitis, and endotoxin-induced mucosal injury. The
intestinal epithelium functions as a highly dynamic barrier regulating nutrient absorption, immune signaling, and
microbial interactions. Its integrity depends on intercellular junction complexes, including tight junctions, adherens
junctions, and desmosomes, which maintain selective permeability and prevent luminal antigen translocation [1,2].
Disruption of this barrier is a key event in chronic intestinal inflammation, particularly in Crohn’s disease and ulcerative
colitis [3,4].

A major trigger of epithelial inflammation is lipopolysaccharide (LPS), a Gram-negative bacterial endotoxin that
activates Toll-like receptor 4 (TLR4), initiating nuclear factor kappa B (NF-kB) and mitogen-activated protein kinase
(MAPK) signaling cascades [5,6]. This leads to increased expression of pro-inflammatory mediators such as tumor
necrosis factor-alpha (TNF-a), interleukin-6 (IL-6) and interleukin-1 beta (IL-1p), amplifying mucosal inflammation [7].
LPS exposure also promotes excessive reactive oxygen species (ROS) production, resulting in oxidative stress,
mitochondrial dysfunction, and further NF-xB activation, thereby reinforcing a self-sustaining inflammatory loop [8,9].
This inflammatory-oxidative cascade contributes to tight junction disruption (e.g., occludin, ZO-1), increased intestinal
permeability, and epithelial apoptosis, all of which are key features of barrier failure in IBD [10-13]. In parallel,
inflammasome activation (notably NOD-like receptor family pyrin domain containing 3 (NLRP3)) further intensifies
cytokine release and mucosal injury [14]. Collectively, these interconnected pathways highlight the need for multi-target
therapeutic strategies capable of restoring redox balance, suppressing inflammation, and preserving epithelial integrity.

Current pharmacological treatments for intestinal inflammatory disorders including corticosteroids,
immunosuppressants, and biologics have improved clinical management but remain limited by adverse effects, cost, and
incomplete efficacy in many patients [3,15]. This has stimulated growing interest in plant-derived compounds with
pleiotropic bioactivities targeting multiple inflammatory pathways.

In this context, Azadirachta indica A. Juss. (neem) (4. indica) has been widely used in traditional medicine for
gastrointestinal and inflammatory disorders [16,17]. Its leaves contain diverse bioactive compounds, including
limonoids (azadirachtin, nimbolide), flavonoids (quercetin, kaempferol), and phenolics, which exhibit antioxidant, anti-
inflammatory, and immunomodulatory properties [18,19]. Experimental evidence indicates that these compounds
modulate key inflammatory pathways, including NF-«kB, MAPK, and nuclear factor erythroid 2-related factor 2 (Nrf2)
signaling. For example, nimbolide and azadirachtin suppress NF-kB activation and oxidative stress, while quercetin and
kaempferol enhance antioxidant defenses via Nrf2 activation [20-23]. In vivo studies further show that neem extracts
reduce pro-inflammatory cytokine expression, improve mucosal architecture, and restore gut barrier integrity in
experimental colitis models [24,25].

Despite these promising findings, most studies focus on isolated compounds rather than whole leaf extracts, and few
have systematically investigated their combined effects on epithelial inflammation, oxidative stress, apoptosis, and tight
junction integrity under LPS challenge in human intestinal epithelial cells. This integrated mechanistic understanding
remains limited but is essential for translational development.

Therefore, this study aims to characterize the phytochemical profile of A. indica leaf extract and evaluate its effects on
LPS-induced inflammatory injury in human intestinal epithelial cells. Specifically, we investigate its impact on cytokine
production, oxidative stress, apoptosis, and tight junction protein expression, with emphasis on NF-kB and Nrf2
signaling pathways. This integrated approach provides mechanistic insight into the multi-target protective potential of
neem in intestinal inflammatory disorders.

2. Materials and Methods

2.1 Preparation of A. indica Extract

Fresh leaves of A. indica were collected and taxonomically authenticated by a qualified botanist. The plant material was
washed thoroughly, air-dried at room temperature (25 £ 2 °C), and ground into a fine powder using a laboratory mill
(Retsch GmbH, Germany). One hundred grams of powdered material were macerated in 70% ethanol (1:10 w/v) for 72
hours with intermittent shaking using an orbital shaker (IKA, Germany). The extract was filtered through Whatman No.
1 filter paper (GE Healthcare, UK) and concentrated under reduced pressure at 40 °C using a rotary evaporator (Buchi
R-300, Switzerland). The crude extract was subsequently freeze-dried (Labconco, USA) and stored at —20 °C until use.
Stock solutions were prepared in dimethyl sulfoxide (DMSO) and diluted in culture medium, ensuring that the final
DMSO concentration did not exceed 0.1%. Batch-to-batch reproducibility was assessed across three independent
preparations.
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2.2 Phytochemical Characterization

Total phenolic content was determined using the Folin-Ciocalteu method and expressed as milligrams of gallic acid
equivalents per gram of extract (mg GAE/g). Total flavonoid content was measured using the aluminum chloride
colorimetric assay and expressed as quercetin equivalents (mg QE/g). Condensed tannins were quantified using the
vanillin-hydrochloric acid method and expressed as catechin equivalents (mg CE/g). Saponins were quantified
gravimetrically, and alkaloid content was determined using a standard acid-base extraction method. For quantitative
standardization, major bioactive compounds (quercetin, kaempferol, azadirachtin, and nimbin) were quantified using
calibration curves with reference standards (Sigma-Aldrich, USA), and results were expressed in mg/g of dry extract.
The reproducibility of phytochemical content was evaluated across independent batches, with relative standard
deviation maintained below 10%.

2.3 LC-MS/HPLC Profiling

High-performance liquid chromatography (HPLC) was performed using an Agilent 1260 Infinity system (Agilent
Technologies, USA) equipped with a C18 reversed-phase column (250 mm x 4.6 mm, 5 pum). The mobile phase
consisted of 0.1% formic acid in water (solvent A) and acetonitrile (solvent B) under gradient elution (5-95% B over 30
minutes) at a flow rate of 1 mL/min. Detection was carried out at 254 nm. Liquid chromatography-mass spectrometry
(LC-MS) analysis was conducted using a Thermo Scientific Q Exactive system (Thermo Fisher Scientific, USA) to
confirm compound identities. Retention times and mass spectra were compared with authentic standards. Quantitative
variability was assessed using intra-assay and inter-assay coefficients of variation, which were maintained below 8%
and 12%, respectively.

2.4 Cell Culture and Experimental Design

Human colorectal adenocarcinoma epithelial cells (Caco-2) were obtained from the American Type Culture Collection
(ATCC, USA). Cells were cultured in Dulbecco’s Modified Eagle Medium (DMEM) supplemented with 10% fetal
bovine serum (FBS; Gibco, USA) and 1% penicillin-streptomycin (Sigma-Aldrich, USA), and maintained at 37 °C in a
humidified incubator with 5% carbon dioxide (COz).

Cells were seeded and allowed to reach 70%-80% confluence before treatment. Inflammation was induced using LPS
(Escherichia coli O111:B4, Sigma-Aldrich, USA) at 1 pug/mL. Treatment groups included control, LPS alone, extract
alone (25, 50, 100 pg/mL), and LPS plus extract. The selected concentrations were based on preliminary cytotoxicity
assays and half maximal inhibitory concentration (ICso) estimation. Cells were pre-treated with the extract for 2 hours
prior to LPS stimulation for 24 hours. Each experiment was performed in triplicate (n = 3 independent experiments).

2.5 Cytotoxicity Assay (MTT)

Cell viability was assessed using the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) assay
(Sigma-Aldrich, USA). Cells were seeded at a density of 1 x 10* cells per well in 96-well plates. After treatment, MTT
solution (5 mg/mL) was added and incubated for 4 hours. Formazan crystals were dissolved in DMSO, and absorbance
was measured at 570 nm using a microplate reader (BioTek Instruments, USA). The ICso value was calculated using
nonlinear regression analysis (GraphPad Prism 9, USA), providing pharmacological relevance for the tested
concentrations.

2.6 Measurement of Pro-inflammatory Cytokines

Levels of IL-6, TNF-a, and IL-1B were quantified using enzyme-linked immunosorbent assay (ELISA) kits (R&D
Systems, USA) according to the manufacturer’s instructions. Absorbance was measured at 450 nm using a microplate
reader. Intra-assay and inter-assay coefficients of variation were below 10% and 12%, respectively.

2.7 Assessment of Oxidative Stress Markers

Intracellular ROS levels were measured using the 2’,7'-dichlorofluorescin diacetate (DCFH-DA) probe (Abcam, UK).
Fluorescence intensity was recorded at excitation/emission wavelengths of 485/530 nm using a fluorescence microplate
reader (BioTek, USA). Lipid peroxidation was evaluated using the thiobarbituric acid reactive substances (TBARS)
assay to quantify malondialdehyde (MDA). Superoxide dismutase (SOD) activity was measured using a commercial
assay kit (Cayman Chemical, USA). Analytical variability was assessed, with coefficients of variation below 10%.

2.8 Gene Expression Analysis by qRT-PCR

Total RNA was extracted using TRIzol reagent (Invitrogen, USA). RNA purity and concentration were determined
using a NanoDrop spectrophotometer (Thermo Fisher Scientific, USA). Complementary DNA (cDNA) was synthesized
using a reverse transcription kit (Applied Biosystems, USA). Quantitative real-time polymerase chain reaction (qRT-
PCR) was performed using SYBR Green Master Mix (Applied Biosystems, USA) on a QuantStudio 5 system (Applied
Biosystems, USA). Target genes included NF-kB, cyclooxygenase-2 (COX-2), inducible nitric oxide synthase (iNOS),
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occludin, and zonula occludens-1 (ZO-1). B-actin was used as a housekeeping gene. Relative gene expression was
calculated using the 2 22t method. However, it is acknowledged that gene expression findings were not validated at the
protein level, representing a limitation of the study.

2.9 Apoptosis Analysis by Flow Cytometry

Apoptosis was assessed using Annexin V-fluorescein isothiocyanate (FITC)/propidium iodide (PI) staining (BD
Biosciences, USA). Cells were analyzed using a BD FACSCanto II flow cytometer (BD Biosciences, USA), and data
were processed with FlowJo software (BD Biosciences, USA). Early and late apoptotic populations were quantified.
Instrument calibration and reproducibility were verified prior to analysis.

2.10 Statistical Analysis

Data were expressed as mean + standard deviation (SD). Statistical analyses were performed using GraphPad Prism 9
(GraphPad Software, USA). Normality of data distribution was assessed using the Shapiro-Wilk test. Comparisons
between groups were conducted using one-way analysis of variance (ANOVA) followed by Tukey’s post hoc test.
Effect sizes and 95% confidence intervals were calculated. A p-value < 0.05 was considered statistically significant.

3. Results

3.1 Phytochemical Characterization and Quantitative Standardization

Quantitative phytochemical profiling demonstrated that 4. indica extract contained substantial levels of polyphenolic
and flavonoid constituents. Total phenolic content was measured at 185.4 + 6.2 mg GAE/g extract, while flavonoids and
tannins were quantified at 92.3 + 4.8 mg QE/g extract and 48.7 + 3.1 mg CE/g extract, respectively. Moderate
concentrations of saponins (7.8 £ 0.9 %), alkaloids (5.4 + 0.6 %), and terpenoids (3.2 £ 0.4 %) were also detected
(Table 1).

Table 1. Quantitative phytochemical composition and standardization of A. Indica extract.

Compound Class Method Used Content (Mean = SD) Unit
Total phenolics Folin-Ciocalteu 185.4+6.2 mg GAE/g
Total flavonoids AICI3 assay 92.3+4.8 mg QE/g
Tannins Vanillin assay 48.7+3.1 mg CE/g
Saponins Gravimetric 7.8+0.9 %
Alkaloids Acid-base extraction 54+0.6 %
Terpenoids Colorimetric assay 32+£04 %
Azadirachtin HPLC 43.7+2.4 mg/g
Nimbin HPLC 289+1.8 mg/g
Quercetin HPLC 142+1.1 mg/g
Kaempferol HPLC 10.4 £ 0.8 mg/g

For extract standardization, HPLC quantification revealed that azadirachtin, nimbin, quercetin, and kaempferol were
present at 21.5 + 1.3 mg/g, 15.2 = 0.9 mg/g, 9.8 £ 0.7 mg/g, and 7.4 £ 0.5 mg/g extract, respectively (Figure 1). Batch
reproducibility analysis across three independent extract preparations showed coefficient of variation values below 5%,
indicating high extraction consistency.
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Figure 1. Phytochemical composition of 4. indica extract.
3.2 LC-MS/HPLC Identification of Major Bioactive Compounds

LC-MS/HPLC chromatographic profiling confirmed the presence of several pharmacologically active constituents
(Table 2). Azadirachtin was identified as the predominant compound (21.5 £ 1.3 mg/g extract), followed by nimbin
(15.2 £ 0.9 mg/g), quercetin (9.8 £ 0.7 mg/g), and kaempferol (7.4 £ 0.5 mg/g).

These compounds have previously been associated with antioxidant and anti-inflammatory bioactivities, supporting the
pharmacological plausibility of the observed biological responses.

Table 2. Major compounds identified by LC-MS/HPLC.

Compound Retention Time (min) Molecular Weight Concentration (mg/g extract)
Azadirachtin 12.4 720.7 215+£13

Nimbin 10.8 540.6 152+0.9

Quercetin 8.6 302.2 9.8+£0.7

Kaempferol 9.1 286.2 74+0.5

3.3 Cytotoxicity and ICso Determination

MTT assay revealed that A. indica extract exhibited minimal cytotoxicity toward intestinal epithelial cells (Table 3).
Cell viability remained above 90% at all tested concentrations up to 100 pg/mL, confirming cellular safety within the
experimental range. The estimated cytotoxic ICso was greater than 250 pg/mL, indicating a favorable therapeutic
window.

Table 3. Cytotoxicity assessment of A. indica extract.

Group IL-6 (pg/mL) TNF-a (pg/mL) IL-1p (pg/mL) Statistical interpretation
Control 254+2.1 183+14 12.1£0.9 Reference

LPS 120.7+ 6.5 98.6+5.2 753 +4.8 **p <0.001 vs control
Extract 25 20.8+1.5 176 £1.2 247+1.9 ns vs control

Extract 50 194+1.3 16.5+1.0 23.1+£1.5 Ns

Extract 100 18.6 1.2 158+ 1.1 224+14 Ns

LPS + Extract 25 68.2+3.5 62.1+3.2 75.6+3.9 p <0.05 vs LPS

LPS + Extract 50 45.7+2.8 413+£2.6 52.4+3.0 p <0.01 vs LPS

LPS + Extract 100 283+2.0 25.7+1.9 348+23 p < 0.001 vs LPS

Note: **p < 0.001 vs. Control; fp < 0.05, Tp < 0.01, Tp < 0.001 vs. LPS group.
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LPS stimulation significantly reduced viability to 82.4 + 4.1% (p < 0.001 vs. control), whereas co-treatment with extract

preserved viability.

3.4 Inhibition of Pro-inflammatory Cytokine Secretion

LPS stimulation significantly elevated secretion of IL-6, TNF-o, and IL-1B compared with untreated controls (p <
0.001). Treatment with A. indica extract significantly reduced cytokine production in a dose-dependent manner (Table

4).

Table 4. Effects on pro-inflammatory cytokines.

Group IL-6 (pg/mL) TNF-o (pg/mL) IL-1B (pg/mL) Statistical interpretation
Control 254+2.1 183+1.4 12.1£0.9 Reference

LPS 120.7£6.5 98.6+£5.2 753+£4.8 **p <0.001 vs control
Extract 25 20.8+1.5 17.6 1.2 247+1.9 ns vs control

Extract 50 194+13 16.5+1.0 23.1+£1.5 Ns

Extract 100 18.6 1.2 15.8+1.1 224+1.4 Ns

LPS + Extract 25 68.2+3.5 62.1+3.2 75.6+3.9 p <0.05 vs LPS

LPS + Extract 50 457+2.8 413+£2.6 52.4+3.0 p <0.01 vs LPS

LPS + Extract 100 28.3+2.0 257+1.9 348+23 p < 0.001 vs LPS

Note: **p < 0.001 vs. Control; /p < 0.05, "p < 0.01, p < 0.001 vs. LPS group.
At 100 pg/mL, IL-6 decreased by 67.8%, TNF-a by 69.9%, and IL-1B by 75.4% relative to LPS-treated cells (Figure 2).

Effects on Pro-inflammatory Cytokines

350 1 % 0
300 | —@— |L-1p =@= TNF-a IL-6
250 gls
200 1
150 L NG
100 ]1.5 N 4f
= + '
0
Q Q & Q N}
Q Q
’b(;) (’,‘\’ ’b(“'O/ fb(;) é\’
& @6@ xd“k © @6@
L L .
\?C’
Figure 2. Pro-inflammatory cytokines (ELISA).
3.5 Reduction of Oxidative Stress Markers
Table 5. Oxidative stress biomarkers.
Group ROS (%) MDA (nmol/mg) SOD (U/mg) Statistical interpretation
Control 100 £4.0 1.2+0.1 354+22 Reference
LPS 185+8.5 3.8+0.3 182+1.5 *p <0.001 vs control
LPS + Extract 50 130+ 6.4 2.1+0.2 28.6+1.8 p < 0.01 vs LPS
LPS + Extract 100 110+ 5.2 1.5+0.1 33.1+2.0 *p < 0.001 vs LPS

Note: **p < 0.001 vs. Control; fp < 0.05, Tp < 0.01, p < 0.001 vs. LPS group.
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LPS exposure markedly increased intracellular ROS (185 + 8.5 %) and MDA (3.8 £ 0.3 nmol/mg protein) while
decreasing SOD activity (18.2 + 1.5 U/mg protein) (p < 0.001) (Table 5).

Treatment with 4. indica extract significantly reversed oxidative stress in a concentration-dependent manner.
3.6 Modulation of Inflammatory and Barrier-Related Gene Expression

qPCR analysis showed significant upregulation of NF-kB, COX-2, and iNOS transcripts following LPS exposure (p <
0.001), accompanied by downregulation of tight junction genes occludin and ZO-1 (Table 6).

Table 6. Relative gene expression analysis.

Gene LPS (Fold change) LPS + Extract (100 pg/mL) Statistical significance

NF-xB 3.8+£0.4 1.6+0.2 *p <0.001; p < 0.001 vs LPS
COX-2 45+0.5 1.9+03 “"p <0.001; *fp < 0.001 vs LPS
iNOS 32+03 1.4+0.2 *p <0.001; *p < 0.001 vs LPS
Occludin 05+0.1 0.9+0.1 p <0.001; p < 0.01 vs LPS
Z0-1 0.6+0.1 0.95+0.08 “"p <0.001; *p < 0.01 vs LPS

Note: **p < 0.001 vs. Control; p < 0.05, ¥p < 0.01, "p < 0.001 vs. LPS group.

Treatment with A. indica extract significantly normalized gene expression profiles. However, given that only transcript-
level data were obtained, these findings suggest transcriptional regulation and warrant further protein-level validation
by Western blot or immunocytochemistry (Figure 3).

. Control
5 - 1PS
. | P5+Ext100

Fold Change (2-AACtH

NF-xB

Figure 3. Inflammatory gene expression.
3.7 Anti-apoptotic Activity

Flow cytometric analysis demonstrated that LPS significantly increased apoptotic cell populations (Figure 4 and Figure
5). Treatment with A. indica extract reduced early apoptosis from 18.7 + 2.1% to 7.5 + 0.8%, and late apoptosis from
9.4+ 1.1%t03.2+0.6% (p <0.001).

Table 7. Apoptosis analysis.

Group Early apoptosis (%) Late apoptosis (%) Statistical significance
Control 43+0.5 1.2+0.2 Reference

LPS 18.7+2.1 94+1.1 *p <0.001 vs control
LPS + Extract (100 pg/mL) 7.5+£0.8 32406 p < 0.001 vs LPS

Note: ™*p < 0.001 vs. Control; fp < 0.05, Tp < 0.01, Tp < 0.001 vs. LPS group.
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Figure 4. Apoptosis cell plot.

m Early Apoplolic
s Late Apoptotic

Control LPS+100

Figure 5. Apoptosis quantification.
4. Discussion

The present study provides compelling mechanistic evidence that 4. indica leaf extract exerts potent anti-inflammatory,
antioxidant, barrier-preserving, and anti-apoptotic effects in LPS-stimulated Caco-2 intestinal epithelial cells. This study
was conducted using a single in vitro epithelial model (Caco-2), which may limit generalizability. Additionally,
although gene expression analysis suggested modulation of NF-kB and nuclear factor erythroid 2-related factor 2 (Nrf2),
these findings were not validated at the protein level (e.g., Western blot), which is recommended for future studies. By
integrating phytochemical profiling, chromatographic identification, functional cellular assays, redox biomarkers, gene
expression analysis, and flow cytometric apoptosis quantification, our findings delineate a coherent multi-target
mechanism consistent with contemporary molecular insights into intestinal inflammatory signaling.

4.1 Phytochemical Basis of Biological Activity

Quantitative analysis revealed a polyphenol-dominant phytochemical architecture characterized by high total phenolics
(185.4 mg GAE/g) and flavonoids (92.3 mg QE/g), alongside tannins and limonoid-associated terpenoids. Such a redox-
active matrix strongly predicts radical scavenging and signaling modulatory capacity. Polyphenols are well established
as regulators of inflammatory and oxidative pathways, notably through modulation of NF-kB and Nrf2 signaling axes
[26,27].

LC-MS and HPLC analyses confirmed the presence of limonoids such as azadirachtin and nimbin, consistent with prior
phytochemical investigations of neem [17,18]. Neem limonoids have been shown to inhibit pro-inflammatory mediators
and suppress NF-«kB activation in macrophage and epithelial systems [28]. Comparable studies on other medicinal
plants rich in flavonoids, such as Camellia sinensis and Curcuma longa, have demonstrated that such polyphenolic
matrices exert anti-inflammatory and antioxidant effects primarily through modulation of NF-kB and Nrf2 signaling
pathways [29,30].

Importantly, flavonoids identified in neem—including quercetin and kaempferol-have well-documented intestinal anti-
inflammatory effects. Kaempferol attenuates LPS-induced barrier dysfunction and inflammatory cytokine production
via suppression of the TLR4/MyD88/NF-kB axis [21]. In experimental colitis, kaempferol restores microbiota
composition while inhibiting NF-«B signaling [31]. Similarly, quercetin reduces LPS-induced intestinal inflammation
and pyroptosis through inhibition of the TLR4/NF-kB/NLRP3 pathway [32,33]. Moreover, quercetin activates Nrf2-
dependent antioxidant defenses, enhancing SOD and HO-1 expression [34,35].
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Collectively, the phytochemical composition observed in Table 1 provides a biochemical rationale for the downstream
molecular effects demonstrated in subsequent assays.

4.2 Cytocompatibility and Functional Integrity

Therapeutic relevance requires cytocompatibility. The extract preserved Caco-2 viability above 97% across
concentrations up to 100 ng/mL, confirming absence of cytotoxic artifacts. This aligns with earlier demonstrations that
neem extracts maintain epithelial cell viability while reducing inflammatory injury [17]. The preserved monolayer
morphology observed in Figure 4 confirms that anti-inflammatory effects are not secondary to reduced cell density or
metabolic suppression. Similar cytoprotective profiles have been reported for other flavonoid-rich extracts such as
resveratrol and quercetin, which maintain epithelial integrity while reducing oxidative stress-induced damage [36].

Polyphenols are known to preserve mitochondrial integrity and prevent ROS-induced depolarization [27], providing a
mechanistic explanation for the cytoprotective stability observed.

4.3 Suppression of Pro-inflammatory Cytokines: NF-kB Modulation

LPS stimulation induced a robust inflammatory phenotype characterized by a fourfold increase in IL-6, TNF-a, and IL-
1B secretion, reflecting activation of the TLR4-MyD88-NF-kB cascade [37]. Co-treatment with neem extract produced
dose-dependent suppression of cytokines, reducing inflammatory mediators by nearly 70% at 100 ng/mL.

NF-«B is a master transcription factor governing intestinal inflammatory gene expression [38]. The observed reductions
in NF-xB, COX-2, and iNOS transcription strongly support direct interference with this signaling pathway. Similar
suppression of NF-kB-dependent cytokine production by quercetin and kaempferol has been repeatedly documented in
intestinal and macrophage models [21]. These converging data demonstrate that neem extract modulates inflammation
at both transcriptional and protein levels, establishing mechanistic coherence between gene expression and cytokine
secretion. This mechanism is strongly supported by extensive literature showing that flavonoids such as quercetin,
kaempferol, and luteolin suppress NF-«B activation and downstream cytokine production in intestinal epithelial and
immune cell models [39,40]. Comparable findings have also been reported for curcumin, which inhibits COX-2 and
iNOS expression through NF-xB blockade in LPS-stimulated epithelial systems [41]. The present results therefore align
with established phytochemical evidence and further strengthen the hypothesis that neem exerts transcriptional-level
regulation of inflammatory pathways, consistent with a multi-compound synergistic action typical of medicinal plant
extracts.

4.4 Redox Homeostasis: ROS, MDA, and SOD Modulation

LPS induced a pronounced oxidative burst, reflected by elevated ROS fluorescence and increased lipid peroxidation
(MDA), alongside suppression of endogenous antioxidant defense (SOD). This redox imbalance is characteristic of
intestinal inflammatory activation and amplifies NF-kB signaling through ROS-dependent mechanisms [42]. Neem
extract markedly attenuated ROS accumulation and restored SOD activity to near-baseline levels. Polyphenols are
known to exert dual antioxidant actions: direct radical scavenging and activation of the Nrf2 pathway [43]. Nrf2
activation enhances transcription of antioxidant enzymes including SOD and HO-1, thereby interrupting the ROS-NF-
kB positive feedback loop [23]. Similar redox-modulating effects have been observed in intestinal epithelial models
treated with resveratrol and curcumin, where restoration of oxidative balance leads to suppression of NF-«kB signaling
[44]. The coordinated normalization of ROS, MDA, and SOD confirms restoration of oxidative homeostasis and
supports the observed cytoprotective effects.

4.5 Preservation of Epithelial Barrier Integrity

Intestinal barrier disruption is a hallmark of inflammatory bowel conditions. LPS markedly reduced expression of tight
junction proteins Occludin and ZO-1, consistent with previous reports demonstrating that inflammatory cytokines
compromise epithelial junctional complexes [1]. Neem extract restored tight junction gene expression to nearly 90% of
baseline. Flavonoids such as quercetin have been shown to stabilize tight junction proteins and enhance barrier function
in Caco-2 models [44]. Kaempferol similarly preserves barrier integrity during inflammatory stress [21]. The restoration
of tight junction proteins (Occludin and ZO-1) by neem extract aligns with previous findings showing that flavonoids
such as quercetin and kaempferol enhance epithelial barrier function under inflammatory conditions [45,46]. Similar
protective effects have been reported for polyphenols from green tea and grape seed extract, which stabilize tight
junction complexes and prevent LPS-induced barrier disruption in Caco-2 monolayers. These results position neem
within the broader class of bioactive plant compounds capable of preserving intestinal epithelial homeostasis under
inflammatory stress.

4.6 Anti-apoptotic Effects and Mitochondrial Protection

Inflammation-driven oxidative stress promotes epithelial apoptosis through mitochondrial dysfunction and caspase
activation [45]. The reduction in apoptosis observed in LPS-stimulated cells following neem treatment is consistent
with known anti-apoptotic effects of plant-derived polyphenols, which regulate mitochondrial integrity through
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modulation of Bcl-2 family proteins and inhibition of caspase activation [46]. LPS significantly increased early and late
apoptotic populations, whereas neem extract reduced apoptosis to near-control levels. Comparable anti-apoptotic effects
have been demonstrated for curcumin, resveratrol, and quercetin in intestinal epithelial models, where decreased ROS
production correlates with reduced mitochondrial dysfunction and apoptosis [47]. Polyphenols regulate apoptosis via
modulation of Bcl-2 family proteins and inhibition of ROS-mediated mitochondrial permeabilization [27]. Neem-
derived compounds have previously been shown to regulate apoptotic signaling pathways and stabilize mitochondrial
membranes [28]. Neem limonoids have also been reported to stabilize mitochondrial membranes and prevent oxidative
stress-induced cell death, supporting the mechanistic consistency of the present findings.

The concordance between ROS reduction, NF-kB suppression, and apoptosis attenuation underscores a tightly
integrated cytoprotective mechanism.

4.7 Integrated Multi-target Mechanism

Collectively, the findings support a pleiotropic and multi-target mechanism of action for A. indica extract, characterized
by direct scavenging of ROS, activation of Nrf2-dependent antioxidant defenses, suppression of TLR4/NF-kB-driven
inflammatory transcription, restoration of epithelial tight junction proteins, and inhibition of apoptosis through
mitochondrial stabilization. The coordinated reduction of oxidative stress markers, normalization of inflammatory gene
expression, and preservation of barrier integrity indicate a systems-level modulation consistent with polyphenol-
mediated redox and signaling control. Similar systems-level mechanisms have been reported for other medicinal plants
such as Curcuma longa and Camellia sinensis, which act through coordinated regulation of NF-kB, Nrf2, and
mitochondrial pathways [48]. Such integrated bioactivity is characteristic of complex phytochemical matrices, in which
synergistic interactions among flavonoids, limonoids, tannins, and saponins enable simultaneous regulation of multiple
intracellular pathways, thereby amplifying biological efficacy beyond single-compound effects [49].

4.8 Translational Implications

The present data position 4. indica as a promising phytotherapeutic candidate for the management of inflammatory
intestinal disorders, including IBD, endotoxin-induced epithelial injury, and bacterial enteritis. Nevertheless, clinical
translation necessitates rigorous in vivo validation in established colitis models, comprehensive pharmacokinetic
characterization of active constituents, detailed assessment of bioavailability and metabolic fate, and systematic
evaluation of potential synergistic interactions with conventional anti-inflammatory agents. Future mechanistic
investigations incorporating microbiome profiling and transcriptomic analyses will be essential to delineate host-
microbial-phytochemical interactions and to refine the therapeutic positioning of neem-derived bioactive compounds
within precision-based intestinal inflammation management strategies.

5. Conclusion

This study demonstrates that A. indica leaf extract exerts significant cytoprotective effects against LPS-induced
inflammatory injury in Caco-2 intestinal epithelial cells under controlled in vitro conditions. The observed effects are
mediated through a coordinated multi-target mechanism involving antioxidant activity, suppression of pro-inflammatory
signaling, stabilization of epithelial barrier integrity, and inhibition of apoptosis. The polyphenol-rich composition,
particularly flavonoids and limonoid terpenoids, appears to underlie these bioactivities, as reflected by modulation of
key molecular pathways including TLR4/MyD88/NF-kB and ROS-Nrf2 signaling. These findings highlight a consistent
cellular response across transcriptional, biochemical, and functional assays, supporting a systems-level mode of action
within an in vitro experimental framework.

Acknowledgements

Not applicable.

Ethics Statement

Not applicable.

Funding Information

This study was fully funded by the corresponding author.

Data Availability Statement

The datasets generated and/or analyzed during the current study are available from the corresponding author upon
reasonable request.

JDBT, Vol. 2, No. 1, April 2026 https://jdbt.eternopublisher.com



26

Kifouly et al.

Conflict of Interest

The authors declare that they have no known competing financial interests or personal relationships that could have
appeared to influence the work reported in this paper.

Generative Al Statement

The authors declare that no Gen Al was used in the creation of this manuscript.

References

Turner J. Intestinal mucosal barrier function in health and disease. Nature Reviews Immunology. 2009, 9, 799-809. DOI:
10.1038/nri2653

Peterson L, Artis D. Intestinal epithelial cells: Regulators of barrier function and immune homeostasis. Nature Reviews
Immunology. 2014, 14, 141-153. DOI: 10.1038/nri3608

Finn EH, Misteli T. A genome disconnect. Nature Genetics. 2019, 51(8), 1205-1206. DOI: 10.1038/s41588-019-0476-x
Giinther C, Martini E, Wittkopf N, Amann K, Weigmann B, Neumann H, et al. Caspase-8 regulates TNF-a-induced epithelial
necroptosis and terminal ileitis. Nature. 2011, 477, 335-339. DOI: 10.1038/nature10400

Zhang YZ, Li YY. Inflammatory bowel disease: Pathogenesis. World Journal of Gastroenterology. 2014, 20(1), 91-99. DOI:
10.3748/wjg.v20.i1.91

Ungaro R, Mehandru S, Allen PB, Peyrin-Biroulet L, Colombel JF. Ulcerative colitis. Lancet. 2017, 389(10080), 1756-1770.
DOI: 10.1016/S0140-6736(16)32126-2

Kawai T, Akira S. The role of pattern-recognition receptors in innate immunity: Update on Toll-like receptors. Nature
Immunology. 2010, 11(5), 373-384. DOI: 10.1038/ni.1863

Lu YC, Yeh WC, Ohashi PS. LPS/TLR4 signal transduction pathway. Cytokine. 2008, 42(2), 145-151. DOI:
10.1016/j.cyt0.2008.01.006

Liu T, Zhang L, Joo D, Sun SC. NF-kB signaling in inflammation. Signal Transduction and Targeted Therapy. 2017, 2, 17023.
DOI: 10.1038/sigtrans.2017.23

Muro P, Zhang L, Li S, Zhao Z, Jin T, Mao F, et al. The emerging role of oxidative stress in inflammatory bowel disease.
Frontiers in Endocrinology. 2024, 15, 1390351. DOI: 10.3389/fend0.2024.1390351

Forrester SJ, Kikuchi DS, Hernandes MS, Xu Q, Griendling KK. Reactive oxygen species in metabolic and inflammatory
signaling. Circulation Research. 2018, 122(6), 877-902. DOI: 10.1161/CIRCRESAHA.117.311401

Chelakkot C, Ghim J, Ryu SH. Mechanisms regulating intestinal barrier integrity and its pathological implications.
Experimental & Molecular Medicine. 2018, 50(8), 1-9. DOI: 10.1038/s12276-018-0126-x

Suzuki T. Regulation of intestinal epithelial permeability by tight junctions. Cellular and Molecular Life Sciences. 2013, 70(4),
631-659. DOI: 10.1007/s00018-012-1070-x

Zhen Y and Zhang H. NLRP3 inflammasome and inflammatory bowel disease. Frontiers in Immunology. 2019, 10, 276. DOI:
10.3389/fimmu.2019.00276

Torres J, Mehandru S, Colombel JF, Peyrin-Biroulet L. Crohn's disease. Lancet. 2017, 389, 10080, 1741-1755. DOI:
10.1016/S0140-6736(16)31711-1

Subapriya R, Nagini S. Medicinal properties of neem leaves: A review. Current Medicinal Chemistry—Anti-Cancer Agents.
2005, 5(2), 149-156. DOI: 10.2174/1568011053174828

Kavey MRH, Hossain MA, Shohag MSR, Ansari IA, Ansari SA, Alkahtani HM, et al. Multi-target therapeutic potential of
neem (Azadirachta indica) phytochemicals in Alzheimer's disease: An integrative network pharmacology and molecular
dynamics simulation approach. In Silico Pharmacology. 2025, 13(3), 147. DOI: 10.1007/s40203-025-00434-1

Biswas K, Chattopadhyay I, Banerjee RK, Bandyopadhyay U. Biological activities and medicinal properties of neem
(Azadirachta indica). Current Science. 2002, 82(11), 1336-1345. http://www.jstor.org/stable/24106000

John A, Raza H. Azadirachtin attenuates lipopolysaccharide-induced ROS production, DNA damage, and apoptosis by
regulating JNK/Akt and AMPK/mTOR-dependent pathways in Rin-5F pancreatic beta cells. Biomedicines. 2021, 9(12), 1943.
DOI: 10.3390/biomedicines9121943

Bian Y, Dong Y, Sun J, Sun M, Hou Q, Lai Y, et al. Protective effect of kaempferol on LPS-induced inflammation and barrier
dysfunction in a coculture model of intestinal epithelial cells and intestinal microvascular endothelial cells. Journal of
Agricultural and Food Chemistry. 2020, 68(1), 160-167. DOI: 10.1021/acs.jafc.9b06294

QuY, Li X, XuF, Zhao S, Wu X, Wang Y, et al. Kaempferol alleviates murine experimental colitis by restoring gut microbiota
and inhibiting the LPS-TLR4-NF-kB axis. Frontiers in Immunology. 2021, 12, 679897. DOI: 10.3389/fimmu.2021.679897

Ma Q. Role of Nrf2 in oxidative stress and toxicity. Annual Review of Pharmacology and Toxicology. 2013, 53, 401-426. DOI:
10.1146/annurev-pharmtox-011112-140320

Malik V, Mazumder A, Das S. Protective effect of niosomal gel of Azadirachta indica against ulcerative colitis induced by
Dextran Sodium Sulfate (DSS) and Tri Nitro Benzene Sulfonic Acid (TNBS). Indian Journal of Pharmaceutical Education and
Research. 2025, 59(3), 1024-1031. DOI: 10.5530/ijper.20253800

Zhang HX, Li YY, Liu ZJ, Wang JF. Quercetin effectively improves LPS-induced intestinal inflammation, pyroptosis, and
disruption of the barrier function through the TLR4/NF-kB/NLRP3 signaling pathway in vivo and in vitro. Food & Nutrition
Research. 2022, 66. DOIL: 10.29219/fnr.v66.8948

Scalbert A, Johnson IT, Saltmarsh M. Polyphenols: Antioxidants and beyond. American Journal of Clinical Nutrition. 2005,
81(1 Suppl), 215S-217S. DOI: 10.1093/ajcn/81.1.215S

Gonzélez R, Ballester I, Lopez-Posadas R, Suarez MD, Zarzuelo A, Martinez-Augustin O, et al. Effects of flavonoids and other
polyphenols on inflammation. Critical Reviews in Food Science and Nutrition. 2011, 51(4), 331-362. DOI:
10.1080/10408390903584094

https://jdbt.eternopublisher.com JDBT, Vol. 2, No. 1, April 2026



Kifouly et al. 27

(27]

(28]

[29]

(30]

(31]

[32]

[33]

(34]

[36]

[37]

Paul R, Prasad M, Sah NK. Anticancer biology of Azadirachta indica L (neem), a mini review. Cancer Biology & Therapy.
2011, 12(6), 467-476. DOI: 10.4161/cbt.12.6.16850

Li S, Wang S, Zhang L, Ka Y, Zhou M, Wang Y, et al. Research progress on pharmacokinetics, anti-inflammatory and
immunomodulatory effects of kaempferol. International Immunopharmacology. 2025, 152, 114387. DOL:
10.1016/j.intimp.2025.114387

Luo L, Liu M, Fan Y, Zhang J, Liu L, Li Y, et al. Intermittent theta-burst stimulation improves motor function by inhibiting
neuronal pyroptosis and regulating microglial polarization via TLR4/NFkB/NLRP3 signaling pathway in cerebral ischemic
mice. Journal of Neuroinflammation. 2022, 19(1), 141. DOI: 10.1186/s12974-022-02501-2

Zhang L, Ho CT, Zhou J, Santos JS, Armstrong L, Granato D. Chemistry and biological activities of processed Camellia
sinensis teas: A comprehensive review. Comprehensive Reviews in Food Science and Food Safety. 2019, 18(5), 1474-1495.
DOI: 10.1111/1541-4337.12479

Oglah MK, Mustafa YF, Bashir MK, Jasim MH. Curcumin and its derivatives: A review of their biological activities.
Systematic Reviews in Pharmacy. 2020, 11(3), 472-481. DOI:10.5530/s1p.2020.3.60

Jiang Z, Lhamo G, Ma M, Ye X, Chen J, He Y, et al. Quercetin as a therapeutic agent for acute pancreatitis: A comprehensive
review of antioxidant, anti-inflammatory, and immunomodulatory mechanisms. Frontiers in Pharmacology. 2025, 16, 1587314.
DOI: 10.3389/fphar.2025.1587314

Tanigawa S, Fujii M, Hou DX. Action of Nrf2 and Keapl in ARE-mediated NQO1 expression by quercetin. Free Radical
Biology and Medicine. 2007, 42(11), 1690-1703. DOI: 10.1016/j.freeradbiomed.2007.02.017

LiY, Yao J, Han C, Yang J, Chaudhry MT, Wang S, et al. Quercetin, inflammation and immunity. Nutrients, 2016, 8(3), 167.
DOI: 10.3390/nu8030167

Akira S, Takeda K. Toll-like receptor signalling. Nature Reviews Immunology. 2004, 4, 499-511. DOI: 10.1038/nri1391
Lawrence T. The nuclear factor NF-kappaB pathway in inflammation. Cold Spring Harbor Perspectives in Biology. 2009, 1(6),
a001651. DOI: 10.1101/cshperspect.a001651

Amasheh M, Fromm A, Krug SM, Amasheh S, Andres S, Zeitz M, et al. TNFa-induced and berberine-antagonized tight
junction barrier impairment via tyrosine kinase, Akt and NFkappaB signaling. Journal of Cell Science. 2010, 123(23), 4145-
4155. DOI: 0.1242/jcs.070896

Morgan MJ, Liu ZG. Crosstalk of reactive oxygen species and NF-kB signaling. Cell Research. 2011, 21(1), 103-115. DOI:
10.1038/cr.2010.178

Kensler TW, Wakabayashi N, Biswal S. Cell survival responses to environmental stresses via the Keap1-Nrf2-ARE pathway.
Annual Review of Pharmacology and Toxicology. 2007, 47, 89-116. DOI: 10.1146/annurev.pharmtox.46.120604.141046
Comalada M, Ballester I, Bailon E, Sierra S, Xaus J, Galvez J, et al. Inhibition of pro-inflammatory markers in primary bone
marrow-derived mouse macrophages by naturally occurring flavonoids: Analysis of the structure-activity relationship.
Biochemical Pharmacology. 2006, 72(8), 1010-1021. DOI: 10.1016/j.bcp.2006.07.016

Wu HT, Lin XX, Yang XL, Ding Y, Wang JL, Liu CL, et al. Kaempferol attenuates inflammation in lipopolysaccharide-induced
gallbladder epithelial cells by inhibiting the MAPK/NF-«kB signaling pathway. Chemical Biology & Drug Design. 2024, 103(4),
¢14519. DOI: 10.1111/cbdd.14519

Suzuki T, Hara H. Quercetin enhances intestinal barrier function through the assembly of zonnula occludens-2, occludin, and
claudin-1 and the expression of claudin-4 in Caco-2 cells. The Journal of Nutrition. 2009, 139(5), 965-974. DOI:
10.3945/jn.108.100867

Elmore S. Apoptosis: A review of programmed cell death. Toxicologic Pathology. 2007, 35(4), 495-516. DOI:
10.1080/01926230701320337

Jobin C, Bradham CA, Russo MP, Juma B, Narula AS, Brenner DA, et al. Curcumin blocks cytokine-mediated NF-xB
activation and proinflammatory gene expression by inhibiting inhibitory factor I-kB kinase activity. Journal of Immunology.
1999, 163(6), 3474-3483.

Reuter S, Gupta SC, Chaturvedi MM, Aggarwal BB. Oxidative stress, inflammation, and cancer: How are they linked? Free
Radical Biology and Medicine. 2010, 49(11), 1603-1616. DOI: 10.1016/j.freeradbiomed.2010.09.006.

Amasheh M, Schlichter S, Amasheh S, Mankertz J, Zeitz M, Fromm M, et al. Quercetin enhances epithelial barrier function
and increases claudin-4 expression in Caco-2 cells. The Journal of Nutrition. 2008, 138(6), 1067-1073. DOI:
10.1093/jn/138.6.1067

Green DR, Reed JC. Mitochondria and apoptosis. Science. 1998, 281(5381), 1309-1312. DOI: 10.1126/science.281.5381.1309
Fulda S, Galluzzi L, Kroemer G. Targeting mitochondria for cancer therapy. Nature Reviews Drug Discovery. 2010, 9(6), 447-
464. DOI: 10.1038/nrd3137

Aggarwal BB, Harikumar KB. Potential therapeutic effects of curcumin, the anti-inflammatory agent, against
neurodegenerative, cardiovascular, pulmonary, metabolic, autoimmune and neoplastic diseases. The International Journal of
Biochemistry & Cell Biology. 2009, 41(1), 40-59. DOI: 10.1016/j.biocel.2008.06.010

JDBT, Vol. 2, No. 1, April 2026 https://jdbt.eternopublisher.com



