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Smart controlled-release delivery of Pennisetum
purpureum embedded supramolecular
nanoparticles to reduce atherosclerotic plaque
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Vascular disease continues to be the primary cause of mortality and disability, often attributed to
atherosclerosis. The present pharmacological treatment of atherosclerosis has limited therapeutic
effectiveness. Herein, we report the synthesis of supramolecular nanoparticles through host—guest
interactions involving B-cyclodextrin (B-CD), polypropylene glycol (PPG), and folic acid (FA) to create FA-
PPG-B-CD, which effectively encapsulates bioactive compounds from Pennisetum purpureum extract
for the smart control release of foam cells in atherosclerotic plaques. Pennisetum purpureum-loaded
nanoparticles can spontaneously self-assemble into nanostructures, exhibiting unique characteristics
such as intrinsic green fluorescence and high structural stability. More importantly, nanoparticles
their
thermoresponsive properties. Moreover, an in vitro investigation revealed that Pennisetum purpureum-
loaded nanoparticles reduced foam cell production due to the elevated temperature associated with
inflammatory conditions. Notably, in vivo studies have shown that Pennisetum purpureum-loaded

embedded with Pennisetum purpureum exhibit well-controlled drug release due to

nanoparticles rapidly eliminate excess foam cells from atherogenic lesions in the abdominal aorta.
Moreover, in vivo hematology, liver, and kidney function values remained within physiological limits
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Introduction

Cardiovascular disease (CVD) remains the foremost cause of
death across all populations, primarily due to its association
with atherosclerosis, a condition characterized by the buildup
of plaque in arterial walls."® Although the pathogenesis of
atherosclerosis is not yet fully understood, it is commonly
initiated by endothelial dysfunction, which promotes the
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nanoparticles encapsulating bioactive compounds from Pennisetum
purpureum extract for targeting foam cells in inflammatory diseases.

accumulation of oxidized low-density lipoprotein (oxLDL)
within the intimal layer, leading to the activation of localized
inflammation and excessive production of reactive oxygen
species (ROS).** Inflammatory sites recruit circulating mono-
cytes, which differentiate into macrophages. Upon internalizing
oxLDL, these macrophages may undergo cell death or rupture,
thereby intensifying the local inflammatory response through
a positive feedback mechanism that promotes further recruit-
ment of immune cells to the affected area.®” Due to the vascular
inflammation in endothelium cells, monocytes in the blood
vessels penetrate the tunica intima and develop into macro-
phages.® The macrophages absorb a large amount of oxLDL and
provide apolipoprotein B peptides to T cells, promoting cyto-
kine generation.” When macrophages undergo excessive
phagocytosis of oxLDL via scavenger receptors, they form foam
cells that release interleukin-1p (IL-1B) cytokines, triggering
inflammation during the early stages and progression of
atherosclerosis.” Moreover, inflammation during atheroscle-
rosis development may lead to significant temperature increase
beyond normal body temperature (36.5-37.5 °C), characterized
by thin fibrous caps, pronounced inflammatory activity, and
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surrounding lipid-rich cores.'>*> The foam cells play a pivotal
role in cholesterol deposition, and the development of athero-
sclerotic plaques leads to cell rupture and resulting in CVD."
Notably, over the past decade, several studies have demon-
strated that folic acid (FA) functions as a receptor and facilitates
the delayed development of atherosclerosis in low-density
lipoprotein receptor-deficient (LDLR/~) mice, primarily due
to its anti-apoptotic and antioxidative properties.**** The tar-
geted overexpression of folate receptors-p (FR-B) by activated
macrophages, in contrast to resting macrophages or other
immune cells, offers a significant possibility for the detection
and treatment of inflammatory disorders, especially athero-
sclerosis.’® For instance, Carnier and his co-worker'” demon-
strated in apolipoprotein E-deficient (ApoE~~) mice that the
injection of FA led to a reduction in atherosclerotic lesions,
correlated with elevated levels of apolipoproteins Al, AIV, and B,
with a decrease in oxidative stress. Therefore, it is essential to
develop an innovative and efficient strategy that incorporates
folic acid and thermos-responsive properties to mitigate
inflammation and the growth of foam cells in atherosclerosis.

The development of nanocarriers as a drug delivery system
has attracted considerable interest in modern pharmaceutical
technology due to their ability to improve therapeutic effec-
tiveness and enable tailored intracellular administration for
particular disorders. Supramolecular polymers are a category of
polymers constructed from low-molecular-weight monomers by
reversible non-covalent interactions.'®> Supramolecular poly-
meric nanoparticles (SPNs) have gained significant interest and
emerged as an effective strategy for biomedical applications,
owing to the dynamic and reversible characteristics of supra-
molecular chemistry, which bestow the resultant materials with
exceptional stimuli-responsiveness and limitless potential.****
In addition, the rapid structural disassembly of SPNs and well-
controlled release of drugs in response to changes in their
surrounding environment, which is influenced by a variety of
stimuli, including pH,” temperature,* redox,” glucose,*®
light,”” enzymes,*®** and other stimuli,**** making them highly
promising as drug delivery systems. More importantly, SPNs
possessed significant enhancement of the solubility and
stability of drugs through the formation of host-guest
complexes or supramolecular assemblies.*® Secondly, various
functional groups, including target units, fluorescent moieties,
and pro-drugs, may be readily incorporated into systems via
dynamic and reversible supramolecular interactions.** Thirdly,
due to the environmental disparities between normal and
tumor tissues, the release of encapsulated drug molecules may
be accurately controlled.*® Macrocyclic compounds, including
cyclodextrins, calixarenes, and pillararenes, serve as optimal
platforms for the development of drug delivery system via
supramolecular interactions, since they include
controllable holes that allow for guest penetration.*® Notwith-
standing their numerous benefits, the advancement of supra-
molecular systems as therapeutic agents for vascular diseases
such as atherosclerosis remains constrained, despite their
considerable potential for these applications.

Numerous studies have shown that encapsulating bioactive
compounds within nanoparticles can protect them from
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degradation, enhance their solubility and bioavailability,
thereby enhancing their potential for biomedical applica-
tions.*”** Recently, Zhang and his colleagues®* demonstrated
that an extract from Trifolium repens leaves loaded into iron
nanoparticles effectively protected the vessel wall from early
atherosclerotic changes. However, these green formulations are
limited by their poor solubility in blood, which might be due to
the fact that they vary in the chemical nature of the compounds,
which often restricts the incorporation of natural bioactive
compound extracts into certain nanoparticle systems. More
importantly, the controlled release of the extract from the
nanoparticles is limited, making it difficult for the bioactive
compound to effectively reach its target and act against early
atherosclerotic alterations. Therefore, the development of
nanoparticles with unique properties that can effectively
encapsulate bioactive compounds and ensure their functional
delivery are necessary.

Pennisetum purpureum, generally referred to as elephant
grass, belongs to the Gramineae family and is widely used as
cattle feed.*>** Due to the presence of polyphenolic chemicals in
elephant grass, such as flavanols, catechins, and anthocyanins,
elephant grass has been extensively used to regulate inflam-
mation and immunological response.**™** Previously, our teams
have explored the phytochemicals of Pennisetum purpureum,
which include alkaloids, glycosides, saponins, steroids, and
terpenoids. The qualitative analysis indicates that Pennisetum
purpureum leaf extracts contain the highest levels of alkaloids
and saponins. Both saponins and alkaloids exhibit analgesic,
antibacterial, antihypertensive, and anti-inflammatory proper-
ties, whereas steroids primarily function as antibacterial agents.
Notably, saponins are compounds that have rapid destruction
of lipids in hyperlipidemia and act as antioxidants.***” The
chemical structure of saponins contains sugar groups linked to
a triterpene or steroid aglycone, particularly glucose, galactose,
xylose, rhamnose, or methyl pentose.*® Hence, the bioactive
compounds in Pennisetum purpureum are key factors that help
reduce lipid levels and stabilize foam cells in blood vessels
associated with atherosclerotic diseases.

In our previous study, we successfully synthesized a series of
SPNs through host-guest interactions involving B-cyclodextrin
(B-CD), polypropylene glycol (PPG), and folic acid (FA) to create
FA-PPG-B-CD supramolecular nanoparticles encapsulating
anticancer drugs.* These carriers spontaneously self-assemble
into nanosized and comparatively stable nanostructures in an
aqueous solution. Remarkably, anticancer drugs released by FA-
PPG-B-CD supramolecular nanoparticles may be accurately
modulated by adjusting the temperature, making them suitable
for controlled drug delivery applications. To further extend the
concept of supramolecular nanoparticles (SPNs) via host-guest
interactions with bioactive compounds, we propose the design
of smart controlled-release through host-guest interactions
involving B-cyclodextrin (B-CD), polypropylene glycol (PPG), and
folic acid (FA) to create FA-PPG-B-CD SPNs embedded with
Pennisetum purpureum that can self-assemble into spherical
nanostructures, producing high structural stability for the
effective reduction and growth of foam cells in atherosclerotic
plaques through thermoresponsiveness (Scheme 1). These
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Scheme 1 Graphical representation of encapsulation of Pennisetum
purpureum into supramolecular nanoparticles and as smart controlled
release by thermos-responsive and folic acid for effective reduction of
atherosclerotic plaque.

Pennisetum purpureum-embedded SPNs showed unique green
fluorescence characteristics and well-controlled drug release of
Pennisetum purpureum through thermosresponsive properties.
More importantly, in vitro analysis clearly demonstrated that
Pennisetum purpureum-loaded nanoparticles reduce inflamma-
tory responses by being internalized into foam cell formation,
due to the presence of FA and the release of bioactive
compounds from Pennisetum purpureum. Computational simu-
lations, including molecular docking and dynamic interaction
analysis, provided insights into the molecular-level interaction
mechanisms between FA-PPG-B-CD supramolecular nano-
particles and specific proteins in foam cells, exhibiting stable
interaction behavior over time. Notably, in vivo studies
demonstrated that Pennisetum purpureum-loaded SPNs rapidly
destroy extra lipid in the aorta and abdominal aorta. To date,
this is the first report of supramolecular nanoparticles encap-
sulating bioactive compounds from Pennisetum purpureum
extract for targeting foam cells in inflammatory diseases. Thus,
this novel Pennisetum purpureum-loaded nanoparticle system,
developed by green synthesis, may serve as a multifunctional
nanomaterial to mitigate inflammation and foam cell prolifer-
ation in atherosclerosis. Notably, these supramolecular nano-
particles would enhance the value and therapeutic potential of
natural bioactive compounds, offering a safe and effective
treatment approach for future biomedical applications.

Results and discussion

Our strategy focuses on multifunctional bioactive chemicals
from Pennisetum purpureum extract, embedded into supramo-
lecular nanoparticles (SPNs) from B-cyclodextrin (B-CD), poly-
propylene glycol (PPG), and folic acid (FA) forming FA-PPG-B-CD
nanoparticles through inclusion complexes formed by host-
guest interactions, which may be utilized as smart controlled-
release reducing and growing by targeting foam cells in
inflammatory diseases foam cells in atherosclerotic plaques
through thermoresponsiveness (Scheme 1). Multifunctional FA-
PPG-B-CD supramolecular nanoparticles through host-guest
interaction were effectively synthesized using our previously
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outlined three-step reaction methods.*® The extraction proce-
dure of Pennisetum purpureum, which is centered on the quali-
tative and quantitative analysis of its phytochemical
constituents, has been detailed in previous studies.** The
extract yield of Pennisetum purpureum demonstrates phyto-
chemical yield using ethanol solvent, revealing that alkaloids,
flavonoids, saponins, and terpenoids are the predominant
phytochemical compounds. More importantly, saponins are
compounds that have been shown to rapidly destroy lipids in
hyperlipidemia and act as antioxidants.**** Due to substantial
disparity in water solubility between Pennisetum purpureum leaf
extract and supramolecular nanoparticles has prompted us to
investigate Pennisetum purpureum-loaded nanoparticles in
aqueous environments for the reduction of atherosclerotic
plaque. We initially established self-assembled nanostructures
of FA-PPG-B-CD supramolecular nanoparticles in an aqueous
solution to facilitate the construction of drug encapsulation, as
observed by DLS and SEM. As illustrated in Fig. S1a, the mean
hydrodynamic particle sizes of FA-PPG-B-CD supramolecular
nanoparticles were 86 nm, indicating that the polymer structure
contained host-guest interactions that enabled self-assembly
into nanosized particles in water. The DLS results were vali-
dated by SEM images, which confirmed that supramolecular
nanoparticles formed spherical nanoparticles with a diameter
of 40-55 nm (Fig. S1b). In contrast, pristine Pennisetum pur-
pureum leaf extract had a mean hydrodynamic particle size of
3610 nm with a nonuniform and irregular structure (Fig. S2a
and b).>*%*

To further investigate our understanding of the self-
assembled nanostructures formed by embedding Pennisetum
purpureum into supramolecular nanoparticles, we evaluated
them by directly mixing at various ratios using the dialysis
method (Table S1). Interestingly, the highest integrated weight
ratio of 2:1 indicated that the high payload content of Penni-
setum purpureum within supramolecular nanoparticles achieved
18.03-1.89%, suggesting that host-guest interactions within the
polymer augmented the affinity and specificity of the nano-
particles for Pennisetum purpureum, attribute to -7 stacking
interactions between the hydrophobic Pennisetum purpureum
and supramolecular nanoparticles, thereby a high drug loading
capacity and stable drug entrapment was achieved.>*** More-
over, Pennisetum purpureum-loaded nanoparticles had an
average particle diameter of 189 nm, indicating that the particle
size of the nanoparticles increased to provide sufficient capacity
for substantial drug payloads, compared to the pristine nano-
particles (Fig. 1a). In order to confirm these observations, SEM
was implemented to observe the morphological structure of
Pennisetum purpureum-loaded nanoparticles. As displayed in
Fig. 1b, Pennisetum purpureum-loaded nanoparticles exhibit
a smooth, spherical shape, with particle sizes ranging from 120
to 155 nm, which aligns with the DLS findings.

The optical characteristics of Pennisetum purpureum-loaded
nanoparticles were analyzed using a UV-Vis spectrophotometer
and photoluminescence (PL) spectroscopy. As shown in Fig. 1c,
the distinctive absorption of Pennisetum purpureum extract
occurs in the UV region with a mild peak absorption at a wave-
length of 405 nm. Interestingly, Pennisetum purpureum-loaded

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 1 (a) DLS of Pennisetum purpureum-loaded supramolecular
nanoparticles. (b) Morphology of Pennisetum purpureum-loaded
supramolecular nanoparticles by SEM. Optical properties of Pennise-
tum purpureum-loaded supramolecular nanoparticles (c) UV-Vis
spectra, and (d) PL spectra.

nanoparticles exhibited extensive optical absorbance and
a slightly red-shifted peak (415 nm), likely due to conforma-
tional changes of Pennisetum purpureum within the polymer
matrix.”” Notably, absorption of Pennisetum purpureum-loaded
nanoparticles significantly exceeds that of Pennisetum purpur-
eum extract, indicating more absorption capacity for light
intensity absorption relative to the Pennisetum purpureum
extract. Furthermore, charge carrier dynamics were examined
by the measurement of emission spectra using PL. Pennisetum
purpureum-loaded nanoparticles had distinct emission peaks
around 460 nm, which were somewhat blue-shifted and
exhibited a high intensity of about 500 a.u, compared to Pen-
nisetum purpureum extract, which had intensity only 150 a.u
emission peaks at 465 nm (Fig. 1d). These significant findings
suggest that the Pennisetum purpureum extract within the
supramolecular structures has distinctive fluorescence activity,
which may be utilized in bioimaging to regulate the distribution
of Pennisetumpurpureum.>

Next, the requisite nanocarrier must exhibit stability within
the physiological milieu to be assessed as a potentially viable
delivery system utilizing serum-rich medium and mouse red
blood cells (MRBCs).**** As shown in Fig. 2a, the hydrodynamic
diameter of Pennisetum purpureum-loaded nanoparticles
remains relatively constant after 24 h, suggesting that host-
guest interactions inside the nanoparticles are crucial for
preserving structural stability in aqueous solution, while Pen-
nisetum purpureum extract exhibited a notable alteration in
particle size, decreasing from 3610 nm to 1390 nm. This change
was due to the instability of Pennisetum purpureum extract
particles in the dispersion medium; hydrophobic components
within Pennisetum purpureum extract tend to reduce particle-
solvent affinity when dispersed in medium, leading to aggre-
gation and an increase in hydrodynamic diameter over time. In
addition, the pristine supramolecular nanoparticles exhibited

a similar tendency to Pennisetum purpureum-loaded
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Fig. 2 (a) Kinetic stability of Pennisetum purpureum extract and
Pennisetum purpureum-loaded supramolecular nanoparticles under
serum-rich medium. (b) In vitro antihemolytic study of Pennisetum
purpureum extract and Pennisetum purpureum-loaded supramolec-
ular nanoparticles (inset figure: photograph of antihnemolytic assays). In
vitro drug release of Pennisetum purpureum-loaded supramolecular
nanoparticles under different temperatures (c). Kinetic modeling of
drug release of Pennisetum purpureum-loaded supramolecular
nanoparticles (d).

nanoparticles, which maintained a constant hydrodynamic
diameter after 24 h (Fig. S3). Furthermore, drug delivery nano-
particles must maintain a haemolysis rate below 5% (ASTM
F756-17 standards) are considered non-haemolytic and
biocompatible. Consistent with the stability results in rich-
serum medium, an initial antihemolytic investigation with
Mouse Red Blood Cells (MRBCs) demonstrated that Pennisetum
purpureum extract exhibited a haemolysis rate of 30.41% at the
highest tested concentration (400 ug mL™"), indicating that
Pennisetum purpureum extract may exceed the safety limit and
suggests potential membrane disruption or toxicity in direct
blood contact. Interestingly, Pennisetum purpureum-loaded
nanoparticles exhibited no hemolytic action at concentrations
beyond 400 ug mL™", remaining well within the non-toxic range
below the 5% threshold.®*-** This finding suggests that nano-
particle encapsulation significantly enhances the hemo-
compatibility of the extract, potentially mitigating its direct
cytotoxic effects upon release (Fig. 2b). Overall, Pennisetum
purpureum-loaded nanoparticles exhibit structural stability in
serum-rich solutions and demonstrate compatibility with
MRBCs, indicating their potential promise as a safe and effec-
tive drug delivery system, thereby supporting their suitability for
in vivo applications.

To understand the controlled drug release of Pennisetum
purpureum-loaded nanoparticles in potentially destroying foam
cells in vascular, we investigated the in vitro release behavior of
Pennisetum purpureum from nanoparticles using the dialysis
diffusion method at different temperatures (25 °C, 37 °C, and 42
°C) in an inflammatory mimicking environment."** As indi-
cated in Fig. 2c, cumulative release studies demonstrated Pen-
nisetum purpureum-loaded nanoparticles had sustained drug
release at temperatures of 25 °C and 37 °C, with 29% and 36%
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of Pennisetum purpureum released after 48 h, respectively. Under
physiological body temperature (37 °C), the polymer chains
remain in a semi-rigid state, limiting molecular mobility and
thereby retarding the release rate. This controlled release
behaviour is desirable for therapeutic applications, as it
prevents rapid release and allows for prolonged bioavailability
of Pennisetum purpureum extract. More importantly, Pennisetum
purpureum-loaded nanoparticles exhibited a markedly acceler-
ated release of Pennisetum purpureum at 42 °C. Over 80% of the
Pennisetum purpureum was liberated from nanoparticles within
the first 24 h, followed by a gradual, continuous release that
reached 88% after 48 h. These findings indicate that Pennisetum
purpureum-loaded nanoparticles exhibit a thermosresponsive
release behavior, attributed to a thermally induced hydrophilic—
hydrophobic phase transition at 40 °C, which aligns with our
previous study on drug release.*® Thus, Pennisetum purpureum-
loaded nanoparticles serve as a smart control material for
a drug delivery system. These promising results prompted
further investigation into the control of drug release through
kinetic modeling. The experimental drug release of Pennisetum
purpureum-loaded nanoparticles exhibited a temperature-
responsive behaviour, with the cumulative release increasing
as the temperature rose, in the sequence 42 °C > 37 °C > 25 °C,
as observed in Fig. 2d. Several drug release models were used to
further understand the mechanism of drug release profile
against the effect of temperature. It was observed that Higuchi
could fit rather well at the initial condition (up to 1 h), but the
overall fitting data is not satisfactory. The Korsmeyer Peppas
model has more flexibility than the Higuchi model, which
confirms the Fickian diffusion behaviour since the value of n is
less than 0.5, especially at 42 °C. The fitting of Korsmeyer
Peppas has a better fit than Higuchi. The sustained release
profile of Pennisetum purpureum extract could be fitted well with
the Hill equation, in which the parameter of R, also predicts
the maximum cumulative release stated in Table S2. The drug
release mechanism of Pennisetum purpureum-loaded nano-
particles in solution is based on pore relaxation and swelling.
Overall, these finding proves that potential Pennisetum purpur-
eum-loaded nanoparticles possess a smart well-controlled drug
release within an inflammatory environment, thereby
enhancing the precision and effectiveness of targeted therapy.

Atherosclerosis is characterized as a chronic inflammatory
disorder, with foam cell formation playing a critical role in its
pathogenesis.®** Hence, macrophages treated with oxidized
low-density lipoprotein (oxLDL), which simulates foam cell
formation, were employed as an in vitro model to assess the
therapeutic potential of Pennisetum purpureum-loaded supra-
molecular nanoparticles. We first assessed the safety of blank
supramolecular nanoparticles towards RAW264.7 cells, and
minimal cytotoxicity was detected in RAW264.7 cells, even at
a concentration of 500 pg mL™' of supramolecular nano-
particles, indicating that the polymeric carrier of the nano-
particles likely formed a hydrophilic surface layer, which
minimized nonspecific membrane adsorption and oxidative
stress, thereby maintaining cellular integrity and viability
(Fig. 3a). Moreover, foam cells were generated by treating the
murine macrophage cell line RAW 264.7 with oxLDL at
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Fig. 3 (a) The viability of RAW264.7 cells treated with supramolecular
nanoparticles. (b) The viability of RAW264.7 cells induced by oxLDL (10
ng mL™Y) and concurrently treated with Pennisetum purpureum-
loaded supramolecular nanoparticles. (c) Cellular uptake by CLSM of
Pennisetum purpureum-loaded supramolecular nanoparticles toward
RAW264.7 cells treated with oxLDL. Scale bar: 30 um. (d) Intracellular
analysis by flow cytometry of Pennisetum purpureum-loaded supra-
molecular nanoparticles toward RAW264.7 cells treated with oxLDL.
The white scale bars in all CLSM images represent a length of 10 um.

a concentration of 10 pg mL™" for 24 h. These cells are highly
stable and responsive to oXLDL; upon exposure to oxLDL, they
take up lipids in an unregulated manner, accumulating
cholesterol esters and forming foam cells.®”*®* As depicted in
Fig. 3b, co-treatment of macrophages with Pennisetum purpur-
eum-loaded nanoparticles had a marked cytotoxic impact with
ICso = 310 pg mL™'; yet cell viability improved in a dose-
dependent manner. These results suggest that the structural
integrity of the Pennisetum purpureum-loaded nanoparticles was
significantly compromised in the foam cell formation environ-
ment induced by oxLDL, which is attributable to the elevated
temperature and inflammatory conditions characteristic of
such an environment, which facilitated the release of the
encapsulated bioactive compounds of Pennisetum purpureum
extract and subsequently triggered the intended pharmacolog-
ical effect. Notably, Pennisetum purpureum-loaded nanoparticles
demonstrated the ability to selectively target inflammatory
environments, primarily due to the presence of folic acid (FA)
within a supramolecular polymer that has a high affinity for
folate receptors, which are overexpressed on activated macro-
phages within atherosclerotic plaques.®**® In addition, this
targeting mechanism not only facilitates site-specific drug
delivery but may also contribute to the attenuation and delayed
progression of atherosclerotic lesions.*

The current drug delivery systems are often intercepted by
the mononuclear phagocyte system before reaching their
intended location.®*” This study assessed the absorption effi-
ciency of Pennisetum purpureum-loaded nanoparticles by
macrophages to elucidate the underlying mechanisms of
cellular internalization and intracellular drug release. The
nuclei were labeled with blue fluorescence DAPI, whereas the

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Pennisetum purpureum-loaded nanoparticles displayed high
green fluorescence emissions. As illustrated in Fig. 3c, negli-
gible green fluorescence was detected in control macrophages
treated with Pennisetum purpureum-loaded nanoparticles, indi-
cating that the drug delivery system enveloped in a macrophage
membrane may provide an effective strategy to evade
macrophage-mediated clearance. Interestingly, upon treatment
of macrophages with oxLDL to promote foam cell formation,
a pronounced green fluorescence was observed diffusely within
the cytoplasm after 1 h of incubation with Pennisetum purpur-
eum-loaded nanoparticles and the green fluorescence signal
progressively relocated to the nucleus after 24 h of incubation,
suggesting that Pennisetum purpureum-loaded nanoparticles
have significantly enhanced uptake efficiency in macrophages
induced to form foam cells. To validate the CLSM data, quan-
titative flow cytometry analysis was performed to further
investigate the cellular uptake of Pennisetum purpureum-loaded
nanoparticles by macrophages differentiated into foam cells. As
shown in Fig. 3d, the fluorescence intensity significantly
increased to strong fluorescence toward macrophages differ-
entiated into foam cells after 24 h of incubation with Pennisetum
purpureum-loaded nanoparticles, indicating that the supramo-
lecular nanoparticles exhibit a strong affinity for foam cell-
differentiated macrophages, thereby promoting rapid internal-
ization of the nanoparticles and ultimately reducing foam cell
formation. Overall, these findings demonstrate that Pennisetum
purpureum-loaded nanoparticles have the potential to modulate
oxLDL-induced foam cell formation from macrophages in vitro,
indicating their considerable potential as smart biomaterials
for atherosclerosis therapy.

Molecular docking analysis was conducted to evaluate the
interactions between the protein that has contributed to plaque
formation and B-CD supramolecular nanoparticles (CD-Sn). Lp-
PLA2 was chosen as a protein target in this study because Lp-
PLA2 is an enzyme found in the bloodstream and within
atherosclerotic plaques. It is involved in the inflammatory
processes that contribute to plaque development and
rupture.”>”*> Thus, Lp-PLA2 is a promising target for molecular
docking studies, particularly in terms of cardiovascular disease
and related conditions such as atherosclerosis. Molecular
docking analysis revealed that the CD-Sn could bind with Lp-
PLA2, although the binding energy was not lower than that of
the native ligand, indicating slightly weaker predicted binding
strength. However, the CD-Sn formed hydrogen bonds and
hydrophobic interactions with amino acid residues compared
with native ligand binding (Fig. 4). The interaction between CD-
Sn and Lp-PLA2 revealed that CD-Sn can act as a drug delivery
vehicle for Pennisetum purpureum to the protein target, rather
than simply acting as an inhibitor.

To further investigate the dynamic stability and binding
behaviour of Lp-PLA, in complex with CD-Sn and the native
ligand, a 100-nanosecond molecular dynamics (MD) simulation
was conducted. The analysis focused on protein backbone
stability (RMSD), ligand mobility, and residue flexibility
(RMSF). The RMSD analysis of the protein backbone indicated
that both ligand-bound systems achieved equilibrium after
approximately 10-15 ns. The Lp-PLA, complex with the native
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Fig. 4 Visualization of molecular docking result between Lp-PLA2
protein and the ligand; left: native ligand; right: nanoparticles
molecule.

ligand exhibited slightly lower overall RMSD values, averaging
around 1.6 A throughout the simulation. In comparison, the
CD-Sn complex exhibited marginally higher RMSD values,
ranging from 1.8 to 2.0 A, with no significant structural devia-
tion observed (Fig. 5a). The results suggest that both complexes
maintained structural stability during the simulation, with no
major conformational rearrangements of the protein backbone.
Ligand RMSD analysis revealed a marked difference in the
mobility of the two ligands. The native ligand exhibited greater
fluctuations, with RMSD values averaging 6.5-7.5 A and reach-
ing up to 9-10 A at several time points. This behaviour indicates
a higher degree of mobility and possibly weaker interaction with
the active site of Lp-PLA,. In contrast, CD-Sn showed more
restrained movement, with RMSD values stabilizing around
4.0-5.5 A, indicating that the ligand maintained a relatively
stable conformation within the binding pocket (Fig. 5b). The
reduced fluctuation of CD-Sn implies a potentially stronger and
more consistent interaction with the protein. Large fluctuations
demonstrate that the molecules undergo significant structural
changes, while smaller fluctuations indicate a more stable or
rigid structure.”””* The RMSF analysis of Co atoms was per-
formed to evaluate the flexibility of amino acid residues during
the simulation. Both complexes demonstrated similar fluctua-
tion patterns, with most residues showing RMSF values below
2.0 A. Notably, higher fluctuations were observed at residues
ACE92, LEU93, and GLN427 in both systems, corresponding to
flexible loop or terminal regions, which is a common observa-
tion in protein dynamics. Importantly, the Lp-PLA,-CD-Sn
complex consistently exhibited slightly reduced RMSF values
across several residues compared to the native ligand complex,
suggesting enhanced local stability upon CD-Sn binding
(Fig. 5¢). Collectively, the molecular dynamics data indicate that
CD-Sn forms a more stable interaction with Lp-PLA, compared
to the native ligand. This is evidenced by the reduced ligand
mobility, comparable protein backbone stability, and lower
fluctuations in residue positions. These findings suggest that
CD-Sn may serve as a promising candidate for Lp-PLA,
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inhibition, warranting further investigation through experi-
mental validation and binding free energy analysis.”

To evaluate the therapeutic efficacy of Pennisetum purpureum
extract and Pennisetum purpureum-loaded nanoparticles that
can destroy foam cells and act as antioxidants in atherosclerotic
development, we applied in vivo studies divided into 3 groups (n
= 6 in each group) as G1: control, G2: Pennisetum purpureum
extract and G3: Pennisetum purpureum-loaded nanoparticles.
Then, the mice were induced by adrenaline and an egg yolk-
enriched diet to create an atherogenic model characterized by
thickening of the abdominal aortic wall, followed by treatment
with the samples. The abdominal aortic wall was then observed
under microscopy after being stained with haematoxylin and
eosin (HE) (Fig. 6a).”*7® Based on Table S3, statistical analysis
reveals that G1 has the highest mean and median values of
abdominal aorta thickness, which were 68.55 and 69.58,
respectively. Meanwhile, G3 has the thinnest abdominal aorta,
with a mean value of 61.91 and a median of 60.91, respectively.
Interestingly, observation under microscopy with HE also
confirmed that G2 and G3 have thickness abdominal aortic
thinner with present characteristic slightly rough endothelial
surface, protrusion of the tunica intima, and no signs of
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Fig. 6 (a) Schematic illustration of the development of a foam cell
mice model induced by adrenaline administration and an egg yolk-
enriched diet, followed by treatment with Pennisetum purpureum
extract and Pennisetum purpureum-loaded nanoparticles. The thick-
ness of abdominals aorta with HE staining using 400 x magnifications
(b) G1, (c) G2, and (d) G3.

inflammation compared with G1 displayed that slippery endo-
thelial surface, there no protrusion of the tunica intima, and
signed of inflammation with blue colour under HE staining,
suggesting that Pennisetum purpureum-loaded nanoparticles
significantly reduces foam cells on atherogenic diet due to the
present bioactive compounds as saponin and FA within nano-
particles (Fig. 6b-d). The aforementioned data clearly indicate
that Pennisetum purpureum-loaded nanoparticles have the
potential to reduce foam cell formation in mice by regulating
blood lipid profiles and exerting anti-inflammatory effects.

To further assess the significance of differences among the
treatment groups, a One-Way ANOVA was performed. As shown
in Table S5, one-way Anova results were obtained with a p-value
= 0.041 < a = 0.05, indicating that there are differences between
G1 and treatments (G2 and G3) with Pennisetum purpureum
extract and Pennisetum purpureum-loaded nanoparticles. More-
over, to understand the significant differences between Penni-
setum purpureum extract and Pennisetum purpureum-loaded
nanoparticles in each group, we analysed them using post hoc
Tukey-HSD. As shown in Table S6, there is significant difference
appear between G1 and G3 with p-value = 0.039 < a = 0.05,
whereas there is no difference between G1 and G2 with p-value
= 0.648 > a = 0.05. The results suggest that Pennisetum pur-
pureum-loaded nanoparticles may be effective in reducing foam
cells induced by an atherogenic diet. The accumulated evidence
suggests that Pennisetum purpureum-loaded nanoparticles
exhibit superior therapeutic efficacy against atherosclerosis in
mice, potentially outperforming the extract alone. Thus, the
encapsulation of natural bioactive compounds into FA-PPG-f-
CD supramolecular nanoparticles significantly enhances tar-
geted delivery, effectively mitigating inflammation and foam
cell proliferation in an atherogenic model, thereby improving
the therapeutic efficacy against atherosclerosis.

Moreover, in vivo haematology, liver, and kidney function
data were obtained to understand the toxicity effect on other
organs. As shown in Table 1, the animals treated with Pennise-
tum purpureum-loaded nanoparticles maintained normal
leukocyte, basophil, eosinophil, and lymphocyte levels (28.46 x

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Table 1 In vivo blood test of male mice
Category Test G1 G2 G3 Normal
Haematology Haemoglobin 17.7 16.9 16.3 16.5-21.5 g dL ™"
Erythrocytes 6.15 5.48 5.52 4.10-6.10 x 10° uL~*
Haematocrit 50.1 56.5 53.4 48.0-68.0%
Leukocytes 82.89 35.21 28.46 9.00-37.00 x 10% pL ™"
Eosinophils 8.3 3.7 4.1 1.0-5.0%
Basophil 13.5 0.8 0.5 0.0-1.0%
Neutrophils 0.6 2.7 1.7 17.0-68.0%
Lymphocytes 83.2 74.9 68.8 20.0-70.0%
Platelets 359 230 377 150-450 x 10° pL !
Liver function Albumin 2.5 3.3 3.1 3.4-4.8 gdL "
Globulin 3.2 2.3 2.4 2-3.5gdL™"
Total protein 4.9 5.9 5.4 6.0-8.0 g dL "
SGOT 224 135 34 0-35UL""
SGPT 50 11 34 0-35UL""
Kidney function BUN 43.5 37.5 17.5 8-18 mg dL "
Urea 34 25 29 17-43 mg dL ™"
Creatinine 5.40 3.11 0.19 0.6-1.1 mg dL ™"

10° uL™', 0.5%, 4.1%, 68%, respectively), while exhibiting
elevated inflammatory markers compared to the untreated
atherogenic control group (82.89 x 10° uL™', 13.5%, 8.3%,
83.2%, respectively). Furthermore, liver and kidney function
parameters remained within normal ranges on SGOT, SGPT,
BUN and creatinine (34 UL™",34 UL, 17.5 mg dL" ", 0.19 mg
mL ", respectively) after nanoparticle treatment. This contrasts
with only Pennisetum purpureum extract group, which exhibited
elevated liver and kidney function parameters, suggesting organ
stress likely due to poor extract stability. Although these find-
ings indicate good biocompatibility of the nanoparticle
formulation, further studies on nanoparticle physicochemical
stability, tissue biodistribution, and long-term toxicity are
required and will be addressed in future research.

Conclusion

In this study, we successfully developed smart controlled
release of supramolecular nanoparticles through host-guest
interactions involving B-cyclodextrin (B-CD), polypropylene
glycol (PPG), and folic acid (FA) creating FA-PPG-B-CD supra-
molecular nanoparticles that accommodated bioactive
compounds of Pennisetum purpureum extract, effectively
reducing the growth of foam cells in atherosclerotic plaques.
Pennisetum purpureum-embedded nanoparticles could sponta-
neously self-assemble into a nanostructure due to the presence
of host-guest interaction with unique properties, including
green fluorescence, highly stable nanostructure under a serum-
rich environment and great biocompatibility with low haemo-
lytic activity. More importantly, Pennisetum purpureum-
embedded nanoparticles exhibit well-controlled drug release
through thermos-responsive properties, as demonstrated in
both experimental conditions and kinetic modelling. Further-
more, in vitro analysis of RAW 264.7 cells treated with oxLDL at
a concentration of 10 pg mL™" clearly demonstrated that Pen-
nisetum purpureum-loaded nanoparticles reduced foam cell
formation due to the elevated temperature surrounding of

© 2025 The Author(s). Published by the Royal Society of Chemistry

inflammatory condition and specific target owing to the pres-
ence of folic acid (FA) within the supramolecular have a high
affinity for folate receptors. Interestingly, molecular docking
analysis revealed that the supramolecular nanoparticles exhibit
a specific binding affinity for the Lp-PLA, protein, characterized
by highly stable interactions associated with cardiovascular
diseases, particularly atherosclerosis. Notably, in vivo studies
have demonstrated that Pennisetum purpureum-loaded nano-
particles rapidly destroy excess foam cells in the atherosclerotic
aorta, characterized by a slightly rough endothelial surface and
protrusion of the tunica intima. In addition, in vivo haematol-
ogy, liver, and kidney function remained within normal ranges
when treated with Pennisetum purpureum-loaded nanoparticles,
indicating good biocompatibility and the absence of toxic
effects on other organs. Taken together, this study highlights
the encapsulation of bioactive compounds from Pennisetum
purpureum extract into supramolecular nanoparticles as an
effective strategy for reducing foam cells in atherosclerotic
plaque and enhancing the therapeutic potential of natural
bioactive compounds. Therefore, a more comprehensive
assessment including plaque area quantification, macrophage
infiltration, and oxidative markers will be addressed in future
work.

Experimental section
Materials and chemicals

All chemical reagents were procured from Sigma-Aldrich (St.
Louis, MO, USA) and were of the highest available purity. All
solvents used were of high-performance liquid chromatography
(HPLC) grade and were obtained from TEDIA (Fairfield, OH,
USA). FA-PPG-B-CD supramolecular nanoparticles were synthe-
sized and characterized based on the methodology described in
our previous report.** Pennisetum purpureum was obtained from
Madura, East Java, Indonesia was processed to obtain leaf
extracts as described in our previous study.*®
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Pennisetum purpureum-loaded supramolecular nanoparticles

Briefly, supramolecular nanoparticles at a concentration of
3 mg mL~" were dispersed in an aqueous solution and sub-
jected to continuous stirring and heating, inducing a phase
transition from a hydrophilic to a hydrophobic state. Subse-
quently, different amounts of Pennisetum purpureum extract
(ranging from 1.0 to 1.5 mg) were gradually added to the solu-
tion. The purification of unloaded Pennisetum purpureum extract
was performed by centrifugation at 6000 rpm for 10 min, then
the supernatant was collected as Pennisetum purpureum-loaded
supramolecular nanoparticles. The loading extract of Pennise-
tum purpureum into the supramolecular nanoparticles was
determined using a Genesys-30 UV-Vis spectrophotometer at
a wavelength of 405 nm as standard calibration curve prepared
from Pennisetum purpureum leaf extract in ethanol. Drug
loading efficiency (DLE) and drug loading content (DLC) were
calculated using the following formulas:

Weight of drug loaded in nanoparticle o

0 —
DLC(%) = Weight of drug loaded nanoparticle

100

Weight of drug loaded in nanoparticle

100
Weight of drug input X

DLE(%) =

Determination of dynamic hydrodynamic diameter and zeta
potential

The hydrodynamic particle size and charge stability of the
samples were determined using a dynamic light scattering
(DLS) particle analyser (Nano Brook 90Plus PALS, Brookhaven,
USA) equipped with a 632 nm He-Ne laser source and a fixed
scattering angle of 90°. Each sample was measured in triplicate,
and the results were averaged to obtain a representative value.

Ultraviolet-visible (UV-vis) and photoluminescence (PL).
Optical properties were analysed by Genesys-30 UV-Vis spec-
trophotometer within the wavelength range of 350 to 650 nm
and Shimadzu RF-5301 (Hitachi, Tokyo, Japan) using an exci-
tation wavelength of 415 nm and a scanning range from 425 to
600 nm.

Scanning electron microscopy (SEM). Field-emission scan-
ning electron microscopy (FE-SEM; JSM-6500, JEOL, Tokyo,
Japan) was conducted to observe the morphology of pristine
supramolecular nanoparticles, Pennisetum purpureum leaf
extract, and Pennisetum purpureum-loaded nanoparticles.

Analysis of the dynamic stability profile

The stability of pristine Pennisetum purpureum leaf extract and
Pennisetum purpureum-loaded nanoparticles in DMEM media
was evaluated in the presence of fetal bovine serum (FBS),
which served as a destabilizing agent. Pristine Pennisetum pur-
pureum leaf extract, and Pennisetum purpureum-loaded nano-
particles were mixed with DMEM supplemented with serum.
The dispersion stability was evaluated by monitoring the light
scattering intensity using DLS over a 24 h period.
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Antihemolytic analysis

Mouse red blood cells (MRBCs) were employed to evaluate the
antihemolytic activity of pristine Pennisetum purpureum leaf
extract and Pennisetum purpureum-loaded nanoparticles,
following the procedure described in a previously established
method.>*

Time-dependent drug release profile of Pennisetumn
purpureum-loaded nanoparticles

To generate the drug release profiles, dialysis tubing with
a molecular weight cut-off (MWCO) of 1000 Da was filled with
Pennisetum purpureum-loaded nanoparticles and immersed in
phosphate-buffered saline (PBS, pH 7.4). The samples were
subjected to moderate agitation and incubated for 48 h at
varying temperatures (25 °C, 37 °C, and 42 °C). At pre-
determined time intervals (0.25, 0.5, 1, 2, 4, 6, 8, 12, 16, 20, 24,
36, and 48 h), 5 mL of the dialysis buffer was withdrawn and
immediately replaced with an equal volume of fresh PBS to
maintain sink conditions. The amount of Pennisetum purpureum
released was quantified using UV-Vis spectroscopy by
measuring the absorbance of the samples and comparing the
values to a standard calibration curve. The release profile of
Pennisetum purpureum from the nanoparticles was determined
by plotting the cumulative amount of Pennisetum purpureum
released over time, based on the following equation:

Cumulative drug release(%) = % x 100

In this equation, W, represents the amount of Pennisetum pur-
pureum released at a given time ¢, while W denotes the total
amount of Pennisetum purpureum encapsulated within the
nanoparticles. The results were obtained from three indepen-
dent experiments, each performed in triplicate, and are
expressed as the mean =+ standard deviation (SD).

Simulation of drug release

The drug release profile was evaluated by monitoring the
cumulative percentage of drug released over time. The in vitro
release data were plotted and fitted into three different kinetic
models to understand the release mechanism and to identify
the best-fitting model describing the release behaviour from the
drug delivery system. The release profiles were analysed using
the following models:

Rm I
R=-—"—— (a)
(12 + 1)
R, = kpt" (b)
R, = k]_[l‘o's (C)

Eqn (a)-(c) represent the model fitting of Sigmoidal Hill,
Korsmeyer-Peppas, and Higuchi, respectively. Where R, is the
cumulative release of the drug at a certain time (%), ¢ is the time
(h), Ry, is the maximum release of the drug (%), ¢, is the time
to reach half of the maximum cumulative release (h), a is

© 2025 The Author(s). Published by the Royal Society of Chemistry
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defined as a characteristic sigmoidal factor that is specific for
a certain drug and carrier system, kp is the Korsmeyer-Peppas
constant, n is the release exponent, and ky is the Higuchi
constant.

Cell culture

The Stem Cell Research and Development Centre, Universitas
Airlangga, Surabaya, Indonesia, provided the RAW 264.7 cell
line. RAW 264.7 cells were cultured in a humidified incubator at
37 °C with 5% CO,, using high-glucose DMEM supplemented
with 10% FBS and 1% penicillin-streptomycin. Prior to each
experiment, cells were detached using trypsin-EDTA and
subsequently resuspended in PBS containing 0.1% trypan blue
for viability assessment and cell counting using
a hemacytometer.

Cell-based safety evaluation of Pennisetum purpureum-loaded
nanoparticles

Cytotoxic effects of pristine nanoparticles were evaluated in vitro
using the MTT assay conducted on RAW 264.7 macrophage
cells. Briefly, cells were seeded into 96-well plates at a density of
1 x 10° cells per mL. Following a 24 h incubation, the culture
medium was replaced with fresh medium containing pristine
nanoparticles at various concentrations (10, 50, 100, 200, 300,
400, and 500 pg mL '), respectively. Then, the medium was
replaced with DMEM containing MTT reagent, and cell viability
was subsequently determined based on the MTT assay. Absor-
bance readings were obtained at a wavelength of 570 nm using
a microplate reader equipped for ELISA measurements. The
percentage of cell viability at each sample concentration was
calculated using the following formula:

Absorbance of treated cell 100

Percentage cell viability = Absorbance of control cell x

In vitro modulatory effects of Pennisetum purpureum-loaded
nanoparticles on inflammatory responses

RAW 264.7 cells were incubated for 24 h with culture medium
containing oxidized low-density lipoprotein (oxLDL) for 10 pg
mL™, which induced foam cell formation® at different
concentrations of Pennisetum purpureum-loaded nanoparticles
(10, 50, 100, 200, 300, 400, and 500 pg mL ). Cells treated solely
with oxLDL served as the positive control group. Upon
completion of the incubation period, the culture medium was
replaced with DMEM supplemented with MTT reagent and cell
viability was quantitatively assessed through the MTT assay.

Visualization of cellular uptake of Pennisetum purpureum-
loaded nanoparticles by fluorescence microscopy

Intracellular uptake and intracellular drug release assays were
performed in macrophages pre-treated with oxLDL under
density of 2 x 10” cells per mL. Then, following cell was seeded
for 24 h, the culture medium was replaced with fresh medium
containing Pennisetum purpureum-loaded nanoparticles (ICs;
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295 ug mL ). The cells were then incubated for additional time
intervals of 1, 12, and 24 h, respectively. Subsequently, the cells
were rinsed three times with PBS and fixed by incubation with
1.5 mL of freshly prepared 4% paraformaldehyde solution for
10 min. The cells were washed three times with PBS and
counterstained with DAPI for 15 min. Finally, the cells were
subsequently washed with PBS to eliminate any residual stain or
fixative and examined using fluorescence microscopy.

Molecular docking

Molecular docking analysis was performed to evaluate the
binding affinity of FA-PPG-B-CD supramolecular nanoparticles
labelled by (CD-Sn) toward the Lp-PLA2 (PDB ID: 5YE9). The 3D
structures of the ligand (nanoparticles) were created using
Chem3D 16.0. The ligand control used in this study was the
native ligand in Lp-PLA2 (PDB ID: 5YE9). Protein preparation
was conducted using Discovery Studio. Docking simulations
were carried out using AutoDock Vina equipped with the PyRx
0.8 platform. The grid box was centred on the active site of Lp-
PLA2, based on known inhibitor binding regions. Binding
affinity scores (in kcal mol') were recorded, and ligand-
protein interactions were visualized using Discovery Studio
Visualizer and BIOVIA. The docking results were compared with
known Lp-PLA2 inhibitors. Hydrogen bonding, hydrophobic
interactions, and residue involvement in binding were analysed
in detail.

Dynamic docking

All selected compounds were subjected to molecular-dynamics
(MD) simulations to evaluate the stability and interaction
dynamics of the ligand-protein complexes. Simulations were
carried out using the Yet Another Scientific Artificial Reality
Application (YASARA) software, employing the AMBER14 force
field to model atomic interactions. The system was configured
to replicate physiological conditions, including a temperature
of 310 K (37 °C), pH 7.4, a pressure of 1 atm, and a 0.9% NaCl
concentration, to simulate a biologically relevant environment.
Each simulation was run for a total duration of 100 nanosec-
onds (ns), which is sufficient to observe significant conforma-
tional changes and assess the stability of the protein-ligand
complexes over time. The choice of 310 K aligns with standard
human physiological temperature and is widely accepted in
molecular dynamics protocols for biomolecular systems.

Formulation of an atherogenic diet and Pennisetumn
purpureum-loaded nanoparticles treatment

Twelve-week-old male mice with approximately body weight 45—
55 g, were obtained from a certified experimental animal facility
(Ethical Clearance Certificate No. 3.KEH.163.10.2023). Prior to
the experiment, the animals were acclimatized to the laboratory
environment by being maintained on a standard rodent diet for
one week with a temperature of 22-25 °C and under relative
humidity of 40-45%. The induction of an atherogenic condition
in rats was initiated by intravenous administration of 0.006 mg
of adrenaline on the first day, followed by the provision of
a high-cholesterol diet to promote hyperlipidemia.*>*
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Thereafter, the rats received an egg yolk-enriched diet at a dose
of 8 mg per of body weight per day for 4 weeks to further elevate
serum lipid levels and facilitate the induction of atherosclerotic
conditions. The day 31 and 34, Pennisetum purpureum extract
and Pennisetum purpureum-loaded supramolecular nano-
particles with a dose of 1.15 mg per of body weight were injected
intravenously with observations conducted throughout this
period. On day 37, the subject was sedated with isoflurane (4-
5%) and euthanized by decapitation at week six. Then,
approximately 5 cm of the abdominal aorta was excised and
fixed in 18% paraformaldehyde solution for 18 h, subsequently
cut and embedded into 4 um-thick sections. Finally, for histo-
logical analysis, the tissue sections were mounted on poly-i-
lysine-coated slides and stained with haematoxylin and eosin
(H&E). The stained sections were then examined under a light
microscope at 400 x magnification.

Statistical analysis

All experiments were conducted in triplicate. Statistical analysis
was conducted using one-way ANOVA, followed by Tukey's
Honestly Significant Difference (HSD) post hoc test to identify
differences between groups. Differences were considered
statistically significant at a p-value < 0.05.
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