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ABSTRACT: Human transferrin (Htf) is vital in maintaining iron
within the brain cells; any disruption results in the development of
neurodegenerative diseases (NDs) and other related pathologies,
especially Alzheimer’s disease (AD). Ellagic acid (EA), a naturally
occurring phenolic antioxidant, possesses neuroprotective potential
and is present in a broad variety of fruits and vegetables. The current
work explores the binding mechanism of dietary polyphenol, EA, with
Htf by a combination of experimental and computational approaches.
Molecular docking studies unveiled the binding of EA to Htf with
good affinity. Molecular dynamic (MD) simulation further provided
atomistic details of the binding process, demonstrating a stable Htf−
EA complex formation without causing substantial alterations to the
protein’s conformation. Furthermore, fluorescence binding measure-
ments indicated that EA forms a high-affinity interaction with Htf. Isothermal titration calorimetric measurements advocated the
spontaneous nature of binding and also revealed the binding process to be exothermic. In conclusion, the study deciphered the
binding mechanism of EA with Htf. The results demonstrated that EA binds with Htf with an excellent affinity spontaneously,
thereby laying the groundwork for potential applications of EA in the realm of therapeutics for NDs in the context of iron
homeostasis.

1. INTRODUCTION
Neurodegenerative diseases (NDs) are a major concern for
public well-being in contemporary times. The main contrib-
utory factor of NDs like Parkinson’s disease (PD) and
Alzheimer’s disease (AD) results from scarcity of effective
therapies; nevertheless, an increasing number of supportive
and therapeutic choices are becoming available.1 AD involves
degeneration of the brains’ healthy neurons and is among the
most prevalent dementia that affects million individuals across
the globe.2 A pathogenic hallmark protein of AD is amyloid β,
which accumulates, resulting in extracellular plaques formation.
Numerous cellular processes are impacted by these plaques,
from changes in the regulatory checks of “calcium signaling
systems” to the production of “reactive oxygen species” (ROS)
and “reactive nitrogen species” (RNS).3 The formation of
neurofibrillary tangles is the second main pathological
characteristic of AD that results from hyperphosphorylation
of the tau protein, leading to microtubule instability. According
to current research, growing evidence suggests that neuro-
inflammation plays a significant pathogenic role in AD. Strong

evidence of a link between AD pathogenesis and neuro-
inflammation has been reported in several recent studies; a
recent research found that the brain’s inflammatory response
played a primary role in AD pathogenesis.4

Pro-inflammatory mediators were found in large amounts in
the brains of AD patients. The cells that form the central
nervous system are called astrocytes and microglia, and they
are essential to both function and illness. In the early phases of
neurodegeneration, glial activation functions as a protective
mechanism to regulate tissue repair. However, prolonged and
needless activation results in a chronic neuroinflammatory
response, which is linked to the initiation and progression of a
majority of NDs, including AD, PD, and amyotrophic lateral
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sclerosis. Inflammatory mediators such as chemokines,
cytokines, “ROS”, “RNS”, and others are created as a result
of microglia and astrocyte activation. This milieu of neuro-
inflammation eventually leads to neuronal death.5

Ellagic acid (EA) is a naturally occurring phenolic
antioxidant that is present in a broad variety of fruits and
vegetables. According to recent research, EA has the potential
to inhibit or delay the progression of NDs by activating various
cellular pathways. EA has strong neuroprotective benefits that
can be attributed to its ability to scavenge free radicals,
potential to chelate iron, and lessen mitochondrial malfunc-
tion. Additionally, EA is a neuroprotective agent that can
lessen brain damage and improve memory and neuronal
function. Cytology and histopathology experiments have
demonstrated the therapeutic potential of EA for a number
of neurological conditions including AD, PD, and cerebral
ischemia.

Free iron is a potent neurotoxic that may cause oxidative
stress by generating ROS.6 Since oxidative stress is a major
pathogenic component of neurodegeneration, iron in its free
form is a powerful neurotoxic. One of the main pathogenic
characteristics of NDs is oxidative stress, which is produced by
extremely reactive radicals, namely, hydroxyl radicals, which
are produced by the Fenton reaction and have the ability to
harm DNA, proteins, and lipids and eventually cause cell death.
Through their interactions with iron-regulatory proteins, the
production of “ROS” and “RNS”, which are directly related to
the inflammatory process, can have a substantial impact on
iron metabolism.

The exact cause of neuroinflammation in NDs is unknown,
but a long-lasting reaction results from the activation of
astrocytes and microglia. It is also evident that iron
dyshomeostasis is critical for maintaining the neuroinflamma-
tory phenotype. Along with ferritin, human transferrin (Htf) is
a crucial component in maintaining proper iron levels. Htf, a
vital serum plasma protein, is an essential iron transporter that
binds to the endosomal compartment of cells, the transferrin
receptor, and an iron complex.7

Pro-inflammatory cytokines will alter the iron proteins that
are in charge of preserving iron homeostasis, which will
increase the quantity of iron deposited in brain cells. Thus, an
early neuro-inflammatory event causes iron loading in certain
brain areas in AD. Therefore, the activity of iron proteins
essential to maintain proper iron levels can be altered by the
production of various cytokines, “ROS”, and “RNS” from
activated glial cells. Each of these results highlights the critical
role that Htf plays in AD therapies by highlighting the
significance of iron homeostasis in AD-associated neuro
inflammation. Thus, the present study will be using a
combination of in vitro and in silico methods to understand
the binding mechanism of EA with Htf.

2. MATERIAL AND METHOD
2.1. Materials. Htf and EA were obtained from Sigma-

Aldrich (St. Loius, USA). Initially, EA and Htf were dialyzed in
sodium phosphate buffer, pH 7.4, to get rid of impurities (if
any). For preparation of buffers, the chemicals used were of the
highest grade and Milli Q water was used. Htf’stock solution (5
mg/mL) was made up in 20 mM sodium phosphate buffer, pH
7.4, and further diluted to working concentrations to be used
in the experiments. For spectroscopic studies, the inner filter
effect was taken into consideration, and all the reported spectra
are subtracted spectra.

2.2. Molecular Docking. Molecular docking was per-
formed to understand the molecular interactions between Htf
and EA. We utilized various bioinformatics software on a
DELL workstation running Windows 11 for this analysis. The
three-dimensional Htf structure was extracted from the Protein
Data Bank (PDB ID: 3V83), and the ligand was retrieved from
the PubChem database (CID: 5281855). To begin with, the
extracted protein structure was refined and energy-minimized
in a Swiss-PDB-Viewer.8 The ligand was prepared using MGL
tools for docking studies.9 To facilitate the docking simulations
and explore ligand−receptor interactions, we employed
InstaDock software.10 All other parameters were followed in
accordance with earlier studies.6 Following the docking
simulations, the visualization was done using a Discovery
Studio Visualizer11 to have an in-depth analysis.
2.3. MD Simulations. The best pose obtained from

docking studies was subjected to extensive MD simulation
(200 ns) using GROMACS 2020 beta platform and
charmm36-jul2022 force field.12 The ligand parameters were
produced employing the CHARMM general force field
program along with the cgenff_charmm2gmx_py3_nx2.py
script. The ligand was subsequently merged with Htf’’s original
coordinates. The final systems were then placed inside a 10 Å
cubic box and solvated with the SPC216 water model by
means of the gmx solvate module.13 We next carried out a
phase of energy minimization using the 1500-step steepest
descent algorithm. Next, the NVT and NPT ensembles were
employed for running simulations for 1 ns each in order to get
ready for the final MD run.

The trajectories obtained from the MD simulations were
assessed with the GROMACS toolset, and XMGrace software
was used to produce graphical representations.14

2.4. MM-PBSA Calculation. The molecular mechanics
Poisson−Boltzmann surface area (MM-PBSA) methodology
was used to calculate the protein−ligand complex’s binding
free energy.15 The MD simulation trajectories provided the
required input data for the MM-PBSA energy calculations.
Specifically, a 10 ns time frame extracted from a stable
segment, i.e., 50−60 ns interval of the MD trajectory, was
employed for the MM-PBSA estimation. The protein−ligand
complex binding free energy calculations were performed using
the GROMACS suite and the gmx mmpbsa module.16 This
approach enabled a comprehensive analysis of the energetics
involved in the interaction, contributing to a nuanced
understanding of molecular binding events.
2.5. Fluorescence Spectroscopy. We employed a

fluorescence binding study to check the actual binding of EA
with Htf in line with earlier studies. EA was altered within the
range of 0−5 μM, while Htf was maintained at a constant
concentration of 4 μM. In accordance with prior studies, the
data were entered into the modified Stern−Volmer (MSV)
equation to calculate the binding constant (K) of the Htf−EA
complex. We carried out the experiment in triplicate, and the
mean value was taken into account. Every spectrum presented
here is the subtracted spectrum, which is obtained by
subtracting the blank ligand spectrum and taking into account
the fluorescence of EA.
2.6. Isothermal Titration Calorimetry (ITC). A MicroCal

VP-ITC 200 (Northampton, MA, USA) was utilized for
conducting ITC studies, following established methodologies.
To begin with, dialyzed protein (Htf) was degassed for 30 min
to remove the bubbles (if any) as these bubbles lead to noise
during the experimental run. After degassing, the sample cell of
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the instrument was filled with this degassed protein (20 μM),
while the reference cell beside the sample cell was filled with
the corresponding buffer. The ligand (EA) was loaded into the
syringe, and a programmed titration was initiated, commencing
with an initial false injection of 5 μL that is not considered in
the analysis, succeeded by successive injections of EA into the
sample cell containing the protein of interest (Htf), each
consisting of 10 μL. The spacing was fixed at 280 s, the time
length was set at 20 s, and the stirring speed was maintained at
307 rpm as the experimental settings. The final figure was
obtained through the software associated with ITC apparatus
MicroCal Origin 8.0 to obtain the thermodynamic parameters
of the complex.

3. RESULT
3.1. Molecular Docking. Significant interactions between

EA and Htf were identified by molecular docking studies. Our
comprehensive examination of docking results identified the
specific residues involved in the interactions, thereby
demonstrating the manner in which EA interacts with Htf. A

total of nine possible poses were generated in the molecular
docking. The calculated binding affinity for the preferential
pose was found to be −7.9 kcal/mol. EA had a notable ligand
efficiency value of 0.3591 kcal/mol/non-H atom in relation to
Htf. Our findings suggested that EA had a tendency to occupy
Htf’’s iron binding pocket. As apparent in Figure 1, EA formed
significant interactions with the binding pocket residues within
this deep cavity. Particularly noteworthy was the presence of
three hydrogen bonds between EA and Met401, Gly422, and
Arg696 (Figure 1A). Surface visualizations revealed how EA
occupied the iron-binding pocket within Htf’s internal cavity
(Figure 1B). Furthermore, we identified several key
interactions, including alkyl, π−alkyl, and van der Waals
forces, with several residues of Htf, stabilizing the complex
(Figure 1C). According to our observations, EA binds to Htf
inside the binding pocket, modulating Htf’s catalytic activity.
3.2. Htf Dynamics upon EA Binding. We examined the

intricate internal dynamics, physical transitions, and conforma-
tional changes in Htf after EA binding by employing all-atom
MD simulations. This methodology enabled us to explore the

Figure 1. Analysis of interactions. (A) EA binding to Htf. (B) Cartoon depiction of EA docked with Htf. (C) Visualization of the surface potential
of the Htf binding pocket occupied by EA.

Figure 2. Exploring the structural dynamics and compactness of Htf with EA through: (A) RMSD, (B) RMSF, (C) Rg, and (D) SASA plots. In
these plots, black corresponds to values obtained for free Htf, while orange signifies values for the Htf−EA complexes.
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interactions between these macromolecules and other
molecules over a specific time frame. We performed extensive
all-atom MD simulations in this study for the Htf−EA complex
and free Htf protein, with each simulation lasting 200 ns. It is
well-established that significant conformational changes in the
three-dimensional structure of proteins are frequently induced
when some foreign molecule binds to its binding pocket.17

Root mean square deviation (RMSD) is a widely accepted
metric that underscores the structural stability of a protein.18

The results evident in the obtained RMSD plots (Figure 2A)
clearly show that binding of EA does not lead to any significant
alterations in native Htf structure, thereby enhancing its
stability. However, in the initial stages, i.e., during the first 50
ns, few fluctuations were apparent due to the initial positioning
of EA within Htf’s binding pocket. Post this, no significant
fluctuations were seen, and RMS equilibrium was obtained
throughout the course of simulation, implicative of the stability
of the Htf−EA complex.

The root mean square fluctuation (RMSF) profile (Figure
2B) suggested that there were some enhanced fluctuations in
Htf’s N-terminal, specifically the loop regions. Following EA
binding, the RMSF plot displayed a similar pattern, thereby
suggesting the stability of the complex, with only minor
intermittent fluctuations observed across the N-terminal and
C-terminal domains. Notably, a decrease in residual fluctua-
tions was apparent after EA binding, specifically observed in
the EA binding region. One possible explanation for this
observation is the existence of more residual vibrations during
the simulation in the presence of EA.

Further, we computed the radius of gyration (Rg) for free
Htf and the Htf−EA complex to have an insight into the effect
of EA binding on Htf’s conformation; a higher value of Rg
indicates less compactness. Rg plots (Figure 2C) clearly depict
that average Rg values for free Htf and the Htf−EA complex
stayed consistently in the range of 2.9−3.0 nm. During the
course of simulation, the values were stable for Htf and pre-
and post-EA binding. Overall, it is apparent from Rg plots that
the binding of EA to Htf induces only minor changes and
causes no major structural rearrangement, implying the
stability of the Htf−EA complex. These observations are in

accordance with earlier discussed RMSD and RMSF plots,
reinforcing the stability of the Htf−EA complex.

Moreover, solvent-accessible surface area (SASA) was
computed for free protein and the protein−ligand complex,
and the obtained SASA plots were in line with earlier discussed
parameters. We computed and plotted average SASA values
over time for Htf and the Htf−EA complex (Figure 2D), and
these were found to be in the range of 290−315 nm2. It was
apparent from the obtained plots that higher stability in SASA
values was observed for the complex.

This slight decrement in SASA signifies conformational
stability in Htf attributed to the binding of EA, arising from the
presence of the ligand in Htf’s internal cavity. This event
emphasizes the way of interaction of EA with Htf; i.e., EA
interacts with Htf dynamically, affecting the protein’s total
surface interaction with its surroundings. Altogether, the
analysis of all these parameters validates the stability of the
Htf−EA complex during the course of simulation.
3.3. Hydrogen Bonding Dynamics. Intramolecular

hydrogen bonding is the cornerstone for maintaining the
integrity of the protein structure, and thus an investigation into
the dynamics of hydrogen bonds provides a unique
perspective,19 shedding light on the stability of polar
interactions in these complexes.20 We conducted an extensive
analysis of the intramolecular hydrogen bonds to assess the
stability of protein alone and in complex with ligand
throughout the simulation (Figure 3A,B). This analysis
illustrates the changes in the hydrogen bond formation in
Htf in the absence and presence of EA. It was apparent that the
intramolecular hydrogen bonds were steady and consistent
throughout the simulation, except for a minor decrement,
thereby implying that the structural integrity of Htf remains
intact even post-EA binding.

Additionally, a number of conventional hydrogen bonds
during the course of simulation were computed for the
complex, and we found that up to 5 hydrogen bonds were
formed as illustrated in Figure 3C. A constant fluctuation was
on display for these hydrogen bonds of variable magnitude (4−
5 hydrogen bonds); however, 1 to 3 hydrogen bonds remained
relatively stable during the simulation with minimal fluctuation
(Figure 3D). These results are consistent with our earlier

Figure 3. Temporal evolution of hydrogen bond formation: (A,B) within Htf (intra-Htf) and (C,D) between EA and Htf (EA-Htf).
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molecular docking results. Collectively, these observations
confirm the dynamic nature of hydrogen bond formation and
fluctuation in the complex. These interactions signify their
involvement in the binding pocket of Htf.
3.4. Principal Component Analysis. A widely popular

method that examines the collective atomic motions of
proteins is principal component analysis (PCA).21 By
identifying the primary motions depicted by “eigenvectors”,
PCA yields a comprehensive analysis of protein’s overall
dynamics, thereby giving a way to analyze its stability. In this
study, we used PCA to evaluate the conformational variation of
the Htf−EA complex and unbound Htf inside the critical
subspace, as illustrated in Figure 4. The conformational
landscape demonstrated using the projection of the Cα atom
along the first and second “eigenvectors” gives a clear picture
of what conformational states are adopted by the protein. A
network of stable states is visible for Htf, indicating that Htf
explores a similar range of phase spaces before and after EA
binding. Once EA binds to Htf, no major transition occurs in
Htf’s motion (Figure 4B), emphasizing that this binding does
not cause any major transition in the native Htf conformation.
3.5. Free Energy Landscape Analysis. Further, we

moved toward the free energy landscape (FEL) for protein
alone and in combination with the ligand to shed more light on
the effect of EA binding on the Htf’s folding and dynamics.
Figure 5 illustrates the FELs of free Htf and the Htf−EA
complex. The FEL of free protein shows two adjutant stable
global minima, primarily concentrated in 1−2 basins (Figure
5A). On the contrary, when EA binds to Htf, a noticeable shift
in conformation occurred, evident from the broader energy

minimum of the complex (Figure 5B). The FEL of the
complex shows a single stable global minimum, mainly
centered within a single basin (Figure 5B). FEL analysis
clearly suggests that a modification is induced in the energy
landscape of Htf upon EA binding, thereby giving rise to a
distinct conformational state. These findings significantly
enrich our understanding of the conformational landscape
and possible functional consequences of free Htf and the Htf−
EA complex in the presence of EA.
3.6. MM-PBSA Analysis. In order to gain a deeper

understanding of the forces governing Htf−EA interaction, we
used the MM-PBSA approach to compute free energies.22

From a stable region within the 10 ns molecular dynamics
trajectories, we selected a frame for the MM-PBSA estimation.
The results revealed a favorable binding of EA to Htf,
showcasing a negative binding free energy of −92.18 kJ/mol.
The negativity was predominantly caused by electrostatic
contacts, nonpolar solvation energy, and van der Waals forces,
whereas polar solvation energy contributed positively to the
overall binding energy. These findings highlight EA as a
promising candidate against Htf. The consistent agreement
with various simulation analyses enhances the robustness of
our conclusions and validates the stability of the Htf−EA
complex.
3.7. Fluorescence Spectroscopy. Fluorescence spectros-

copy is a vital technique that validates the actual binding of a
ligand with the protein. The origin of fluorescence in proteins
can be attributed to three intrinsic fluorophores within the
molecular structure: tryptophan emerging as the predominant
contributor to this phenomenon. For Htf, tryptophan alone is

Figure 4. Principal component analysis: (A) 2D Projections of Htf conformations. (B) Time-evolution of conformations for free Htf and the Htf−
EA complex.

Figure 5. FEL for (A) Htf and the (B) Htf−EA complex.
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the main contributor to the intrinsic fluorescence. Tyrosine’s
fluorescence is completely quenched when subjected to
ionization or when in proximity to an amino group, a carboxyl
group, or another tryptophan residue. On the contrary,
phenylalanine has a very low quantum yield. To further
validate the computational observations with experimental
approaches, we deployed fluorescence spectroscopy (Figure 6).
The intrinsic fluorescence of Htf exhibits high sensitivity to its
microenvironment.23 and thus subtle alterations in the
microenvironment around its fluorophores correlates with
alterations in the fluorescence spectra. When Htf was excited at
280 nm, it displayed an emission maximum at around 335 nm,
implying that Htf is in its native form (Figure 6A).
Fluorescence quenching is the name given to the phenomena
when a commensurate drop in fluorescence intensity occurs
with increasing concentrations of ligand; Htf’s fluorescence
intensity decreased with increasing EA concentrations (Figure
6A). This dose-dependent decrease in the fluorescence
intensity in the presence of EA is suggestive of the formation
of the Htf−EA complex, validating our in silico observations.
The binding constant (K) of the complex was obtained by
fitting the quenching data into the MSV equation to generate
the MSV plot (Figure 6B). EA demonstrated excellent binding
with Htf with a binding constant of 3.8 × 108 M−1. The
computed K value is much higher than that reported for other
protein−ligand complexes, indicating excellent strength of the
interaction between EA and Htf. In conclusion, fluorescence
spectroscopy along with molecular docking and molecular
dynamics simulation approaches affirms the formation of a
stable Htf−EA complex.
3.8. Isothermal Titration Calorimetry. ITC is one of the

most sensitive techniques for studying protein−ligand binding
and determining the thermodynamic characteristics of the
complex. After finding out through fluorescence spectroscopy
that EA displays an exceptional affinity for binding to Htf, we
conducted ITC to unveil binding energetics associated with
the Htf−EA complex and also to shed light on the molecular
forces that are driving the complex formation. An individual
injection of the compound (EA) into the target protein (Htf)
corresponds to each peak in the ITC isotherm (upper panel)
of Figure 7, which also displays the integrated plot of heat
released per injection as a function of the molar ratio of ligand

to protein in the lower panel (Figure 7). It is apparent from the
obtained isotherm that EA binds to Htf spontaneously, and
moreover, a negative heat of deflection is observed, which
implies that the binding of EA with Htf is exothermic. All the
parameters obtained for the Htf−EA complex are shown in
Table 1. Thus, ITC observations correlate with spectroscopic
observations and validate the in silico observations, affirming
the excellent binding of EA with Htf resulting in the formation
of a stable Htf−EA complex.

4. DISCUSSION
In this study, computational and experimental approaches were
used to have a detailed insight into binding of EA with Htf.
Molecular docking and molecular dynamics (MD) simulation

Figure 6. Fluorescence binding studies. (A) Fluorescence spectra of native Htf and in the presence of EA (0−5 μM). (B) MSV plot of the Htf−EA
complex.

Figure 7. ITC isotherm of the Htf−EA complex. The upper panel
illustrates the raw data from the sequential titration of EA into the
sample cell containing 20 μM Htf. The lower panel shows the
calorimetric titration’s integrated heat results after accounting for heat
of dilution against molar ratio.
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techniques allowed us to explore the binding mode, stability,
and dynamic behavior of the Htf−EA complex. Strong
evidence of an interaction between EA and Htf was established
by using molecular docking studies, indicating that Htf has the
potential to be a meaningful binding partner. Specifically, EA
occupied the iron-binding pocket of Htf and established vital
hydrogen bonds with important residues, such as Met401,
Gly422, and Arg696, shedding light on the binding
mechanism. Further, MD simulations provided atomistic
insights into the structural dynamics of the complex over an
extended 200 ns period. The results from MD analysis revealed
that EA binds to Htf efficiently, forming a stable complex; i.e.,
binding of EA induces minimal structural alterations in the Htf
structure, forming a stable complex. Further, fluorescence
binding assay demonstrated that EA binds to Htf with excellent
affinity; a binding constant of the order of 108 M−1 suggests the
intensity of the interaction. Further, ITC analysis deciphered
the spontaneous binding of EA with Htf. Overall, the study
extensively explored the binding and dynamic behavior of the
Htf−EA complex, utilizing integrated experimental and
computational approaches. The identified binding mechanism
and observed structural stability form a robust foundation for
future studies aiming to harness EA’s therapeutic potential in
addressing NDs in the context of iron homeostasis.
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