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ABSTRACT: Protein kinases are involved in various diseases and
currently represent potential targets for drug discovery. These
kinases play major roles in regulating the cellular machinery and
control growth, homeostasis, and cell signaling. Dysregulation of
kinase expression is associated with various disorders such as
cancer and neurodegeneration. Pyruvate dehydrogenase kinase 3
(PDK3) is implicated in cancer therapeutics as a potential drug
target. In this current study, a molecular docking exhibited a strong
binding affinity of myricetin to PDK3. Further, a 100 ns all-atom
molecular dynamics (MD) simulation study provided insights into
the structural dynamics and stability of the PDK3-myricetin
complex, revealing the formation of a stable complex with minimal
structural alterations upon ligand binding. Additionally, the actual
affinity was ascertained by fluorescence binding studies, and
myricetin showed appreciable binding affinity to PDK3. Further,
the kinase inhibition assay suggested significant inhibition of PDK3
by myricetin, revealing an excellent inhibitory potential with an IC50 value of 3.3 μM. In conclusion, this study establishes myricetin
as a potent PDK3 inhibitor that can be implicated in therapeutic targeting cancer and PDK3-associated diseases. In addition, this
study underscores the efficacy of myricetin as a potential lead to drug discovery and provides valuable insights into the inhibition
mechanism, enabling advancements in cancer therapeutics.

■ INTRODUCTION
Cancer is defined as the uncontrolled growth of cells
characterized by changes in the cellular machinery, including
various hallmarks. One hallmark is modulated glucose
metabolism in aerobic conditions, termed “aerobic glycolysis”.1

In typical, healthy cells, glucose undergoes glycolysis to
produce pyruvate, subsequently metabolized in the mitochon-
dria through oxidative phosphorylation to generate a
significant amount of adenosine triphosphate (ATP), serving
as the cell’s primary source of energy. However, in many
cancer cells, glycolysis is intensified and the resulting pyruvate
is frequently transformed into lactate, even when oxygen is
readily available. This metabolic shift enables cancer cells to
satisfy their energy requirements and facilitate their rapid
growth and proliferation, termed the Warburg effect.2

Aerobic glycolysis is a favorable metabolic switch in cancer,
redirecting energy production toward glycolysis and supporting
its survival through various mechanisms. In contrast, oxidative
phosphorylation (OXPHOS) is the predominant energy
source in normal cells. The inhibition of the pyruvate

dehydrogenase complex (PDHC) and the reliance on
glycolysis as the main energy source result in the buildup of
cytoplasmic lactate, a condition referred to as “cell acidosis”.
The acidic cellular environment additionally provides cancer
cells with advantages for their survival.3,4 Despite notable
progress in cancer therapeutics, the disease is ranked as the
second leading cause of death. The inadequacy of current
treatment methods can be associated to various factors,
including the development of multidrug resistance.5

Protein kinases (PKs) make up a subgroup of proteins that
collectively function to phosphorylate other targets. These PKs
utilize ATP as a source of phosphate by breaking down ATP
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into ADP and harnessing the liberated γ-phosphate.6 The
human genome contains over 500 protein kinases, with 478
classified as classical PKs and 40 classified as atypical PKs. The
phosphorylation process carried out by these PKs plays a
pivotal role in governing diverse cellular functions. Changes in
kinase activity can result in various modifications to the normal
functioning of the cellular processes. Furthermore, the aberrant
activity of protein kinases is a recognized characteristic linked
to cancer initiation, progression, and spread.7 PKs are integral
components of numerous signaling pathways, exhibit elevated
expression levels, and play a role in activating multiple
oncogenic pathways. The creation and advancement of potent
kinase inhibitors have become a promising field in cancer
therapeutics.8 A substantial portion of cellular pathways is
under the control of PKs, as the process of phosphorylation
and dephosphorylation fine-tunes the operation of these
pathways. Aberrations in their functionality are typically linked
to the initiation of various diseases.9 Over the last few decades,
PKs have garnered interest as potential targets in treating
cancer, metabolic syndromes, neurodegenerative conditions,
and various diseases.10−12 The FDA-approved inhibitors have
been developed for some of these kinases. Additionally, a range
of small-molecule inhibitors targeting protein kinases are
currently at various stages of clinical trials.13

The pyruvate dehydrogenase complex (PDHC) is a notable
complex involved in glucose regulation and energy generation
in mammals. This complex acts as a link connecting glycolysis
with the TCA cycle.14 The efficient functioning of the complex
relies on coordination between PDKs and phosphatases. PDKs
facilitate phosphorylation of specific serine residues on the E1α
subunit of PDHC, further deactivating the complex.15,16 The
association of PDK3 leads to its inactivation of PDHC, which
is linked to the development of several cancer types.17 The
PDK3 protein exhibits increased expression under the
influence of various factors, primarily due to the unregulated
transcription induced by hypoxia-inducible factor-1α (HIF-
1α). The heightened levels of this kinase lead to the inhibition
of mitochondrial respiration processes, causing alterations in
energy production responsibilities.18 Pyruvate is involved in a
negative feedback mechanism with PDKs 1, 2, and 4.
Interestingly, there is no feedback loop between pyruvate
and PDK3.16 This distinctive characteristic of PDK3 amplifies
its role in supporting cancer survival.19 The observed
correlation between increased PDK3 expression and improved
cancer survival underscores the significance of inhibiting the
expression of PDK3. Ongoing research is focused on
developing drugs to inhibit this kinase through drug
discovery.20,21 The binding site of PDK3 is a region on the
surface of the protein, where it interacts with its substrates and
inhibitors. In PDK3, certain aspartate (Asp) residues
participate in deprotonation of the substrate or in stabilization
of transition states during phosphorylation. Serine (Ser) and
threonine (Thr) residues are often phosphorylated during
enzyme activity. In PDK3, specific Ser or Thr residues may
serve as phosphorylation sites that are targeted by upstream
kinases or participate directly in the phosphorylation of the
PDC.

In recent years, there has been growing interest in exploring
natural products as a source of potential treatments.
Phytochemicals derived from plants have demonstrated their
efficacy as potent agents in various diseases, offering
therapeutic benefits with minimal side effects.22−26 Phyto-
chemicals exhibit significant diversity and have been employed

for various health purposes throughout history.27 Phytochem-
icals encompass varied chemical compounds with powerful
anticancer potential. Several of these compounds have received
approval for their use against cancer.28,29

Myricetin (MT) is a potent natural compound associated
with managing diseases due to its antimicrobial, anti-
inflammatory, cardioprotective, and antidiabetic proper-
ties.30,31 Its impact on different types of cancer has been
elucidated through its ability to modulate crucial cell-signaling
molecules. Recent studies highlight MT’s potential in cancer
management by targeting various cancer hallmarks through
diverse molecular mechanisms. This flavonoid has been shown
to inhibit cell proliferation, angiogenesis, and metastasis while
inducing apoptosis.32,33 Numerous investigations have revealed
that PDK3 is upregulated in a variety of cancer types, and a
correlation has been observed between elevated PDK3
expression and the progression of cancer. In lieu of the
powerful anticancer potential of phytochemicals, the study
aims to investigate the binding mechanism of MT with PDK3
and further investigate its kinase inhibitory potential. This
study is the first of a kind that reports PDK3 as a target of MT,
opening up new avenues of using MT in anticancer
therapeutics by targeting PDK3.

Initially, we conducted molecular docking studies to assess
the interactions between MT and PDK3. Subsequently, we
performed molecular dynamics (MD) simulation study over
100 ns, during which we computed all significant parameters
related to protein−ligand interactions. We also analyzed
variations in the secondary structure over time after ligand
binding and conducted MM/GBSA analysis to evaluate the
binding’s favorability. After this in-silico analysis, we examined
the impact of the ligand on the protein’s structure and activity
through ATPase inhibition and fluorescence binding assays.
Our results confirm that MT interacts with PDK3 with distinct
binding efficiencies. As a result, it may warrant investigation for
therapeutic applications following a specific validation process.

■ MATERIAL AND METHODS
Materials. LB (Luria−Bertani) and LB agar were used in

bacterial culturing, purchased from HiMedia. Antibiotics were
purchased from Sigma-Aldrich (USA). Chemicals such as
CAPS buffer, NaCl, Tris-HCl, NaOH, N-lauryl sarcosine,
imidazole, etc., were purchased from Merck, Germany. Ni-
NTA beads were purchased from Qiagen, Germany. MT was
purchased from Sigma-Aldrich, United States. Milli-Q water
was used in buffer preparation.

Protein Expression and Purification. The human PDK3
gene was obtained from the PlasmID HMS library of human
kinases. The protein was purified as per our previously
established protocols.34

Enzyme Inhibition Assay. The malachite-based enzyme
assay was done to evaluate the kinase activity of PDK3 by
measuring the amount of ATP transformed into ADP and the
subsequent release of Pi. The protein (PDK3) was taken in 5
μM concentration for the assay. The kinase activity without
any ligand was considered 100% activity. Further, an increasing
concentration of MT was added in different wells of a 96-well
plate and incubated for an hour. After the incubation time,
ATP was added (200 mM) to all the wells and incubated for
30 min. The reaction was terminated by adding the BIOMOL
green reagent and allowed to carry out its function for 20−30
min. The 96-well plate was analyzed spectrophotometrically at
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620 nm with a multiplate reader to analyze the changes in
activity of the protein kinase.35

Fluorescence Binding Assay. Fluorescence measure-
ments are useful for examining the association between
biomolecules with small compounds. The aromatic amino
acids, especially Tryptophan (Trp) is the main source of
intrinsic fluorescence in proteins due to the presenece of Trp
residues which is responsible for the fluorescence intensity.
Using MT as a ligand, a fluorescence-based binding experiment
was performed on PDK3 using a Jasco spectrofluorometer
(FP-6200). A stock solution of MT (1 mM) was prepared
initially and was diluted further to the working concentrations.
The concentration of PDK3 was kept constant at 4 μM, and
MT was varied from 0 to 8 μM. The resultant spectra were
measured between 300 and 400 nm after PDK3 was stimulated
at 280 nm with response set to medium and slit width set at 10
nm. The inner filter effect was accounted for in all experiments,
following established protocols.36 All the spectra reported here
are the subtracted spectra after considering the fluorescence of
MT by taking the blank spectra of the ligand. A thorough
examination of quenching was carried out utilizing the
modified Stern−Volmer equation.37 We carried out these in
triplicate, and the mean was taken into account for the
calculation.

= + [ ]
F F

F
K n Clog log log0

(1)

Molecular Docking Studies. Under the PDB identifier
code 1Y8O, the atomic coordinates of the human PDK3
protein were retrieved directly from the Protein Data Bank
(PDB) database.38 The Schrödinger package was utilized to
compute the PDK3 structure for the docking studies. Getting a
neutral pH of 7.0 required removing crystallographic water
molecules, adjusting the protein’s charge, and adding hydrogen
atoms.39,40 The 2-D structure of MT with CID number
5281672 was obtained from the PubChem database.
Schrödinger’s LigPrep module optimized the small molecule
structure by adding hydrogen atoms and converting it into a 3-
D format file to improve its orientation. Subsequently, a
receptor grid was generated with coordinates of X = −47.86, Y
= 18.59, Z = 69.03, with dimensions of 20 × 20 × 20 Å. Using
Schrödinger’s Glide module in the extreme precision (XP)
mode, molecular docking was performed. After achieving
favorable orientations, we further process this MT-PDK3
docked complex for 100 ns of MD simulation to investigate
any structural changes in the MT-PDK3 complex to support
our preliminary hypothesis.41

Molecular Dynamics Simulations. The apo-PDK3 and
MT-PDK3 systems were processed through the Graphics
Processing Unit (GPU) version of the PMEMD package,
supported in Amber-18. Protein termini were capped on both
sides with neutral acetyl and methylamide residues to ensure
stability during and after the simulations. The Antechamber
module was used to parametrize and assign atomic charges to
the molecule. Force field ff14SB was implemented on the apo-
PDK3 and the MT-PDK3 complex to define the protein. The
LEaP module in Amber-18 was used to solvate ions inside the
systems.42−45 A TIP3P water box was chosen as solvent in our
intricate model by maintaining a 10 Å distance between the
atoms and solutes. A periodic van der Waals cutoff of 12 Å was
implemented for efficient and accurate simulations with a 2 fs
integration time step. Systems were minimized with a restraint
potential of 10 Å using 500 steps steepest descent continuing

until 1000 conjugate gradient processes. Afterward, the
systems were gradually heated from 0 to 300 K, having a
harmonic restraint of 10 Å followed by an equilibration step for
5 ns by removing all the previous restraints. A final production
phase run of 100 ns was performed for both apo-PDK3 and the
MT-PDK3 complex to analyze the changes in the trajectories.
Our most recent articles include more detailed information on
the process.46

Post-MD Simulation Dynamic Trajectories Investiga-
tion. AMBER’s CPPTRAJ module was used to perform post-
MD analysis on the MT-PDK3 complex and apo-PDK3. This
module is important in assessing and working with trajectory
data from MD simulation experiments.47 We assessed the
structural alterations in the protein using several analytical
techniques such as radius of gyration, solvent accessible surface
area, hydrogen bond analysis, root-mean-square deviation,
root-mean-square fluctuations, and secondary structure anal-
ysis. The Origin plotting tool was utilized to create 2-D graphs
from the MD trajectories to display appropriate results.48

Dynamic Cross-Correlation Matrix. Using dynamic
cross-correlation matrices (DCCM), the MD resultant
trajectories were analyzed for residual movement. The changes
in the protein’s Cα atom can be ascertained using this
analysis.49 Using all the PDK3 backbone Cα atoms, the least-
squares-fitting approach is used in DCCM to translate and
rotate all configurations to align on the equilibrated
configurations after the bound ligand. The methodology used
was as per our previous publications.50 The cross-correlation
coefficient Cij was calculated using the below-specified
equation, where i and j denote the atomic fluctuations in the
systems:

=
·

C
r r

r r( )
ij

i j

i j
2 2 1/2

(2)

The symbol Δri,j represents the deviation of the standard point
between the ith and jth molecules, with angle braces denoting
the complete bends. All corresponding charges are denoted by
Cij = 1, while Cij = −1 indicates highly resistant developments
throughout. The range of changes from 1 to −1 illustrates the
correlation and anticorrelation between the activities of i and j.
The DCCM was computed using the CPPTRAJ module in
Amber 18, and all matrices were visualized using Origin
software.

Thermodynamic Free Energy Calculations. Utilizing
the molecular mechanics/generalized-Born surface area (MM/
GBSA) technique,51 we computed the MT-PDK3 complex’s
relative binding free energies. The CPPTRAJ module
eliminated all counterions and solvents from the system.52

The free energies (ΔGbind) were computed using the equation
for both systems:

=G G G Gbind complex protein ligand (3)

The free energy term ΔGbind is computed using the following
equations:

= +G E G T Sbind gas solvation (4)

where

= + +E E E Egas int vdw elec (5)

= + +E E E Eint bond angle torsion (6)
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= +G G Gsolvation polar nonploar (7)

= +G SASAnonploar (8)

The TΔS represents the change in entropy following ligand
binding, which was previously overlooked due to the
noncritical nature of the entropic effect in calculating ligand
binding affinities (eq 4). The gas phase energy (ΔEgas)
comprises the sum of internal (ΔEint), van der Waals (ΔEvdW),
and electrostatic (ΔEelec) energies (eq 5). Internal energy
(ΔEint) pertains to bond vibrations, bond angles, and rotation
of single bond torsional angles (eq 6). Solvation-free energy
(ΔGsolvation) encompasses polar (ΔGpolar) and nonpolar
(ΔGnonpolar) energy contributions (eq 7). The polar solvation
GGB contribution was evaluated using the generalized Born
(GB) solvation module with a dielectric constant of 1 for
solutes and 80.0 for solvents. Nonpolar free energy
contributions were calculated using eq 8, where the surface
tension proportionality constant γ and the free energy of
nonpolar solvation of a point solute, β, were set to 0.00542
kcal/mol/Å2 and 0.92 kcal/mol, respectively. SASA corre-
sponds to the polarizable area of soluble agents.

Principal Component Analysis. The principal compo-
nent analysis (PCA) is an important technique for minimizing
data dimensionality while preserving as much disparity as
possible. This basic method is widely used to find and
recognize a protein structure’s main positive and negative
patterns. The implementation of the PCA to MD trajectories
explained the atomic fluctuations of the Cα atoms in the
protein. The principal components are eigenvectors of the
covariance matrix. The PCA is built on the 3N-dimensional
covariance matrix with elements Cij for coordinates i and j. By
the following equation, the matrix elements of the positional
covariance matrix C were determined:

= =C q q q q i j N( )( ) ( , 1, 2, ..., 3 )i i i j j (9)

The average is computed following superimposition with a
reference structure using a least-squares fitting procedure to
eliminate translational and rotational motions. This helps

isolate the significant motions from the MD trajectories. The
Cartesian coordinates qi and qj represent the ith and jth Cα

atom positions, respectively, with N denoting the total number
of Cα atoms. Next, to obtain the eigenvalues and eigenvectors,
the symmetric matrix C is converted into a diagonal matrix Λ
of eigenvalues through an orthogonal coordinate trans-
formation matrix T:

= T C Tij
T

(10)

The eigenvectors indicate the directions of motion relative
to reference position qi, with each eigenvector paired with an
eigenvalue representing the overall mean-square fluctuation
along that specific direction. The PCA was conducted using
the CPPTRAJ module from the Amber 18 suite, and the
protein’s collective motions were visualized using a porcupine
plot generated by NMWiz within VMD.53

■ RESULTS AND DISCUSSION
Dysregulation of signaling pathways, either directly or
indirectly, is frequently linked to most human cancer initiation
and progression.54,55 Protein kinases are one of the essential
components of these signaling cascades and, therefore, have
drawn substantial interest from researchers as promising
targets in cancer therapeutics.56,57 Cancer cells exhibit a
distinct metabolic characteristic, wherein aerobic glycolysis
becomes the primary mode of energy production, diverging
from oxidative phosphorylation. This metabolic adaptation
serves as a vital survival mechanism for cancer cells, allowing
them to flourish even in challenging conditions such as
hypoxia. Playing a crucial role in modulating the metabolic
shift during cancer onset and development, PDK3 is an
important therapeutic target.1,19 Several studies have docu-
mented the up-regulation of PDK3 in diverse cancer types, and
a direct association has been noted between increased PDK3
expression and the advancement of cancer.17,58−60

Natural compounds are known to exhibit anticancer
properties. The compounds extracted from the plants and
phytochemicals are known to exhibit a wide range of biological
activities.61−64 In this study, we used a naturally occurring

Figure 1. ATPase assay of PDK3 with increasing concentrations of MT.
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phytochemical MT and studied its effect on a protein kinase
associated with cancer, PDK3. The ligand was studied for its
binding potential, inhibitory potential, and binding affinity with
PDK3. MT showed an effective binding with PDK3 in the
active site pocket of the kinase domain. The ATPase assay
depicted the kinase inhibitory potential of MT, and it was
apparent that it showed a better IC50 value as compared to
other phytochemicals that have been established as PDK3
inhibitors,34,58 thereby implying MT is a more potent inhibitor.
The binding of MT in the kinase domain was related to
modulations in the structure and functional aspects of the
protein. A detailed MD simulation was carried out for the apo-
PDK3 and MT-PDK3 complexes, which showed the formation
of a stable complex, predominated by a hydrogen bond. The
MD simulation parameters showed the overall structural
stability of the protein−ligand complex. The activity of the
protein was decreased in the presence of the ligand in a
concentration-dependent manner. The binding of MT with
PDK3 showed an excellent binding affinity of the ligand
toward the protein. The overall results depict that MT is an
effective candidate in cancer therapeutics that inhibits the
function of PDK3. Inhibition of overexpressed PDK3 may
restore the dysregulated signaling cascade in cancer.

Enzyme Inhibition Assay. PDK3 exhibits ATPase activity,
which can be utilized to evaluate the inhibitory capabilities of
the ligands. The ATPase activity is the potential of the protein
to hydrolyze ATP, and an experiment was carried out to
estimate efficacy of MT in reducing the kinase activity of
PDK3. We observed that MT exhibited a strong inhibitor of
PDK3, has signficantly reduced its activity in a concentration-
dependent manner, as depicted in Figure 1. The IC50 of MT
against PDK3 was 3.3 μM.65 The obtained IC50 value is much
lower than that obtained for other phytochemicals that have
been established as PDK3 inhibitors29,58 in earlier published
literature, thereby implying the significance of MT as a PDK3
inhibitor. Ligands can function as competitive inhibitors,
binding to the active site of the kinase and impeding substrate
binding. This competition for the active site disrupts the
kinase’s capability to phosphorylate its substrate, ultimately
reducing its activity. Therefore, understanding these inter-
actions is crucial for drug development and unraveling the
intricate molecular mechanisms that underlie various biological
processes.

Fluorescence Binding Studies. Fluorescence quenching
is a phenomenon in which fluorophores emit emission spectra
that decrease upon exposure to certain external factors or

Figure 2. Fluorescence binding assay of MT binding to PDK3. (A) Fluorescence emission spectra of PDK3 with ascending concentration of MT (0
to 8 μM). (B) Modified Stern−Volmer (MSV) plot based on the fluorescence quenching of PDK3 as a function of increasing MT concentrations.

Figure 3. Structural representation of binding of PDK3 with MT. (A) Protein-MT complex. (B) A closer view of the binding site of PDK3
generating interactions with MT in 3-D orientation. (C) 2-D map of MT docked in complex with PDK3 protein showing hydrogen bonds and
other associated interactions.

ACS Omega http://pubs.acs.org/journal/acsodf Article

https://doi.org/10.1021/acsomega.4c03001
ACS Omega 2024, 9, 29633−29643

29637

https://pubs.acs.org/doi/10.1021/acsomega.4c03001?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c03001?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c03001?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c03001?fig=fig2&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c03001?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c03001?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c03001?fig=fig3&ref=pdf
https://pubs.acs.org/doi/10.1021/acsomega.4c03001?fig=fig3&ref=pdf
http://pubs.acs.org/journal/acsodf?ref=pdf
https://doi.org/10.1021/acsomega.4c03001?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


interactions with other molecules. Fluorescence quenching can
occur by three distinct mechanisms.66,67

An experiment on fluorescence quenching was performed
featuring PDK3 as the fluorophore and MT as a quencher. The
emission spectra indicated a decrease in fluorescence intensity
upon addition of the ligand (ranging from 0 to 8 μM) to the
protein. The change in fluorescence intensity was systemati-
cally investigated using the double log relation (modified
Stern−Volmer equation) to assess the binding constant (K), as
illustrated in Figure 2. The determined binding constant (Ka)
for the MT-PDK3 complex was found to be 1.14 × 105 M−1,
which signifies a pronounced affinity between the protein and
the ligand, highlighting the strength of their interaction.

Molecular Docking. In computer-aided drug develop-
ment, molecular docking is a widely used to identify small
molecules’ preferred conformation or orientation in complexes
with associated proteins. MT was docked at the active site of
the PDK3 protein involving various binding forces. The
outcome of docking is illustrated in Figures 3A and B. With a
considerable docking score of −8.69 kcal/mol, the MT-PDK3
complex successfully showed positive orientations. MT
engaged with the Asp275 residue of the PDK3 protein,
forming a strong hydrogen bond contact via the benzene ring.
The MT-PDK3 complex also engaged in an H-bond with

Phe295. Additionally, MT was surrounded by several hydro-
phobic residues indicative of an accurate binding site. To
support our theory, we carried out a thorough investigation of
the MT-PDK3 complex.

Postdynamics Trajectory Analysis. We investigated
structural parameters to evaluate the effect of MT binding to
PDK3. The root-mean-square deviation (RMSD) was
calculated to analyze the structural deviations and the
modulation in dynamic behavior upon binding of the ligand
to PDK3. A protein can exhibit various conformational
alterations in its structure during the simulation. The changes
majorly include reorganization of the side chains and a
modified secondary structure that includes α-helices and β-
sheets.68 Apo-PDK3 protein and MT-PDK3 complex were
shown to have average RMSDs of 4.89 and 4.29 Å,
respectively. When compared with apo-PDK3, the MT-
PDK3 complex showed a reduction in RMSD values. The
RMSD of PDK3 shows the substantial stability of the MT-
PDK3 complex, which is consistent with a noteworthy
equilibration with no major changes after 30 ns of the MD
simulation (Figure 4A).

Fluctuation of individual amino acid residues or groups of
residues in a protein can be calculated in terms of root-mean-
square fluctuation (RMSF). A variation of all of the residues

Figure 4. Structural dynamics of the PDK3 protein and in complex with MT. (A) RMSD in Å for C-backbone atoms of protein and protein−ligand
complex; (B) RMSF values (Å) calculated for protein and protein−ligand complex; (C) Rg values (Å) after ligand binding and PDK3; (D) SASA
values in Å2 calculated for Apo-PDK3 and the MT-PDK3 complex after 100 ns of MD simulations.
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was calculated for both the MT-PDK3 complex and apo-
PDK3, as shown in Figure 4B. The MT-PDK3 complex and
apo-PDK3 were shown to have average RMSF values of 6.81
and 8.21 Å, respectively. An increased RMSF values without a
ligand highlight notable structural variations during the
simulation by indicating flexibility in specific regions. However,
there was a minimal fluctuation in the protein residues were
observed after MT binding. Numerous interactions, including
hydrogen bonds and other noncovalent interactions were
thought to contributed to the stability of this protein−ligand
complex. Reduced protein fluctuation after MT binding
indicates the strong stability of protein-ligand complex.

The radius of gyration (Rg) is used in analyzing the flexibility
and compactness of a 3-D structure of a protein. The structural
changes incurred upon ligand binding cause variations in the
Rg values, which in turn cause protein folding or unfolding.69

After estimating the Rg values, the digital values for the apo
PDK3 and MT-PDK3 complex were calculated as 22.71 and
22.31 Å, respectively. Figure 4C illustrates the compactness in
the MT-PDK3 complex. A compact and rounded system has a
lower Rg value, which indicates packing closer to the center of
mass and compactness of the atoms.

The surface area of a biomolecule accessible to solvent
molecules is measured by the SASA estimate, which is essential
for trajectory analysis generated by MD simulations. SASA is
used to analyze how a molecule interacts with its surroundings
and to explore biomolecules’ dynamics, stability, and
conformational changes.70,71 The SASA value of the MT-
PDK3 complex and apo-PDK3 protein was determined to have
a better understanding of the conformational changes that
occurred in the simulation. SASA values for PDK3 were
determined to be 19,592 Å2 overall; however, Figure 4D
illustrates little variation following ligand interaction, with
values of 19,253 Å2. The ligand often occupies a specific
binding pocket on the protein’s surface during the ligand-
binding process. The drop in SASA may be a sign of the
successful occupancy of the binding pocket, reducing the
amount of solvent to which this area is exposed. Based on
comprehensive structural research, it can be inferred that the
protein in its ligand-bound state is more stable and effective in
blocking PDK3.

Hydrogen Bond Analysis. Hydrogen bonds encompass
the electrostatic attraction between a hydrogen atom, bound to
an electronegative atom, such as oxygen or nitrogen, and
another electronegative atom. Within a protein−ligand
complex, these bonds establish specific interactions between
distinct amino acid residues in the protein and functional
groups on the ligand. This specificity is crucial for ensuring the
precise and accurate binding of the ligand to the protein. It is
an essential technique to comprehend the structural stability of
a protein to analyze the intramolecular hydrogen bonds formed
when a ligand binds to it. The formation of hydrogen bonds
between the protein and the ligand leads to a reduction in free
energy, making the complex more stable.34,72 The MT-PDK3
complex shows an increase in the number of hydrogen bonds.
The MT-PDK3 complex shows increased hydrogen bonds,
with a maximum of 140−215, whereas apo-PDK3 unbound to
any ligand showed fewer H-bonds (145−204), as depicted in
Figure 5. An increase in intramolecular H-bonds upon binding
of MT to PDK3 can have significant implications for the
structural stability of the complex.

Dynamical Cross-Correlation Matrix. Movements inside
a protein occur throughout various periods from femtoseconds

to seconds. The time scale used to compile the correlation data
affects the dynamic cross-correlation matrix (DCCM) as well.
The inter-residue DCCM analysis investigated the correlated
and anticorrelated motions in the apo-PDK3 and MT-PDK3
complex. Figure 6 shows the DCCM plots created for the apo-
PDK3 and MT-PDK3 complex.73,74 Red and blue represent
the positive and negative correlations among the residues.
According to the maps, there were multiple positive
correlations in the MT-PDK3 complex compared to apo-
PDK3, which can be noted in Figures 6A and B. This indicates
that the MT-PDK3 complex shows promising residual motions
after compound binding. The patterns of correlations across all
graphs are clearly distinguished, implying that the motions of
both apo-PDK3 and its ligand-bound complex are stable.

MM/GBSA Free Binding Energy. To calculate the
binding free energy of MT with the PDK3 protein, MM/
GBSA was utilized. The results are displayed in Table 1. The
MT-PDK3 complex’s total binding free energy (ΔGbind) was
observed to have a digital value of −41.52 kcal/mol. A larger
negative ΔGbind shows a greater affinity for binding between
the ligand and PDK3. The van der Waals energy shift upon
protein−ligand binding is shown by the ΔEvdW energy. With a
binding score of −29.63 kcal/mol, the van der Waals energies
in the MT-PDK3 complex contributed significantly. In
addition to estimating overall binding free energy (ΔGbind),
the ΔEele gives information about the repulsive and attractive
electrostatic interactions in ligand binding. MT-PDK3 complex
stability was greatly aided by ΔEele, with a score of −72.39
kcal/mol. The ΔGgas in the MT-PDK3 complex reflected a
negative energy, with a score of −102.3 kcal/mol. The binding
of MT with PDK3 was positively influenced by gas-phase
interactions, as shown by the negative ΔGgas values.

With a score of 60.51 kcal/mol, the MT-PDK3 complex
showed positive scores of ΔG_sol. The result showed fewer
contributions from solvation effects in the MT-PDK3 complex
than the unbound solvation energy. With a 65.68 kcal/mol
value, ΔGpolar showed a positive value for the protein−ligand
complex, indicating less favorable contributions from the
interactions. ΔGnonpolar provides insight into the function of
nonpolar solvation effects in ligand binding, such as van der
Waals interactions and the hydrophobic effect. The value of

Figure 5. 2-D representation of intramolecular hydrogen bond
formation for apo PDK3 and PDK3 in complex with MT over 100 ns
of MD simulations.
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ΔGnonpolar, which is −5.17 kcal/mol, indicates that nonpolar
solvation effects have contributed to favorable binding of MT
to PDK3. This binding affinity data show that MT is a strong
PDK3 inhibitor.

Principal Component Analysis. Based on eigenvectors
on the X and Y axes, principal component analysis (PCA) was
used to investigate the conformational changes in amino acids
upon ligand interaction.75 The 2-D Figure 7 illustrates the
constant dispersion of MT in the PC1−PC2 locations. While
MT was dispersed in positive locations on PC1−PC2
eigenvectors, apo-PDK3 was dispersed in negative locations
on PC1. The proposed MT inhibitor demonstrated the most
positive motions on both axes of eigenvector 2. Additionally, it
showed a positive 20.21 Å trace covariance matrix with positive
values on the X-axis. MT showed that upon binding to the

PDK3 protein, there was a slight variation on eigenvectors 1
and 2, both of which had positive values. This investigation
validates the residual fluctuations of the MT-PDK3 complex
and apo-PDK3 that were previously indicated during the MD
simulation.

■ CONCLUSIONS
This research emphasizes the vital role of protein kinases, with
a particular focus on PDK3, in driving cancer progression by
participating in metabolic modulations that enhance cancer
survival. The direct correlation between overexpressed PDK3
and cancer indicates its role as potential drug target in cancer
therapeutics. We investigated the inhibitory potential of MT
against PDK3 using molecular docking, MD simulations, and
activity assays and revealed a strong affinity of MT for PDK3.

Figure 6. Two-dimensional distance correlation matrix for positive and negative correlation for (A) apo-PDK3 protein and (B) the protein in
complex with MT after 100 ns of MD simulations.

Table 1. Binding free energy calculations of PDK3-MT complex using MM/GBSA approach.

Protein−ligand complex ΔEvdW ΔEele ΔGgas ΔGpolar ΔGnonpolar ΔGsol ΔGbind

MT-PDK3 −29.63 −72.39 −102.03 65.68 −5.17 60.51 −41.52

Figure 7. (A) PCA plot constructed by eigenvector 1 vs eigenvector 2 for apo-PDK3 and for PDK3-MT complex showing the positive and negative
residual movements. (B) Relative projection of crystal structure with the initial coordinates of the simulations onto PC1−PC2 over 100 ns MD.
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MT significantly inhibited the enzymatic activity of PDK3 with
an IC50 of 3.3 μM. A fluorescence binding assay also showed a
high affinity of the MT towards PDK3. Further, MD
simulation was carried out to understand the interactions of
ligand molecule with PDK3. The MD simulation studies
showed a stable MT-PDK3 complex formation. The complex
was stabilized by van der Waals and electrostatic interactions;
however, solvation energy did not contribute to the stability.
Intramolecular hydrogen bonds contributed significantly to
stabilizing the complex, with minimal conformational fluctua-
tions throughout the simulation. Given the proven effective-
ness of MT in inhibiting PDK3, it holds promise as a potential
drug candidate for diseases linked to PDK3 dysregulation, after
essential validations in clinical settings.
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