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Antiapoptotic proteins represent a major obstacle to the success of anticancer therapies, as they promote
the survival of malignant cells and contribute to treatment resistance. Among these, Bcl-2 and Bcl-xl are
frequently overexpressed in pancreatic cancer, making them important therapeutic targets. In this work,
we present a systematic computational study aimed at identifying the molecular features that enable
selected cinnamyl and quinoxaline derivatives to inhibit the oligomerization of these proteins. Using a
combination of molecular docking and molecular dynamics simulations, we characterized the most
plausible binding modes and assessed the stability of the resulting complexes. Key intermolecular inter-
actions responsible for binding were analyzed using the Quantum Theory of Atoms in Molecules (QTAIM),
while reactivity descriptors derived from temperature-dependent chemical reactivity theory were
employed to rationalize trends in affinity and stability. Our results reveal consistent structural and elec-
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tronic patterns that govern the effective inhibition of Bcl-2 and Bcl-x|, providing mechanistic insight into
their molecular recognition processes. Beyond improving the understanding of antiapoptotic protein inhi-
bition, this study offers practical guidelines for the rational design of new small-molecule inhibitors with
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1. Introduction

Cancer is a significant problem for global health due to its
high mortality rates. Pancreatic cancer is one of the most unfa-
vorable cancers and is the fourth leading cause of death in the
United States, primarily due to its late detection and pro-
nounced resistance to chemotherapy, resulting in a dismal sur-
vival rate of less than 5%."> The pancreatic cancer cell line 1
(PANC-1), one of the most significant cancer cell lines, is a key-
stone target for understanding the mechanisms of uncon-
trolled pancreatic cell proliferation, potentially resulting in a
highly aggressive neoplasia known as adenocarcinoma.’
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One of the mechanisms of therapeutic resistance in cancer
cells is antiapoptotic protection through members of the Bcl-2
family, which are present in PANC-1.* Proteins from the Bcl-2
family are apoptotic regulators, acting primarily at the mito-
chondrial membrane, where they modulate its permeability.
This modulation facilitates the release of key signaling mole-
cules, such as cytochrome c, which ultimately triggers the
cascade of events leading to programmed cell death. By balan-
cing pro-apoptotic and anti-apoptotic signals, Bcl-2 family pro-
teins play a central role in maintaining cellular homeostasis and
determining cell fate.® This family of proteins is primarily con-
stituted by pro-apoptotic members, such as Bcl-2-associated X
protein (BAX) and Bcl-2 homologous antagonist/killer (BAK),
which serve as the final effectors of apoptosis by forming pores
in the external mitochondrial membrane via oligomerization.
Conversely, antiapoptotic proteins, such as the antiapoptotic
B-cell lymphoma-2 (Bcl-2) and B-cell lymphoma-extra-large (Bcl-
xl) proteins, act as cell death inhibitors.”® These antagonist pro-
teins can sequester their proapoptotic counterparts, thus pre-
venting cell death.”® Immunohistochemical assays have shown
that the antiapoptotic members Bcl-2 and Bclxl are over-
expressed in 50-70% of all pancreatic cancers.’

Another subfamily of Bcl-2 proteins comprises Bcl-2 hom-
ology 3 domain (BH3) mimetics, which act as activators of BAX
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and BAK and inhibitors of Bcl-2 and Bel-xl. Several studies on
different types of cancer have shown uncontrolled over-
expression of antiapoptotic members, an alteration that may
lead to the development of resistance to oncological treat-
ments.'® Research into the design and development of small
molecules that imitate the function of BH3-mimetics has
revealed their potential to induce apoptosis in cancer cells.
These molecules selectively bind to the active sites of anti-
apoptotic proteins such as Bcl-2 and Bclxl, disrupting their
interaction with pro-apoptotic  proteins.”'®  Navitoclax
(ABT-263) and venetoclax (ABT-199) are drugs used in the treat-
ment of acute and chronic leukemias acting as BH3-mimetics
targeting and inhibiting Bcl-xl."" Several studies developed to
induce cell death in pancreatic cancer have focused on the
identification of curcumin derivatives that possess multifunc-
tional pharmacological properties, including anti-oxidant,'?
anti-inflammatory"® and anticancer'* activities. However, their
clinical utility is limited due to extensive first-pass metab-
olism, which markedly reduces their oral bioavailability."> To
address this limitation, a key area of active research involves
the development of synthetic analogs of curcumin designed to
enhance its pharmacological effects. Recent findings suggest
that cinnamyl derivatives represent a new class of compounds
with significant therapeutic value.'® Cinnamyl-based com-
pounds are commonly synthesized via a standard Claisen—
Schmidt reaction, which is conducted via the condensation of
diacetyl and benzaldehyde.'”

Quinoxalines are a second class of highly promising hetero-
cyclic compounds characterized by a benzene ring fused to a
pyrazine ring. This unique structure endows them with a
broad spectrum of biological activities, including antibacterial,
anti-inflammatory, anticancer, and antimalarial effects.'®*°
Particularly, polyfunctionalized quinoxaline derivatives have
been identified as a new class of chemotherapeutics.*!

Recent studies have highlighted that cinnamyl (1,6-diaryl-
hexa-1,5-diene-3,4-diones) and quinoxaline (2,3-di((E)-prop-1-
en-1-yl)quinoxaline) derivatives (for instance, those shown in
Fig. 1) are highly effective apoptosis inducers. It is suggested
that these compounds exert their anticancer effects by target-
ing key signaling pathways associated with Bcl-2 family pro-
teins and caspases. By disrupting the anti-apoptotic functions
of Bcl-2 proteins and activating caspase-dependent pathways,
they effectively promote programmed cell death in pancreatic
cancer cells.*

This study is focused on elucidating and rationalizing the
affinity of some of the members of this new class of anti-pan-
creatic cancer candidates (Fig. 1) toward their pharmacological
targets, the anti-apoptotic proteins Bcl-2 and Bel-xl. To achieve
a comprehensive and reliable understanding, we employed a
multi-faceted computational approach. First, molecular
docking studies were conducted to rank the candidates based
on their binding affinity to these targets. Subsequently,
selected protein-inhibitor complexes were then subjected to
molecular dynamics simulations to assess their stability and
dynamic behavior over time. Weak interactions critical to the
stability of these complexes were identified through the ana-

1642 | Org. Biomol. Chem., 2026, 24, 1641-1658

View Article Online

Organic & Biomolecular Chemistry

Fig. 1 Cinnamyl and quinoxaline derivatives considered in this work.2*

lysis of bond critical points (BCPs) using the Quantum Theory
of Atoms in Molecules (QTAIM)>® for which we constructed
simplified protein-inhibitor models. Furthermore, the
inherent molecular affinity of these candidates towards their
targets was evaluated using advanced reactivity descriptors,
some of which were derived from the temperature-dependent
chemical reactivity theory (t-CRT).>®° By integrating these
methodologies, our work aims to uncover key protein-inhibi-
tor interactions that, in addition to providing a rational expla-
nation for the stability of the studied protein-inhibitor com-
plexes, could guide the design and development of next-gene-
ration antineoplastic drugs with enhanced efficacy.

2. Computational strategies
2.1 Geometry optimization of inhibitors

For each inhibitor, an initial exploration of a diverse range of
possible rotamers was conducted using Born-Oppenheimer
molecular dynamics (BOMD) simulations at the PBE/DZVP?'?
level of theory, under elevated temperature conditions of 600 K
to enhance conformational sampling. Each simulation
spanned 700 steps for a total simulation time of 2
femtoseconds.

The resulting geometries were ranked in terms of their free
energies, and the selected structures were then optimized in
the gas phase using the ®B97XD*® density functional approxi-
mation (DFA), conjointly with the def2-TZVP** orbital basis set

This journal is © The Royal Society of Chemistry 2026
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for all atoms. It is well documented that this level of theory is
adequate to describe weak chemical interactions, such as
those observed in protein-inhibitor complexes.”® The resulting
lowest energy conformation was then selected. The effect of
the solvent medium on geometries and computed molecular
properties was additionally evaluated using a continuum
approach, particularly the SMD solvation model®® at the same
level of theory as the previous step. We confirm that all the
optimized structures (both in the gas and solution phases) cor-
responded to minima on the potential energy surface (PES) by
an analysis of vibrational frequencies. BOMDs were performed
with the deMon2k package,®® while geometry optimizations
and electronic structure calculations were carried out using
Gaussian 16 software.*”

2.2 Molecular docking and dynamics

Compounds M1-M7 were selected as ligands for molecular
docking and were previously optimized and prepared by
adding nonpolar hydrogens and Gasteiger charges using
AutoDock Tools 1.5.2 (ADT).*® The crystal structures of pro-
teins from the Bcl-2 family were obtained from the Protein
Data Bank (PDB) database (https:/www.rcsb.org/) under the
PDB IDs 4IEH (Bcl-2) and 3ZK6 (dimeric Bel-xl). Other studies
examined these proteins due to their interaction sites with
BH3-activating proteins.*®*° For both proteins, the water mole-
cules and the cocrystallized compounds bound to them were
eliminated using visual molecular dynamics (VMD) software.!
Subsequently, hydrogen atoms and Kollman charges were
added using ADT 1.5.2. The size of the grid on which the Bcl-2
interaction was established at coordinates x = 10.659, y =
24.4212, and z = 8.479 with 86 points on each dimension,
whereas the interaction box for the Bcl-xl protein was estab-
lished at x = 20.181, y = 52.776, and z = 0.135 with 102 points.
The Lamarckian genetic algorithm was realized by employing
100 docking runs, 26 000 generations, and 2.5 x 10’ energy
evaluations. The minimum energy conformations (EU) and
inhibition constants (K;) were determined using the ADT 1.5.2
interface. For comparison purposes, our docking study was
extended to the monomeric Bel-xl protein, which is suggested
as the simplest representative model for this protein.*> The
images of the protein-ligand interactions were visualized
using the Biovia Discovery Studio®® and Chimera** software
packages.

The protein-ligand complexes were analyzed via molecular
dynamics (MD) to evaluate their stability over time. At this
stage, only the monomeric Bcel-xl protein complexes were ana-
lyzed. After a short standard thermal and density-fitting equili-
bration protocol, a 300 ns isothermal-isobaric ensemble at
310 K and 1 atm production simulations were run in duplicate
using the open-source software NAMD v. 2.14*° and the
CHARMMS36 force field."® The NAMD psfgen program was
used to generate the topology file for the protein, while the
topologies for the M3 and M5 ligands were recovered with
CGenFF (https:/cgenff.com/). The final models of the protein-
ligand complexes were used to carry out equilibration of the
system, density fitting, and production MD simulations. The
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density equilibrium dynamics was applied to enable the
system to achieve a stable thermodynamic state prior to ana-
lysis, consisting of five steps to adapt the solvent, perform a
heating process, and adjust the volume. Based on the docking
results, the complexes exhibiting the lowest (M3-Bcl-xl) and
highest (M5-Bcl-xl) binding affinities—consistent, as discussed
below, with trends observed in the preliminary 300 ns mole-
cular dynamics simulations—were selected for an additional,
third independent simulation replica of 500 ns. The pro-
duction dynamics were analyzed to assess the stability of these
complexes using the root mean square deviation (RMSD), the
distance from the center of mass (distCOM), and the root
mean square fluctuation (RMSF). Additionally, two replicas
were run for 300 ns for the reference Bcl-xl inhibitor Navitoclax
(PDB ID: 4LVT), and three replicas were run for the ligand-free
Belxl protein. This set of calculations performed here
summed up to over 4.3 microseconds of combined MD simu-
lation time.

2.3 Representative models of the Bcl-xl-ligand binding sites

To enable a robust assessment of the energetic stability of the
Belxl-ligand complexes under investigation, we performed a
systematic relaxation of the binding site for each system using
progressively refined levels of approximation. This multistep
protocol allowed us to derive reduced, yet chemically represen-
tative, binding-site models that are suitable for subsequent
first-principles density functional theory (DFT) calculations.
First, each ligand-protein complex was subjected to a multi-
stage energy minimization protocol in the presence of the full
protein and explicit solvation. This procedure consisted of
three consecutive steps. (1) An initial relaxation of 3000 conju-
gate-gradient minimization steps was performed using the
CHARMMS36 force field for all atoms. (2) This was followed by
3000 hybrid QM/MM minimization steps. The QM region was
defined as the ligand together with all protein residues exhibit-
ing at least one interaction within a distance cutoff of
3.5-3.9 A from the ligand. This cutoff was systematically
adjusted to yield a computationally tractable QM region of
approximately 300 atoms. The QM subsystem was treated at
the semiempirical PM3*” level using ORCA,*® while the MM
region was described with the CHARMMS36 potential. (3) Using
the same QM/MM partitioning, a final set of 200 minimization
steps was carried out with the QM region described at the DFT
level using the B97-3c/def2-SVPD*° method. No positional
restraints were applied during this stage.

Following these relaxations, the QM region was extracted by
truncating the surrounding MM environment while retaining
key backbone atoms. The resulting reduced models were
capped and reconnected to preserve the protein backbone con-
tinuity, with first-coordination-sphere fragments including up
to three residues. To improve model robustness and reduce
complexity, non-interacting loop regions were systematically
replaced by alanine residues, thereby decreasing the total
number of protein fragments while maintaining the structural
integrity of the binding site. This reduction strategy follows
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established protocols previously demonstrated to yield reliable
interaction energies in protein-ligand systems.>*>!
As a final stage, we computed the interaction energies of

the resulting complexes following the supermolecule
approximation:
AEint - Ecomplex - (Eprotein + Eligand) (1)

requiring single-point energy calculations for both the
complex and the isolated species. These calculations were per-
formed at the three different levels of theory: wB97XD-3/def2-
SVP, B97-3c/def2-SVP and PBEh-3c/def2-mTVZP.>?

2.4 Protein-ligand interactions via QTAIM of generated
representative models of the Bcl-xI-ligand binding sites

To elucidate and characterize key inter- and intramolecular
interactions between the Bcl-xl protein and the M3 and M5
ligands, we conducted a topological analysis of the electron
density, using the theoretical framework of the Quantum
Theory of Atoms in Molecules (QTAIM) proposed by Bader.®
For this purpose, we used the simplified representative models
optimized in the preceding subsection. Our primary focus was
to identify and analyze bond critical points (BCPs) at the inter-
face of the host protein and the inhibitor within the binding
pocket, providing insights into the nature and strength of
these interactions. QTAIM properties were calculated using
MultiWFN 3.8,>* focusing on bond critical points (BCPs) that
define interactions between the protein and ligand.
Specifically, we extracted key descriptors, including the elec-
tron density, Lagrangian kinetic energy, potential energy
density, total energy density, the Laplacian of the electron
density, and the —G(r)/V(r) ratio.

2.5 Chemical reactivity descriptors

We analyzed two sets of chemical reactivity descriptors using
the optimized geometries of the isolated inhibitors as the
starting point. Standard conceptual reactivity indicators were
computed, including the electronic chemical potential (u),
which follows a similar equation to Mulliken electronegativity
and serves as a measure of the electronic species’ acidity
strength; chemical hardness (5), which reproduces Pearson’s
empirical hardness scale; and global electrophilicity (w),>* a
descriptor closely related to Pauling electronegativity,>® along
with the electroaccepting (w") and electrodonating (w~) powers
reported by Gazquez, Cedillo & Vela.>® Their definitions and
working equations are provided in the SI (Table S1). The
ionization potential (/) and electron affinity (4), required for
these calculations, were obtained vertically using an ensemble
model comprising three fundamental states: N, — 1 (cation),
Ny (neutral) and N, + 1 (anion). Additionally, the Fukui func-
tion®” was computed in a similar manner conjointly with the
Dual Descriptor (DD).>® The corresponding scalar plots were
visualized using MultiWFN 3.8, while condensed Fukui values
were determined using the response-of-molecular-fragment
approach, based on the same three-state ensemble model.

1644 | Org Biomol Chem., 2026, 24, 1641-1658
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Hirshfeld population analysis was employed to calculate the
required atomic charges.>*®°

We also analyzed chemical reactivity descriptors within the
finite-temperature regime, focusing on the local counterparts
of chemical potential and chemical hardness.®’™®* These
descriptors illustrate how global properties are distributed
across molecular space, helping to identify key reactive sites
and providing a chemical interpretation. Specifically, the local
chemical potential highlights acidic and basic moieties, while
the local hardness pinpoints regions reluctant to charge trans-
fer; this descriptor is also known to be related to the Hard &
Soft Acids & Bases (HSAB) principle at the local level.®® In this
way, these descriptors offer valuable insights into the contri-
bution of key moieties to the observed binding affinity toward
Bcl-2 and Bcel-xl proteins. Conveniently, computing these
descriptors requires no additional calculations, as detailed in
the SI, where the practical calculation schemes are provided.

2.6 Absorption, distribution, metabolism and excretion
profiles

To complete the molecular and pharmacological profiling, we
computed absorption, distribution, metabolism, and excretion
(ADME) properties using the freely accessible SwissSADME web
server.®® In total, twelve ADME-related descriptors were evalu-
ated for each compound.

3. Results and discussion
3.1 Structural properties

The optimized geometries of the cinnamyl and quinoxaline
derivatives under study are shown in Fig. S1 of the SI. For the
cinnamyl derivatives M1-M4, the results revealed C-O dis-
tances of 1.22 A and C1-C2 bond lengths ranging from 1.46 to
1.47 A. These values closely match those typically observed in
the cinnamyl group, where C-C distances around 1.39 A have
been reported based on X-ray diffraction data.®® Similarly, in
the quinoxaline derivatives (M5-M7), the N-C5 bond distance
was found to be 1.32 A, while the N-C3 bond length ranged
from 1.36 to 1.37 A. These values align well with literature-
reported bond lengths for the pyrazine ring in quinoxaline.®”
These results suggest that our selected theoretical protocol is
adequate for the computation of the geometrical parameters
of these two families of compounds.

3.2 Molecular docking of M1-M7 ligands with the Bcl-2
protein

We evaluated the protein-inhibitor interactions by analyzing
the binding affinity, inhibition constant (K;), and the most sig-
nificant noncovalent protein-ligand interactions, as summar-
ized in Table 1. According to these results, the seven ligands
under study are able to form stable complexes with the antia-
poptotic protein Bcl-2. From the cinnamyl derivatives, the M1
ligand presented the highest affinity for Bcl-2, as indicated by
the low values of BE and K; conjointly with the short distance
of its most significant intermolecular interaction. These com-

This journal is © The Royal Society of Chemistry 2026


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d5ob02005k

Open Access Article. Published on 23 Januari 2026. Downloaded on 23/03/2026 3:29:29 PG.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Organic & Biomolecular Chemistry

Table 1 Results from our molecular docking analysis between ligands M1-M7 and antiapoptotic proteins of the Bcl-2 family

View Article Online

Paper

Protein Ligand Binding sites Binding energy (kcal mol™") Inhibition constant (4M) Binding distance (A) ~Most significant interaction

Bcl-2 M1 Arg66 —6.33 22.79 1.973 N-H---Oyjg
M2 Arg105 —5.53 88.50 2.201 N-H---Ojjg
M3 Arg66 -5.33 124.5 2.066 N-H-+-Ojig
M3 Gly104 —5.14 170.9 2.214 N-H---Oyjg
M4 Arg66 —5.87 49.83 1.970 N-H:--Oyjg
M5 Arg105 —8.89 0.303 1.934 N-H---Oyjg
M5 Tyri61 —8.45 0.664 2.057 H-O---H-Nj;g
M6 Arg66 —7.30 4.490 1.917 N-H---Oyjg
M7 Arg105 —6.75 11.30 2.127 N-H:-N-Cy;g

Bel-xl M1 Ser106 —6.78 60.80 2.984 N-H---Oyjg
M2 Ser106 -6.42 19.69 2.984 N-H--Oyiq
M3 Ser106 —5.29 133.5 2.989 N-H---Oyjg
M4 Ser106 —5.90 47.59 2.896 N-H:--Oyjg
M5 Ser106 -9.15 0.197 2.160 C-0O---H-Njjg
M5 Arg139 -8.35 0.762 2.951 N-H-+-Ojig
M5 Gly138 -9.49 0.111 2.128 C=0---H-Nj;g
M6 Ser106 —7.46 3.420 2.751 C=0:---N-Cjjg
M7 Ser106 —8.05 1.250 2.685 C=0---N-Cy;q

puted binding energies are close to previous results reported
for flavonoids through a similar molecular docking strategy
with these proteins.* Interestingly, the quinoxalines M5-M7
exhibit higher affinity for the Bcl-2 protein than their cinnamyl
counterparts, exhibiting lower binding energies and inhibition
constants. Overall, the quinoxaline M5 displayed the best
affinity parameters for this protein. The computed binding
energy values for this ligand (—8.89 and —8.45 kcal mol™") are
close to those reported for a quinoxaline-1,3,4-oxadiazole com-
pound on the Bcl-2 protein in a previous molecular modeling
study (8.3 kcal mol™).**® It is worth noting that the
binding distance of the most significant interaction (with
Arg105) is the shortest observed, which could be indicative
that the interaction with the Arg105 residue is relevant for the
inhibition of the Bcl-2 protein.

Previous studies of molecular docking®*°>”° have identified
Arg66, Argl05, Gly104, Tyr161, and Trpl03 as key residues
within the Bel-2 inhibition site, where cinnamyl and quinoxa-
line derivatives engage in hydrogen bonding, van der Waals,
n---x, n---alkyl, and =---6 interactions, among others. Fig. 2a
highlights the key interactions observed for the most active
derivative, M1 (cinnamyl), demonstrating that these specific
interactions dictate the binding pattern of the ligands with
Bel-2 and further validate the findings from our docking ana-
lysis. Notably, within the binding pocket, the M1 derivative
adopts a folded conformation. However, the intrinsically larger
angle between the benzene rings in quinoxaline derivatives—
compared to their cinnamyl counterparts—may facilitate inter-
actions with more residues.

3.3 Molecular docking of the ligands M1-M7 with the Bel-xl
protein

As in the case of the Bcl-2 protein, the quinoxaline derivatives
exhibited better binding parameters than the cinnamyl-based
compounds. M3 and M5 are the lowest and highest binding
energy cinnamyl and quinoxaline derivatives for the dimeric
protein Bclxl, with binding energies of —5.29 kcal mol™" and

This journal is © The Royal Society of Chemistry 2026

—9.49 keal mol ™", respectively (Fig. 2b). This time M5 exhibited
three highly stable coordination patterns (Fig. 2c), with two of
them (Ser106 and Gly138) having almost equal probabilities of
occurring (Table 1). Note that the oxygen of the a-dicarbonyl
and furan moieties of M1 and M5, respectively, are the mole-
cular moieties responsible for their observed high affinities
with both proteins. The M6 and M7 compounds bound to
Ser106 via the nitrogen in benzopyrazine, whereas the furan
and thiophene rings in their structures engaged in =---m,
n---alkyl, and =#---c interactions with the Phe105 and Leul08
benzene rings. The different binding patterns observed across
the set of ligands here studied can be in part attributed to the
flexibility of the protein near the binding pocket; the Phe105,
Ser106, and Leu108 residues form part of a-helix 3, which has
a high degree of plasticity that enables the structure to be
modified via interactions with small molecules, allowing
modification of the inhibition site and preventing the protein
from oligomerizing with apoptotic proteins and participating
in the interruption of apoptosis.”* We extended the docking
analysis to the monomeric form of Bcl-xl and observed the
same stability trend as that obtained for the dimeric protein,
as summarized in Table S2 of the SI. Although the overall
trends are consistent, the coordination patterns differ in
number, reflecting the reduced availability of coordinating
residues in the monomeric protein (see Fig. S2).

3.4 Molecular dynamics of the ligands M3 and M5 in
complex with the monomeric Bcl-x] protein

As the next step, we conducted molecular dynamics simu-
lations on the ligands with the highest and lowest binding per-
formance toward the Bel-xl protein, since this protein has been
shown to be 10 times more functional than Bcl-2 due to its
broader expression in different types of cancer, as well as its
role in resistance to chemotherapy and its relevance to solid
tumors.”>”? This analysis aimed to uncover potential mecha-
nisms governing binding affinity patterns and to further vali-
date the findings from our molecular docking study. As

Org. Biomol. Chem., 2026, 24,1641-1658 | 1645
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Fig. 2 3D and 2D pictures of (a) compound M1 at the active site of Bcl-2 protein, (b) M3 complexed with the active site of Bcl-xl and (c) compound

M5 bound to the binding site of Bcl-xl.

demonstrated below, the docking protocol employed in this
study reproduces stability trends that are consistent with those
obtained from ab initio DFT calculations for these systems.
These results indicate that the preliminary docking outcomes

1646 | Org. Biomol. Chem., 2026, 24, 1641-1658

for Bcl-2 are representative of the underlying interaction ener-
getics and can therefore be reliably used as qualitative guide-
lines for subsequent, higher-level theoretical analyses. First,
we analyzed the protein conformational changes based on the

This journal is © The Royal Society of Chemistry 2026
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simulation trajectories for each system. Structural modifi-
cations at the active inhibition site were examined visually
using VMD, comparing the native (ligand-free) protein with
the complexes obtained from molecular docking. To quantify
these changes, the root mean square deviation (RMSD), the
distance between the center of mass (COM) of the ligand and
the protein (distCOM), and the residue-based root mean
square fluctuation (RMSF) were calculated, with the corres-
ponding graphs presented in Fig. 5. The RMSD graph (Fig. 3a)
indicates that the native protein exhibited values less than 2 A
throughout the simulation, a typical value for MD simulations
of stable, natively folded proteins. For the Bcl-xI-M3 complex,
fluctuations were observed throughout the simulation at 20 ns,
60 ns, and 150 ns; for this reason, the ligand can be con-
sidered unstable at the binding site, whereas the Bcl-xI-M5
system exhibited 1.5 A, remained stabilized during the simu-
lation and was more stable than the Bcl-xI-M3 system.

We used the distCOM factor for characterizing the dynami-
cal behavior of the overall molecular system, identifying
whether the center of mass of the ligand moves farther away
from or closer to the center of mass of the pharmacological
target. The orange line in Fig. 3b shows that the M3 ligand
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remained within the binding site for the initial 40 ns.
However, when it reached 45 ns of simulation, the behavior
fluctuated, reaching up to 95 A from the center of mass of the
protein, wherein the ligand left the docking groove, meaning
that the complex lost its stability. However, at 220 ns, the
protein underwent conformational changes within the active
site, and the ligand itself docked again within the binding
cavity until 500 ns, very close to the original binding mode,
showing distances less than 20 A between the centers of mass,
suggesting that the MD calculations could refine the results
obtained in the molecular docking. The M5 ligand remained
within the active site because the distance to the center of
mass was constant for 500 ns. Three replicas of 300 ns were
run, and the results were consistent in both cases. The RMSF
of the Ca atoms for the residues was calculated for the three
systems.

The RMSF set out in Fig. 3c enables the identification of
the most flexible regions in the protein system. The orange
line corresponds to the complex containing the M3 ligand,
where the Ca atoms presented the highest fluctuations, with
Bcl-xl as the reference point. The dynamic profile of the Bel-xl-
M5 complex resembled that of the native structure, except for
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Fig. 3

(a) RMSD graph for the native structure (royal blue), Bcl-xl-M3 (tangerine), and Bcl-xl-M5 (navy blue) complexes over 500 ns of simulation;

(b) graph for the distance from the center of mass between the protein and the M3 and M5 ligands; the tangerine line shows that the M3 ligand was
farther away from the center of mass of the ligand, thus indicating that it left the binding site along with the protein; (c) RMSF graph for the C, of
residues at the globular site of the native protein and the Bcl-xl-M3 and Bcl-xl-M5 complexes, with the navy blue line showing lower fluctuations
for Ser106, Phe104, and Gly108; and (d) representation of the Bcl-xl-M5 complex throughout the production simulation, with the ligand (gray struc-
ture) remaining at the binding site of the protein, forming a protein—ligand complex with high affinity and stability.

This journal is © The Royal Society of Chemistry 2026
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residues 102 and 117, which correspond to Arg and Gly,
respectively; those residues were not observed within the active
site. Furthermore, amino acids Phe105, Ser106, Leu108, and
Arg139 had the lowest fluctuations of 0.4-0.5 A, suggesting
that these residues were involved in stable interactions with
the M5 ligand, as previously inferred in our docking study. In
contrast, for the M3 ligand, these residues fluctuated above
0.5 A. These residues are considered conserved in the Bel-xl
protein’> because they play a fundamental role in rational
drug design, since they are within the inhibition site.”® Our
findings suggest that the M5 ligand stabilizes the Phe105,
Ser106, Leu108, and Arg139 residues, minimizing fluctuations
due to its hydrogen bond interactions. Together, our docking
and molecular dynamics results clearly indicate that the M5
quinoxaline derivative may be considered as an effective
inhibitor of Bcl-xl protein and a promising antineoplastic
candidate.

3.5 Energetic stability of the representative models of the
Bel-xl-ligand binding sites

Following the optimization and truncation procedures, we
observed that the overall binding patterns were largely pre-
served. The key binding moieties remained essentially
unchanged, and the general orientation of the ligands within
the binding pocket was maintained. Fig. 4 illustrates the
resulting binding-site models for the M3 and M5 ligands
bound to Bel-xl, highlighting the representative configurations
from which the most significant interactions are discussed in
the following section.

The corresponding energetic analysis is summarized in
Table 2. For comparative purposes, we included the clinically
relevant reference compound Navitoclax (PDB ID: 1X]), for
which a representative binding-site model was generated fol-
lowing the same protocol described in the Computational
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Table 2 Interaction energies of the ligand—protein systems in kcal
mol~ computed at different levels of approximation

1Cs0 wB97XD-3  B97-3¢ PBEh-3c
Ligand (M)  Docking def2-SVP  def2-SVP  def2-mTVZP
M1 40.25 —7.49 —36.245 —-34.776 —23.655
M2 50.19 —7.50 —52.381 —56.952 —-35.232
M3 1.45 -5.29 —38.824 —-35.121 —23.828
M4 23.49 —6.85 —55.668 —60.264 —-39.272
M5 35.14 -9.49 —59.684 —53.820 —41.750
Me6 38.36 -9.23 —45.564 —39.474 —29.868
M7 26.95 —8.05 —41.602 —44.183 —29.378
Navitoclax 1.98 -15.97 —108.176 —-101.432 —104.632

Details section. As for the derivatives under investigation, the
interaction energy for Navitoclax was computed using the
supermolecular approach (eqn (1)), ensuring methodological
consistency across all systems.

A first notable observation is that all evaluated compounds
exhibit favorable interactions with the Bclxl protein. As
expected, the reference inhibitor Navitoclax displays the
highest binding affinity, with an interaction energy nearly
twice as favorable as that of the most stable derivative exam-
ined in this study. Among the newly investigated compounds,
both the ®B97X-D3 and PBEh-3c density functional approxi-
mations consistently identify M5 as the derivative with the
strongest affinity toward Bcl-xl, whereas M1 is systematically
predicted to be the least affine compound by all three DFAs
considered. Importantly, all these energetic trends are fully
consistent with the results obtained from the docking analysis.

The close agreement between the ®B97X-D3 and PBEh-3c
functionals further supports their suitability for evaluating
protein-ligand interaction energetics in this system. Given that
both methods reproduce identical stability rankings,
®B97X-D3 emerges as a particularly attractive choice due to its
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Fig. 4 Representation of the BCPs (green spheres) corresponding to the protein—ligand interactions (orange line) for the reduced complexes of the