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Abstract: The World Health Organization declared monkeypox a global public health emergency on
23 July 2022. This disease was caused by the monkeypox virus (MPXV), which was first identified in
1958 in Denmark. The MPXV is a member of the Poxviridae family, the Chordopoxvirinae subfamily,
and the genus Orthopoxvirus, which share high similarities with the vaccinia virus (the virus used
to produce the smallpox vaccine). For the initial stage of infection, the MPXV needs to attach to the
human cell surface glycosaminoglycan (GAG) adhesion molecules using its E8 protein. However, up
until now, neither a structure for the MPXV E8 protein nor a specific cure for the MPXV exists. This
study aimed to search for small molecules that inhibit the MPXV E8 protein, using computational
approaches. In this study, a high-quality three-dimensional structure of the MPXV E8 protein was
retrieved by homology modeling using the AlphaFold deep learning server. Subsequent molecular
docking and molecular dynamics simulations (MDs) for a cumulative duration of 2.1 microseconds
revealed that ZINC003977803 (Diosmin) and ZINC008215434 (Flavin adenine dinucleotide-FAD)
could be potential inhibitors against the E8 protein with the MM /GBSA binding free energies of
—38.19 + 9.69 and —35.59 + 7.65 kcal-mol !, respectively.

Keywords: monkeypox virus; repurposing treatment; E8 protein; homology modeling; molecular
docking; dynamics simulation; MM/GBSA

1. Introduction

On 23 July 2022, the World Health Organization (WHO) announced monkeypox as a
worldwide public health emergency [1]. As of 7 September, more than 52,996 laboratory-
confirmed cases of monkeypox and 18 deaths have been identified in 102 countries [2]. The
symptoms of human monkeypox virus (MPXV) disease are similar to smallpox infection,
including fever, headache, rash, and respiratory symptoms, with the death rate around
3-6% in recent times [3].

The MPXYV, first identified in 1958 in non-human primates in Denmark, is a member
of the Orthopoxvirus (OPXV) of the Poxviridae family [4]. OPXV has close genetic and
antigenic relationships, making infection with one of the members of the genus an effective
vaccination against the others [4]. They are large double-stranded DNA viruses with
a genome size of around 190 kb that replicate in the cytoplasm of infected cells. An
infected cell consists of four types of virions: intracellular mature virus (IMV), intracellular
enveloped virus (IEV), cell-associated enveloped virus (CEV), and extracellular enveloped
virus (EEV) [5].
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Viral entry of poxvirus into cells includes three main steps: attachment, membrane
fusion, and core invasion [6]. The MPXV and vaccinia virus (VACV) genomes share a high
degree of similarity, suggesting that their entry-fusion steps may be similar [7]. For VACYV,
the mature virus attachment to the cell surface is facilitated by the four binding proteins
D8, A27, A26, and H3 [6]. The ubiquitously expressed glycosaminoglycans (GAGs) [8],
heparan sulfate (HS) [9,10], and chondroitin sulfate (CS) [11] are thought to be important
cell surface receptors.

The VACV D8 protein, which is the ortholog of the MPXV E8 protein, binds to CS—the
most abundant GAG, and is involved in viral entry [6,12]. Likewise, the MPXV ES8 is a
32 kDa type 1 membrane protein [13] with human carbonic anhydrases homology (CAH,
residues 1-234) in the large N-terminal and an uncharacterized C-terminal domain (residues
235-273) downstream of the CAH domain [14]. The rest of the protein is composed of a
single transmembrane domain (TM, residues 274-294) and a short intra-virion tail (residues
295-304). The central positively charged crevice of the CAH domain is a potential binding
site of CS [13]. The deletion of the E8 protein severely affects the binding of mature viruses
to GAG [9-11], suggesting that inhibiting the protein could reduce the viral transmission
rate and ameliorate the symptoms of the disease.

Up until now, there are no FDA-approved drugs for the treatment of the MPXV.
The only two FDA-approved medications for treating smallpox that demonstrated some
inhibitory activity against the MPXV are tecovirimat and brincidofovir [15]. Drug discovery
is a tedious, time-consuming, and heavily expensive process that comes with a high failure
rate. Computer-aided drug discovery and drug repositioning are the two strategies to
overcome these limitations. Since the first cases of COVID-19 infection, some existing drugs
such as remdesivir and a ritonavir/lopinavir combination were repurposed and evaluated
for their antiviral activities [16]. Remdesivir and molnupiravir were the two most successful
examples of drug repositioning strategies for the treatment of COVID-19 [17]. However, to
date, the structure of the MPXV E8 protein has not been reported. This research aims to
develop a protein structural homology of the MPXV E8 protein and identify small-molecule
inhibitors of the MPXV E8 protein from the global approved drug database.

2. Results
2.1. Protein Homology Modeling Using Deep Learning Approach

Prior to homology modeling, a quick multiple sequence alignment (MSA) of the MPXV
E8 protein with their orthologs from eight Orthopoxvirus genus members was performed
using the Clustal Omega server (Figure 1). According to the MSA results, the E8 protein
is highly conserved across the Orthopoxvirus genus. In a side-by-side comparison, the
MPXYV E8 sequence is substantially similar in the cowpox virus (CPXV), rabbitpox virus
(RBPV), and vaccinia virus (VACV), with a Percent Identity of 95.39%, 95.39%, and 94.74%,
respectively, spanning the whole 304 residues. The secondary structure of the VACV D8
protein is depicted at the top of the MSA. Because of the lack of structural information
about the VACV D8 protein after residue 235, only the structural representation of the first
234 residues were shown [13].

Based on the similarity, the MPXV E8 protein homology model was then constructed
based on a sequence of 304 amino acids retrieved from the UniProt server (ID: Q8V4Y0)
(Figure 1) by the AlphaFold deep learning server (https://alphafold.ebi.ac.uk/) (accessed
on 24 July 2022). The model (see Figure 2A) consists of two distinguished domains: domain
I (residue 1-235) is a human carbonic anhydrases homology region (CAH), and domain II
(residue 249-304) consists of two antiparallel x-helixes. These two domains are connected
by a 13 residue-long linkage.


https://alphafold.ebi.ac.uk/
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Figure 1. Multiple sequences alignment of the MPXV E8 protein with their orthologs from other

members of the Orthopoxvirus genus. The alignment was performed on the Clustal Omega web

server (https://www.ebi.ac.uk/Tools/msa/clustalo/) (accessed on 24 July 2022). Green and yellow

highlights indicate residue differences between the viruses. Secondary structures are described at

the top of the MSA for MPXV E8 protein (yellow arrow: (3-sheet; pink loops: «-helices; purple

curve: turn). The protein sequences used in the MSA were retrieved from the UniProt server
with the corresponding UniProt ID: Monkeypox virus (MPXV-Q8V4Y0); Ectromelia virus (ECTV-

Q83439); Akhmeta virus (AKMV-A0A346FRL4); Camelpox virus (CMLV-C9E783); Variola virus

(VARV-PODSY2); Cowpox virus (CPXV-A0A1S5WL42); Rabbitpox virus (RBPV-Q6RZI9); Vaccinia

virus (VACV-P20508); Buffalopox virus (BPXV-DOU6N1).


https://www.ebi.ac.uk/Tools/msa/clustalo/

Int. . Mol. Sci. 2022, 23, 11570

40f16

A Carbonic anhydrase B 100
homology region 90
Transmembrane and &6
oligomerization region
................................... E 70
e 3
/ 7 )‘ S 60
3 ‘/ 50
: ZE% ; R CAH region
Q/ﬂ " )‘ 40 TM region
!,/ ‘ ) 50 100 150 200 250 300
% )\ Residue
‘/ ‘ )\ Model Confidence
‘5 ‘ W Very low (pLDDT < 50)
l; 3 ,\ Low (70 > pLDDT > 50)
: y, ‘ Confident (90 > pLDDT > 70)
C A == Very high (pLDDT > 90)
B 4
) é
,{ \7' j‘! £ N
> N
A Z %
) N Q
A (424 .( ' XN
\ y /\ Wan g
. N P
=M, -\
| £ AR YN\
é l’ i \\ \ (
\\\\ & 3 W)W
RMSD = 0.327 A e Q)

4

-

Figure 2. The homology structure of the MPXV E8 protein: (A) The model consists of two distin-
guished regions: (I) Carbonic anhydrase homology (CAH) region, and (II) transmembrane (TM)
and oligomerization region. The basic residues that were hypothesized to be a binding pocket of
chondroitin sulfate are represented as sticks. (B) The predicted local-distance difference test (pLDDT)
values over 304 residues of the MPXV E8 protein (the higher the value is, the better confidence the
model has). (C) The three-dimensional structure of the MPXV E8 protein (yellow cartoon) aligned
with the VACV D8 protein (PDB ID: 4E90) (blue cartoon) with the root mean square deviation
(RMSD) value.

The first domain is a carbonic anhydrase homology (CAH) region, which also plays a
role as the ectodomain of this transmembrane protein. Based on the similarity between the
MPXYV E8 protein and VACV D8 protein (94.74 percent identity over 304 residues as shown
in Figure 1), the homology structure would be expected to be substantially comparable
to the previously reported structure of the VACV D8 protein (PDB ID: 4E90) [13]. The
homology protein surface is rather hydrophobic, with the surrounding loops and helices
covering three-fourths of its surface from the solvent. These (3-sheets divide the protein
into two distinct halves. A significantly positively charged groove formed by the basic
residues Arg220, Asn221, Lys41, Arg44, His67, Asn175, and Lys108 on one side and Asn46,
Lys48, and Lys98 on the other side distinguishes the upper half of the protein (Figure 2A).
This groove was hypothesized to be a CS binding pocket using an in silico model [13],
but no further spectroscopic or co-crystallized structure has been reported to confirm this
theory. However, according to the highly negative electrostatic status of CS, which contains
both sulfate and carboxylate acid substituents, this binding pocket is the only and most
appropriate binding site for CS, leading to subsequent viral entry in the later stage.

The second domain consists of two anti-parallel «-helices that act as a transmembrane,
and an oligomerization region for the E8 protein by forming disulfide bonds between
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Cys262 to promote binding affinity with CS [13]. Until now, no protein structure of this
domain has been reported in the literature due to the disorganized and weak electron
density signal [13,14]. Because of this and the poor confidence of the AlphaFold server
(Figure 2B), this study used only the first CAH domain of the MPXV E8 homology protein
(residue 1-235) for later computational screening against approved small-molecule drugs.
This domain has high structural similarity with the corresponding domain of the VACV E8
protein with an RMSD value less than 2 A (Figure 2C).

Furthermore, the validity of the protein was confirmed by the Ramachandran plot
(Figure S1), retrieved from the SWISS-MODEL server [18], which indicates a high-quality
structure was predicted with 94.85%, and 1.29% in the Ramachandran-favored region, and
outliers, respectively.

2.2. Identification of Chondroitin Sulfate-E Binding Pocket in the MPXV E8 Protein Using Blind
Docking Approach

A previous study revealed that the vaccinia virus D8 protein binds selectively to
CS-E without interacting with heparan sulfate or other chondroitin sulfation patterns [14].
Applying the blind docking approach with Autodock Vina 1.1.2, the CS-E is also used in
this research to re-discover the most likely binding pocket human membrane CS to the E8
protein of the MPXV. As can be seen in Figure 3A, CS-E can bind to three different sites
on the protein, in which seven out of nine CS-E conformations were found at Site 1 of the
E8 protein. At this binding site, CS-E adheres to the positive charge groove made of the
aforementioned basic residues (Figure 3B) with a docking affinity of —6.9 kcal-mol 1. The
binding pattern was determined to be based on hydrogen bonds and salt bridges between
the sulfate or carboxylate substituents and the protein’s basic side chain residues. Based on
this binding pattern, a focused docking model was also created to cover all the residues
in the basic groove. In short, the grid box center was set to (x = —2.002, y = —10.947,
z = —7.038), and the size was set to 20 x 18 x 26 A. Focused docking using CS-E was also
employed to ensure that there was no difference between the blind docking pose and the
focused docking pose while employing the same small molecule.

A
I> GLN37 >\L:}f\nczzo

THR3S 2 = ; YASNZE]

¥ Sl SN

FASN175

THR34 ' (} ¢ ,'4’ 3
LYs48 \/vl m’g‘ 2 z"(\-ﬁ(mmn

&‘busms
GLU10S e

90°

Figure 3. The binding pocket of chondroitin sulfate-E on the MPXV E8 protein: (A) The blind
docking approach revealed three appropriate binding sites for CS-E, in which seven out of nine
ligand conformations were found at Site 1 of the protein (pink). (B) The protein surface represents
the electrostatic status of the MPXV E8 protein and the binding mode of CS-E in binding site 1. The
hydrogen bonds are shown as blue dashes and the salt bridges are shown as orange dashes.
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2.3. Virtual Screening Using Focused Docking Approach

Only 5407 of the 5903 small molecules were successfully docked into the binding site
of the MPXV E8 protein with negative Autodock Vina docking scores, in which eleven
potential compounds were able to form strong interactions with the protein residues with
the binding affinity below or equal to —9 kcal-mol~!. Based on the hydrophilicity of the
binding pocket, the screened compounds were also highly hydrophilic with numerous
hydrogen bond donor and acceptor atoms. Their ZINC ID number, international non-
proprietary name (INN), docked affinity, and interaction details with the MPXV E8 protein
are shown in Figure 4.

2.4. Molecular Dynamics Simulations and Binding Free Energy Calculation

Protein-ligand docking provides only static interactions of protein and ligands, as the
protein was kept rigid, and the ligand was flexible. To better understand the stability and
interactions of top hits and the MPXV E8 protein under physiological conditions, these
top hit compounds underwent 100 ns MDs. The most promising compounds could be
submitted into long 500 ns MDs to further understand the binding interactions with the
E8 protein.

2.4.1. Stability of the Protein-Ligand Complexes

The RMSD, Rg, and SASA values of the protein backbone were used to assess the
stability of the protein-ligand complexes. The value of RMSD of the protein backbone and
heavy atoms of the ligands during 100 ns simulations are illustrated in Figures S2 and S3,
respectively. As can be seen in Table 1, there was no significant difference between the
protein backbone either in complex with CS-E or in complex with the hit compounds.
Except for the complexes with ZINC001612996 and ZINC003821234, all the other MPXV E8
protein complexes could achieve equilibrium in less than 40 ns and were comparable to
each other (Figure S2).

Table 1. The mean and standard deviation of protein backbone RMSD, solvent accessible surface area
(SASA), radius of gyration (Rg), and ligand RMSD values calculated from the data of 100 ns MDs
trajectories of the MPXV E8 protein in complex with CS-E and the 11 hit compounds.

MPXYV E8 Protein Backbone Ligand Heavy Atoms
ZINCID INN

RMSD (nm) SASA (nm?) Rg (nm) RMSD (nm)

Chondroitin sulfate-E 0.132 £ 0.015 124.882 +1.071 1.737 + 0.006 0.211 £ 0.025
ZINCO006716957 Nilotinib 0.117 £ 0.011 124.921 £ 0.991 1.743 £+ 0.006 0.190 £ 0.034
ZINC001612996 Irinotecan 0.149 £ 0.036 125.139 4 1.295 1.743 £ 0.012 0.095 + 0.029
ZINC003977803 Diosmin 0.119 £ 0.012 124.627 +1.043 1.731 + 0.005 0.090 + 0.032
ZINC012503187 Conivaptan 0.126 £ 0.014 125.343 4= 0.967 1.742 £ 0.007 0.194 4 0.045
ZINC198970879 Olmutinib 0.125 £ 0.015 125.203 +1.221 1.739 £ 0.007 0.290 £ 0.086
ZINCO000537802 Glisolamide 0.140 £ 0.017 124.362 £ 0.997 1.737 + 0.006 0.193 £ 0.034
ZINC008215434 FAD 0.131 £ 0.014 124.941 4 1.020 1.743 £ 0.007 0.166 & 0.039
ZINC003821234 Unnamed 0.146 £ 0.028 124.595 +1.124 1.742 £ 0.006 0.196 £ 0.056
ZINC014879999 Novobiocin 0.105 £ 0.011 124.598 £+ 0.981 1.741 + 0.006 0.212 + 0.081
ZINC070466416 Cabozantinib 0.126 £ 0.016 125.367 4 0.992 1.743 £ 0.007 0.203 4 0.045
ZINC169621210 Voacamine 0.167 £ 0.039 124.785 4 1.036 1.740 £ 0.006 0.076 £ 0.020
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Figure 4. Interactions of the top 11 small-molecule drugs with the MPXV E8 protein obtained by
molecular docking. The hydrogen bonds are shown as blue, the - stacking (including parallel
or perpendicular stacking patterns) is shown as green, the electrostatic interactions (including salt
bridges and m—cation interactions) are shown as orange, and the hydrophobic interactions are shown
as grey.

To further investigate the protein stability, the solvent-accessible surface areas (SASA)
and radius of gyration (Rg) of the protein backbone were also calculated during the
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100 ns MDs duration. In general, an increased value of SASA and Rg indicates the protein
unfolding process, therefore reducing the protein stability [19,20]. In agreement with prior
RMSD data, there was no substantial variation in the protein backbone in interactions with
the hit compounds or their native ligand CS-E.

2.4.2. Ligand Stability and Their Binding Free Energy with the MPXV E8 Protein

The binding free energy of the hit compounds in complexes with the MPXV E8
protein was calculated using the MM /GBSA approach. Figure 5 represents the mean
values and standard deviations of AGy;,g values throughout the duration of the 100 ns
MDs. CS-E interacted with the E8 protein with a AGpng of —21.53 £ 13.63 kcal-mol ! despite
binding consistently in the binding site by the significantly high occupancy of hydrogen bonds
(Figure 6A). In this study, we discovered that ZINC0039778803 (Diosmin) and ZINC008215434
(Flavin adenine dinucleotide—FAD) outperformed CS-E in the MM /GBSA AGy,,4 calculation,
with the mean value of —38.48 + 6.15 and —38.12 + 6.52 kcal-mol !, respectively.
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Figure 5. The MM /GBSA binding free energy between chondroitin sulfate-E and the 11 hit com-
pounds with the MPXV E8 protein calculated using the 100 ns MDs trajectories data.
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Figure 6. Stability and interactions of the two top hit compounds versus the native ligand CS-E during
100 ns MD simulations: (A) The number of hydrogen bonds occurred between the hit compounds
and the MPXV ES8 protein. (B) The RMSD values of ligand heavy atoms.

To better understand the binding pattern of CS-E, Diosmin, and FAD during the simu-
lations, the RMSD values of the heavy atoms of the ligands, and hydrogen bond occupancy
throughout the simulations were also plotted in Figure 6. Thanks to the abundance of
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electronegative atoms such as hydroxy groups from sugar substituents (in the case of
Diosmin) and diphosphate groups (in the case of FAD), these small-molecule drugs can
bind to the E8 protein with high hydrogen bonds occupancy. Throughout the simulations,
this characteristic is strikingly comparable to the CS-E binding pattern, which may help
to explain the high binding affinity of the hit compounds with the E8 protein. These two
compounds were the most promising candidates and were submitted to 500 ns MDs for
better evaluation.

2.5. Diosmin and FAD as Potential MPXV E8 Protein Inhibitors Proposed by Long Molecular
Dynamics Simulations

During the 500 ns MD simulations, Diosmin was stably bound to the aforementioned
binding groove with a MM /GBSA AGyng of —38.19 £ 9.69 kcal-mol~! (Figure 7A) and
was able to establish at most 15 hydrogen bonds (Figure 7B) with the residues of the
binding pocket. The binding affinity during the 500 ns MDs of Diosmin to the MPXV
E8 protein remained unchanged in comparison with the first 100 ns MDs. The RMSD
plot of the carbon backbone of the MPXV E8 protein and the heavy atoms of Diosmin
also revealed a stable binding feature between Diosmin and the E8 protein (Figure 7C).
To better understand the binding pattern of Diosmin, the representative pose during the
last 10 nanoseconds of the simulation was extracted and submitted to the PLIP server
(https:/ /plip-tool.biotec.tu-dresden.de/) (accessed on 30 July 2022) for further analysis.
The result showed that Diosmin interacted with the E8 protein by seven hydrogen bonds,
in which Phe47, Leu63, His67, Trp96, lle174, and Asn175 may contribute as hydrogen bond
donors or acceptors. Additionally, the aromatic ring B of the Diosmetin (the aglycone
structure of Diosmin) could form a m—cation interaction with His67 to strengthen the
binding affinity. These features may explain the strong interaction between Diosmin and
the MPXV ES8 protein (Figure 7D).
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Figure 7. Binding features of Diosmin during 500 ns molecular dynamics simulations: (A) The
MM/GBSA binding free energy of Diosmin during the simulation. (B) The number of hydrogen
bonds occurred between Diosmin and the MPXV E8 protein. (C) The RMSD values of the MPXV E8
protein (in blue) and the RMSD values of Diosmin heavy atoms (in orange). (D) The representative
pose of Diosmin in the last 10 nanoseconds of the simulation (hydrogen bonds are shown as blue;
m—cation interaction is shown as orange).
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FAD (flavin adenine dinucleotide) is another promising hit compound against the E8
protein. As was previously mentioned, the diphosphate group and guanidine sidechain
of the arginine residue produce salt bridges that serve as the foundation for the binding
pattern. This binding property persisted throughout the MD simulations, with the RMSD
values of heavy atoms of the ligand fluctuating steadily at about 0.25 nm from 200 ns. In the
simulation, FAD could form more hydrogen bonds than Diosmin, with the value varying
between 4 and 15 bonds. In addition, the MM/GBSA AGyng of —35.59 + 7.65 kcal-mol !
also outperformed the natural ligand of the MPXV E8 protein, indicating the robust inter-
action occurred between FAD and the E8 protein. Figure 8 demonstrates that FAD could
form up to 12 hydrogen bonds with the protein residues, including Asn46, Phe57, Lys48,
Gly49, Leu63, Ser64, His67, Trp96, Lys108, Asn175, and Ser177. The salt bridge between
the diphosphate group of FAD and Arg44 previously described in the molecular docking
result was also observed, and this binding motif is highly similar to that of CS-E.
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Figure 8. Binding features of FAD during 500 ns molecular dynamics simulation: (A) The MM/GBSA
binding free energy of FAD during the simulation. (B) The number of hydrogen bonds occurred
between FAD and the MPXV E8 protein. (C) The RMSD values of the MPXV E8 protein (in blue) and
the RMSD values of FAD heavy atoms (in orange). (D) The representative pose of FAD in the last
10 nanoseconds of the simulation (hydrogen bonds are shown as blue, salt bridge is shown as orange,
and hydrophobic interactions are shown as grey).

3. Discussion

The E8 protein is one of the cell surface binding receptors that the MPXV has to
attach to the glycosaminoglycan on the surface of human cells, before viral entrance.
However, as far as our knowledge, the structure of this protein has not been reported. In
this work, a high-quality three-dimensional structure of the E8 protein was built using a
deep learning approach on the AlphaFold server. AlphaFold is a computational protein
structure prediction program that shows a substantial improvement in modeling accuracy,
and can nearly achieve the accuracy expected from experimental methods. In our study,
the rebuilt homology model was the fundamental component that was used in subsequent
structure-based drug discovery.



Int. . Mol. Sci. 2022, 23, 11570

11 of 16

Drug repurposing is a strategy for discovering new indications or new use for known
approved and investigational drugs. The repurposing candidates have often been through
several stages of clinical development before being approved; therefore, their pharmacokinetic
and toxicity profiles are well-known [21]. In this study, we found that Diosmin and FAD could
be potential candidates against the MPXV E8 protein using computational methodologies.

Diosmin (diosmetin-7-O-rutinoside) is a naturally occurring flavone glycoside that can
be isolated from a variety of plant sources or semi-synthesized from hesperidin, another
natural flavanone glycoside [22]. Diosmin has previously been shown to have antioxidant,
anti-inflammatory, anti-cancer, anti-diabetic, and anti-bacterial properties in various types
of disease models [23]. Moreover, the use of natural products and flavonoids has also been
reported to have an immunomodulatory effect during the COVID-19 pandemic, which
is helpful in the prevention of cytokine storms [24]. In the recent COVID-19 pandemic,
Diosmin was also reported as a multi-targeting agent against SARS-CoV-2 [25]. In this
study, we would like to propose Diosmin as a potential inhibitor for the MPXV E8 protein,
which could help to limit viral entry and inhibit the virus in future fusion stages.

Another promising candidate that we would like to propose is FAD. FAD is the coen-
zyme form of riboflavin (vitamin B,) and has been indicated for various clinical conditions
associated with vitamin B, deficiency. In this study, we found that FAD bound consistently
to the binding pocket of the E8 protein. Studies have shown that the intracellular reduction—
oxidation state plays a vital role in inhibiting viral replication. A previous study showed
that FAD could enhance the antiviral activity of interferon-alpha-2a against the influenza
virus type A and Herpes simplex virus 1 [26]. Other studies have also suggested FAD as
an anti-SARS-CoV-2 agent by interacting with its spike proteins [27], 3-chymotrypsin-like
protease [28], and papain-like protease (PLpro) [29]. Using both computational and ex-
perimental methods, FAD was proved to have inhibitory activity against the SARS-CoV-2
PLPro with the ICs¢ of 12.39 uM [29]. Another study showed the lung protectability of FAD
in H5N1 virus-induced lung injury [30]. In conclusion, our results coupled with evidence
from the literature indicate that FAD may play a vital role in the treatment of various types
of viruses, via direct viral inhibition as well as indirectly affecting the host immune system.

Although the MPXV was first discovered in the 1960s of the previous century, the
specific treatment for this disease remains undeveloped. The smallpox vaccine (JYNNEOS)
and some smallpox small-molecule inhibitors (including tecovirimat and brincidofovir)
were first developed to combat smallpox eradication and could be potential monkeypox
therapeutics [15]. However, as far as we know, the current study is the first computa-
tional effort to facilitate the development of novel therapeutics against the MPXV. In the
combination with the antiviral potential of these two candidates described earlier, further
experimental and clinical trials are required to confirm our results.

4. Materials and Methods
4.1. MPXV E8 Protein Homology Modeling

The amino acid sequence encoding the MPXV E8 protein (gene ID: ESL) was obtained
from the UniProt server (ID: Q8V4Y0) on 24 July 2022. The sequence was then uploaded
to the AlphaFold [31] (Google Colab version, DeepMind, London, UK) to construct a
homology model. AlphaFold is a novel deep learning system that can predict an unknown
protein structure with high quality using both physical and biological knowledge.

To evaluate the protein quality, AlphaFold provides a per-residue confidence score
called predicted local-distance difference test (pLDDT). A pLDDT value higher than
90 indicates high confidence and a value lower than 50 indicates low confidence. Ad-
ditionally, the Phi/Psi torsion angles of all protein residues were plotted in the Ramachan-
dran map using SWISS-MODEL (SIB, Lausanne, Switzerland) program [18]. A high-
quality model would be expected to have over 90% in the core regions, also called the
favored regions.
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4.2. Preparation of the Target Protein

Following the validation stage, the protein was prepared by the AutoDock Tools 1.5.7
(The Scripps Research Institute, La Jolla, CA, USA) program [32], in which the protein polar
hydrogen atoms and the Kollman charges were added. The structure was then converted
to *.pdbqt format and was ready for the subsequent molecular docking procedure.

4.3. Preparation of Small-Molecule Ligands

In this study, the ZINC20 (https:/ /zinc20.docking.org/) (accessed on 30 July 2022)
“world” subset comprising 5903 small molecule structures approved globally [33] was
employed. The downloaded structures were then energy minimized and converted into
* pdbqt format using the OpenBabel 2.4.1 (Pittsburgh, PA, USA) software [34]. The en-
ergy minimization process was performed using the MMFF94 forcefield with the steepest
descent algorithm. During the energy minimization step, the protonation stage of the
small molecules was also calculated employing the same forcefield. The structure of
chondroitin sulfate E (CS-E—chondroitin-4,6-disulfate) was built based on the hexamer
chondroitin-4-sulfate (CS) ligand retrieved from CS/CathepsinK complex structure (PDB
ID: 3C9E) [35]. Additional sulfate groups were added to the ligand using the PyMOL 2.5.2
(Schrodinger, NY, USA) software [36] and then subsequently energy was minimized using
the OpenBabel program.

4.4. Virtual Screening Based on Blind Docking and Focused Docking

The molecular docking process was performed using the AutoDock Vina 1.1.2 (The
Scripps Research Institute, La Jolla, CA, USA program [37], in which the docking process
was divided into two stages: (1) blind docking to determine the most likely binding pocket
of CS-E, and (2) focused docking for the virtual screening purpose. To explore all possible
binding pockets, the exhaustiveness value of each docking stage was set to 128 and 16,
respectively. The hit candidates were selected based on their Autodock Vina binding
affinity (in kcal-mol~!) and protein-ligand binding pattern, including hydrogen bonds,
salt bridges, hydrophobic interactions, and m—cation interactions using the Protein-ligand
Interaction Profiler (PLIP) server [38].

4.5. Molecular Dynamics Simulations

Molecular dynamics simulations (MDs) were carried out using the Gromacs 2021.4
(Royal Institute of Technology and Uppsala University, Sweden) package [39] and the
CHARMM-27 (University of Maryland, Baltimore, MD, USA) forcefield. Parameters for the
ligand were generated using the SwissParam (SIB, Lausanne, Switzerland) server [40]. This
study used the protocol that was previously described by Justin A. Lemkul [41]. Briefly,
our simulation process used a dodecahedron box with an edge of 1 nm, in which the
system was solvated in the TIP3P water model and neutralized by adding Na* or C1~ ions.
The system was then energy minimized for at most 50,000 steps using steepest descent
minimization until the maximum force was less than 10 k].mol~! to avoid any spatial
conflicts or geometrical incompatibilities. The following equilibration was conducted in
two 100 ps equilibrium phases, namely, NVT and NPT ensembles. During the equilibration,
the temperature was increased to 300 K in the NVT step using the V-rescale thermostat [42]
and the pressure was stabilized at 1 bar in the NPT step using the Parrinello-Rahman
pressurization unit [43]. After achieving equilibrium, the MDs for each complex were
produced in 100 ns or 500 ns at 300 K temperature and 1 bar pressure.

The MD simulations results were saved every 0.01 ns and will be interpreted using
the VMD [44] and the PyMOL software [36]. During the simulations, the hydrogen bonds
could form between the small-molecule ligands and the MPXV E8 protein residues. In
this study, the hydrogen bonds were defined to occur if the bonding angle between the
hydrogen donor (D) and acceptor (A) D-H. - - A larger than 120° with the distance between
D and A not exceeding 3.5 A [45]. The GROMACS prebuilt commands were used to
calculate the root mean square deviation (RMSD), radius of gyration (Rg), and solvent-
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accessible surface area (SASA) of the protein backbone or the heavy atoms of the ligands for
further evaluation.

4.6. End-State Binding Free Enerqy Calculation

The gmx_MMPBSA package [46] was used to estimate the end-state binding free
energy (AGyping) of the ligand—protein complexes. In this study, the Molecular mechan-
ics/Generalized Born surface area (MM /GBSA) method was utilized for the binding free
energy. The AGy;,q is defined as the change between the free energy of the protein-ligand
complex and that of each component in aqueous solvation (Formula (1). The free energy of
each component was based on the changes in the gas phase molecular mechanics energy
(Enmv), solvation free energy (Ggolyate), and conformational entropy (—TAS) upon the ligand
binding (Formula (2). The salt concentration, the temperature, and the solvent model were
set to 0.15 M, 298.15 K, and GB-OBC2 [47], respectively. The calculation was conducted
throughout the trajectories with the frame interval set to 5, leading to the aggregation of
2000 and 10,000 frames for each of the 100 ns and 500 ns MD simulations, respectively.

AGping = Gcomplex - (Gprotein + Gligand) 1
Gx = Emm + Gsolvate — TAS 2)

5. Conclusions

The WHO declared monkeypox a global public health emergency on 23 July 2022, and
virtual screening has been a time and money-saving approach to discover a new treatment
for a novel disease. In this study, we have targeted the E8 protein of the monkeypox virus,
which is vital for the attachment of the virus to the chondroitin sulfate polysaccharide
located on the membrane surface of human cells. Using deep learning-based homology
modeling, molecular docking, molecular dynamics simulation, and binding free energy
calculation, the present study suggests that Diosmin (AGpinq of —38.19 4= 9.69 kcal-mol 1),
and FAD (AGyng of —35.59 + 7.65 kcal-mol~!) could be potential treatments against the
E8 protein of the virus, which could decrease the transmission rate of this virus. Further
experimental studies should be conducted to validate the current results.
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Abbreviations

CAH Carbonic anhydrase homology
CS-E Chondroitin sulfate-E

FAD Flavin adenine dinucleotide
GAG Glycosaminoglycan

MPXV Monkeypox virus

MSA Multiple sequence alignment
Rg Radius of gyration

RMSD Root mean square deviation
SASA Solvent accessible surface area
MDs Molecular dynamics simulation
VACV Vaccinia virus

WHO World Health Organization
MM/GBSA Molecular mechanics/Generalized Born Surface Area
FDA Food and Drug Administration

References

1. Nuzzo, J.B.; Borio, L.L.; Gostin, L.O. The WHO Declaration of Monkeypox as a Global Public Health Emergency. JAMA 2022,
328, 615-617. [CrossRef] [PubMed]

2. World Health Organization. Multi-Country Outbreak of Monkeypox, External Situation Report #5-7 September 2022. Available
online: https://www.who.int/publications/m/item/multi-country-outbreak-of-monkeypox-external-situation-report-5--7
-September-2022 (accessed on 8 September 2022).

3. World Health Organization. Monkeypox. Available online: https://www.who.int/news-room/fact-sheets/detail /monkeypox
(accessed on 8 September 2022).

4.  Titanji, B.K.; Tegomoh, B.; Nematollahi, S.; Konomos, M.; Kulkarni, P.A. Monkeypox: A Contemporary Review for Healthcare
Professionals. Open Forum Infect. Dis. 2022, 9, ofac310. [CrossRef] [PubMed]

5. Smith, G.L.; Vanderplasschen, A.; Law, M. The formation and function of extracellular enveloped vaccinia virus. J. Gen. Virol.
2002, 83, 2915-2931. [CrossRef] [PubMed]

6. Gong, Q.; Wang, C.; Chuai, X.; Chiu, S. Monkeypox virus: A re-emergent threat to humans. Virol. Sin. 2022, 37, 477-482.
[CrossRef]

7. Senkevich, T.G.; Ojeda, S.; Townsley, A.; Nelson, G.E.; Moss, B. Poxvirus multiprotein entry—fusion complex. Proc. Natl. Acad. Sci.
USA 2005, 102, 18572-18577. [CrossRef]

8. Carter, G.C.; Law, M.; Hollinshead, M.; Smith, G.L. Entry of the vaccinia virus intracellular mature virion and its interactions with
glycosaminoglycans. J. Gen. Virol. 2005, 86, 1279-1290. [CrossRef]

9. Lin, C.L.; Chung, C.S.; Heine, H.G.; Chang, W. Vaccinia virus envelope H3L protein binds to cell surface heparan sulfate and is
important for intracellular mature virion morphogenesis and virus infection in vitro and in vivo. J. Virol. 2000, 74, 3353-3365.
[CrossRef]

10. Chung, C.S.; Hsiao, J.C.; Chang, Y.S.; Chang, W. A27L protein mediates vaccinia virus interaction with cell surface heparan sulfate.
J. Virol. 1998, 72, 1577-1585. [CrossRef]

11.  Hsiao, J.C.; Chung, C.S.; Chang, W. Vaccinia virus envelope DSL protein binds to cell surface chondroitin sulfate and mediates
the adsorption of intracellular mature virions to cells. J. Virol. 1999, 73, 8750-8761. [CrossRef]

12. Bartlett, A.H.; Park, PW. Proteoglycans in host-pathogen interactions: Molecular mechanisms and therapeutic implications.
Expert Rev. Mol. Med. 2010, 12, e5. [CrossRef]

13.  Matho, M.H.; Maybeno, M.; Benhnia, M.R.; Becker, D.; Meng, X.; Xiang, Y.; Crotty, S.; Peters, B.; Zajonc, D.M. Structural and
biochemical characterization of the vaccinia virus envelope protein D8 and its recognition by the antibody LAS5. J. Virol. 2012,
86, 8050-8058. [CrossRef] [PubMed]

14. Matho, M.H.; de Val, N.; Miller, G.M.; Brown, J.; Schlossman, A.; Meng, X.; Crotty, S.; Peters, B.; Xiang, Y.; Hsieh-Wilson,
L.C,; et al. Murine Anti-vaccinia Virus D8 Antibodies Target Different Epitopes and Differ in Their Ability to Block D8 Binding to
CS-E. PLoS Pathog. 2014, 10, €1004495. [CrossRef] [PubMed]

15. FDA. Smallpox Preparedness and Response Updates from FDA. Available online: https://www.fda.gov/emergency-
preparedness-and-response/mcm-issues/smallpox-preparedness-and-response-updates-fda (accessed on 29 July 2022).

16. Chang, C.C,; Hsu, H.J.; Wu, T.Y,; Liou, ].W. Computer-aided discovery, design, and investigation of COVID-19 therapeutics. Tzu
Chi Med. ]. 2022, 34, 276-286. [CrossRef]

17. Kamal, L.; Ramadan, A.; Farraj, S.; Bahig, L.; Ezzat, S. The pill of recovery; Molnupiravir for treatment of COVID-19 patients; a
systematic review. Saudi Pharm. |. 2022, 30, 508-518. [CrossRef] [PubMed]

18. Schwede, T.; Kopp, J.; Guex, N.; Peitsch, M.C. SWISS-MODEL: An automated protein homology-modeling server. Nucleic Acids

Res. 2003, 31, 3381-3385. [CrossRef] [PubMed]


http://doi.org/10.1001/jama.2022.12513
http://www.ncbi.nlm.nih.gov/pubmed/35895041
https://www.who.int/publications/m/item/multi-country-outbreak-of-monkeypox-external-situation-report-5--7-September-2022
https://www.who.int/publications/m/item/multi-country-outbreak-of-monkeypox-external-situation-report-5--7-September-2022
https://www.who.int/news-room/fact-sheets/detail/monkeypox
http://doi.org/10.1093/ofid/ofac310
http://www.ncbi.nlm.nih.gov/pubmed/35891689
http://doi.org/10.1099/0022-1317-83-12-2915
http://www.ncbi.nlm.nih.gov/pubmed/12466468
http://doi.org/10.1016/j.virs.2022.07.006
http://doi.org/10.1073/pnas.0509239102
http://doi.org/10.1099/vir.0.80831-0
http://doi.org/10.1128/JVI.74.7.3353-3365.2000
http://doi.org/10.1128/JVI.72.2.1577-1585.1998
http://doi.org/10.1128/JVI.73.10.8750-8761.1999
http://doi.org/10.1017/S1462399409001367
http://doi.org/10.1128/JVI.00836-12
http://www.ncbi.nlm.nih.gov/pubmed/22623786
http://doi.org/10.1371/journal.ppat.1004495
http://www.ncbi.nlm.nih.gov/pubmed/25474621
https://www.fda.gov/emergency-preparedness-and-response/mcm-issues/smallpox-preparedness-and-response-updates-fda
https://www.fda.gov/emergency-preparedness-and-response/mcm-issues/smallpox-preparedness-and-response-updates-fda
http://doi.org/10.4103/tcmj.tcmj_318_21
http://doi.org/10.1016/j.jsps.2022.03.002
http://www.ncbi.nlm.nih.gov/pubmed/35287313
http://doi.org/10.1093/nar/gkg520
http://www.ncbi.nlm.nih.gov/pubmed/12824332

Int. . Mol. Sci. 2022, 23, 11570 150f 16

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.
37.

38.

39.

40.

41.

42.
43.

44.
45.

Ali, S.A.; Hassan, M.L,; Islam, A.; Ahmad, F. A review of methods available to estimate solvent-accessible surface areas of soluble
proteins in the folded and unfolded states. Curr. Protein Pept. Sci. 2014, 15, 456-476. [CrossRef] [PubMed]

Sneha, P; Doss, C.G. Molecular Dynamics: New Frontier in Personalized Medicine. Adv. Protein Chem. Struct. Biol. 2016,
102, 181-224. [CrossRef]

Ashburn, T.T.; Thor, K.B. Drug repositioning: Identifying and developing new uses for existing drugs. Nat. Rev. Drug Discov.
2004, 3, 673-683. [CrossRef]

Cazaubon, M.; Benigni, J.P.; Steinbruch, M.; Jabbour, V.; Gouhier-Kodas, C. Is There a Difference in the Clinical Efficacy of Diosmin
and Micronized Purified Flavonoid Fraction for the Treatment of Chronic Venous Disorders? Review of Available Evidence. Vasc.
Health Risk Manag. 2021, 17, 591-600. [CrossRef]

Huwait, E.; Mobashir, M. Potential and Therapeutic Roles of Diosmin in Human Diseases. Biomedicines 2022, 10, 1076. [CrossRef]
Alzaabi, M.M.; Hamdy, R.; Ashmawy, N.S.; Hamoda, A.M.; Alkhayat, F.; Khademi, N.N.; Al Joud, S.M.A; El-Keblawy, A.A;
Soliman, 5.5.M. Flavonoids are promising safe therapy against COVID-19. Phytochem. Rev. 2022, 21, 291-312. [CrossRef] [PubMed]
Kumar, S.; Sharma, PP; Upadhyay, C.; Kempaiah, P.; Rathi, B.; Poonam. Multi-targeting approach for nsp3, nsp9, nsp12 and nsp15
proteins of SARS-CoV-2 by Diosmin as illustrated by molecular docking and molecular dynamics simulation methodologies.
Methods 2021, 195, 44-56. [CrossRef] [PubMed]

Yokochi, S.; Ishiwata, Y.; Saito, H.; Ebinuma, H.; Tsuchiya, M.; Ishii, H. Stimulation of antiviral activities of interferon by a liver
extract preparation. Arzneimittelforschung 1997, 47, 968-974. [PubMed]

Wei, T.-Z.; Wang, H.; Wu, X.-Q.; Lu, Y.; Guan, S.-H.; Dong, E-Q.; Dong, C.-L.; Zhu, G.-L.; Bao, Y.-Z.; Zhang, J.; et al. In Silico
Screening of Potential Spike Glycoprotein Inhibitors of SARS-CoV-2 with Drug Repurposing Strategy. Chin. J. Integr. Med. 2020,
26, 663-669. [CrossRef]

Wu, C; Liu, Y,; Yang, Y.; Zhang, P.; Zhong, W.; Wang, Y.; Wang, Q.; Xu, Y.; Li, M,; Li, X.; et al. Analysis of therapeutic targets for
SARS-CoV-2 and discovery of potential drugs by computational methods. Acta Pharm. Sin. B 2020, 10, 766-788. [CrossRef]
Anwaar, M.U.; Adnan, E; Abro, A.; Khan, R.A.; Rehman, A.U.; Osama, M.; Rainville, C.; Kumar, S.; Sterner, D.E.; Javed, S.; et al.
Combined deep learning and molecular docking simulations approach identifies potentially effective FDA approved drugs for
repurposing against SARS-CoV-2. Comput. Biol. Med. 2022, 141, 105049. [CrossRef]

Huang, F; Zhang, C.; Liu, Q.; Zhao, Y.; Zhang, Y.; Qin, Y.; Li, X.; Li, C.; Zhou, C.; Jin, N; et al. Identification of amitriptyline HCI,
flavin adenine dinucleotide, azacitidine and calcitriol as repurposing drugs for influenza A H5N1 virus-induced lung injury.
PLoS Pathog. 2020, 16, €1008341. [CrossRef]

Jumper, J.; Evans, R,; Pritzel, A.; Green, T.; Figurnov, M.; Ronneberger, O.; Tunyasuvunakool, K.; Bates, R.; Zidek, A.; Potapenko,
A. Highly accurate protein structure prediction with AlphaFold. Nature 2021, 596, 583-589. [CrossRef]

Morris, G.M.; Huey, R; Lindstrom, W.; Sanner, M.F.; Belew, R.K.; Goodsell, D.S.; Olson, A.]. AutoDock4 and AutoDockTools4:
Automated docking with selective receptor flexibility. J. Comput. Chem. 2009, 30, 2785-2791. [CrossRef]

Irwin, J.J.; Tang, K.G.; Young, J.; Dandarchuluun, C.; Wong, B.R.; Khurelbaatar, M.; Moroz, Y.S.; Mayfield, J.; Sayle, R.A.
ZINC20—A free ultralarge-scale chemical database for ligand discovery. J. Chem. Inf. Model. 2020, 60, 6065-6073. [CrossRef]
O’Boyle, N.M.; Banck, M.; James, C.A.; Morley, C.; Vandermeersch, T.; Hutchison, G.R. Open Babel: An open chemical toolbox. J.
Cheminform. 2011, 3, 33. [CrossRef] [PubMed]

Li, Z.; Kienetz, M.; Cherney, M.M.; James, M.N.G.; Bromme, D. The Crystal and Molecular Structures of a Cathepsin K:Chondroitin
Sulfate Complex. |. Mol. Biol. 2008, 383, 78-91. [CrossRef] [PubMed]

PyMOL, Version 2.5.2; Schrodinger LLC: New York, NY, USA, 2020.

Trott, O.; Olson, A.]. AutoDock Vina: Improving the speed and accuracy of docking with a new scoring function, efficient
optimization, and multithreading. |. Comput. Chem. 2010, 31, 455-461. [CrossRef]

Adasme, M.F; Linnemann, K.L.; Bolz, S.N.; Kaiser, F; Salentin, S.; Haupt, V.J.; Schroeder, M. PLIP 2021: Expanding the scope of
the protein-ligand interaction profiler to DNA and RNA. Nucleic Acids Res. 2021, 49, W530-W534. [CrossRef]

Abraham, M.].; Murtola, T.; Schulz, R.; Pall, S.; Smith, J.C.; Hess, B.; Lindahl, E. GROMACS: High performance molecular
simulations through multi-level parallelism from laptops to supercomputers. SoftwareX 2015, 1, 19-25. [CrossRef]

Zoete, V.; Cuendet, M.A; Grosdidier, A.; Michielin, O. SwissParam: A fast force field generation tool for small organic molecules.
J. Comput. Chem. 2011, 32, 2359-2368. [CrossRef]

Lemkul, J.A. From Proteins to Perturbed Hamiltonians: A Suite of Tutorials for the GROMACS-2018 Molecular Simulation
Package [Article v1.0]. LiveCoMS 2018, 1, 5068. [CrossRef]

Bussi, G.; Donadio, D.; Parrinello, M. Canonical sampling through velocity rescaling. J. Chem. Phys. 2007, 126, 014101. [CrossRef]
Parrinello, M.; Rahman, A. Polymorphic transitions in single crystals: A new molecular dynamics method. . Appl. Phys. 1981,
52,7182-7190. [CrossRef]

Humphrey, W.; Dalke, A.; Schulten, K. VMD: Visual molecular dynamics. . Mol. Graph. Model. 1996, 14, 33-38. [CrossRef]

Tran, Q.-H.; Nguyen, Q.-T.; Vo, N.-Q.-H.; Mai, T.T.; Tran, T.-T.-N.; Tran, T.-D.; Le, M.-T.; Trinh, D.-T.T.; Thai, K.-M. Structure-based
3D-Pharmacophore modeling to discover novel interleukin 6 inhibitors: An in silico screening, molecular dynamics simulations
and binding free energy calculations. PLoS ONE 2022, 17, e0266632. [CrossRef] [PubMed]


http://doi.org/10.2174/1389203715666140327114232
http://www.ncbi.nlm.nih.gov/pubmed/24678666
http://doi.org/10.1016/bs.apcsb.2015.09.004
http://doi.org/10.1038/nrd1468
http://doi.org/10.2147/VHRM.S324112
http://doi.org/10.3390/biomedicines10051076
http://doi.org/10.1007/s11101-021-09759-z
http://www.ncbi.nlm.nih.gov/pubmed/34054380
http://doi.org/10.1016/j.ymeth.2021.02.017
http://www.ncbi.nlm.nih.gov/pubmed/33639316
http://www.ncbi.nlm.nih.gov/pubmed/9296286
http://doi.org/10.1007/s11655-020-3427-6
http://doi.org/10.1016/j.apsb.2020.02.008
http://doi.org/10.1016/j.compbiomed.2021.105049
http://doi.org/10.1371/journal.ppat.1008341
http://doi.org/10.1038/s41586-021-03819-2
http://doi.org/10.1002/jcc.21256
http://doi.org/10.1021/acs.jcim.0c00675
http://doi.org/10.1186/1758-2946-3-33
http://www.ncbi.nlm.nih.gov/pubmed/21982300
http://doi.org/10.1016/j.jmb.2008.07.038
http://www.ncbi.nlm.nih.gov/pubmed/18692071
http://doi.org/10.1002/jcc.21334
http://doi.org/10.1093/nar/gkab294
http://doi.org/10.1016/j.softx.2015.06.001
http://doi.org/10.1002/jcc.21816
http://doi.org/10.33011/livecoms.1.1.5068
http://doi.org/10.1063/1.2408420
http://doi.org/10.1063/1.328693
http://doi.org/10.1016/0263-7855(96)00018-5
http://doi.org/10.1371/journal.pone.0266632
http://www.ncbi.nlm.nih.gov/pubmed/35385549

Int. . Mol. Sci. 2022, 23, 11570 16 of 16

46. Valdés-Tresanco, M.S.; Valdés-Tresanco, MLE.; Valiente, P.A.; Moreno, E. gmx_MMPBSA: A new tool to perform end-state free
energy calculations with GROMACS. J. Chem. Theory Comput. 2021, 17, 6281-6291. [CrossRef] [PubMed]

47. Onulfriev, A.; Bashford, D.; Case, D.A. Exploring protein native states and large-scale conformational changes with a modified
generalized born model. Proteins Struct. Funct. Genet. 2004, 55, 383-394. [CrossRef] [PubMed]


http://doi.org/10.1021/acs.jctc.1c00645
http://www.ncbi.nlm.nih.gov/pubmed/34586825
http://doi.org/10.1002/prot.20033
http://www.ncbi.nlm.nih.gov/pubmed/15048829

	Introduction 
	Results 
	Protein Homology Modeling Using Deep Learning Approach 
	Identification of Chondroitin Sulfate-E Binding Pocket in the MPXV E8 Protein Using Blind Docking Approach 
	Virtual Screening Using Focused Docking Approach 
	Molecular Dynamics Simulations and Binding Free Energy Calculation 
	Stability of the Protein-Ligand Complexes 
	Ligand Stability and Their Binding Free Energy with the MPXV E8 Protein 

	Diosmin and FAD as Potential MPXV E8 Protein Inhibitors Proposed by Long Molecular Dynamics Simulations 

	Discussion 
	Materials and Methods 
	MPXV E8 Protein Homology Modeling 
	Preparation of the Target Protein 
	Preparation of Small-Molecule Ligands 
	Virtual Screening Based on Blind Docking and Focused Docking 
	Molecular Dynamics Simulations 
	End-State Binding Free Energy Calculation 

	Conclusions 
	References

