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Abstract

Increased expression and activation of tumor necrosis factor-o (TNF-a) could lead to recurrent implantation failure
(RIF). Therefore, TNF-a inhibition may be a strategic way to enhance the implantation rate in women with RIF.
Nowadays, monoclonal antibodies are considered an effective therapeutic method for TNF-a inhibition. Unfortunately,
monoclonal antibody treatments have several disadvantages. Thus, the design of small molecules capable of inhibiting
TNF-a has become critical in recent years. In silico drug repurposing of FDA-approved drugs for TNF-a inhibition
was used in this study. PyRx tools were employed for virtual screening. Additionally, the free energy of binding, the
number of hydrogen bonds, and the number of drug contacts with the protein were calculated using the molecular
dynamics (MD) simulation method. Virtual screening results reveal that 17 of 2471 FDA-approved drugs benefited
from favorable binding energy with TNF-a (delta G < — 10 kcal/mol). Two of the 17 drugs, progesterone and pred-
nisone, were the most frequently used without adverse effects during pregnancy. As a result, MD simulation was used
to investigate these two drugs further. According to the MD simulation results, prednisone appears to have a higher
affinity for TNF-a than progesterone, and consequently, the prednisone complex stability is higher. For the first time,
this study examined the possible role of prednisone and progesterone in inhibiting TNF-a using in silico methods.

Keywords TNF-o - Prednisone - RIF - Progesterone - In silico - Drug repurposing

P Maryam Shahhoseini Introduction

m.shahhoseini @royaninstitute.org

>< Monireh Movahedi
mon_movahedi @yahoo.com

Despite significant advancements in assisted reproduc-
tive techniques (ARTs), the rate of embryo implantation

. following in vitro fertilization (IVF) has not increased
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nearly as much as expected. Recurrent implantation fail-
ure (RIF) is defined as the inability to conceive after a
minimum of three embryo transfers using high-quality
embryos [1]. TNF-a is a pro-inflammatory cytokine
produced in various types of malignant, hematopoietic,
and non-hematopoietic cells. These cells include mac-
rophages, B lymphocytes, T lymphocytes, neutrophils,
endothelial cells, astrocytes, and smooth muscle cells.
Nonetheless, it is produced primarily by activated mac-
rophages. TNF-a engages in the proliferation, differen-
tiation, inflammation, apoptosis, and cellular immune
regulation of cells in general. While normal levels of
TNF-a are necessary for immune response regula-
tion, abnormal levels of TNF-a may contribute to the
development of certain autoimmune or inflammatory
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diseases [2]. RIF is one of the diseases associated with
this abnormality.

TNF-a leads to implantation failure by decreasing the
endometrial acceptance rate. A previous study shows that
the ratios of inflammatory cytokines such as IFN-y, IL-6,
and TNF-a were higher in plasma of patients with RIF [3].
A balance between the cytokines produced by Th1 and Th2
cells is a key factor in a successful pregnancy. Immune sys-
tem changes occur during implantation and the early stages
of pregnancy, affecting both fetal implantation and preg-
nancy progression [4]. It has been determined that elevated
Th1 cytokines like TNF-a and IFN-y negatively affect preg-
nancy, and increased Th1/Th2 cytokine ratios may prevent
implantation. Therefore, inhibiting TNF-a through inhibitors
may be an effective therapeutic strategy for controlling and
curing RIF. For inhibiting TNF-a, several methods are used,
such as the production of monoclonal antibodies and the use
of small molecules blocking TNF-a mRNA synthesis.

Recently, new studies have been conducted to inhibit
the activity of TNF-a using small molecules. In this
study, in silico drug repurposing of FDA-approved
drugs for inhibiting TNF-a was employed.

Methods
Virtual screening of TNF-a with FDA-approved drugs

The Protein Data Bank (www.pdb.org) provided the
starting coordinates of TNF-a (PDB code: 1TNF).
Before cutting, the protein crystal structure was estab-
lished, detaching the water molecules from the protein
and then adding hydrogen atoms and improving hydro-
gen bonds. The GROMACS 5.1.4 package was used to
reduce energy consumption during the protein optimiza-
tion process. The Drug Bank database’s small molecule
sector (https://www.drugbank.ca/about) was used to
obtain all FDA-approved drugs [5]. The process elimi-
nated non-unique structures such as those containing
rare atoms (selenium, platinum, gold, and silicon) and
organometallic compounds. Conclusively, the screening
database included 2471 compounds.

The PyRx tool was applied for decreasing energy
and preparing ligands in PDBQT format, and AutoDock
Vina was employed for virtual screening. AutoDock
Vina was also used for drug discovery to monitor librar-
ies of compounds against targets [6, 7]. The box was
centered on the entire TNF-a, and afterward, TNF-a
was used for virtual screening with all FDA-approved
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drugs. In the first step, we used blind docking for
the virtual screening of all the FDA-approved drugs.
Then, for drugs with the best binding energy, we used
a web server, named CB-Dock (http://cao.labshare.cn/
cb-dock/), which predicts binding sites of a given pro-
tein and calculates the centers and sizes with a novel
curvature-based cavity detection approach. Five bind-
ing sites were identified using CB-Dock web server,
and six binding poses were predicted for each binding
site. The results of CB-Dock web server are presented
in the supplementary data. The most suitable binding
site was selected based on the most appropriate binding
free energy and the best RMSD value (zero or close to
zero). The process of evaluating a particular pose was
done by counting the number of hydrogen bonds and
hydrophobic contacts.

Molecular dynamics simulation

After docking all FDA-approved drugs, drugs with a
desirable delta G (AG < — 10 kcal/mol) with TNF-«a
that could be used during pregnancy were chosen
for further evaluation. At this point, the goal was to
identify drugs with an increased ability to bind with
the protein. Therefore, the molecular dynamics (MD)
simulation method was utilized to calculate the free
energy of binding, the number of hydrogen bonds, and
the number of drug contacts with the protein.

Install of MD systems

All MD simulations in this study were conducted using
the GROMACS 5.1.4 package [8]. Additionally, the
GROMOS 54a7 force fields [9] were utilized. The
appropriate amounts of chloride ions and sodium were
added to all simulation boxes to neutralize the system.
In each simulation system, the periodic boundary con-
dition (PBC) was applied along each simulation box
axis, and the SP3 water model was also used for system
solvation [10]. The LINCS algorithms constrained all
covalent bonds. The stimulations are caused by a short-
range electrostatic interaction combined with a 1.2-nm-
distance cutoff for the van der Waals interaction [11].

The Particle Mesh Ewald (PME) algorithm calculated the
long-range electrostatic interaction.

The steepest descent algorithm was used to minimize
the energy of all systems, and then the NVT ensem-
ble was used to equilibrate all systems for 500 ps.
Afterward, the NPT ensemble gradually directed
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Fig. 1 MD results for TNF-a/progesterone complex and TNF-o/prednisone complex

each system’s equilibration while maintaining the
Nose—Hoover algorithm temperature [12, 13] and the
temperature at 310 K. During the NPT equilibration,
the Parrinello-Rahman barostat [14] maintained the
pressures at 1 bar. MD simulations were completed in
200 ns for the complexes.

Analyses

Following MD simulations, GROMACS utilities exam-
ined and evaluated each trajectory’s results. The nonpo-
lar and polar interactions between the TNF-o and drugs
can be explained via binding the free energy calculation.
By exercising the MM-PBSA method, the binding free
energy was calculated with the g_mmpbsa tool [15].

@ Springer

The total binding free energy (AG) is calculated by
adding the nonpolar interaction free energy (AG
and the polar interaction free energy (AG

nonpolar )

olar)» as follows:

elec)

AG o = AGnonpolar(Aans+AGVdW) + AGpolar(AGps+AG

where AG, AG,;, AGy, and AG,, are the
electrostatic energy, polar solvation energy, van
der Waals energy, and nonpolar solvation energy,

respectively.

elec »

Results

In the present study, a drug repurposing strategy for the inhibition
of TNF-a was used via virtual screening and MD simulation.
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Prednisone Complex

Fig.2 Display of hydrogen bonds with LIGPLOT

Virtual screening results

Table 1 shows 17 FDA-approved drugs (out of 2471)
in which TNF-a has the most favorable free-binding
energy. Then, based on a guide to drug safety in preg-
nancy, we selected the drugs that were safe during preg-
nancy (https://www.drugs.com/pregnancy/). Of the 17
drugs, progesterone and prednisone are the most fre-
quently used drugs during pregnancy without causing
adverse effects. Thus, the molecular simulation tech-
nique was used to select these two drugs for further
investigation.

Progesterone Complex
(50 ns)

L
N =
[ J i ". Lys98(A)

Prednisone Complex
(50 ns)

Lys@S(A)

Glyg6(4)

Progesterone Complex
(200 ns)

g L
Prednisone Complex
(200 ns)

MD results for TNF-a/progesterone complex
and TNF-a/ prednisone complex

RMSD analysis

RMSD was used to determine the complexes’ flexibil-
ity and stability. RMSD measurement was conducted for
progesterone and prednisone carbon alpha 2 complexes.
The RMSD of the two complexes is illustrated in Fig. 1.
According to the results, the RMSD values for protein
in the progesterone complex were significantly greater
than those of protein in the prednisone complex (Fig. 1).
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Table 2 Calculation of binding free energy between TNF-a with pro-
gesterone and prednisone

Energetic analysis of TNF-a/progesterone binding (kcal/mol)

—156.776 +12.094 kJ/mol
—13.571 +£24.450 kJ/mol
73.370+£23.455 kJ/mol

Van der Waals energy
Electrostatic energy
Polar solvation energy

SASA energy —14.720+0.983 kJ/mol
SAV energy 0.000+0.000 kJ/mol
WCA energy 0.000+0.000 kJ/mol
Binding energy —111.696 +20.076 kJ/mol

Energetic analysis of TNF-a/prednisone binding (kcal/mol)
—157.592 +9.136 kJ/mol
—23.277+19.191 kJ/mol
75.918 +£20.649 kJ/mol

Van der Waals energy
Electrostatic energy
Polar solvation energy

SASA energy —16.355+1.151 kJ/mol
SAV energy 0.000 % 0.000 kJ/mol
WCA energy 0.000 % 0.000 kJ/mol
Binding energy —121.307 +18.841 kJ/mol

Calculation of the number of H-bonds, the number
of contacts, and the free binding energy (AG)

The number of hydrogen bonds, the number of contacts,
and the free binding energy between the protein and the
drugs play a key role in stabilizing the protein/drug com-
plex. The total number of H-bonds in the progesterone
and prednisone complexes with TNF-a at 310 K was cal-
culated and is shown in Fig. 1. The number of H-bonds
and the number of contacts in the prednisone complex are
more significant than those in the progesterone complex.
The number of hydrogen bonds with LIGPLOT calcula-
tions is shown in Fig. 2. The calculation of AG values
for the protein—-ligand complexes is shown in Table 2.

The free binding energy of the prednisone complex
is more favorable compared to that of the progester-
one complex (the free binding energy of progesterone
and prednisone with TNF-a respectively was — 111.696
and — 121.307 (kcal/mol)). Given the results, pred-
nisone has a greater affinity for TNF-a than proges-
terone, implying that the prednisone complex is more
stable than progesterone.

Discussion

The causes of repeated implantation failure (RIF) vary
according to the individual. Increased expression and
activation of TNF-a could lead to immune cell aggre-
gation and inhibition of embryo implantation. Under
these circumstances, the inhibition of TNF-a can be
effective. Thus, several theories about TNF-a inhibition
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and increased fertility in women with RIF may be cor-
rect [16]. TNF-a inhibition may be a strategic way to
enhance the implantation rate in women with RIF. Nowa-
days, direct inhibition of TNF-a using monoclonal anti-
bodies is an effective therapeutic method. Unfortunately,
monoclonal antibody treatments have several drawbacks,
including high manufacturing costs. Thus, the develop-
ment of small molecules capable of inhibiting TNF-a has
become critical in recent years [17]. Nowadays, drugs
previously approved are used to treat various diseases,
referred to as drug repurposing [18]. In a previous study,
in silico drug repurposing was used to identify the most
effective drugs in treating antiphospholipid syndrome,
another cause of RIF [19]. Several studies indicate that
prednisone may be highly beneficial in treating patients
with RIF [20]. A 2020 study found that prednisone can
affect pregnancy outcomes in patients with RIF [21]. The
in vitro studies reveal that progesterone may inhibit TNF-
a-induced apoptosis [22]. Additional animal studies sug-
gest that progesterone injections reduce TNF-a expres-
sion [23]. Progesterone has been shown in some studies to
decrease recurrent miscarriage by balancing the Th1/Th2
cytokines [24]. Several studies have shown that residues
Cys101-Glul16 play an essential role at the binding site
of TNF-a [25]. As shown in Fig. 2, prednisone interacted
with Cys101-Glul16 residues by hydrogen bonds.

In this study, and for the first time, using in silico meth-
ods, it is shown that prednisone and progesterone tend to
bind well with TNF-a. The number of hydrogen bonds, the
number of contacts, and the free binding energy of pred-
nisone and TNF-« are greater than those in the progester-
one complex, as determined by MD simulations. Given the
results, it seems that the binding tendency of prednisone
to TNF is more than that of progesterone; hence, the pred-
nisone complex stability is higher. The results of this study
which used in silico methods reveal that the role of pred-
nisone and progesterone in TNF-a inhibition is consistent
with the results of clinical studies. Prednisone is a potent
immunomodulatory drug that helps to prevent or attenuate
the hyper-inflammation state of COVID-19. According to
the results of this study, one of the possible molecular path-
ways could be the inhibition of TNF-a with prednisone [26].
Therefore, the computational results in this study could
provide new insight into the mechanism of action of the
two drugs of progesterone and prednisone. Future studies
recommend conducting in vitro and in vivo studies to deter-
mine the efficacy of these two drugs in inhibiting TNF-a.
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