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Abstract. The hepatitis C virus (HCV) consists of eight genotypes and 90 subtypes, with
genotype (GT) 3 being the second most common globally and is linked to higher incidences of
steatosis and rapid development of fibrosis and cirrhosis. The NS3/4A serine protease, a
heterodimer complex of two HCV non-structural proteins, is an effective target for
pharmaceutical intervention due to its essential roles in processing HCV polyproteins and
inhibiting innate immunity. This study combines structure-based virtual screening (SBVS) of
predefined compound libraries, pharmacokinetic prediction (ADME/T) and in vitro evaluation
to identify potential low molecular weight (<500 Dalton) inhibitors of the NS3/4A serine
protease (GT3). In silico screening of ZINC and PubChem libraries yielded five selected
compounds as potential candidates. Dose-dependent inhibition of the NS3/4A serine protease
and HCV replication in HuH-7.5 cells revealed that compound A (PubChem ID No. 16672637)
exhibited inhibition towards HCV GT3 with an ICs, of 106.7nM and ECs, of 25.8nM, respectively.
Thus, compound A may be developed as a potent, low molecular weight drug against the HCV

NS3/4A serine protease of GT3.

INTRODUCTION

Hepatitis C is a global health concern that
affects ~177.56 million people, representing
nearly 2.5% of the world population
(Petruziello et al., 2016), and is one of the
main causes of death and morbidity. The
disease is caused by the hepatitis C virus
(HCV), a blood borne virus that was first
discovered in 1989 (Choo et al., 1989). HCV
is classified under the genus Hepacivirus
and is a member of the Flaviviridae
family (Simmonds et al., 2017). Early stage
diagnosis of the disease is difficult
because acute infections are frequently
asymptomatic. About ~75-85% of those
with acute HCV infection will eventually
develop a chronic infection, leading to
fibrosis, cirrhosis and hepatocellular
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carcinoma (Pinzani et al., 2005; Hajarizadeh
et al., 2013). HCV displays a high degree of
genetic heterogeneity due to the error-prone
nature of RNA-dependent RNA polymerase.
At present, there are eight confirmed
genotypes (GT) and 90 subtypes of HCV
(Smith et al., 2019). Amongst all genotypes,
GT3 infection is relatively difficult to treat,
especially in patients with prior HCV
treatment failure or cirrhosis. GT3 infection
is associated with higher incidences of
steatosis (Hwang & Lee, 2011; Roingeard,
2013), rapid development of fibrosis and
cirrhosis, and higher rates of hepatocellular
carcinoma (Kanwal et al., 2014; Chan et al.,
2017).

The HCV RNA genome encodes for a
long polyprotein precursor which consists
of four structural proteins (C, E1, E2 and p7)



and six non-structural proteins (NS2, NS3,
NS4A, NS4B, NS5A and NS5B). This large
polyprotein is cleaved into 10 individual
proteins by the action of both cellular and
viral proteases (Kim et al., 1996). The NS3/
4A serine protease cleaves at four junc-
tions, between NS3/NS4A (self-cleavage),
NS4A/NS4B, NS4B/NS5A and NS5A/NS5B
(Baetenschlager & Lohmann, 2000) which
is critical to the HCV replication system as
viral replication can only begin after all
individual proteins have been cleaved. The
NS3/4A serine protease is also involved in
the inhibition of innate immunity. Cleavage
of the TIR-domain-containing adapter-
inducing IFN-B and mitochondrial antiviral
signalling protein prevents the activation of
interferon type I genes and IFN-stimulated
genes (Dustin & Rice, 2007) while cleavage
of T-cell protein tyrosine phosphatase
interferes with the growth signaling/Akt
pathway Brenndorfer et al., 2009). Its
significant roles in viral replication and
pathogenesis of HCV make the NS3/4A serine
protease a fascinating target for therapeutic
development.

Unlike both hepatitis A (HAV) and
hepatitis B (HBV) virus, there are currently
no vaccines against HCV. In May 2011, the
United States Food and Drug Administration
(U.S. FDA) approved the first generation of
direct-acting antivirals (DAAs), Boceprevir
(Chen & Njoroge, 2010) and Telaprevir
(Kwong et al., 2011), to treat HCV. Since then,
numerous highly potent DAAs targeting the
NS3/4A protease (Rosenquist et al., 2014; Ng
et al., 2018), NSHA (Belema et al., 2014; Yu et
al., 2018) and NS5B polymerase (Sofia, 2016;
ElKassas et al., 2017) have been developed.
Yet, some are only effective against certain
genotypes. At present, first-generation DAAs
are no longer recommended due to their
adverse side effects and reduced efficacy
(World Health Organization, 2017). Earlier
standard of care for GT3-infected patients
was achieved via the combination therapy of
Sofosbuvir-Ribavirin; however, the sustained
virologic response is low compared to the
other genotypes (Jacobson et al., 2013;
Lawitz et al., 2013). Current treatment
options recommended for GT3 infections,
which consists of a combination of dual and
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triple DAAs (AASLD-IDSA, 2018; Pawlotsky
et al., 2018), have shown to provide greater
efficacy, even in cirrhotic and treatment-
experienced patients (Foster et al., 2015;
Wyles et al., 2018). However, (i) the high costs
associated with these newer therapies, (ii)
the association of GT3 with greater liver
complications, and (iii) the presence of
resistance-associated substitutions that
affect tolerances to DAAs (Vermehren &
Sarrazin, 2012; Poveda et al., 2014; Lontok
et al., 2015; Raj et al., 2017) emphasizes the
need for continuous DAA development.

Numerous computer-aided approaches
have been employed to discover new potent
HCYV inhibitors (Li et al., 2013; Kumar et al.,
2014; Basetto et al., 2016; Ganesan & Barakat,
2017) by combing through large virtual
compound databases, followed by in vitro
and in vivo evaluations. Therefore, this
study employs structure-based virtual
screening (SBVS) of current predefined
compound libraries to identify potential
potent, low molecular weight inhibitors
targeting the NS3/4A serine protease of
wild type HCV GT3, followed by in vitro
investigations into the potency of the selected
compounds.

MATERIALS AND METHODS

Protein 3D structure modeling of GT3
NS3/4A serine protease

HCV GT3 NS3/4A serine protease protein
3D structure is needed for high-throughput
virtual screening. Therefore, homology
modeling by YASARA (www.yasara.org) was
used to construct a model of the NS3/4A
serine protease based on CASP-approved
protocol. The HCV GT3 protein sequence was
retrieved from UniProt (Id: I1Y879) and the
templates for homology modeling were
identified from the PDB database (PDB ID:
4A1X, 308B, 4A92, 3M5HM and 4133). The
models generated underwent structure
validation based on Z- scores calculated
from molecular dynamic force field energies.
The stereochemical qualities of selected
model of NS3/4A serine protease (4A1X-B02)
was further validated by generating
Ramachandran plot using Procheck:



http://servicesn.mbi.ucla.edu/PROCHECK/
(Laskowski et al., 1993). Compatibility of the
3D atomic models to the NS3/4A amino acid
sequence was confirmed via Verify3D:
http://servicesn.mbi.ucla.edu/Verify3D/
(Liithy et al., 1992). The verified homology
model was used as the template for virtual
screening.

Virtual screening

Virtual screening was performed using
Mobyle@RPBS and Idock webservers which
provides a large database of compounds
from PubChem and ZINC (Irwin et al., 2012)
respectively. Mobyle@RPBS provides
virtual screening services under the
MTiOpenScreen program that operates with
Autodock Vina and Vina empirical scoring
function (Alland et al., 2005; Néron et al.,
2009). Idock is a tool for structure-based
virtual screening for flexible ligand docking
that is motivated from Autodock Vina (Li
et al., 2012). MTiOpenScreen (Labbé et al.,
2015) by Mobyle@RPBS provides predefined
libraries curated from PubChem: i) 99 288
diverse chemical compound collections
and ii) 51 232 focused chemical compound
collections that target protein-protein
interactions. In addition, there were a total of
23 129 083 compounds from ZINC available
via Idock. All compounds were filtered
according to conditions outlined by Lipinski’s
rule of 5 to obtain a lead-like compound.: no
more than 5 hydrogen bond donors, no more
than 10 hydrogen bond acceptors, molecular
weight less than 500 Daltons and log P not
greater than 5 (Lipinski et al., 1997; 2001).
Overall, there were ~90 000 compounds
screened from the two webservers. Virtual
screening with Mobyle@RPBS and Idock
was performed by targeting the search space
calculated from protein residues on the active
site; particularly the catalytic triad (Hisb7,
Asp8l, and Ser139) of the GT3 NS3/4A serine
protease.

ADME/T prediction

Absorption, distribution, metabolism,
excretion and toxicity (ADME/T) properties
of the 300 selected compounds were
predicted using Discovery Studio 4.5. A
total of 217 compounds were removed from
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further analysis because they possessed no
interactions with the wild type GT3 NS3/4A
serine protease catalytic triad (His57, Asp81,
and Ser139) and/or having unfavorable
ADME/T properties. Evaluation of the
toxicity potential for the remaining
compounds were conducted based on the
TOxicity Prediction by Komputer Assisted
Technology (TOPKAT; Accelrys).

Redocking

83 shortlisted compounds were redocked
locally using Autodock Vina (Trott &
Olson, 2010) to observe its reproducibility.
Simeprevir, a DAA used for the treatment of
HCV GT1, was used as the standard compound
in virtual screening and redocking. The
crystal structure was obtained from RCSB
Protein Data Bank (PDB) database: 3KEE
and extracted out from protein-ligand
complex with Discovery Studio 4.5. The NS3/
4A protein and selected ligands structure
were prepared and saved in pdbqt format
using AutodockTools 1.5.6 software.
Configuration file named “conf.txt” were
prepared; the input includes the receptor
and ligand file in pdbqt format, search
space area to be docked by ligands in x, y,
z dimensions; 22A x 20A x 20A with x, y and
z coordinates of the center 57.002, 74.518,
-48.664 respectively. The exhaustiveness
was set at 100 and the output file was
named as “out.pdbqt”. Docking was run
following manual in http://vina.scripps.
edu/tutorial.html

Redocking analysis

The outputs of docking by Autodock Vina
were analysed by PyMOL (The PyMOL
Molecular Graphics System, Version 1.3
Schrodinger, LLC). 2D interaction diagrams
were examined via Discovery Studio 4.5
(Dassault Systemes BIOVIA). Each com-
pound was ranked based on its free binding
energies as compared to Simeprevir, binding
interactions with residue in the GT3 NS3/4A
catalytic triad (Hisb7, Asp81, Ser 139) and
the Oxyanion hole (Gly137). Docking
simulations had produced nine binding
conformations by default for each compound;
these binding conformations were scored
based on their binding frequency to the



catalytic triad. The output lists 18 compounds
that presented interactions with any of the
three amino acids in the catalytic triad with
binding conformations score >4 (Supple-
mentary Material; Table S1). Five compounds
named A, B, C, D and E (Table 2) were
selected and purchased from Asinex, USA
(A), ChemBridge, USA (B, E), Enamine, USA
(C) and KeyOrganics, UK (D); with >90%
purity to investigate their inhibitory potential
against the NS3/4A serine protease of GT3
mn vitro.

Recombinant GT3 NS3/4A protein
expression and purification

A fusion gene containing a NS4A fragment
linked to a NS3 serine protease domain by
a GSGS-linker was synthesized in a pUC57
plasmid (Nanogene Solutions) with flanking
BamHI and HindlIll restriction sites for
cloning. The NS4A-GSGS-NS3 gene was
subcloned into the pQE30 plasmid (Qiagen)
and expressed as a fusion with a hexa-
histidine tag in Escherichia coli Rosetta
cells. Recombinant protein was expressed
by the addition of 0.5mM IPTG followed by
5h incubation at room temperature. Cells
were lysed by sonication in 50mM Hepes,
300mM NaCl, lysozyme, 10% glycerol, (pH
7.8). Lysates were centrifuged at 8 800 x g
for 40 min at 4°C to obtain cell-free
supernatant. Soluble protein fractions were
incubated with pre-equilibrated Ni2*-NTA
(Gold Bio) resin for 2h at 4°C on a rocking
platform. The Ni2*-NTA resin was washed
twice with 50mM Hepes, 300mM NaCl, 30mM
imidazole (pH 7.8) and the NS3/4A protein
was eluted with 50mM Hepes, 300mM NaCl,
150mM imidazole (pH 7.8). Eluted protein
was determined by sodium dodecyl sulphate-
polyacrylamide gel electrophoresis (SDS-
PAGE) and verified via Western blot analysis.
The NS3/4A protein was stored in 50%
glycerol at -80°C.

Protease activity assay

All five compounds were dissolved in 100%
DMSO (10mM) and diluted with assay
buffer (50mM Hepes, 300mM NaCl, 20%
glycerol, 10mM DTT). Varying concentra-
tions (triplicates) of each compound were
incubated with 20nM of purified GT3 NS3/4A
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protein in a black 96-well plate for 10 min
at 30°C with shaking. The reactions were
initiated by addition of 5pM substrate (Ac-
DE-D(EDANS)-EE-Abu-y-[COO]-AS-K
(DABCYL)-NH2). Fluorescence signal was
monitored for 30 min at 340/490 nm using
the Infinite 200 microplate reader (Tecan).
GraphPad Prism (GraphPad Software, Inc.)
was used to determine the ICs, value of
each compound.

Cell culture

HuH-7.5 cells were cultured in Dulbecco’s
Modified Eagle’s medium (DMEM) supple-
mented with 10% fetal bovine serum (Gibco).
Transfected HuH-7.5 cells stably expressing
S52/SG-Feo (SHI) were maintained in DMEM
medium with 10% fetal bovine serum and
250pg/ml G418. Cells were incubated at
37°C in humidified atmosphere with 5%
CO,. Huh-7.5 cells were confirmed to be
absent of mycoplasma contamination.

Cytotoxicity assay

Toxicity of each compound against Huh-7.5
cells was measured using Cell titer 96F
Aqueous One Solution Cell Proliferation
Assay (Promega). 1 x 104 cells were seeded
per well in a 96-well plate and incubated
at 37°C in humidified atmosphere with 5%
CO, overnight. Increasing concentrations
of each compound (OpM, 6.25pM, 12.5pM,
25pM, 50pM, 100pM, 200nM) was added
to triplicate wells and incubated for 72h.
Cell viability was measured using Epoch
Microplate Spectrophotometer (Biotek) at
490nm.

In vitro transcription and transfection

Neomycin-selectable subgenomic replicon of
GT3 with firefly luciferase reporter gene in
its construct, S52/SG-Feo (SHI) plasmid was
transformed into E. coli DH5a strain. The
plasmid DNA was isolated and used as
template to synthesize RNA via in vitro
transcription using RiboMAX™ Large Scale
RNA Production System-T7 (Promega). Prior
to transcription, the plasmid was linearized
with FastDigest Xbal (Thermo Fisher) and
purified with PCR Purification Mini kit
(Favorgen) according to manufacturer’s
instructions. RNA concentration and purity



were determined using Thermo Scientific
NanoDrop™ 2000/2000c Spectrophotometer.
S52/SG-Feo (SHI) RNA was transfected into
HuH-7.5 cells using Lipofectamine 3000
reagent (Thermo Fisher). Selection of
colonies was achieved with 600 pg/ml G418
for two weeks. Subsequently, cells were
maintained with 250 ng/ml G418.

Luciferase-based replicon assay

HuH-7.5 cells stably expressing S52/SG-Feo
(SHI) were seeded at 1 x 10 cells per well
in a white 96-well plate overnight. Compounds
A and D were diluted in culture medium at
varying concentrations and maintained in
1% DMSO. (Compound A: 5pM, 10pM, 15pM,
20pM, 30pM, 40pM; Compound D: 10pM,
50pM, 100pM, 150pM, 200pM). After 72h, viral
RNA replication was evaluated using
ONE-Glo™ EX Luciferase Assay System
(Promega). Measurements were taken using
the Infinite 200 microplate reader (Tecan).

Statistical analysis

Assays were conducted in triplicates in the
presence of a vehicle control. GraphPad
Prism software (GraphPad Software, Inc.) was
used to determine the ICs, in the protease
activity assay, CCs, values in the cytotoxicity
assay and ECjy, value in the luciferase assay
as well as determining means, standard
deviations and standard error. The statistical
analysis of one-way ANOVA was conducted,
results obtain has significant difference at
P < 0.05.

RESULTS

The 3D structure of wild type GT3 NS3/4A
serine protease was predicted via homology
modeling; Figure la and Figure 1b. A
position-specific scoring matrix (PSSM) was
built by running PSI-BLAST of NS3/4A
target sequences against UniProt. Potential
templates were identified in the PDB
database based on the PSSM profile. The
templates were ranked based on alignment
scores and structural quality. Out of the 46
hits found, five templates with the highest
scores were selected namely PDB: 4A1X,
308B, 4A92, 3M5M and 4I33. These 5

613

templates are from HCV Gla and Glb. Nine
protein models were generated from the five
selected templates. Loops were modeled and
the side chains built were optimized and fine-
tuned. Combined steepest descent and
simulated annealing minimization was
applied to the modeled parts. All models were
validated based on Z-scores of molecular
dynamics force fields energies (Table 1). The
model with the best overall quality Z-score,
4A1X-B02 was selected for further study.

The quality of the 4A1X-B02 model
was further verified by generating a
Ramachandran plot to assess the stereo-
chemical qualities of the protein; Figure 1c.
Based on the plot, this model was considered
to possess acceptable stereochemical
qualities as 92.5% of the residues were
located in the most favored regions, with
no residues detected in the disallowed
regions. The structure was also confirmed
via Verify3D to assess the compatibility of
the 3D atomic model to its amino acid
sequence. The results revealed that 90.31%
of the residues had an average 3D-1D score
of > 0.2 in the 3D/1D profile.

A multi-step approach was employed in
search for potential small molecule inhibitors
against the NS3/4A serine protease of HCV
GT3; Figure 1d. Two large databases of
compounds currently accessible via ZINC
and PubChem were explored. SBVS of
compounds was accomplished using
Mobyle@RPBS and Idock webservers,
followed by prediction into their ADME/T
properties and redocking via Autodock Vina.
Following redocking, 18 compounds were
shortlisted. Potential compounds were
selected with conditions as follows: (i)
molecular weight < 500 Dalton, (ii) com-
parable binding affinity as the standard,
Simeprevir (iii) interactions with at least
one residue in the catalytic triad, (iv) binding
conformations score > 4 (v) favorable
ADME/T properties. Five purchasable
compounds were selected for further
evaluation in vitro. The IUPAC name, identity
number, binding affinities, conformation
scores and molecular weight of these five
compounds are summarized in Table 2. The
5 compounds are labeled as compound A,
B,C,DandE.



a} N3 serine protesse b}

G5G5 linker

c)

P { degrees)

Figure 1. 3D structural modelling of the HCV (GT3) NS3/4A serine protease and inhibitor screening
approach.

(a) Structural motif of the NS3/4A serine protease in solid ribbon (Cyan: NS3 serine protease; Blue:
GSGS linker; Red: NS4A cofactor). (b) Surface display of the NS3/4A serine protease. The binding pocket
of its active site is highlighted in yellow (His57), red (Ser139) and magenta (Asp81). The oxyanion hole
is highlighted in green (Gly137; Cyan: NS3 serine protease). (¢) Ramachandran plot of model 4A1X-B02
generated from PROCHECK. Red represents the most favoured regions; yellow represents additional
allowed regions; cream represents generously allowed regions; white represents disallowed regions. A
good quality model is expected to possess >90% amino acid residues in the most favoured regions. In
this model, 92.5% of residues are located within the most favoured regions. (d) Multi-step approach
employed in silico in search of potential small molecule inhibitors against the NS3/4A serine protease.

Table 1. Model ranking of the initial homology models generated from YASARA.
The models are ranked based on Z- scores of structural validations calculated from molecular dynamics force field energies.
The model with the best overall quality Z-score; 4A1X-B02 was accepted as the final model.

Rank Model ID Dihedral 1D 3D Overall quality Comment
Z-score Z-score Z-score Z-score
1 4A1X-B02 2.137 -0.714 -1.281 -0.564 Good
2 308B-A02 1.821 -0.745 -1.359 -0.658 Good
3 308B-A01 1.770 -0.830 -1.345 -0.692 Good
4 4A1X-B01 1.849 -0.972 -1.470 -0.795 Good
5 4A1X-B03 1.652 -1.019 -1.520 -0.865 Good
6 3M5M-B 1.997 -1.145 -1.610 -0.906 Good
7 4133-A 1.465 -1.516 -1.230 -0.951 Good
8 4A92-~02 1.364 -1.060 -1.862 -1.081 Satisfactory
9 4A92-~01 1.073 -1.388 -2.124 -1.373 Satisfactory
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From docking simulations on Autodock
Vina, compound A possessed the same
binding affinity (-7.8 Kcal/mol) as Simeprevir.
The other four compounds exhibited
comparable binding affinities (Table 2).
These simulations also revealed that all
five compounds successfully bound to the
shallow groove within the active site of the
GT3 NS3/4A serine protease. Binding
conformations of Compound A and D scored
8/9 and 9/9, indicating that most of the
conformations successfully docked inside the
active site and interacted with key residues
of the catalytic triad, namely Ser139 and
Hisb7 via hydrogen bonding and van der
Waals interactions, respectively. Both
compounds also possessed interactions with
Gly137 of the oxyanion hole, and residues
of the hydrophobic pockets. The structure
and binding dynamics of each compound
are shown in Figure 2.

All selected compounds obey Lipinski’s
rule of 5; however the selected standard,
Simeprevir has two violations (i) molecular
weight higher than 500 Dalton, and (ii)
possess more than 10 hydrogen bond
acceptors. ADME/T screening via Discovery
Studio 4.5 predicted that only compound
B has good solubility whereas the other
compounds, including Simeprevir, have poor
solubility. The oral bioavailability and
intestinal absorption of all five compounds
are predicted to be very high. Only compound
D is predicted to inhibit the function of
cytochrome P450 2D6. Evaluation of their
toxicity potential using TOPKAT predicted
that all compounds, including Simeprevir,
are non-mutagenic and non-toxic.

Purified GT3 NS3/4A serine protease with
amolecular mass of ~23 Kda (Du et al., 2002)
was obtained via overexpression in E. coli
Rosetta and confirmed by SDS-PAGE and

Table 2. ITUPAC name, binding affinity and ADME/T properties of five shortlisted compounds, with

Simeprevir as a standard

Binding Conformation Molecular
Compound Identifier/ITUPAC Name Identity Affinity? Scoreb Weight
(Kcal/mol) (Dalton)
A
[(3S)-1-[5-(1,3-benzodioxol-5-yl)-
1,2-oxazole-3-carbonyl] piperidin- fg;;;g; -7.8 8/9 422.41
3-yl] -(2-fluorophenyl) methanone
B
(3aR,4R)-3-cyclobutyl-4-(2-quinolyl) ZINC
-3a,4,5,7-tetrahydropyrazolo [3,4-b] -7.6 6/9 318.37
g 65463613
pyridin -6-one
C
(4S)-2-0x0-N-[6-(trifluoromethyl)-2 ZINC
-pyridyl]-3,4-dihydro-1H-quinoline- -7.6 7/9 335.28
. 75126755
4-carboxamide
D
2-[2-[2-(4-fluorophenyl)-1,3-thiazol- Pubchem
4-y1] ethyl] isoindole-1,3-dione 1473490 74 99 352.38
E
[(2R)-2-hydroxyspiro[indane-1,4'- ZINC
piperidine]-1'-yl]-[3-(m-tolyl)-1H- -7.2 4/9 387.47
72124233
pyrazol-4-yl] methanone
Simeprevir -7.8 8/9 749.94

2 Binding Affinity of best conformations predicted by Autodock Vina (Kcal/mol).
b Number of conformations that interact with amino acid residue of catalytic triad.
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Figure 2. Chemical structures and binding dynamics of compound A, B, C, D, E and Simeprevir.
(i) Chemical structures of compound A, B, C, D, E and Simeprevir. (ii) Binding of each compound to the
NS3/4A active site; Red: Ser139; Green: Glyl37; Yellow: Hisb7; Magenta: Asp81; Cyan: NS3/4A. (iii) 2D
plot showing interactions of each compound with amino acids in the vicinity of the NS3/4A active site.
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Western blot (Supplementary Material; Figure
S1). A FRET-based assay was employed to
evaluate the inhibitory activities of each
compound against the NS3/4A serine
protease. Initial screenings of all compounds
at 100pM demonstrated that compound A
(40.8%) and D (48.9%) exhibited the greatest
inhibition against the NS3/4A serine protease
(Supplementary Material; Figure. S2). On the
contrary, compound B appears to enhance
protease activity by 24.8%. Both compound
A and D were subsequently selected for
further analysis. Results confirmed that
both compounds A and D exhibited dose-
dependent inhibition of the GT3 NS3/4A
serine protease, each possessing an ICs, of
106.7pM and 86pM, respectively; Figure 3a
and 3b.

Next, cell-based assays were performed
to determine the cytotoxicity and inhibitory
potential of both compounds on HCV
replication. The 50% cytotoxicity con-
centration (CCgj) of compounds A and D, as
determined 72h after exposure in Huh-7.5
cells, is 139.5pM and >200pM, respectively;
Figure 3c and 3d. Following this, Huh-7.5 cells
stably transfected with S52/SG-Feo (SHI), a
bicistronic subgenomic replicon for HCV
GT3a with firefly luciferase reporter gene in
its construct, was used to determine viral
RNA levels in cells post-treatment (Saeed
et al., 2012). Increasing concentrations of
compounds A and D were added to the
transfected cells and incubated for 72 h.
Compound A successfully inhibited 81% of
HCV replication at 40pM, with an 50%
effective concentration (ECsj) of 25.8uM;
Figure 3e. Compound D was only able to
inhibit 45.6% of HCV replication at 200pM;
Figure 3f. The EC5, of compound D could not
be determined due to its limited solubility.
Overall, compound A was able to inhibit
HCV replication in Huh-7.5-S52/SG-Feo (SHI)
with a selectivity index (CCzy/ECj5) of 5.40.

DISCUSSIONS

This study combines in silico and in vitro
methods in search for potential small
molecule inhibitor candidates for wild type
HCV GT3 NS3/4A serine protease. In silico
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virtual screening of compounds require
protein 3D structure of GT3 NS3/4A. There
are currently 123 crystal structures of HCV
NS3/4 serine proteases deposited in the
Protein Data Bank (PDB). However, only one,
a GTla3a chimera created by substituting
three active site polymorphisms (R123T,
D168Q and 1132L) into GT1a NS3/4A, has
been determined for GT3. No other structures
of non-GT1 NS3/4A have been determined.
Among the reasons is difficulty in performing
crystallography due to complications in
large-scale expression and purification
(Soumana et al., 2016). In our study,
homology modeling was able to predict the
3D structure of HCV GT3 NS3/4A serine
protease, based on the actual GT3 amino acid
sequence, via a protocol that adopts critical
assessment of structure prediction (CASP).
Generating Ramachandran plots and Verify
3D further aided in assessing the quality of
the 3D structures (Liithy et al., 1992; Carugo
et al., 2013). Based on the plot displaying
dihedral angles psi, v against phi, ¢ of amino
acid residues, the 3D protein structure of
model 4A1X-B02 possessed adequate
stereochemical qualities with > 90% residues
located in the most favored regions and no
residues detected in the disallowed regions.
Residues that deviate far from the allowed
regions imply there are some error with the
structure (Carugo & Djinovic-Carugo, 2013).
Nonetheless, there are studies that report
estimation of 0.4% residues located in the
disallowed regions (Pal & Chakrabarti, 2002).
Our Verify 3D result showed high-profile
scores of compatibilities between the GT3
NS3/4A serine protease 3D structure and its
amino acid sequence. At least 80% of the
amino acids scoring > 0.2 in the 3D/1D profile
is required for an estimation of accurate
protein structure matched to its amino acid
sequence.

The catalytic site of the GT3 NS3/4A
serine protease was chosen as a target in
virtual screening to inhibit viral replication.
The catalytic site comprises of three amino
acid residues, His57, Asp81, and Ser139, also
known as the catalytic triad; Figure 1(b) (Kim
et al., 1996; Love et al., 1996; Lin, 2006). They
function by performing catalytic acid-base
reactions on its target peptides (Hedstrom,
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Figure 3. Inhibitory potential of compounds A and D via in vitro assays.

(a) Dose-dependent inhibition (%) of NS3/4A serine protease by compound A. (b) Dose-dependent inhibition
(%) of NS3/4A serine protease by compound D. (c¢) Cell viability (%) of HuH-7.5 cells upon treatment with
compound A. (d) Cell viability (%) of HuH-7.5 cells upon treatment with compound D. (e) Dose-dependent
inhibition (%) of HCV replication by compound A in HuH-7.5 cells expressing S52/SG-Feo (SHI). (f) Dose-
dependent inhibition (%) of HCV replication by compound D in HuH-7.5 cells expressing S52/SG-Feo (SHI).
Bars represent the standard deviation of mean. Significant difference at P < 0.05.
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2002). Studies have shown that site-directed
mutagenesis of amino acids in the catalytic
triad promotes the abolishment of proteolytic
cleavage at the four junctions, which are
NS3/NS4A, NS4A/NS4B, NS4B/NS5HA and
NS5A/NS5B (Bartenschlager et al., 1993;
Grakoui et al., 1993). This highlights the
importance of the catalytic triad in the viral
replication process. X-ray crystallography
has revealed that the catalytic site possesses
a shallow substrate binding groove (Kim et
al., 1996), foreseeing difficulty in uncovering
suitable small molecule inhibitors (Lin,
2006). Virtual screening and redocking
reveal that the 5 selected compounds are
able to dock to the catalytic site groove and
interact with its residues with compound
A possessing excellent binding affinity
similar to Simeprevir (-7.8Kcal/mol).

Screening of compounds using Lipinski’s
rule of 5 and ADME/T properties was
performed in order to obtain compounds with
drug-like properties. There have been many
prospective drug candidates that have proven
ineffective in later stages of drug discovery
and clinical studies due to unfavorable
pharmacokinetic properties (Gombar et al.,
2003; Wang & Urban, 2004; Mandlik et al.,
2015).

In spite of the numerous benefits
associated with structure-based virtual
screening, there are a few drawbacks that
may arise such as false-positive results. Kim
et al. (2018) suggested that these may occur
as aresult of conformational changes of the
receptor through ligand binding and also via
docking algorithm preferences in selecting
true-positives, which may require evaluation
on a case-by-case basis. One way to prevent
false positives is to conduct in vitro
experiments, as both docking and ADME/T
predictions do not warrant efficiency of the
compounds.

In vitro evaluation via protease and
luciferase cell-based assay results in ICs,
of 106.7uM and ECj, of 25.8nM. Previous
bioassay data on Simeprevir revealed that
itis a very potent inhibitor of HCV, especially
GT1. The median inhibition constant (ICj)
of Simeprevir against GT1a and GT1b is 0.5nM
and 0.4nM, respectively. In comparison, this
is markedly reduced against GT3, 37 nM

619

(Lin et al., 2009; Tanwar et al., 2012). The
EC5y of Simeprevir for GT1la and GT1b
ranges between 8.1 nM to 28.4 nM (Lin et
al., 2009). However, the inhibition is
reduced significantly by ~1014 folds in GT3
(Lenz et al., 2013).

Combining in silico and in vitro methods
narrowed down compound A as a potential
compound to be developed as an HCV GT3
NS3/4A serine protease inhibitor. Compound
A is a chiral compound, docked as a single
enantiomer and tested in vitro as an
enantiopure compound. Analysis of its binding
interactions with GT3 NS3/4A serine protease
revealed that the compound is theoretically
able to dock inside the shallow groove of
the active site (Figure 2) with a binding
conformation score of 8/9. Compound A is
predicted to inhibit catalysis by interacting
with residues of the catalytic triad and those
around the active site. The 2D diagram of
the compound-protein interaction (Figure 2)
illustrates that compound A forms hydrogen
bonds with Ser139 through its phenyl group
and oxazole and van der Waals interaction
with Hisb7. Ser139 is known to play key
roles in NS3/4A serine protease catalysis,
by attacking the carbonyl carbon of the
substrate peptide’s scissile bond assisted
by Hisb7 and Asp81 (Hedstrom, 2002; Raney
et al., 2010). Compound A also interacts
with two amino acids in the oxyanion hole;
forming hydrogen bond with Gly137 through
the oxazole and van der Waals interaction
with Ser139. The oxyanion hole; Gly137
and Serl39 assist in stabilizing negative
charges formed on the peptide carbonyl
oxygen during the catalytic process making
it one of the important residues in serine
protease mechanism (Raney et al., 2010).
Additionally, compound A interacts with four
residues (Leul35b, Phelb4, Alal56, Alal57)
located in the hydrophobic pockets of the
active site. Similar patterns of interactions
are formed from docking between Simeprevir
to the NS3/4A serine protease of GT3; 4A1X-
B02 and from crystal structure of Simeprevir
to the NS3/4A serine protease of GT1
(Cummings et al., 2010), through interactions
with Ser139, Hisb7 and Gly137, with more
extensive interactions observed as it is a
large macrocyclic compound (Supple-



mentary Material; Figure S3). The loss of
potency of Simeprevir towards GT3
compared to GT1 can be attributed to the
loss of hydrogen bond interactions in the
active site and the presence of active site
polymorphism D168Q (Soumana et al.,
2016). However, our analysis shows that
binding of compound A appears to avoid any
interactions with D168Q.

Thorough literature review of compound
A has revealed only one previous bioassay
data, as amodulator of the EP2 prostaglandin
E2 receptor (NCBI, 2008). There are no
reports on compound A against HCV,
especially the NS3/4A serine protease for
GT3. The oxazole structure in compound A
is interesting as it is able to form hydrogen
bonds with two important residues; Ser139
and Glyl37. Oxazole-based derivative
compounds, aryloxazole and benzoxazole,
have been used to develop inhibitors against
HCV replication by targeting viral entry and
NS5B polymerase, respectively (Ismail et al.,
2013; He et al., 2017). There has also been
development of many medicinal drugs that
use oxazole and its derivatives such as anti-
fungal (Wani et al., 2015), anti-bacterial
(Prakash et al., 2014), anti-cancer (Choi et
al., 2013), and anti-inflammatory (Pedada
et al., 2016).

We acknowledge the limitations of our
study, which includes (i) our virtual screening
did not include any known NS3/4A mutants
of HCV GTS3, (ii) no structural modifications
were performed on the current set of
compounds, and (iii) the viral specificity of
Compound A was not determined as no
further testing was conducted on other HCV
genotypes and human serine proteases.
However, given that the development of
antivirals specifically targeting GT3 NS3/4A
is limited, we believe that there is a potential
for additional structural optimizations of
compound A to further improve its inhibition
of HCV GT3 replication. It is also of interest
to determine if compound A possesses the
ability to inhibit replication of other HCV
genotypes given the conserved nature of the
NS3/4A serine protease catalytic triad
(Naeem & Waheed, 2017).
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CONCLUSION

This study concludes compound A is a
novel compound that has the potential to
be developed as a small molecule inhibitor
against the NS3/4A serine protease of HCV
GT3 based on structure-based virtual
screening methods in combination with
protease and cell-based assays. Our data
suggests that compound A inhibits viral
replication via interactions with Ser139
and Hisb57 in the catalytic site of the NS3/4A
serine protease and Gly137 in the oxyanion
hole. The low molecular weight and high
bioavailability nature of this compounds
makes it a favorable drug candidate.
Modifications and structural changes may
be able to increase its inhibitory potency.
Overall, in silico screenings prior to
biological investigations is a useful method
for the rapid prediction, identification and
selection of candidate compounds that can
interact explicitly with the desired molecular
target.
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