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Abstract: The nucleocapsid protein (NP) is one of the main proteins out of four structural proteins of
coronaviruses including the severe acute respiratory syndrome coronavirus 2, SARS-CoV-2, discov-
ered in 2019. NP packages the viral RNA during virus assembly and is, therefore, indispensable for
virus reproduction. NP consists of two domains, i.e., the N- and C-terminal domains. RNA-binding
is mainly performed by a binding pocket within the N-terminal domain (NTD). NP represents an
important target for drug discovery to treat COVID-19. In this project, we used the Vina LC virtual
drug screening software and a ZINC-based database with 210,541 natural and naturally derived
compounds that specifically target the binding pocket of NTD of NP. Our aim was to identify coron-
aviral inhibitors that target NP not only of SARS-CoV-2 but also of other diverse human pathogenic
coronaviruses. Virtual drug screening and molecular docking procedures resulted in 73 candidate
compounds with a binding affinity below −9 kcal/mol with NP NTD of SARS-CoV-1, SARS-CoV-2,
MERS-CoV, HCoV-OC43, HCoV-NL63, HoC-229E, and HCoV-HKU1. The top five compounds that
met the applied drug-likeness criteria were then tested for their binding in vitro to the NTD of the full-
length recombinant NP proteins using microscale thermophoresis. Compounds (1), (2), and (4), which
belong to the same scaffold family of 4-oxo-substituted-6-[2-(4a-hydroxy-decahydroisoquinolin-2-
yl)2H-chromen-2-ones and which are derivates of coumarin, were bound with good affinity to NP.
Compounds (1) and (4) were bound to the full-length NP of SARS-CoV-2 (aa 1–419) with Kd val-
ues of 0.798 (±0.02) µM and 8.07 (±0.36) µM, respectively. Then, these coumarin derivatives were
tested with the SARS-CoV-2 NP NTD (aa 48–174). Compounds (1) and (4) revealed Kd-values of
0.95 (±0.32) µM and 7.77 (±6.39) µM, respectively. Compounds (1) and (4) caused low toxicity in
human A549 and MRC-5 cell lines. These compounds may represent possible drug candidates, which
need further optimization to be used against COVID-19 and other coronaviral infections.

Keywords: COVID-19; drug discovery; microscale thermophoresis; natural products; nucleocapsid
protein; virtual drug screening; SARS-CoV-2

1. Introduction

In Wuhan, the capital of Hubei Province, China, various cases of unknown severe lung
disease were reported for the first time in December 2019 that were caused by a novel virus,
termed the severe acute respiratory syndrome coronavirus (SARS-CoV-2). The disease
was called coronavirus disease 2019 (COVID-19). Since March 2020, COVID-19 has been
declared a global pandemic by the World Health Organization (WHO) [1]. Through easy
human-to-human transmission via small droplets and aerosols, the virus was distributed
very quickly all over the world. The symptoms range widely between symptomless (mild),
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moderate, and severe pneumonia, acute respiratory distress symptom, and death [2].
Previously, in the years 2002/2003, the outbreak of another coronavirus (SARS-CoV-1) in
Guangdong Province, China, affected 29 countries. The death rate of SARS-CoV-1 was
about 10% [3,4]. In 2012–2014, the Middle East respiratory syndrome-related coronavirus
(MERS-CoV) appeared in Saudi Arabia. Yet, the death rate was about 35% [5]. There are
also four coronaviruses that cause the common cold in humans: HCoV-299E, HCoV-OC43,
HCoV-NL63, and HCoV-HKU1 [6]. By contrast, SARS-CoV-1, SARS-CoV-2, and MERS-CoV
cause severe partwise lethal illnesses [7–9]. This history of coronavirus transmission to
humans indicates that this virus family could be a source of further serious pandemics in
the future.

SARS-CoV-2 contains an unusually large genome with 29.8 kb of (+) single-stranded
RNA. Next to the coded structural proteins such as spike (S), membrane (M), and envelope
(E), the coronavirus expresses a nucleocapsid protein (N or NP) [10]. After infection, NP
is the most abundantly expressed protein [11]. It contributes to the virus replication and
assembly by binding and organizing the viral RNA into a ribonucleoprotein [12,13]. It
contains 419 residues and consists of two domains, the N-terminal domain (NTD) and the
C-terminal domain (CTD). Both domains are interconnected to each other by a phosphory-
latable linker region (LR) [14]. The NTD binds the viral RNA, whereas the CTD both binds
the RNA and dimerizes NPs. The LR contributes to these activities [15]. NP interacts with
different signaling pathways in human cells and modulates some of them, favoring viral
expression. The translation machinery, stress response, and inflammatory response of the
host are influenced and upregulated by NP signaling [16–19]. NP also interacts with genes
of the inflammasome, e.g., gasdermin D [20], NLRP3, and related pathways. Moreover, NP
upregulates NF-κB and subsequently the interleukin expression that promotes the inflam-
mation process and contributes to the so-called “cytokine storm” [21] and a continuation of
the disease termed “long-COVID”.

Since the start of the pandemic, a series of mutational phenotypes occurred in the spike
protein of SARS-CoV-2. Among them, the ‘variants of concern’ (VOC) bear a high potential
for increased virus transmissibility. They also alter the viral antigenicity properties. This is
of high importance as it may lead to SARS-CoV-2 variants that escape immune recognition
and immune response upon vaccination [22,23]. It can be expected that viral evolution
will continue, resulting in further new variants with increased infectivity, transmissibility,
virulence, and decreased antigenicity. This represents a considerable challenge for the pre-
vention of COVID-19 by vaccination and treatment by chemical drugs [22,24,25]. Although
large portions of the population have been vaccinated against SARS-CoV-2 in industrialized
countries, as yet pharmacological treatment of the disease remains a tremendous obstacle.
The neutralizing activity of plasma from vaccinated individuals was significantly less
against VOC mutations [26]. Likewise, the available vaccinations reveal differing effective-
ness between wildtype SARS-CoV-2 and VOC phenotypes [27], and chemical drugs with
approved activity against variants with wildtype or mutated spike proteins are missing
as of yet.

Therefore, we hypothesize that the identification of small molecules that are selectively
active against a druggable target different from the spike protein might be attractive because
such a compound may address all spike phenotypes independent from their mutational
status. Furthermore, several computational simulation models have predicted that the
probability is quite high for the next virus epidemic/pandemic to come; it may be wise to
have candidate drugs at hand that are not only active against wildtype and mutated SARS-
CoV-2, but also against other coronaviruses and eventually also against still unknown
coronaviruses that might appear in the future. These molecules could bind to the target of
interest that harbors lower mutations across different strains. Some targets are conserved
among the coronavirus family members.

In this study, we focused on small molecules targeting the RNA binding domain of
NP in all seven human pathogenic coronaviruses in an attempt to identify inhibitors with
broad spectrum activity.
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2. Results
2.1. Multiple Sequence Alignment

We performed a multiple sequence alignment for the NP NTD domains of all human
pathogenic coronaviruses, i.e., SARS-CoV-2, SARS-CoV-1, MERS-CoV, HCoV-OC43, HCoV-
HKU1, HCoV-NL63, and HCoV-229E. As shown in Figure 1, there are multiple amino acids
shared across the different NTD sequences. The color code shows the different properties
of the amino acids, e.g., positive charged amino acids were represented in red, negative
charged amino acids in magenta, hydrophobic amino acids in blue, polar amino acids
in green, cysteines in pink, glycines in orange, prolines in yellow, aromatic amino acids
in cyan, and non-conserved amino acids in white. The amino acids Ser4, Pro28, Gly40,
Tyr41, Arg47, Gly55, Leu60, Pro62, Phe66, Tyr67, Tyr68, Gly70, Thr71, Gly72, Pro73, Gly86,
Trp88, Val89, Ala91, and Arg106 were represented in all NP NTDs. It can be assumed
that conserved amino acids are important for the function of the proteins. Therefore, we
considered these residues for the subsequent drug screening steps.

Figure 1. Multiple sequence alignment between the NTD of the nucleocapsid proteins of 7 different
coronaviruses, i.e., SARS-CoV-2 (PDB: P0DTC9), SARS-CoV-1 (PDB: P59595), MERS-CoV (I PDB:
K9N4V7), HCoV-OC43 (PDB: P33469), HCoV-NL63 (PDB: Q6Q1R8), HCoV-229E (PDB: P15130), and
HCoV-HKU1 (PDB: Q5MQC6).

We performed a homology analysis of the seven coronaviral NTD sequences taken
from UniProt.kb using Clustal Omega. The highest homology was found between the
NTDs of SARS-CoV-2 and SARS-CoV-1 with 92.54% similarity while the NTD of MERS-
CoV resulted in 60% similarity to SARS-CoV-2 followed by the NTDs of HCoV-HKU1,
HCoV-OC43, HCoV-229E, and HCoV-NL63 with homologies of 44.09%, 41.73%, 33.90%,
and 31.09%, respectively.

2.2. Literature Research for Known Active Residues in RNA Binding of the NTD

The essential residues for RNA binding of the NP NTD from SARS-CoV-2, SARS-
CoV-1, MERS-CoV, HCoV-OC43, and HCoV-NL63 were reported in the literature (Table 1).
The amino acids that are uniformly mentioned for RNA-binding in more than one NTD
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sequence are underlined. In almost every NTD, Arg45, Tyr62, Tyr64, Arg102 (referred to
SARS-CoV-2 NTD) were involved in the binding function.

Table 1. Amino acids involved in RNA binding of the NP NTD of different coronaviruses (SARS-
CoV-2, SARS-CoV-1, MERS-CoV, HCoV-OC43, and HCoV-NL63). The sequence data were taken from
UniProt.kb. Residues that occurred in more than one NTD are underlined.

NP NTD Amino Acids Involved in RNA Binding Reference

SARS-CoV-2 Asn1, Thr2, Ala3, Ser4, Phe5, Thr7, Ala8, Thr10, His12, Arg41, Arg42, Ala43, Arg45, Ile47,
Arg48, Arg60, Tyr62, Tyr64, Arg102, Ans107, Tyr125 [10,12,13,15]

SARS-CoV-1 Lys14, Arg41, Arg45, Arg46, Arg48, Lys53, Arg60, Tyr62, Tyr64, Lys80, Arg102 [28]
MERS-CoV Ser4, Trp5, Tyr6, Gly8, Tyr61, Tyr63, Arg100 [15,29]
HCoV-OC43 Gly8, Arg46, Lys50, Arg57, Tyr64, Tyr66, Arg104 [15,30]
HCoV-NL63 Ser4, Tyr6, Pro8, Gln43, Arg45, Arg47, Lys59, His61, Tyr63, Arg100, Lys105, Glu123 [15,31]

2.3. Virtual Drug Screening and Molecular Docking

By implementing bioinformatic methods, we performed a virtual drug screening
using a ZINC-based natural product library of more than 210,000 compounds and the
NTD domain of SARS-CoV-2 NP. We used the Vina LC software to run an established
workflow on a high-performance computer (MOGON). The protein binding pocket
was determined based on amino acids known to be involved in the RNA-binding of
the NP NTD. As a first step of the screening, SARS-CoV-2 NP NTD (PDB:6M3M) was
used as target protein. The top 30% of compounds with the lowest binding energies
were subsequently rescreened with the NTDs of SARS-CoV-1 (PDB:2OFZ), MERS-
CoV (PDB:4UD1), HCoV-OC43 (PDB:4J3K), and HCoV-NL63 (PDB:5N4K). A total of
73 compounds revealed binding energies below -9 kcal/mol to all investigated coron-
avirus NPs. The Venn diagram in Figure 2 shows the number of binding compounds
to each of the single coronavirus NTD and the intersections between each other. The
intersection in the middle shows the common 73 compounds binding to all NTDs with
a binding affinity below −9 kcal/mol.

(PDB:5N4K)

Figure 2. Venn diagram of the top 30% natural products bound to SARS-CoV-2 NP NTD (PDB:
6M3M) and re-screening-results to NP NTD of four other coronaviruses SARS-CoV-1 (PDB:2OFZ),
MERS-CoV (PDB:4UD1), HCoV-OC43 (PDB:4J3K), and HCoV-NL63 (PDB:5N4K).

From the results of this virtual screening, we selected five compounds for further
investigations (Figure 3). Table 2 displays the compounds with their different properties.
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(5) ZINC000217793649 

(1) ZINC000011867103 (2) ZINC000011867127

(3) ZINC000011867122 (4) ZINC000104071421

Figure 3. Chemical structures of selected candidate molecules from virtual docking used for subse-
quent in vitro studies.

Table 2. Properties and docking results of compounds selected from virtual drug screening.

Nr. Compound-ID IUPAC NTD Binding Affinity
[kcal/mol]

Molecular
Weight [g/mol] LogP

1 ZINC000011867103

3-[2-(4a-hydroxy-decahydroisoquinolin-
2-yl)-2-oxoethyl]-4,8-dimethyl-7-[(2-
methylnaphthalen-1-yl)methoxy]-2H-
chromen-2-one

SARS-CoV-2
SARS-CoV-1
MERS-CoV
HCoV-OC43
HCoV-NL63

−9.7
−9.8
−9.9
−9.4
−10.0

539.67 6.147

2 ZINC000011867127

6-[2-(4a-hydroxy-decahydroisoquinolin-
2-yl)-2-oxoethyl]-5-methyl-3-
(naphthalen-2-yl)-7H-furo
[3,2-g]chromen-7-one

SARS-CoV-2
SARS-CoV-1
MERS-CoV
HCoV-OC43
HCoV-NL63

−9.5
−11.3
−10.6
−10.2
−10.9

521.61 6.364

3 ZINC000011867122

3-[2-(4a-hydroxy-decahydroisoquinolin-
2-yl)-2-oxoethyl]-4-methyl-7-
[(naphthalen-2-yl)methoxy]-2H-
chromen-2-one

SARS-CoV-2
SARS-CoV-1
MERS-CoV
HCoV-OC43
HCoV-NL63

−9.5
−10.4
−9.7
−9.4
−10.1

511.62 5.530

4 ZINC000104071421

6-[2-(4a-hydroxy-decahydroisoquinolin-
2-yl)-2-oxoethyl]-5,9-dimethyl-3-
(naphthalen-2-yl)-7H-furo[3,2-
g]chromen-7-one

SARS-CoV-2
SARS-CoV-1
MERS-CoV
HCoV-OC43
HCoV-NL63

−9.7
−9.6
−9.5
−10.7
−10.6

535.64 6.672

5 ZINC000217793649

3-{5,6-dihydroxy-8-oxa-13,14,16-
triazatetracyclo[7.7.0.02,7.011,15]hexadeca-
1 (16),2
(7),3,5,9,11,14-heptaen-10-yl}-1-
azatricyclo[7.3.1.05,13]trideca-3,5,7,9
(13)-tetraen-2-one

SARS-CoV-2
SARS-CoV-1
MERS-CoV
HCoV-OC43
HCoV-NL63

−9.3
−9.9
−9.5
−9.4
−9.4

424.42 4.197
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2.4. Microscale Thermophoresis

By using microscale thermophoresis (MST) as a biochemical binding assay, we observed
binding between the SARS-CoV-2 NP and compounds (1), (2), and (4). Figure 4 displays the bind-
ing curves of the individual compounds. The Kd values were 798 ± 2.03 nM (for compound (1)),
22.79 ± 1.52 µM (for compound (2)), and 8.07 ± 0.36 µM (for compound 4), respectively.

Pharmaceuticals 2022, 15, x FOR PEER REVIEW 6 of 17 
 

 

4 ZINC000104071421 

6-[2-(4a-hydroxy-decahydroisoquino-
lin-2-yl)-2-oxoethyl]-5,9-dimethyl-3-
(naphthalen-2-yl)-7H-furo[3,2-
g]chromen-7-one 

SARS-CoV-2 
SARS-CoV-1 
MERS-CoV 
HCoV-OC43 
HCoV-NL63 

−9.7 
−9.6 
−9.5 

−10.7 
−10.6 

535.64 6.672 

5 ZINC000217793649 

3-{5,6-dihydroxy-8-oxa-13,14,16-
triazatetracyclo[7.7.0.02,7.011,15]hexadeca-
1 (16),2 (7),3,5,9,11,14-heptaen-10-yl}-1-
azatricyclo[7.3.1.05,13]trideca-3,5,7,9 (13)-
tetraen-2-one 

SARS-CoV-2 
SARS-CoV-1 
MERS-CoV 
HCoV-OC43 
HCoV-NL63 

−9.3 
−9.9 
−9.5 
−9.4 
−9.4 

424.42 4.197 

2.4. Microscale Thermophoresis 
By using microscale thermophoresis (MST) as a biochemical binding assay, we ob-

served binding between the SARS-CoV-2 NP and compounds (1), (2), and (4). Figure 4 
displays the binding curves of the individual compounds. The Kd values were 798 ± 2.03 
nM (for compound (1)), 22.79 ± 1.52 µM (for compound (2)), and 8.07 ± 0.36 µM (for com-
pound 4), respectively. 

We then studied the compounds (1), (2), and (4) using MST with SARS-CoV-2 NP 
NTD. Compounds (1) and (4) were bound as displayed in Figure 5. Compound (1) re-
vealed a Kd value of 953.34 ± 31.88 nM and compound (4) of 7.77 ± 6.39 µM. 

Next, we performed MST with compounds (1) and (4) with the SARS-CoV-1 NP. 
Compound (1) was bound to SARS-CoV-1 NP with a Kd value of 14.60 ± 0.44 µM. Com-
pound (4) reached a Kd value of 674.02 ± 96.37 nM (Figure 6). 

Finally, we tested compounds (1) and (4) with the omicron variant (B.1.1.529) of 
SARS-CoV-2 NP. Compound (1) resulted in a Kd value of 12.43 ± 0.26 µM. On the other 
hand, compound (4) was not bound to NP of the SARS-CoV-2 omicron variant (Figure 7). 

 
Figure 4. Binding curves of SARS-CoV-2 NP with compounds (1) (left axis), (2), and (4) (right axis) 
as determined by microscale thermophoresis. 

890

900

910

920

930

940

950

915

918

920

923

925

928

930

1 10 100 1,000 10,000 100,000 1,000,000

Fn
or

m
 [‰

]

Ligand Concentration [nM]

Compound 1 Compound 2 Compound 4

Figure 4. Binding curves of SARS-CoV-2 NP with compounds (1) (left axis), (2), and (4) (right axis)
as determined by microscale thermophoresis.

We then studied the compounds (1), (2), and (4) using MST with SARS-CoV-2 NP
NTD. Compounds (1) and (4) were bound as displayed in Figure 5. Compound (1) revealed
a Kd value of 953.34 ± 31.88 nM and compound (4) of 7.77 ± 6.39 µM.
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as determined by microscale thermophoresis.
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Next, we performed MST with compounds (1) and (4) with the SARS-CoV-1 NP. Com-
pound (1) was bound to SARS-CoV-1 NP with a Kd value of 14.60 ± 0.44 µM. Compound
(4) reached a Kd value of 674.02 ± 96.37 nM (Figure 6).
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Finally, we tested compounds (1) and (4) with the omicron variant (B.1.1.529) of SARS-
CoV-2 NP. Compound (1) resulted in a Kd value of 12.43 ± 0.26 µM. On the other hand,
compound (4) was not bound to NP of the SARS-CoV-2 omicron variant (Figure 7).
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2.5. Visualization of Ligand–Protein–Interaction

To further study the interactions between active compounds (1) and (4) with the NP
NTD, we performed molecular docking with AutoDock 4.2.6 and visualized the results
by using VMD. Figure 8A shows compound (1) binding to the RNA-binding pocket of
SARS-CoV-2 NTD (PDB:6M3M). The amino acids involved in this interaction were Thr2,
Ala3, Ser4, Tyr62, Tyr64, Gly69, Pro70, Thr101, Arg102, and Ala109. Figure 8B displays
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the interaction of compound (4) with the residues Thr2, Ala3, Arg41, Thr44, Arg45, Arg46,
Tyr62, Tyr64, Gly69, Pro70, and Thr101.

A B

Ala3Arg41

Arg45

Arg46

Gly69

Pro70

Thr2

Thr44

Thr101

Tyr62

Tyr64

Ala109

Arg102

Thr101

Pro70

Ser4

Gly69

Tyr62

Tyr64

Ala3

Thr2

Figure 8. Molecular docking of (A) compound (1) and (B) compound (4) binding to SARS-CoV-2 NP
NTD (PDB:6M3M). Red marked residues represent conserved amino acids in the sequence alignment.

2.6. Cytotoxicity of Active Compounds towards A549 and MRC-5 Cell Lines

Promising drug candidates should be non-toxic for human cells. Therefore, we tested
compounds (1) and (4) using the resazurin assay and two different lung cell lines, A549
and MRC5. Figure 9 shows the cell viability after 72 h treatment with concentrations
between 0.003 and 100 µM. Compound (1) resulted in IC50 values of 51.02 ± 8.13 µM for
A549 cells and no toxicity for MRC-5 cells. Compound (4) resulted in an IC50 value of
93.39 ± < 4.34 µM for MRC-5 cells and no toxicity for A549 cells.
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3. Discussion

The nucleocapsid protein plays a major role in SARS-CoV-2 infection. It interferes
with the expression of the stress granule formation G3BP1/2 and RIGL1 receptor pathway
genes [32,33], increases cytokine, and chemokine production [34], and interferes with many
other pathways in the human body [35]. NP also interacts with the NLRP3 inflammasome in
mice by boosting the assembly and activation. It increases proinflammatory reactions, such
as multiplied expression of different interleukins (e.g., IL-1β, IL-6, TNF, etc.). Subsequently,
the strong IL-1β expression stimulates the NF-κB signaling pathway, and even more
cytokines are released. This can ultimately lead to a cytokine storm [20,21]. The correlation
between NP, NLRP3 inflammasome, and NF-κB was also confirmed by using Ingenuity
Pathway Analysis (IPA) (Figure 10). Therefore, NP is a considerable target for small
molecules to fight acute SARS-CoV-2 infections and the subsequent long-term side effects
termed “long-COVID”.
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NP, as one of the main structural proteins of all coronaviruses (and many other viruses)
should be more considered as an important drug target in addition to the coronaviral spike
protein [4,13,36]. Some NP inhibitors of SARS-CoV-2 and MERS-CoV have been previously
described [37,38]. However, most of all these studies reported solely in silico data [39–42]. A
few examples of candidates investigated both in silico and in vitro were the synthetic drugs
remdesivir and ceftriaxone. Remdesivir showed promising results but has to be further
tested for safety and efficiency. Ceftriaxone, which is an antibacterial drug, demonstrated
a high binding affinity to the SARS-CoV-2 NP NTD and is discussed as a potential drug
against COVID-19 [40,41]. NP represents, therefore, not only an attractive drug target but
also provides ample opportunities for natural product-derived compounds. Therefore, our
goal was to find NP inhibitors by a combined in silico and in vitro approach.

As a first step, we studied the NP binding pocket by performing sequence alignments
of the NTD domain of SARS-CoV-2, SARS-CoV-1, MERS-CoV, HCoV-OC43, HCoV-HKU1,
HCoV-NL63, and HCoV-229E. SARS-CoV-1 showed the highest homology to SARS-CoV-2
with 92.54% similarity, followed by MERS-CoV with 60%. The key conserved residues that
are important for the activity of NP were Ser4, Arg45, Arg60, Trp61 to Pro70, and Arg102.
This result was also confirmed in the literature (Table 1).

The in silico compound screening of a ZINC-derived natural product library with
210,541 compounds resulted in 73 candidates that were bound to the NP NTDs of SARS-
CoV-2, SARS-CoV1, MERS-CoV, HCoV-OC43, and HCoV-NL63 with free binding energies
below -9 kcal/mol. We selected five of them according to lowest binding affinity, molecular
weight, logP and commercial availability for subsequent in vitro experiments to confirm
their binding activity. Four of them have similar structures with a coumarin core, except
for differences in conformation and the position of OH- and methyl-groups. As a control,
we performed docking using AutoDock4.2.6 with the known ligands, rapamycin, hydroxy-
chloroquine, and ceftriaxone. The binding affinities were −7.75, −6.07, and −8.69 kcal/mol,
respectively. The binding affinities were slightly higher in comparison to our compounds.
Hence, the chosen compounds in this project demonstrated better in silico binding affinities
to the SARS-CoV-2 NP NTD than the control drugs.

Microscale thermophoresis experiments with compounds (1), (2), and (4) indeed
verified the in silico predicted binding activity. Compound (1) resulted in a Kd value of
798 ± 2.03 nM, which was the lowest of all active compounds, suggesting a good potential
as SARS-CoV-2 NP inhibitor. On the other hand, compound (2) showed the highest Kd
value with 22.79 ± 1.52 µM and was, therefore, excluded from further analysis. Next,
we tested these active compounds with the SARS-CoV-2 NP NTD and confirmed that
compounds (1) and (4) were specifically bound to the NTD. Even if the sequences of both
NTDs are highly conserved, the conformation/folding of the NTD of SARS-CoV-1 may
differ from the one of SARS-CoV-2 leading to different binding energies and Kd values [43].

The new omicron variants of SARS-CoV-2 that emerged at the end of the year 2021 [44]
contained not only mutations in the spike protein but also in NP [45]. Therefore, we
were interested to test our candidate compounds also with the NP of the SARS-CoV-2
omicron mutant. Compound (1) was bound with a Kd value of 12.43 ± 0.26 µM. This
Kd value was higher than the one of compound (1) binding to the wildtype NP of
SARS-CoV-2 (Kd = 798 ± 2.03 nM). The omicron variant has no mutations within the
NTD sequence of NP (aa 48–174) but outside of it (B.1.1.529: P13L, ERS31-33del, R203K,
G204R) (https://de.acrobiosystems.com/P4496-SARS-CoV-2-Nucleocapsid-protein-His-
Tag-%28B11529Omicron%29.html (accessed on 16 May 2022)). These mutations can influ-
ence the conformation of the full-length protein, since they are present within the dynamic
phosphorylateable linker region (LKR) [12,15] and, therefore, have an impact on the binding
of compounds to NP. We also compared our MST results to the binding affinity of RNA to
NP, since this is the natural ligand of this protein. Wu et. al. (2021) measured the binding
affinities between NP and RNA via a fluorescence polarization assay and calculated a Kd
value of 0.007 ± 0.001 µM for the NP wildtype. This value was slightly lower than the
results of our active compounds for NP. This difference is possibly due to different methods

https://de.acrobiosystems.com/P4496-SARS-CoV-2-Nucleocapsid-protein-His-Tag-%28B11529Omicron%29.html
https://de.acrobiosystems.com/P4496-SARS-CoV-2-Nucleocapsid-protein-His-Tag-%28B11529Omicron%29.html
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used to determine the Kd value. These authors also found that the binding affinity to the
NP NTD only was much lower compared to the full-length protein [46]. The Kd values for
NP and NP NTD were similar for our compounds.

MST is a very sensitive method for analyzing the binding between proteins and
ligands. We used the labeling MST technique, since the specific labeling of proteins with
fluorescent markers lowers the disturbance of visible and UV-active ligands. This might
also apply for the compounds displayed here because of their aromatic systems [47]. On
the other hand, the high sensitivity might be a limitation of MST. It is crucial to work very
precisely for sample preparation, since very small concentrations and volumes are used.
Throughout the whole process, from labeling to measuring, there are many sources of
error [48].

The molecular docking analyses suggested that compounds (1) and (4) interact with
key residues of SARS-CoV-2 NP NTD, including Ser4, Arg45, Tyr62, Tyr64, and Arg102.
This may explain the inhibitory capacity of the two compounds, since these amino acid
residues are involved in the RNA-binding activity of NP.

Compound (1) and (4) showed low toxicity to human lung cells. Both compounds have
a higher logP, making them more hydrophobic. This could possibly also affect their toxicity
and off-target effects. Local anesthetics may serve as an example, since they have lipophilic
characteristics [49]. However, it should be mentioned that hydrophobic characteristics can
increase the cellular absorption because of higher affinities to the lipid membrane [50]. This
could be a positive effect of these compounds.

Compared to the MST results, compound (1) reached Kd values of <1 for SARS-CoV-2
NP and NTD and a Kd value of <13 µM with the omicron variant, equal to the Kd value
of SARS-CoV-1 NP. Compared to the IC50 value of A549 cells, the Kd values were more
than 50-fold and 4-fold lower, respectively. For compound (4), a Kd value of ~8 µM was
obtained for SARS-CoV-2 NP and NTD, and <1 µM for SARS-CoV-1 NP. The IC50 value
occurring in MRC-5 was more than 11-fold lower. Hence, we concluded that compounds
(1) and (4) did not show any cytotoxicity if used at a concentration range of the measured
Kd values.

Compound (1) and (4) are derivates of the natural product coumarin. There was no
further specific information available regarding their natural origin about both compounds.
Chromene-derivates are usually secondary metabolites of plants such as Poaceae and
Faboideae [50]. Typical plants containing coumarin are Melilotus officinalis, Galium odoratum,
and Prunus mahaleb, but also plants from other families such as Phoenix dactylifera, Dipterix
odorata, and several Cinnamomum species. Therefore, we have to leave it open whether
our compounds are plant metabolites, metabolites in the human body, or semisynthetic
derivatives that do not occur in nature. Nevertheless, we suggest that these two compounds
may represent promising chemical scaffolds for further development against COVID-19
and other coronaviral infections.

4. Materials and Methods
4.1. Multiple Sequence Alignment

Multiple sequence alignment between NTDs of NP of 7 different coronaviruses, i.e.,
SARS-CoV-2 (PDB: P0DTC9), SARS-CoV-1 (PDB: P59595), MERS-CoV (PDB: K9N4V7),
HCoV-OC43 (PDB: P33469), HCoV-NL63 (PDB: Q6Q1R8), HCoV-229E (PDB: P15130),
and HCoV-HKU1 (PDB: Q5MQC6), was performed by using JalView (www.jalview.org
(accessed on 28 June 2021)). Then, the web-service Tcoffee.crg.cat was selected [51]. The
sequence homology was calculated using Clustal omega (https://www.ebi.ac.uk/Tools/
msa/clustalo/ (accessed on 22 March 2022)).

4.2. Virtual Screening with Vina LC

Virtual screening and estimation of binding affinities was performed using a HPC
“snakemake workflow” that implemented automatized steps of structural-based screening.
The workflow uses Vina LC (version 1.3.0) for docking, Open Babel (version 3.0.0) for

www.jalview.org
https://www.ebi.ac.uk/Tools/msa/clustalo/
https://www.ebi.ac.uk/Tools/msa/clustalo/
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ligand energy minimization, and Biopython (version 1.75) for the preparation of the target
structure. The library of 210,541 natural products was obtained from the ZINC database
and screened with the main NTD of SARS-CoV-2 NP (PDB: 6M3M). The top 30% of results
were displayed, and the cut-off value for rescreening with the NP NTDs of the other
coronaviruses (SARS-CoV-1 PDB:2OFZ, MERS-CoV PDB:4UD1, HCoV-OC43 PDB:4J3K,
HCoV-NL63 PDB:5N4K) was set to–9 kcal/mol.

4.3. Creating Grid Files and Molecular Docking with Autodock 4.2.6

Grid files of each NTD structure were created using AutoDock 4.2.6. The chosen NTD
structures were obtained from the Protein Data Bank (www.pdb.org (accessed on 19 Octo-
ber 2021)): SARS-CoV-2 (PDB:6M3M), SARS-CoV-1 (PDB:2OFZ), MERS-CoV (PDB:4UD1),
HCoV-OC43 (PDB:4J3K), and HCoV-NL63 (PDB:5N4K). The PDB file formats were trans-
formed to PDBQT files (Protein Data Bank Partial Charge and Atom Type). Heterogenous
atoms were removed. The grid box-dimensions (x, y, z) were fitted to include all possible
active amino acids of the RNA-binding site and the structures were saved as a “gfp” for-
mat. AutoDock 4.2.6. A Lamarckian algorithm was used to perform docking between the
active compounds and the SARS-CoV-2 NP NTD to identify amino acids responsible for
hydrophobic interaction and H-bonds and furthermore to create the graphic presentation
of the protein domain with the bound compound.

4.4. Recombinant Proteins

We used the recombinant SARS-CoV-2 nucleocapsid protein (biomol.com (accessed on
30 August 2021)), Cat.-No. PKSV030291), recombinant SARS-CoV-2 NP NTD (biomol.com
(accessed on 30 August 2021 )), Cat.-No. KSR030538), SARS-CoV-2 nucleocapsid protein
(B1.1.529 Omicron variant) (biomol.com (accessed on 11 April 2022)), Cat.-No. 101319), and
recombinant SARS-CoV-1 nucleocapsid protein (bio-techne.com (accessed on 10 March 2022)),
Cat.-No. 10710-CV-100).

4.5. Microscale Thermophoresis (MST) Analysis

Microscale thermophoresis was performed by using Monolith NT.115 (Nano Temper
Technologies, Munich, Germany), as previously described [52]. Proteins were labelled
using the Monolith Protein Labeling Kit RED-NHS 2nd Generation (NanoTemper Tech-
nologies, Cat.-No. M0-L011). The compounds were diluted in 16 different concentrations
ranging from 6.1 nM to 200 µM, and labelled SARS-CoV-2 NP NTD (c = 3475 nM), la-
belled SARS-CoV-2 NP (c = 880 nM), labelled SARS-Cov-1 NP (c = 670 nM), or labelled
SARS-CoV-2 omicron variant NP (c = 250 nM), respectively, were added 1:1. MST-Buffer
(50 mM Tris-Base, 150 mM NaCl, 10 mM MgCl2 and 0.05% v/v Tween 20, filled up to 100 mL
H2Odest.) was used for the dilution of the target proteins and the microscale thermophore-
sis preparations. The samples were incubated for 30 min in the dark and measured using
the Monolith NT.115 instrument [53]. LED-power was set on 30% and MST-power on
10% for recombinant SARS-CoV-2 NP wildtype and omicron variant and SARS-CoV-1
NP, respectively. For recombinant SARS-CoV-2 NP NTD the LED-power was set on LED-
power 40% and MST-power on 60%. Fitting curves with Kd values were calculated with
MO.Affinity analysis software (NanoTemper Technologies, Munich, Germany).

4.6. Cell Lines

A549 lung cancer cells are frequently used in COVID-19 studies [33,54]. They were
obtained from the Tumor Bank of the German Cancer Research Center (DFKZ, Heidelberg,
Germany) and were maintained in Gibco™ RPMI 1640 medium with 10% fetal bovine
serum (FBS), and 1% penicillin/steptomycin (PIS). Human diploid MRC-5 lung fibroblasts
were kindly provided by Dr. Sebastian Zahnreich (Department of Radiation Oncology
and Radiation Therapy, University Medical Centre of the Johannes Gutenberg University,
Mainz, Germany). MRC-5 cells grew in Gibco™ DMEM, low glucose, pyruvate medium
with 15% FBS, 1% PIS, and 1% Gibco™ MEM non-essential amino acids were used for

www.pdb.org
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cultivation. Both cell lines were incubated at 37 ◦C, 5% CO2, and 90% humidity. A549 cells
were passaged every third day and MRC-5 cells every 6–7 days.

4.7. Cytotoxicity Assay

The cytotoxicity was tested by using a resazurin reduction assay [55,56]. Exponentially
growing A549 and MRC-5 cells were seeded in 96-well plates at a density of 104 cells/well.
Different compound dilutions ranging between 0.003 and 100 µM were added in a total
volume of 200 µL and incubated for 72 h. Thereafter, 20 µL/well resazurin (0.01% w/v)
were added (Sigma Aldrich, Taufkirchen, Germany). Fluorescence was measured after
4 h incubation via an Infinite M200 Pro plate reader (Tecan, Crailsheim, Germany). Dose-
response curves were generated by calculated the percentage of viable cells in treated
samples compared to untreated control samples. The 50% inhibition concentration (IC50)
was calculated from three independent experiments with six each parallel measurements.

5. Conclusions

In this work, we first performed in silico studies to find possible inhibitors of the
nucleocapsid protein NTD of the seven currently existing human-pathogenic coronaviruses,
especially SARS-CoV-2. From these results, we have chosen five compounds for in vitro
testing using MST. The binding of compounds (1) and (4) to SARS-CoV-2 NP of the wildtype
and NP NTD could be confirmed. Compound (1) was also bound to the NP of the omicron
variant. Both compounds demonstrated low or no toxicity towards lung cells. Since it is one
of the first attempts to find compounds against the coronaviral nucleocapsid protein, further
improvements in compound selection and planning of future studies can be considered to
emphasize the activity of these compounds. Despite the fact that compound (1) was bound
alongside the SARS-CoV-2 and SARS-CoV-1 wild-type NP, the binding to the omicron
variant was reduced. Compound (4) did not bind to the omicron variant. Therefore, it is
desirable to enlarge the search for more compounds in the future and to conduct further
experiments on the mechanism of action in addition to MST.

Author Contributions: Experiment planning and conceptualization, A.P., S.A. and T.E.; Methodology, A.P.
and S.A.; Established virtual screening workflow, M.R., C.M. and A.H.; Paper writing and editing, A.P., S.A.
and T.E.; Supervision, T.E. All authors have read and agreed to the published version of the manuscript.

Funding: This research was funded by a donation from Marc Strobel, CVC Capital Partners, Frankfurt
a. M., Germany.

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data are contained within the article.

Acknowledgments: We are grateful to Edmond Fischer (Fischer Analytics/Fischer Organics, Weiler,
Germany) for the provision of compounds and Sebastian Zahnreich for donating the MRC-5 cells.
Parts of this research were conducted using the supercomputer MOGON and/or advisory services
offered by Johannes Gutenberg University Mainz (hpc.uni-mainz.de), which is a member of the AHRP
(Alliance for High Performance Computing in Rhineland Palatinate, www.ahrp.info (accessed on
10 March 2022)) and the Gauss Alliance e.V. The authors gratefully acknowledge the computing time
granted on the supercomputer MOGON at Johannes Gutenberg University Mainz (hpc.uni-mainz.de).

Conflicts of Interest: The authors declare no conflict of interest.

References
1. WHO. WHO Director-General’s Opening Remarks at the Media Briefing on COVID-19—11 March 2020. Available online:

https://www.who.int/director-general/speeches/detail/who-director-general-s-opening-remarks-at-the-media-briefing-on-
covid-19-11-march-2020 (accessed on 22 March 2022).

2. Kordyukova, L.V.; Shanko, A.V. COVID-19: Myths and reality. Biochem. Biokhimiia 2021, 86, 800–817. [CrossRef] [PubMed]
3. Lim, Y.X.; Ng, Y.L.; Tam, J.P.; Liu, D.X. Human coronaviruses: A review of virus-host interactions. Diseases 2016, 4, 26. [CrossRef]

[PubMed]

hpc.uni-mainz.de
www.ahrp.info
hpc.uni-mainz.de
https://www.who.int/director-general/speeches/detail/who-director-general-s-opening-remarks-at-the-media-briefing-on-covid-19-11-march-2020
https://www.who.int/director-general/speeches/detail/who-director-general-s-opening-remarks-at-the-media-briefing-on-covid-19-11-march-2020
http://doi.org/10.1134/S0006297921070026
http://www.ncbi.nlm.nih.gov/pubmed/34284707
http://doi.org/10.3390/diseases4030026
http://www.ncbi.nlm.nih.gov/pubmed/28933406


Pharmaceuticals 2022, 15, 1046 14 of 16

4. Li, F. Structure, function, and evolution of coronavirus spike proteins. Annu. Rev. Virol. 2016, 3, 237–261. [CrossRef] [PubMed]
5. Al-Tawfiq, J.A.; Memish, Z.A. Middle East respiratory syndrome coronavirus: Epidemiology and disease control measures. Infect.

Drug Resist. 2014, 3, 281–287. [CrossRef]
6. Lau, S.K.P.; Lee, P.; Tsang, A.K.L.; Yip, C.C.Y.; Tse, H.; Lee, R.A.; So, L.-Y.; Lau, Y.-L.; Chan, K.-H.; Woo, P.C.Y.; et al. Molecular

epidemiology of human coronavirus OC43 reveals evolution of different genotypes over time and recent emergence of a novel
genotype due to natural recombination. J. Virol. 2011, 85, 11325–11337. [CrossRef]

7. Zhu, N.; Zhang, D.; Wang, W.; Li, X.; Yang, B.; Song, J.; Zhao, X.; Huang, B.; Shi, W.; Lu, R.; et al. A novel coronavirus from
patients with pneumonia in China, 2019. N. Engl. J. Med. 2020, 382, 727–733. [CrossRef]

8. Cui, J.; Li, F.; Shi, Z.-L. Origin and evolution of pathogenic coronaviruses. Nat. Rev. Microbiol. 2019, 17, 181–192. [CrossRef]
9. De Groot, R.J.; Baker, S.C.; Baric, R.S.; Brown, C.S.; Drosten, C.; Enjuanes, L.; Fouchier, R.A.M.; Galiano, M.; Gorbalenya, A.E.;

Memish, Z.A.; et al. Middle East respiratory syndrome coronavirus (MERS-CoV): Announcement of the Coronavirus Study
Group. J. Virol. 2013, 87, 7790–7792. [CrossRef]

10. Dinesh, D.C.; Chalupska, D.; Silhan, J.; Koutna, E.; Nencka, R.; Veverka, V.; Boura, E. Structural basis of RNA recognition by the
SARS-CoV-2 nucleocapsid phosphoprotein. PLoS Pathog. 2020, 16, e1009100. [CrossRef]

11. Chang, C.; Hou, M.-H.; Chang, C.-F.; Hsiao, C.-D.; Huang, T. The SARS coronavirus nucleocapsid protein—Forms and functions.
Antivir. Res. 2014, 103, 39–50. [CrossRef]

12. Khan, M.T.; Irfan, M.; Ahsan, H.; Ahmed, A.; Kaushik, A.C.; Khan, A.S.; Chinnasamy, S.; Ali, A.; Wei, D.-Q. Structures of
SARS-CoV-2 RNA-binding proteins and therapeutic targets. Intervirology 2021, 64, 55–68. [CrossRef] [PubMed]

13. Kang, S.; Yang, M.; Hong, Z.; Zhang, L.; Huang, Z.; Chen, X.; He, S.; Zhou, Z.; Zhou, Z.; Chen, Q.; et al. Crystal structure of
SARS-CoV-2 nucleocapsid protein RNA binding domain reveals potential unique drug targeting sites. Acta Pharm. Sin. B 2020,
10, 1228–1238. [CrossRef] [PubMed]

14. Matsuo, T. Viewing SARS-CoV-2 Nucleocapsid protein in terms of molecular flexibility. Biology 2021, 10, 454. [CrossRef] [PubMed]
15. Peng, Y.; Du, N.; Lei, Y.; Dorje, S.; Qi, J.; Luo, T.; Gao, G.F.; Song, H. Structures of the SARS-CoV-2 nucleocapsid and their

perspectives for drug design. EMBO J. 2020, 39, e105938. [CrossRef]
16. Wyler, E.; Mösbauer, K.; Franke, V.; Diag, A.; Gottula, L.T.; Arsiè, R.; Klironomos, F.; Koppstein, D.; Hönzke, K.; Ayoub, S.; et al.

Transcriptomic profiling of SARS-CoV-2 infected human cell lines identifies HSP90 as target for COVID-19 therapy. iScience 2021,
24, 102151. [CrossRef]

17. Schmidt, N.; Lareau, C.A.; Keshishian, H.; Ganskih, S.; Schneider, C.; Hennig, T.; Melanson, R.; Werner, S.; Wei, Y.;
Zimmer, M.; et al. The SARS-CoV-2 RNA-protein interactome in infected human cells. Nat. Microbiol. 2021, 6, 339–353. [CrossRef]

18. Chandrashekar, D.S.; Athar, M.; Manne, U.; Varambally, S. Comparative transcriptome analyses reveal genes associated with
SARS-CoV-2 infection of human lung epithelial cells. Sci. Rep. 2021, 11, 16212. [CrossRef]

19. Bojkova, D.; Klann, K.; Koch, B.; Widera, M.; Krause, D.; Ciesek, S.; Cinatl, J.; Münch, C. Proteomics of SARS-CoV-2-infected host
cells reveals therapy targets. Nature 2020, 583, 469–472. [CrossRef]

20. Ma, J.; Zhu, F.; Zhao, M.; Shao, F.; Yu, D.; Ma, J.; Zhang, X.; Li, W.; Qian, Y.; Zhang, Y.; et al. SARS-CoV-2 nucleocapsid suppresses
host pyroptosis by blocking gasdermin D cleavage. EMBO J. 2021, 40, e108249. [CrossRef]

21. Pan, P.; Shen, M.; Yu, Z.; Ge, W.; Chen, K.; Tian, M.; Xiao, F.; Wang, Z.; Wang, J.; Jia, Y.; et al. SARS-CoV-2 N protein promotes
NLRP3 inflammasome activation to induce hyperinflammation. Nat. Commun. 2021, 12, 4664. [CrossRef]

22. Kemp, S.A.; Collier, D.A.; Datir, R.P.; Ferreira, I.A.T.M.; Gayed, S.; Jahun, A.; Hosmillo, M.; Rees-Spear, C.; Mlcochova, P.; Lumb,
I.U.; et al. SARS-CoV-2 evolution during treatment of chronic infection. Nature 2021, 592, 277–282. [CrossRef] [PubMed]

23. Choi, B.; Choudhary, M.C.; Regan, J.; Sparks, J.A.; Padera, R.F.; Qiu, X.; Solomon, I.H.; Kuo, H.-H.; Boucau, J.; Bowman, K.; et al.
Persistence and evolution of SARS-CoV-2 in an immunocompromised host. N. Engl. J. Med. 2020, 383, 2291–2293. [CrossRef]
[PubMed]

24. Greaney, A.J.; Starr, T.N.; Gilchuk, P.; Zost, S.J.; Binshtein, E.; Loes, A.N.; Hilton, S.K.; Huddleston, J.; Eguia, R.; Crawford,
K.H.D.; et al. Complete mapping of mutations to the SARS-CoV-2 spike receptor-binding domain that escape antibody recognition.
Cell Host Microbe 2021, 29, 44–57.e9. [CrossRef] [PubMed]

25. Greaney, A.J.; Loes, A.N.; Crawford, K.H.D.; Starr, T.N.; Malone, K.D.; Chu, H.Y.; Bloom, J.D. Comprehensive mapping of
mutations in the SARS-CoV-2 receptor-binding domain that affect recognition by polyclonal human plasma antibodies. Cell Host
Microbe 2021, 29, 463–476.e6. [CrossRef]

26. Wang, Z.; Schmidt, F.; Weisblum, Y.; Muecksch, F.; Barnes, C.O.; Finkin, S.; Schaefer-Babajew, D.; Cipolla, M.; Gaebler, C.;
Lieberman, J.A.; et al. mRNA vaccine-elicited antibodies to SARS-CoV-2 and circulating variants. Nature 2021, 592, 616–622.
[CrossRef] [PubMed]

27. Andrews, N.; Stowe, J.; Kirsebom, F.; Toffa, S.; Rickeard, T.; Gallagher, E.; Gower, C.; Kall, M.; Groves, N.; O’Connell, A.-M.;
et al. COVID-19 Vaccine effectiveness against the Omicron (B.1.1.529) variant. N. Engl. J. Med. 2022, 386, 1532–1546. [CrossRef]
[PubMed]

28. Saikatendu, K.S.; Joseph, J.S.; Subramanian, V.; Neuman, B.W.; Buchmeier, M.J.; Stevens, R.C.; Kuhn, P. Ribonucleocapsid forma-
tion of severe acute respiratory syndrome coronavirus through molecular action of the N-terminal domain of N protein. J. Virol.
2007, 81, 3913–3921. [CrossRef]

http://doi.org/10.1146/annurev-virology-110615-042301
http://www.ncbi.nlm.nih.gov/pubmed/27578435
http://doi.org/10.2147/IDR.S51283
http://doi.org/10.1128/JVI.05512-11
http://doi.org/10.1056/NEJMoa2001017
http://doi.org/10.1038/s41579-018-0118-9
http://doi.org/10.1128/JVI.01244-13
http://doi.org/10.1371/journal.ppat.1009100
http://doi.org/10.1016/j.antiviral.2013.12.009
http://doi.org/10.1159/000513686
http://www.ncbi.nlm.nih.gov/pubmed/33454715
http://doi.org/10.1016/j.apsb.2020.04.009
http://www.ncbi.nlm.nih.gov/pubmed/32363136
http://doi.org/10.3390/biology10060454
http://www.ncbi.nlm.nih.gov/pubmed/34064163
http://doi.org/10.15252/embj.2020105938
http://doi.org/10.1016/j.isci.2021.102151
http://doi.org/10.1038/s41564-020-00846-z
http://doi.org/10.1038/s41598-021-95733-w
http://doi.org/10.1038/s41586-020-2332-7
http://doi.org/10.15252/embj.2021108249
http://doi.org/10.1038/s41467-021-25015-6
http://doi.org/10.1038/s41586-021-03291-y
http://www.ncbi.nlm.nih.gov/pubmed/33545711
http://doi.org/10.1056/NEJMc2031364
http://www.ncbi.nlm.nih.gov/pubmed/33176080
http://doi.org/10.1016/j.chom.2020.11.007
http://www.ncbi.nlm.nih.gov/pubmed/33259788
http://doi.org/10.1016/j.chom.2021.02.003
http://doi.org/10.1038/s41586-021-03324-6
http://www.ncbi.nlm.nih.gov/pubmed/33567448
http://doi.org/10.1056/NEJMoa2119451
http://www.ncbi.nlm.nih.gov/pubmed/35249272
http://doi.org/10.1128/JVI.02236-06


Pharmaceuticals 2022, 15, 1046 15 of 16

29. Papageorgiou, N.; Lichière, J.; Baklouti, A.; Ferron, F.; Sévajol, M.; Canard, B.; Coutard, B. Structural characterization of the
N-terminal part of the MERS-CoV nucleocapsid by X-ray diffraction and small-angle X-ray scattering. Acta Crystallogr. Sect. D
Struct. Biol. 2016, 72, 192–202. [CrossRef]

30. Chen, I.-J.; Yuann, J.-M.P.; Chang, Y.-M.; Lin, S.-Y.; Zhao, J.; Perlman, S.; Shen, Y.-Y.; Huang, T.; Hou, M.-H. Crystal structure-based
exploration of the important role of Arg106 in the RNA-binding domain of human coronavirus OC43 nucleocapsid protein.
Biochim. Biophys. Acta 2013, 1834, 1054–1062. [CrossRef]

31. Szelazek, B.; Kabala, W.; Kus, K.; Zdzalik, M.; Twarda-Clapa, A.; Golik, P.; Burmistrz, M.; Florek, D.; Wladyka, B.; Pyrc, K.; et al.
Structural characterization of human coronavirus NL63 N Protein. J. Virol. 2017, 91, e02503-16. [CrossRef]

32. Nabeel-Shah, S.; Lee, H.; Ahmed, N.; Burke, G.L.; Farhangmehr, S.; Ashraf, K.; Pu, S.; Braunschweig, U.; Zhong, G.; Wei, H.; et al.
SARS-CoV-2 nucleocapsid protein binds host mRNAs and attenuates stress granules to impair host stress response. iScience 2022,
25, 103562. [CrossRef]

33. Yaron, T.M.; Heaton, B.E.; Levy, T.M.; Johnson, J.L.; Jordan, T.X.; Cohen, B.M.; Kerelsky, A.; Lin, T.-Y.; Liberatore, K.M.; Bulaon,
D.K.; et al. SRSF protein kinases 1 and 2 are essential host factors for human coronaviruses including SARS-CoV-2. bioRxiv 2020.
[CrossRef]

34. Sohn, K.M.; Lee, S.G.; Kim, H.J.; Cheon, S.; Jeong, H.; Lee, J.; Kim, I.S.; Silwal, P.; Kim, Y.J.; Paik, S.; et al. COVID-19 patients
upregulate Toll-like receptor 4-mediated inflammatory signaling that mimics bacterial sepsis. J. Korean Med. Sci. 2020, 35, e343.
[CrossRef]

35. Sharma, A.; Ong, J.W.; Loke, M.F.; Chua, E.G.; Lee, J.J.; Choi, H.W.; Tan, Y.J.; Lal, S.K.; Chow, V.T. Comparative transcriptomic and
molecular pathway analyses of HL-CZ human pro-monocytic cells expressing SARS-CoV-2 spike S1, S2, NP, NSP15 and NSP16
genes. Microorganisms 2021, 9, 1193. [CrossRef]

36. Bai, Z.; Cao, Y.; Liu, W.; Li, J. The SARS-CoV-2 Nucleocapsid protein and its role in viral structure, biological functions, and a
potential target for drug or vaccine mitigation. Viruses 2021, 13, 1115. [CrossRef]

37. De Wit, E.; Feldmann, F.; Cronin, J.; Jordan, R.; Okumura, A.; Thomas, T.; Scott, D.; Cihlar, T.; Feldmann, H. Prophylactic and
therapeutic remdesivir (GS-5734) treatment in the rhesus macaque model of MERS-CoV infection. Proc. Natl. Acad. Sci. USA 2020,
117, 6771–6776. [CrossRef]

38. Amin, M.; Abbas, G. Docking study of chloroquine and hydroxychloroquine interaction with RNA binding domain of nucleocap-
sid phospho-protein—An in silico insight into the comparative efficacy of repurposing antiviral drugs. J. Biomol. Struct. Dyn.
2020, 39, 4243–4255. [CrossRef]

39. Kadioglu, O.; Saeed, M.; Greten, H.J.; Efferth, T. Identification of novel compounds against three targets of SARS CoV-2
coronavirus by combined virtual screening and supervised machine learning. Comput. Biol. Med. 2021, 133, 104359. [CrossRef]

40. Hu, X.; Zhou, Z.; Li, F.; Xiao, Y.; Wang, Z.; Xu, J.; Dong, F.; Zheng, H.; Yu, R. The study of antiviral drugs targeting SARS-CoV-2
nucleocapsid and spike proteins through large-scale compound repurposing. Heliyon 2021, 7, e06387. [CrossRef]

41. Bhat, V.; Chatterjee, J. The use of in silico tools for the toxicity prediction of potential inhibitors of SARS-CoV-2. Altern. Lab. Anim.
2021, 49, 22–32. [CrossRef]

42. Lin, S.-Y.; Liu, C.-L.; Chang, Y.-M.; Zhao, J.; Perlman, S.; Hou, M.-H. Structural basis for the identification of the N-terminal
domain of coronavirus nucleocapsid protein as an antiviral target. J. Med. Chem. 2014, 57, 2247–2257. [CrossRef] [PubMed]

43. Du, X.; Li, Y.; Xia, Y.-L.; Ai, S.-M.; Liang, J.; Sang, P.; Ji, X.-L.; Liu, S.-Q. Insights into protein-ligand interactions: Mechanisms,
models, and methods. Int. J. Mol. Sci. 2016, 17, 144. [CrossRef] [PubMed]

44. WHO. WHO Coronavirus (COVID-19) Dashboard | WHO Coronavirus (COVID-19) Dashboard with Vaccination Data. Available
online: https://covid19.who.int/ (accessed on 23 July 2021).

45. Kannan, S.R.; Spratt, A.N.; Sharma, K.; Chand, H.S.; Byrareddy, S.N.; Singh, K. Omicron SARS-CoV-2 variant: Unique features
and their impact on pre-existing antibodies. J. Autoimmun. 2022, 126, 102779. [CrossRef] [PubMed]

46. Huang, C.; Wang, Y.; Li, X.; Ren, L.; Zhao, J.; Hu, Y.; Zhang, L.; Fan, G.; Xu, J.; Gu, X.; et al. Clinical features of patients infected
with 2019 novel coronavirus in Wuhan, China. Lancet 2020, 395, 497–506. [CrossRef]

47. Sparks, R.P.; Lawless, W.; Arango, A.S.; Tajkhorshid, E.; Fratti, R.A. Use of microscale thermophoresis to measure protein-lipid
interactions. J. Vis. Exp. 2022, 180, e60607. [CrossRef]

48. Seidel, S.A.I.; Dijkman, P.M.; Lea, W.A.; van den Bogaart, G.; Jerabek-Willemsen, M.; Lazic, A.; Joseph, J.S.; Srinivasan, P.; Baaske,
P.; Simeonov, A.; et al. Microscale thermophoresis quantifies biomolecular interactions under previously challenging conditions.
Methods 2013, 59, 301–315. [CrossRef]

49. Nava-Ocampo, A.A.; Bello-Ramírez, A.M. Lipophilicity affects the pharmacokinetics and toxicity of local anaesthetic agents
administered by caudal block. Clin. Exp. Pharmacol. Physiol. 2004, 31, 116–118. [CrossRef]
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