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Abstract: The severity of the COVID-19 pandemic and the pace of its global spread have motivated
researchers to opt for repurposing existing drugs against SARS-CoV-2 rather than discover or develop
novel ones. For reasons of speed, throughput, and cost-effectiveness, virtual screening campaigns,
relying heavily on in silico docking, have dominated published reports. A particular focus as a drug
target has been the principal active site (i.e., RNA synthesis) of RNA-dependent RNA polymerase
(RdRp), despite the existence of a second, and also indispensable, active site in the same enzyme.
Here we report the results of our experimental interrogation of several small-molecule inhibitors,
including natural products proposed to be effective by in silico studies. Notably, we find that two
antibiotics in clinical use, fidaxomicin and rifabutin, inhibit RNA synthesis by SARS-CoV-2 RdRp
in vitro and inhibit viral replication in cell culture. However, our mutagenesis studies contradict the
binding sites predicted computationally. We discuss the implications of these and other findings for
computational studies predicting the binding of ligands to large and flexible protein complexes and
therefore for drug discovery or repurposing efforts utilizing such studies. Finally, we suggest several
improvements on such efforts ongoing against SARS-CoV-2 and future pathogens as they arise.
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1. Introduction

Throughout human history, viral infections have caused massive casualties worldwide;
more than 30 million people have died from AIDS-related illnesses since the start of the
AIDS pandemic in 1981 [1] (https://www.unaids.org; accessed on 2 June 2022), and more
than six million people have succumbed to COVID-19 in just over two years [2] (https:
/ /coronavirus.jhu.edu; accessed on 2 June 2022). While SARS-CoV-2 remains the most
urgent global threat, many other viruses with endemic or pandemic potential are present in
the environment, making the development of antiviral drugs an ever-pressing need.

Broad-spectrum antiviral agents (BSAA) could provide a first line of defense before
vaccines and virus-specific therapeutics can be deployed, and viral nucleic acid poly-
merases have been long viewed as promising targets for pan-viral drugs. Many nucleoside
analogs (NA) have been developed against clinically important viruses, such as Ebola virus,
influenza virus, hepatitis C virus (HCV), and human immunodeficiency virus (HIV) [3].
The first antiviral drug approved in 1963, 5-iodo 2'-deoxyuridine, inhibits herpesvirus DNA
polymerase [3]; the first approved inhibitor of SARS-CoV-2, remdesivir [4], targets viral
RNA-dependent RNA polymerase (RdRp); and the RNA synthesis inhibitor ribavirin is
active against a broad spectrum of positive- and negative-sense RNA viruses [5]. RdRp is
the only protein common to all RNA viruses, from a small bacteriophage Qf3, which infects
Escherichia coli, to the large and complex coronaviruses such as SARS-CoV-2 [6]. These
enzymes share several structural elements that mediate RNA synthesis via a conserved
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catalytic mechanism [7] yet are distinct from the multi-subunit nuclear RNA polymerases
(RNAP) that carry out transcription in the host cell.

A drug’s path from initial discovery to regulatory approval commonly takes more
than a decade [8]. Unprecedented public health and economic disruptions brought by the
COVID-19 pandemic commanded immense government, industry, and grassroot resources
toward repurposing of existing drugs on an emergency schedule. Not surprisingly, assess-
ment of known antiviral NAs as potential inhibitors of SARS-CoV-2 RdRp [9] demonstrated
that many, including molnupiravir [10], favipiravir [11], AT-527 [12], and sofosbuvir [13],
inhibit viral RNA synthesis. In parallel, hundreds of virtual screening campaigns sought
to identify novel non-NA COVID-19 therapeutics among the list of existing drugs, and
numerous experimental screens were used to identify molecules that inhibit viral replica-
tion/enzyme activities [14]. A long list of small molecules that could bind to RdRp has
been compiled, but only a few have been experimentally validated.

Studies of RNA synthesis in coronaviruses, dramatically accelerated at the onset of the
pandemic, revealed several unique properties of the SARS-CoV-2 replication machinery that
must be taken into consideration during drug discovery. First, a minimally active RdRp is
composed of four non-structural proteins (nsps), the catalytic nsp12 and accessory nsp7 and
nsp8 proteins, the latter present in two copies [15,16]. Second, SARS-CoV-2 RdRp is much
faster and more error prone than other well-studied viral enzymes [11,17]. Third, RdRp is a
bifunctional enzyme: in addition to the C-terminal “right hand” domain that harbors the
conserved RdRp active site, nsp12 also contains an N-terminal Nidovirus RdRp-Associated
Nucleotidyl transferase (NiRAN) domain, which modifies viral RNA and proteins [18-22].
Both nsp12 active sites are essential for viral growth [19] and targeting either site is expected
to inhibit SARS-CoV-2. Fourth, computational and functional studies suggest that, like
multi-subunit bacterial RNAPs, SARS-CoV-2 RdRp may be controlled allosterically [17,23]
and several hypothetical allosteric pockets have been identified in nsp12 [24-26]. Finally,
the transcribing RdRp associates with other nsps to form a large replication—-transcription
complex [16], which presents multiple hypothetical targets for small-molecule inhibitors.
NAs that bind to the RdRp and NiRAN active sites could inhibit catalysis or serve as
alternative substrates, generating aberrant adducts (Figure 1). Molecules that bind to
other sites could sterically block RdRp interactions with RNA or with other nsps (7, 8,
9, 13, etc.), whereas ligands that bind to allosteric sites could inhibit catalysis in either
active site. Non-nucleoside allosteric inhibitors have been used as antivirals against HIV
and HCV infections [3], and most antibiotics that target (unrelated) bacterial RNAPs act
allosterically [27]. Allosteric inhibitors may be less susceptible to emerging resistance and
are valuable additions to combination therapies [28].

In this work, we used our established in vitro RNA assays of both catalytic activities
of SARS-CoV-2 RdRp to evaluate the efficacy of hypothetical small-molecule inhibitors,
including several natural products, identified in silico. Our results support a notion that in
silico docking approaches have limited utility in predicting binding sites/poses of ligands
targeting large and flexible proteins, even when performed in a dynamic mode [29]. We
found that tobramycin and rutin, docked in the active site of the NiRAN domain [30],
had no effect on NMPylation, whereas two clinically used antibiotics that were docked
to the NiRAN/RdRp interface [26], fidaxomicin and rifabutin, inhibited RNA synthesis
by SARS-CoV-2 RdRp in vitro and viral replication in cell culture. However, our results
suggest that these antibiotics likely bind neither to the RdRp active site nor to a hotspot at
the NiRAN/RdRp interface proposed to bind these and diverse other predicted inhibitors
of RdRp [26]. Our findings and published reports [31-33] suggest that there are significant
limitations to many common approaches to computational drug (re)discovery and that
these and other natural products deserve a second look in the search for antiviral drugs.
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Figure 1. SARS-CoV-2 RdRp holoenzyme is composed of the catalytic nsp12 and accessory nsp7 and
nsp8 (present in two copies) subunits. Nsp12 has two active sites, in the RdRp (green) and NiRAN
(orange) domains, shown by yellow circles marked as 1 (AS1) and 2 (AS2); the same colors are used
throughout the manuscript. The RNA synthesis active site, AS1, is structurally conserved among viral
RdRps. NiRAN mediates NMP transfer to viral proteins and to RNA at AS2, which is homologous
to AMPylases. Both active sites use diverse NAs as substrates, and the consequences of nucleotide
misincorporation vary dependent on the NA. The holoenzyme presents many hypothetical targets for
small-molecule inhibitors (X, Y, and Z), which may block RNA binding, interfere with nsp12 contacts
to the accessory subunits, or disrupt allosteric communications between the two active sites. Suramin
has been shown to bind to two separate sites on nsp12 and inhibit RNA binding. Here, we report that
fidaxomicin and rifabutin, natural products in clinical use as antibiotics, inhibit RN A synthesis but
not RNA binding; their binding sites and mechanisms of action remain to be identified.

2. Results
2.1. SARS-CoV-2 NiRAN Domain as a Target for Small-Molecule Ligands

Identification of an additional enzymatic activity within the catalytic subunit of
RdRp [34] raised a possibility that inhibitors targeting the NiRAN domain, including
many existing NAs, could be added to the arsenal of antiviral drugs for SARS-CoV-2.
Although NiRAN has no homologs in other RNA viruses, it is present in all nidoviruses
and is essential for viral replication [34]. The NiRAN domain is structurally homologous to
AMPylases [35,36], which catalyze AMP transfer to target proteins [37], and transfers NMPs
to several nsps [19-21,38]. In contrast to AMPylases, which transfer AMP to hydroxyl
groups of Ser, Thr, and Tyr residues to generate stable modifications [37], the NiRAN active
site (AS2 in Figure 1) targets primary amines to yield labile adducts [19], which are used as
transient catalytic intermediates in other enzymatic systems [39].

In SARS-CoV-2, the Asn1 residue of nsp9, an essential RNA-binding protein, is a target
for NiRAN, and substitutions of nsp9 Asnl and the catalytic residues in AS2 block virus
propagation in cell culture [19,34]. NiRAN has also been reported to mediate viral RNA
capping, either directly [18] or via an RNA-nsp9 intermediate [22]. Small molecules could
interfere with NiRAN activity by binding to nsp9, AS2, or an allosteric site. A natural
product inhibitor that binds to nsp9 has been recently identified [40], and structures with
ligands bound to AS2 [12,18,35,41,42] could guide design of NiRAN inhibitors. An in silico
docking study identified several putative NiRAN ligands among FDA-approved protease
and kinase inhibitors as well as antibiotics [30].

Both AS1 and AS2 bind NTPs and catalyze NMP transfer, and recent successes in
using NA antivirals against COVID-19 support the notion of dual-target NA antivirals.
FDA-approved NA antivirals are incorporated into the nascent RNA and exert their effects
either as chain terminators or as mutagens [16,43]. AS2 has been shown to transfer all
natural NMPs, and some analogs, to target proteins [20,21], implying that mis-NMPylation
may happen, possibly with deleterious consequences for viral replication. To act as an
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inhibitor, an NA must outcompete natural NTPs; indeed, remdesivir triphosphate (RDV-TP)
outcompetes ATP in different in vitro RNA synthesis assays [44—46] and AT-527 triphos-
phate (a.k.a. AT-9010), a 2'-fluoro-2’-C-methyl GTP, has been reported to be an efficient
competitor of GTP in both active sites [12].

While base-pairing is essential for NA accommodation in AS1, no base-specific contacts
have been observed in several structures of NiRAN-bound nucleotides [18,35], and natural
NTPs appear to bind to AS2 similarly during nsp9 NMPylation [20]. However, preferential
binding of GTP is required for RNA capping [22], and recent reports show that NAs may
bind to AS2 in strikingly different poses [12,42]: in some transcription complexes, GTP [42]
and its analog AT-527 diphosphate [12] bind to AS2 in a flipped orientation (Figure 2A) with
the base located in a guanine-specific pocket that is absent in the apo-NIRAN structure [42].
These observations suggest that AS2 has considerable plasticity, which may be a shared
feature of AMPylases: E. coli Doc, a toxin from the Fic family of AMPylases, transfers the
ATP y-phosphate (rather than AMP) to a Thr residue of the translation elongation factor
EF-Tu, blocking binding of aminoacylated tRNAs [47].
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Figure 2. Competition of nucleotide analogs for nsp9 modification. (A) Nucleotide binding to the
NiRAN active site. The Mg?* ion is shown as a magenta sphere and the His75 residue in the NiRAN
active site (AS2) as sticks. Left, AT-527 diphosphate (shown as purple carbon atoms; PDB ID: 7ED5).
Center, GDP (black carbon atoms; PDB ID: 7CYQ). Right, RDV-DP (green carbon atoms) was modeled
in place of ADP (PDB ID: 6XEZ); the C1’ cyano group of RDV could clash with His75. Structural
figures were prepared with PyMOL Molecular Graphics System, version 2.5.2, Schrodinger, LLC
(New York, NY, USA). (B) Structures of nucleotide analogs tested for competition with [32P]-GTP
for transfer to nsp9; these were prepared with ChemDraw 20.1. The color scheme is preserved in
all panels. (C) Effects of NAs shown in panel B on nsp9 NMPylation by nsp12. Top: the assay
schematic; nsp9 and nsp12 were incubated in the presence of [«>’P]-GTP and indicated analogs.
Bottom: [O(SZP]-GMP—nSp9 was detected by protein gel analysis. A representative gel loaded with
reactions containing 25 uM GTP and analogs added at 12.5, 25, 50, and 100 uM, from left to right.
(D) NMPylation efficiency was compared to that observed in the absence of competitors, set at 1, and
is shown as mean + SD (n = 3).
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Knowledge of the effects of NAs on both SARS-CoV-2 RdRp activities is essential for
their evaluation as dual-target inhibitors. Many groups have studied NA incorporation
into RNA, but the effects of NAs on NiRAN activity have not been systematically analyzed.
This knowledge is important not only for antiviral repurposing of NAs but also for our
understanding of the molecular mechanism of NiRAN catalysis and its regulation. AT-527-
TP and a clinically relevant UTP analog carrying the same sugar modification, sofosbuvir
triphosphate (SOF-TP; Figure 2B), have been reported to outcompete native NTPs in
AS2 during the NMPylation reaction [12]. The altered, flipped orientation of AT-527-TP
(Figure 2A) could explain its preferential binding to AS2 [12], but whether SOF-TP also
binds to AS2 in a flipped orientation remains to be determined. While our observations
that remdesivir monophosphate is transferred to nsp9 [20] imply that RDV-TP binds to AS2
in the same orientation as its homolog ATP [35], we found that RDV-TP is a poor NiRAN
substrate and competitor, and modeling suggests that the 1’-cyano group of RDV-TP may
clash with His75 in AS2 (Figure 2A).

Comparison of published data on NMPylation by NiRAN is complicated by the use
of different experimental conditions; most importantly, the identity and concentration of
the catalytic metal ion. In our experiments, we use Mg?* at physiological concentrations,
when efficient NMP transfer is observed to nsp9 but not to nonspecific protein substrates,
such as BSA [20]. Here, we asked whether GTP and UTP analogs carrying 2" substitutions
have different effects on nsp9 modification. We assayed [«*?P]-GMP transfer to nsp9 in
the presence of different cold NTP competitors (Figure 2C). As expected, GTP reduced
NMPylation two-fold when present at equimolar concentration (25 uM; Figure 2D); the
same effect was observed with SOF-TP and 2'-azido-GTP and -UTP. Consistent with our
previous observations [20], RDV-TP did not compete efficiently, whereas AT-527-TP was a
better competitor, with 50% inhibition observed at 12.5 uM (Figure 2D). In contrast to an
earlier study [12], which concluded that AT-527-TP and, to a lesser extent, SOF-TP were able
to outcompete natural NTPs in AS2, we did not observe any differences between GTP and
SOF-TP, and the AT-527-TP effect was modest. A possible explanation for this discrepancy
is that AT-527-TP (and possibly also SOF-TP) may be hydrolyzed to its diphosphate form by
AS2, as shown in [12]; in turn, we found that AT-527-DP and SOF-DP are poor competitors
of GTP in the AS2, as they are unable to efficiently inhibit GMP transfer to nsp9 (Figure 3B).
However, we think that experimental conditions, particularly the use of Mg?* in our study
vs. Mn?* by Shannon et al. [12], are more likely responsible for the observed differences;
we note that the AT-527-TP /NiRAN structure in Figure 2A was obtained in the presence
of Mg?*.

Our results suggest that many NAs will be similarly effective in competing with native
NTPs during NMPylation. The presence of additional groups may affect NA interactions
with AS2 either positively or negatively, as observed with AT-527-TP and RDV-TP, respec-
tively, and it may be possible to design novel NAs that will bind to NiRAN with high
affinity. There are no data to suggest, however, that the same NAs will be effective against
both active sites; indeed, RDV-TP is the best known NTP competitor during RNA chain
synthesis [44—46] but a very poor substrate for NiRAN (Figure 2D). On the other hand,
2’-azido NTPs and SOF-TP are as efficient NMPylation competitors as their cognate NTPs
(Figure 2D), but are very easily outcompeted by NTPs during RNA chain synthesis [45,46],
whereas AT-527-TP is able to compete for binding to both sites [12].

While the SARS-CoV-2 RdRp AS1 can bind NAs that contain sugar and base mod-
ifications, these ligands must be structurally similar to natural NTPs to be efficiently
incorporated into the nascent RNA. By contrast, AS2 may be able to accommodate diverse
ligands, including nucleotide di- and tetra-phosphates. Pyrophosphate PP; binds to Ni-
RAN [41] and reverses NMPylation [20] suggest that different phosphorylated molecules
can be explored as potential NiRAN inhibitors; e.g., the antiviral drug foscarnet modestly
inhibits NMPylation [20], and thus testing other stable PP; analogs could be worthwhile.
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Figure 3. Effects of diphosphates and hypothetical small-molecule inhibitors on NMPylation. (A)
The NiRAN AS2 (orange) with Mg?* ion shown as a magenta sphere and the GDP as sticks. The
nsp12 RdRp domain is in green. Residues identified by in silico docking [30] as contact sites for
tobramycin (TOB) are shown in slate, those modeled to bind to rutin (RUT)-in green; Asn79 (yellow)
could contact both small molecules. (B) Diphosphate (DP) forms of AT-527 and sofosbuvir (SOF) are
less effective inhibitors of [a®?P]-GMP transfer to nsp9 than their triphosphate (TP) forms. TOB has
no effect on NMPylation, and RUT has a very small negative effect. All molecules were present at
200 uM in a standard assay shown in Figure 2C. NMPylation efficiency was compared to that observed
in the absence of competitors (indicated by a grey bar) and is shown as mean =+ SD (n = 3).

Structural studies reveal that the ligand-free NiRAN domain is largely disordered [36]
and AS2 remains relatively open even in the presence of a bound ligand in some
contexts [35,41], suggesting that molecules that do not resemble nucleotides or PP; may
also be able to bind to NiRAN. Consistently, an in silico docking study identified sev-
eral potential NiRAN inhibitors among well-known FDA-approved and experimental
therapeutics, including antibiotics, anti-inflammatory agents, inhibitors of kinases and pro-
teases, and dietary supplements [30]. Some of these molecules, including tobramycin (an
aminoglucoside) and rutin (a flavonoid antioxidant), were predicted to bind to NiRAN with
affinities comparable to native NTPs, making direct contacts with AS2 residues implicated
in catalysis (e.g., Argl16, Asp208, and Asp218; Figure 3A). Since tobramycin and rutin
are commercially available, we tested their effects on NMPylation. We found that neither
compound inhibited GMP transfer to nsp9, even when present at 0.4 mM (Figure 3B).

Our results confirm that AS2 is promiscuous and readily accommodates diverse NAs,
including those that are poor substrates for the RARp AS1, such as SOF-TP and 2'-azido
NTPs. Nucleotides are expected to readily exchange in AS2, and an efficient NA inhibitor
would need to either bind to NiRAN very tightly, perhaps covalently, or to trigger “lethal
NMPylation” through mis-incorporation into viral RNA and proteins. We also show that in
silico docking of small molecules into NiRAN may be misleading, which could be expected
with such a dynamic target. Importantly, however, the NMPylation reaction should be
adaptable to high-throughput screening, e.g., with fluorescent substrate analogs [40].

In addition to NMPylation, AS2 has been shown to mediate a mechanistically distinct
reaction wherein RNA is transferred to nsp9 to initiate the RNA capping pathway [22].
Effects of NAs on viral RNA capping and the roles of both reactions in the SARS-CoV-2
lifecycle remain to be investigated.



Molecules 2022, 27, 3815

7 of 19

2.2. Antibiotics Targeting Bacterial RNA Polymerase Also Inhibit SARS-CoV-2 RdRp

While NAs predominate among the viral nucleic-acid synthesis inhibitors [3], most
antibiotics that target bacterial RNAPs are not substrate analogs. Rifamycins (RIFs) and
fidaxomicin (FDX), small molecules discovered as natural products, are used to treat in-
fections caused by Mycobacterium tuberculosis [48] and Clostridium difficile [49], respectively.
RIFs and FDX bind to different sites on bacterial RN AP, distant from the active site, and
target different steps of RNA synthesis: FDX inhibits formation of productive transcription
initiation complexes, whereas RIFs block the nascent RNA chain extension, sequestering
the enzyme at promoters in an abortive cycle of synthesis and release of short RNAs [27].
Interestingly, these inhibitors also have anti-viral effects. Rifampin inhibition of vaccinia
virus morphogenesis [50] was discovered contemporaneously with its antibacterial ac-
tivity [51]; subsequent structural studies demonstrated that rifampin blocks interactions
between viral scaffolding proteins [52]. FDX was identified in silico as a potential ligand
for the RdRp domain of Zika virus NS5 protein [32] and demonstrated to directly bind to
RdRp and inhibit replication of Zika and a related Dengue virus [32].

An in silico docking report suggested that RIFs, FDX, and other small molecules
including a prodrug form of RDV-TP and ivermectin, may bind to SARS-CoV-2 nsp12 [26] at
a site that could be involved in allosteric signaling [24]. This hypothetical hotspot lies at the
interface between the NiRAN and RdRp domains (Figure 4A), and our results support the
existence of allosteric communications between the two nsp12 active sites [23]. In addition
to the vast untapped potential of natural products as antivirals, small-molecule inhibitors
have been invaluable in elucidating molecular mechanisms of bacterial transcription,
prompting us to test if FDX and RIFs modulate SARS-CoV-2 RdRp activity.

We first used an established in vitro RNA extension assay [23] to test if FDX and RIFs
rifapentine and rifabutin (Figure 4B) inhibit RNA synthesis. As a control, we used suramin
(SUR), a potent inhibitor of SARS-CoV-2 RdRp that blocks its binding to RNA [53]. As
expected, SUR strongly inhibited RNA synthesis, with an ICsp of ~2 uM (Figure 4C). We
found that RFB and FDX also inhibited RNA synthesis, but only at high concentrations
(~100 and 50 uM ICsg, respectively), whereas rifapentine (RPN) was even less effective
(Figure 4C). Myxopyronin, a bacterial RNAP inhibitor docked onto nsp12 in another study
alongside RIFs [54], did not shown any inhibition (data not shown). Small molecule
inhibitors are poorly soluble in water and, in our experiments, the solvent (DMSO) was
used as a control. We found that, in contrast to E. coli RN AP that tolerates 20% DMSO, RNA
synthesis by SARS-CoV-2 RdRp is inhibited by DMSO above 2%, complicating evaluation
of drug candidates.

We next tested whether RNA binding is inhibited by these natural products using
a gel shift assay with the same RNA scaffold as employed for the RNA extension assay
(Figure 4D). As shown previously [53], SUR prevented the formation of RARpeRNA com-
plex. By contrast, neither RFB nor FDX had any effect.

Since RFB and FDX are predicted to bind at the RdRp/NiRAN interface, it is possible
that they may alter the function of the NiRAN active site. However, neither FDX nor
RFB inhibited transfer of the 3*P-GMP to nsp9 (Figure 4E). The lack of the effect of SUR
is consistent with the location of its binding sites on nspl2 and the apparent lack of
conformational changes in RdARpeSUR complex [53].

To test the antiviral activity of FDX and RFB in a cell-based assay, we infected Vero E6
cells with SARS-CoV-2 WAL strain in the presence of increasing concentrations of FDX or
RFB. We found that both compounds completely inhibited SARS-CoV-2 infectious virus
production at the highest concentration tested (Figure 4F), which for each compound
maintained cell viability above 80% (data not shown). This demonstrates the antiviral
efficacy of both compounds, although RFB had greater efficacy, reaching near-complete
inhibition at 40 uM vs. 200 uM required for FDX. Consistent with these findings, a recent
cellular reporter assay demonstrated inhibition of SARS-CoV-2 RdRp by rifampicin [33].
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Figure 4. Inhibition of RNA synthesis by SARS-CoV-2 RdRp holoenzyme by small molecules.
(A) A hypothetical hotspot (blue) at the interface of RARp and NiRAN (PDB ID: 7CYQ) identified
by in silico docking. (B) Structures of rifabutin (RFB), rifapentine (RPN), and fidaxomicin (FDX),
inhibitors of bacterial RNAP that were docked into the hotspot. (C) RNA extension assay in the
presence of indicated concentrations of RFB, RPN, FDX, and SUR; RdRp extends the 29-nt RNA
hairpin to produce the 39- and 40-mer RNAs. In all assays, DMSO was used as a “no-inhibitor”
control. (D) Electrophoretic mobility shift assay with the scaffold RNA used in C. The positions of
free and RdRp-bound RNAs are indicated. (E) RFB, RPN, FDX, and SUR have no effect on nsp9
modification assayed as in Figure 2C. (F) Inhibition of SARS-CoV-2 infection. Vero E6 cells were
infected with SARS-CoV-2 WAL strain at MOI 0.01 in the presence of indicated concentrations of
compounds. Viral titers were determined 24 h later by TCIDsg using the Reed and Muench method.

RIFs and FDX are natural products identified as inhibitors of bacterial RNA synthesis,
so their modest effects on SARS-CoV-2 RdRp are perhaps not surprising, but synthetic
chemistry approaches have been used to modify both classes of molecules [55-57]. In the
absence of an experimental structure of SARS-CoV-2 RdRp bound to either FDX or RIFs, we
decided to use mutagenesis to probe their contact sites identified in silico [26]. Although
we were concerned that very diverse molecules were predicted to bind to the same site at
the NiRAN-RdRp interface (Figure 5A), inhibitors of bacterial RNAP are known to exert
their effects by binding to interdomain surfaces [58]. We selected six residues modeled to
make contacts to both FDX and RFB, Tyr32, Tyr129, Asn138, and Thr141 in the NiRAN
domain and Ser709 and Asn781 in RdRp (Figure 5A). Since both ligands are large and
could make many contacts, we used non-conservative replacements that alter side-chain
size to maximize potential effects. We found that all mutant nsp12s retained RNA synthesis
activity (Figure 5B), although reduced relative to the wild-type enzyme; the N138W RdRp
displayed the largest defect. We then tested the mutant enzymes’ response to intermediate
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concentrations of RFB and FDX selected to observe changes in either direction; we used
SUR, which binds to two sites distinct from the hotspot [53] as a control. We found that none
of the selected nsp12 substitutions conferred resistance to RFB or FDX, and N138W was
hypersensitive, in line with the general loss of activity in this mutant enzyme. Therefore,
we conclude that the binding site/pose identified by in silico docking is incorrect.

Residue Cons. score
Y32 0.29
Y129 0.97
N138 0.58
T141 0.77
S709 0.80
) N781 0.42
Conservation
B (s To
inhibitor [ 2 X% |E2X% (20X ([E@X% |25 | SPXx% | E2X%
cXuww cXuww cXuww cXww cXww cXuww cXuww
40 :—--.__. =t
% - :: o ——— | —-—— - ——
29 e
-
& . e - - - o
extended | 3283 | 8832 |893K | 5238 (83383223 | 538
RNA ocooocoo | oocooo|locoocoo | oocoo cooo| oo oo oo oo
RdRp WT S709R Y129A Y32A T141F N138W N781Y

Figure 5. Analysis of the hypothetical hotspot. (A) Residues modeled to interact with both FDX
and RFB are shown as spheres on the structure of the replicating RdRp (PDB ID: 6YYT), with colors
reflecting their conservation scores calculated as described in [23] and shown in the table on the right.
(B) Effects of substitutions of hotspot residues on RNA synthesis and its inhibition by RFB (100 uM),
FDX (30 uM), and SUR (2 uM). A representative gel of 3—4 repeats is shown.

3. Discussion

Joining many colleagues, in 2020 we initiated mechanistic studies of the SARS-CoV-2
RNA synthesis and embarked on a quick search for non-NA drugs that could be deployed
against COVID-19. Lacking expertise in drug discovery, we decided to test several hypo-
thetical inhibitors of RdRp identified in silico by others and readily available to us. We
quickly found that two commonly used antibiotics targeting bacterial RNAP, FDX, and
RFB, inhibited RNA synthesis by SARS-CoV-2 RdRp, albeit weakly. However, our failed
attempts to validate their hypothetical binding site [26] made us realize the challenges
that arise during the docking of small molecules into dynamic protein complexes and, by
extension, drug discovery or repurposing campaigns utilizing docking against such targets.

The COVID-19 pandemic has prompted hundreds, if not thousands, of such virtual
screening campaigns aimed at repurposing FDA-approved drugs and other commonly
used molecules (e.g., food supplements) as antivirals [14]. Repurposing is sometimes
viewed as an inferior short-cut to drug development, unable or unlikely to deliver the
“best in class” molecule [59]. However, these calculations change during a pandemic when
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even modest improvements in treatment options could save thousands of lives. Based on
existing clinical safety data, FDA-approved drugs can bypass the first phase of clinical
trials, reducing costs and time to deployment.

Antiviral drugs can be categorized into two kinds: those that act directly against the
pathogen, by targeting some essential component of its viral machinery (i.e., direct acting
antivirals), versus those that act indirectly, by targeting some component of the host’s
cellular machinery required for infection (i.e., host-based antivirals). Approaches to drug
discovery, whether the identification of novel therapeutics or the repurposing of existing
ones for different or additional contexts, can similarly be divided into two types. The first
seeks to determine a druggable target, whether an antigen or a molecule in the infected
organism with which an antigen interacts; the second attempts, given a known or putative
target, to find a suitable drug against it. The criteria for such suitability obviously include
efficacy and safety. Here, focusing on direct acting antivirals, we discuss each kind of
approach in the light of findings by us and others, in a “bad news first” fashion, concluding
with positive reassessments and recommendations.

3.1. Identification of Druggable Targets

Among the components of SARS-CoV-2 itself, the focus has been predominantly on
RdRp and the main 3CL protease (MP™): these enzymes are indispensable for the SARS-
CoV-2 replicative cycle and most viral inhibitors target either polymerases or proteases,
making for straightforward repurposing and a greater likelihood of discovering a “best
in class” inhibitor. The RNA synthesis active site (AS1) within RdRp is particularly
attractive, because the chemistry of the nucleotide addition reaction involved is well-
understood and the active sites are conserved across RNA viruses, yet different from
cellular enzymes [7]. Furthermore, many NAs already exist, some of which also inhibit
reverse transcriptases [3,60]. Finally, given that RdRp is the only protein present in all
RNA viruses, there exists the tantalizing possibility that a BSAA might be found or created
within the chemical space of NAs. Therefore, NAs have quite understandably risen to the
forefront of drug discovery efforts against SARS-CoV-2 [60]. The presence of a second
essential NTP-dependent active site (AS2) in the NiRAN domain raised hopes that a
“dual-target” inhibitor that effectively competes with natural nucleotides in both active
sites can be found.

The bad news is that, from our perspective, no therapeutically suitable BSAAs effective
against RdRp of all RNA viruses are likely to exist. Although the RdRp AS1 geometry
is highly conserved across RNA viruses, the remainder of the enzyme is quite diverse.
Consequently, any inhibitor binding outside of the active site is unlikely to be effective
beyond the most closely related viruses. That only leaves candidates that bind to AS1,
and these will almost exclusively be NAs, given the highly stringent molecular recogni-
tion of cognate NTPs required for an RdRp to quickly and processively transcribe the
viral genome.

Although NA triphosphates are certainly effective against viral enzymes, they can
also inhibit cellular and mitochondrial polymerases, since they all perform catalysis in
fundamentally similar ways [61]. The mechanism by which a given NA inhibits a particular
polymerase depends on whether the aberrant RNA can be extended after incorporation;
whether the misincorporated NA is recognized by the enzyme as an error; and whether
a proofreading mechanism that can correct the error exists. While some NAs trigger
immediate termination, others do not block RNA synthesis after their (monophosphate)
incorporation, and their presence in the product RNA causes lethal mutagenesis during
subsequent replication or transcription of the product [16]. Similar to multi-subunit cel-
lular RNAPs, and unlike most viral RdRps, the SARS-CoV-2 enzyme uses a proofreading
mechanism, which depends on ExoN, to correct errors in RNA synthesis [62]. However,
not all incorporated NAs are seen as erroneous, and some were reported to be resistant
to ExoN [12]. These stealthy NAs will be most successful against the virus but could also
permanently mutate host genomes and/or lead to teratogenicity or embryotoxicity [63].



Molecules 2022, 27, 3815

11 of 19

Both nuclear RNAPII and mitochondrial RNAP readily incorporate diverse NAs, yet while
RNAPII can proofread some (but not all) errors, the mitochondrial RNAP lacks proofread-
ing capabilities, explaining why cellular toxicity of NAs correlates with their utilization by
human mitochondrial enzyme [64].

Such concerns have recently drawn intense interest due to FDA emergency use autho-
rization of molnupiravir for treatment of COVID-19 [63]. Molnupiravir monophosphate is
readily incorporated by RdRps, causing lethal mutagenesis, and is thus effective against
diverse viruses (see [65] and references therein). However, molnupiravir is also a good
substrate for other enzymes: its active principle, 3-d-N4-hydroxycytidine (NHC), causes
transition mutations [66], and its ribonucleotide form, rNHC, can mutate host genomes
as well as viral ones [67]. We agree with Waters et al. [63] that the case of molnupiravir is
complicated: even if the available evidence regarding its short-term safety for patients were
unequivocally reassuring, the possibility of adverse long-term consequences cannot be
precluded, as shown by adverse effects of retroviral inhibitors that continue to emerge even
after decades of use in clinical practice [3]. At a minimum, when evaluating any NA as a
therapeutic candidate, empirical verification must be obtained that the NA itself, and all its
metabolic products, is either not incorporated or is subsequently excised by proofreading
activity associated with each relevant host polymerase. It is important to note that even
if a particular NA is ineffective or unsuitable as a drug, it could be a valuable tool for the
analysis of the RdRp and NiRAN mechanisms.

The good news is that more limited BSAAs may well exist. One obvious possibility
is that inhibitors of AS2 should prove effective against most, if not all, nidoviruses. We
showed that NMPylation is inhibited by bisphosphonates [20], one of which (foscarnet)
is an FDA-approved antiviral [3], and by diverse NAs. Far greater degree of substrate
promiscuity (as compared to AS1) and the higher solvent accessibility of AS2 suggest that
the NiRAN is also a worthwhile, and perhaps preferable, therapeutic target. Given the
off-target effects discussed above, we view it as a positive that the best inhibitors of AS1,
e.g., RDV-TP, are the worst competitors for AS2. Rather than dashing hopes of dual-target
inhibitors, this fact raises the possibility of highly effective and specific inhibitors.

3.2. Identification of Target-Specific Inhibitors

Once a druggable target has been identified, candidate inhibitors must be identified
and prioritized for the in vitro and in vivo validation of safety and efficacy that are pre-
requisites for regulatory approval. Given the immense chemical space of possible small
molecules, a common first step in this triaging process is the high-throughput virtual
screening of libraries of such compounds in a process called molecular docking.

Docking methodologies treat the question of receptor-ligand binding as fundamentally
thermodynamic in nature. Therefore, they first seek the most energetically favorable
binding location and orientation (“pose”) for each ligand on a given receptor, and they
then rank (“score”) the ligands in the order of their affinities of binding thus predicted [68].
Since exact calculations of these free energies are computationally intractable, researchers
have always utilized approximations and constraints, some of which have increasingly
been relaxed as hardware has accelerated and methods were augmented. For example,
while the earliest docking studies invariably treated both ligands and receptors as rigid
bodies, flexible modeling of ligands has become routine [29], and more recent techniques,
such as the generation of conformational ensembles via molecular dynamics simulation,
have introduced flexibility for receptors as well. Other methodological improvements have
tackled particularly challenging questions, such as entropic contributions to free energies
of binding and the effects of solvent structure and ligand solvation [29,68]. Within the last
decade, qualitatively different advances have been achieved using artificial intelligence [59],
for instance deep- and machine-learning algorithms have generated drug-target interaction
network graphs [69] that successfully predicted the effectiveness of dexamethasone in
reducing fatality of COVID-19 [70].
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The bad news is that exceptionally dynamic proteins, such as SARS-CoV-2 RdRp,
present challenges for the very axioms of in silico studies. Obviously, both AS1 and AS2
could be used to interrogate potential ligands, but neither active site is fully formed in the
absence of a substrate: e.g., AS1 lacks the catalytic Mg?" ion and AS2 can bind substrates
in different orientations [12,35,42]. Thus, the choice of a receptor structure is not obvious
even when targeting either one of SARS-CoV-2 nsp12 active sites, and many other potential
targets exist in the multi-subunit transcription-replication complex.

The good news is that despite these difficulties, in silico screening campaigns have
borne fruit: many small-molecule inhibitors whose candidacies they have predicted have
been experimentally validated as effective against SARS-CoV-2 and COVID-19. This is
true even when, as has often been the case, the predicted binding site was incorrect. Our
exploration of FDX and RFB as potential RdRp inhibitors was prompted by a study in
which these (and several other) molecules were docked in a site on nsp12 located far from
the regions that contact RNA and nsp7 and nsp8 subunits, mid-way between the two active
sites [26]. A small molecule bound to this hotspot could interrupt in allosteric crosstalk
between the active sites and may alter catalysis in either site. The original docking study
did not allow either ligand or receptor flexibility, which may well have altered the optimal
poses it therefore predicted, and thus we were not surprised to find that substitutions of the
hotspot residues did not confer resistance to either inhibitor, even when large side chains
were introduced to sterically block their binding (Figure 5). Thus, our discovery that FDX
and RFB inhibit SARS-CoV-2 RdRp can be considered serendipitous.

Another recent example of a SARS-CoV-2 inhibitor “mis-discovered” based on virtual
screening of the DrugBank library is cobicistat. Identified as a potential inhibitor of MP™ by
docking, cobicistat was found to inhibit viral replication in cell culture, yet it did not inhibit
the protease activity [71]. Post facto molecular dynamics provided a likely explanation
for the mismatch, arguing that a more thorough initial docking analysis would have not
selected cobicistat as an MP'® ligand. Thus, although more sophisticated docking protocols
can in principle improve the target-ligand prediction, in this case, the effectiveness of
cobicistat on SARS-CoV-2 would have been missed.

How and why;, then, are these in silico studies stumbling upon successful candidates?
Part of the reason is that many drugs bind to non-specific targets, which may be quite
distinct from their primary targets. This promiscuity is likely driven by commonalities
of molecular shapes even among very divergent proteins. SUR, an antiparasitic drug,
was also shown to inhibit entry or replication of diverse viruses through contacts to viral
proteins [72,73]. SUR binds to two separate sites in RdRps from SARS-CoV-2 and human
norovirus but, even though RdRp is the most conserved viral protein, the SUR-binding sites
on these enzymes are not conserved [53,74]. FDX and RIFs bind to distinct sites on bacterial
RNAP [27] but also bind to viral proteins to interfere with the viral life cycle in cells [32,52].
We observed RdRp inhibition by FDX and RFB in a minimal in vitro RNA synthesis assay
(Figure 4C), implying that these molecules exert their effects through direct contacts to
RdRp. Presumably, the same effects underlie inhibition of SARS-CoV-2 replication by FDX
and RFB (Figure 4F) and by rifampin [33] in cell culture, but this remains to be determined.
At present, we have no reason to think that FDX and RFB bind to the same site, or even
the same subunit, of RARp, and identification of their binding sites and the mechanisms of
action would necessitate targeted analysis in the future, which we are pursuing.

These examples suggest that, since the list of FDA-approved drugs is just over
4000 compounds [75], antiviral or biochemical screens of physical drug stockpiles might
have been wiser than in silico ones in this case. Even when a high-throughput assay is
lacking, a low-throughput screen can be fruitful, as illustrated by a study of SARS-CoV-2
proofreading exonuclease ExoN, in which in vitro analysis of just 19 candidates identified
three micromolar inhibitors, among which ebselen, a promiscuous protein binder and a
known inhibitor of the main CoV protease, was the most potent, with an ICs of ~3 M [76].
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3.3. Conclusions and Perspectives

First, what is the impact of the results we are reporting here? While we have shown
that FDX and RFB are poor inhibitors in vitro and in cell culture (Figure 4), these scaffolds
represent a potential path to effective antivirals. A long drought in antibacterial discovery
together with a rapid rise in resistance stimulated improvements of existing antibiotics,
and FDX and RIFs have been chemically modified to improve/expand their antibacterial
activities and to amend undesirable features, such as low solubility of FDX [55] and
activation of human pregnane X receptor by RIFs [57]. These improvements were guided
by high-resolution structures of complexes with their target, bacterial RNAP [77-80], and
similar information would be required to improve antiviral properties of FDX and RFB.
Once the binding site is identified, a systematic medicinal chemistry campaign could
lead to identification of inhibitors with higher potency and increased water solubility,
a serious hurdle with SARS-CoV-2 RdRp (see Results). RIFs are particularly attractive
lead molecules—they have been used as front-line drugs against tuberculosis for decades
despite two shortcomings, accumulation of resistance mutations in the target rpoB gene and
off-target effects in human cells [81]. To address these issues, hundreds of RIF derivatives
have been synthesized [56,57] to increase their potency against bacterial RNAPs (including
the common resistant mutants) while reducing unwanted side effects. While the latter
efforts would benefit development of safe antivirals, the specific chemical modifications
that improve RIF binding to bacterial RNAPs are extremely unlikely to do the same for
RdRp; suitable “viral” analogs of such modifications would need to be discovered.

Second, what have we learned that is more broadly applicable, beyond these inhibitors
and SARS-CoV-2 RdRp per se? While findings by us and others underscore the limitations
of in silico approaches to identify inhibitors of this enzyme, progress is being made in this
and other directions. Without a doubt, advances in docking and machine learning will
lead to improved identification of potential leads, but the task is likely to remain daunting
with highly dynamic enzymes which undergo conformational changes upon binding to
substrates and other small molecules or to accessory proteins. This is because the entire
approach of docking, even as it is being generalized to the “dynamic” case, does not really
answer the fundamental question: what is the physiologically relevant effect of binding of a
particular ligand to a particular receptor? For orthosteric ligands that bind to an active site
the relevance is clear, but for allosteric ligands the effect cannot be predicted from a simple
free energy of binding [82]. The available data argue that SARS-CoV-2 RdRp [23,24,42] and
ExoN [83] are subject to allosteric control.

Furthermore, while virtual screening is necessary to evaluate millions of compounds
as potential novel antivirals, its value for drug repurposing now appears questionable. Just
the few examples listed here support a notion that traditional, activity-based screening
may identify promising inhibitors of SARS-CoV-2, and other pathogens, among the known
drugs that underwent safety assessment in clinical trials. Since the space of FDA-approved
drugs is so small, low- and medium-throughput approaches are tractable. We therefore
advocate a paradigm shift in the conduct of such repurposing campaigns. First, the rapid
development and standardization of simple and inexpensive in vitro and in vivo assays
should be prioritized. Standardization is particularly important, since many relevant ob-
servables, e.g., IC5 data, are dependent on the protocol of the assay [84], as has been shown
by the inconsistencies of COVID-19 cell-based study findings across different cell lines [14],
compounded by differences among cell types. Second, libraries of all FDA-approved drugs
should be assembled and maintained as a physical DrugBank to facilitate investigations
of their candidacies against any new pathogens. While amassing such stockpiles is pro-
hibitively expensive for a single academic lab, it is entirely feasible for major research
universities and institutes and public health agencies. If such drug banks were stored
and distributed in a cooperative fashion, this would not only support logistical resilience
but also allow for the involvement of greater numbers of researchers, increasing the like-
lihood of reproducible results and reducing the likelihood that a promising candidate is
inadvertently rejected due to an experimental error or oversight.
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These considerations apply to the “known target” kind of drug discovery. What
improvements can be made to the “unknown target” kind? We are heartened by the
development of knowledge-driven approaches to target identification, such as the Al-
assisted construction and analysis of drug—target interaction networks discussed above,
and we hope that researchers from all fields will contribute to the continued advancement of
these methodologies. Indeed, the NiRAN domain is a perfect illustration of the usefulness
of such work: its existence and indispensability were initially hypothesized as a result
of bioinformatic analysis [34] and then validated by biochemical experiments [19]; only
belatedly have researchers begun to appreciate its suitability as a target for antivirals.
Greater integration of our understanding of underlying physiological processes, e.g., viral
entry into host cells and subsequent immune responses, into drug-discovery pipelines
could prove revolutionary, particularly for the identification of host susceptibilities and
suitable shields to protect them. It is important to appreciate the profound variability
of human physiology; to give just one pertinent example, mitochondrial toxicity may be
selectively associated with some genotypes, and consequently drugs that are toxic to some
could be much safer for others [64].

The COVID-19 pandemic has produced many new drug “discoverers”; perhaps most
of them, including ourselves, never envisioned undertaking such exploration. Certainly,
few can make significant contributions to the development of computational chemistry
methods involved in classical in silico drug discovery. However, scientists from many
fields—virology, enzymology, and immunology, to name but a few—can lend their knowl-
edge to this revolution. We encourage our colleagues across all these disciplines to do so,
drawing on these experiences and lessons to fundamentally rethink how we approach drug
discovery, for all existing diseases—and the next pandemic.

4. Materials and Methods
4.1. Expression Vectors and Protein Purification

Plasmids used in this study are listed in Table S1. Expression vectors for wild-type
SARS-CoV-2 nsp7/8/9/12 proteins were described previously [24], and the nsp12 mutant
plasmids were constructed by standard molecular biology approaches with restriction and
modification enzymes from New England Biolabs (Ipswich, MA, USA), taking advantage
of the existing or silent restriction sites engineered into the nsp12 coding sequence. DNA
oligonucleotides for vector construction and sequencing were obtained from Millipore
Sigma (Burlington, VT, USA). Sequences of all plasmids were confirmed by Sanger se-
quencing at the Genomics Shared Resource Facility (The Ohio State University) and will be
available upon request.

The expression and purification of nsp7/8/9 were performed as described previ-
ously [24]. Nspl2 variants were overexpressed in E. coli BL21 (DE3) cells (Novagen,
Darmstadt, Germany, Cat#69450). Cells were cultured in terrific broth (Research Products
International (RPI), Mount Prospect, IL, USA, Cat#T15000) at 37 °C to an ODgg of ~0.6 and
the temperature was lowered to 16 °C. Expression was induced with 0.1 mM isopropyl-1-
thio-f3-D-galactopyranoside (IPTG; Goldbio, St. Louis, MO, USA, Cat#12481C25) overnight.
Induced cells were harvested by centrifugation at 8000x g for 10 min at 4 °C and re-
suspended in 50 mM HEPES, pH 7.5, 300 mM KCl, 5% glycerol, 2 mM MgCl,, 1 mM
phenylmethylsulfonyl fluoride (PMSF; ACROS Organics, Geel, Belgium, Cas#329-98-6),
10 mM imidazole, 10 mM (3-ME, and lysed by sonication. The cleared lysate was applied to
Ni?*-NTA resin (Cytiva), washed with 50 mM HEPES, pH 7.5, 300 mM KCl, 5% glycerol,
2 mM MgCl,, 10 mM (-ME, 0.1 mM PMSF, 50 mM imidazole, and eluted with 50 mM
HEPES, pH 7.5, 50 mM KCl, 5% glycerol, 2 mM MgCl,, 10 mM (-ME, 0.1 mM PMSF,
500 mM imidazole. The eluted protein was further purified by Resource Q (Cytiva, Marl-
borough, CT, USA, Cat#17117701) with linear elution between Q-buffer A (50 mM HEPES,
pH 7.5, 5% glycerol, 2 mM MgCl,, 10 mM (-ME) and Q-buffer B (50 mM HEPES, pH 7.5,
1 M KCl, 5% glycerol, 2 mM MgCl,, 10 mM (3-ME). Then the fusion protein was treated with
SUMO protease at 4 °C in 50 mM HEPES, pH 7.5, 300 mM KCl, 5% glycerol, 2 mM MgCl,,
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1 mM Tris(2-carboxyethyl)phosphine (TCEP; Sigma, Cat#C4706). After an overnight treat-
ment, protein was supplemented with 20 mM imidazole and passed through Ni**-NTA
resin. The untagged protein was applied to the Superdex 200 increase 10/300 GL column
(Cytiva, Cat#28990944) in 50 mM HEPES, pH 7.5, 300 mM KCl, 5% glycerol, 2 mM MgCl,,
2 mM DTT. Peak fractions were assessed by SDS-PAGE and Coomassie staining. Purified
proteins were assessed for non-specific RNAse activity and stored at —80 °C.

4.2. NMPylation Assays

For competition assays with nucleotide analogs, 10 pl reactions containing 0.5 pM
nsp12 and 5 uM nsp9 in NMPylation buffer (25 mM HEPES, pH 7.5, 15 mM KCl, 5% glyc-
erol, 1 mM MgCl,, 1 mM DTT) were incubated at 37 °C for 5 min. Then, 25 uM GTP (Cytiva,
Cat#27202501), 1 uCi [o>*P]-GTP (PerkinElmer, Waltham, MA, USA, Cat#BLU006H250UC),
and different concentrations of competitors were added to start the reaction. We used
commercial remdesivir triphosphate (MedChemExpress, Monmouth Junction, NJ, USA,
Cat#(GS443902), 2'-Azido-2'-deoxyguanosine-5'-triphosphate (Trilink Biotechnologies, San
Diego, CA, USA, Cat#N-1063), 2’-Azido-2'-deoxyuridine-5'-triphosphate (Trilink Biotech-
nologies, Cat#N-1029), and GTP (Cytiva, Cat#27202501). Diphosphates and triphosphates
of AT-527 and sofosbuvir were synthesized at Gilead Scientific. For small molecule in-
hibitors, 10 pL reaction containing 0.5 uM nsp12, 5 pM nsp9 in NMPylation buffer was
incubated with inhibitor at indicated concentration at 37 °C for 5 min prior to the addition
of 25 uM GTP+[«32P]-GTP. Sources and structural analysis of rifapentine and rifabutin
were described in [79]; other inhibitors were fidaxomicin (MedChemExpress, Cat# HY-
17580), rutin (Sigma, Cat#R5143), tobramycin (Sigma, Cat#14014), and suramin (Sigma,
Cat#52671). Following 10 min incubation, reactions were stopped with 4x LDS Sample
Buffer (Genscript, Piscataway, NJ, USA, Cat#M00676) supplied with 25 mM EDTA.

4.3. RNA Extension Assays

An RNA oligonucleotide GA1 (5’ -AAAAGAAAAGACGCGUAGUUUUCUACGCG-
3’) with Cyanine 5.5 at the 5'-end was obtained from Millipore Sigma. Prior to the reaction,
the RNA was annealed in 25 mM HEPES, pH 7.5, 50 mM KCI by heating to 75 °C and
then gradually cooling to 4 °C. Reactions were carried out at 37 °C. 500 nM nsp12 variant,
1 uM Nsp7, 1.5 uM Nsp8, and inhibitors were incubated in the transcription buffer (25 mM
HEPES, pH 7.5, 15 mM KCl, 5% glycerol, 1 mM MgCl,, 1 mM DTT) for 3 min at 37 °C.
Following the addition of the RNA scaffold (100 nM final) and NTPs (UTP and CTP, 150 uM
final), reactions were incubated for 15 min and quenched with an equal volume of 2 x stop
buffer (8 M Urea, 20 mM EDTA, 1x TBE, 0.2% bromophenol blue).

4.4. Electrophoretic Mobility Shift Assays

1 uM holo-RdRp (nsp12:nsp7:nsp8 = 1:2:4) in transcription buffer was incubated with
inhibitors at indicated concentrations at 30 °C for 5 min. Then 100 nM GA1 RNA scaffold
was added. After 10 min incubation, reactions were mixed with 10X loading buffer (30%
glycerol, 0.2% Orange G) and ran on a 3% agarose gel in 0.5x TBE on ice. The gel was
visualized by Typhoon FLA9000 (GE Healthcare, Piscataway, NJ, USA).

4.5. Cell-Based Viral Infectivity Assays

Vero E6 cells were plated in 48-well plates at 1 x 10° cells/well and allowed to attach
overnight. Cells were infected with SARS-CoV-2 WAL strain at MOI 0.01 for one hour
at 37 °C before the inoculum was removed, wells were washed twice with PBS, and
increasing concentrations of compounds or DMSO as vehicle control were added to the
wells. Infection was allowed to proceed for 24 h before harvesting supernatants. Viral titers
were determined by tissue culture infectious dose 50 (TCIDsp) using the Reed and Muench
method [85].
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4.6. Sample Analysis

Protein samples were heated for 4 min at 95 °C and separated by electrophoresis in
4-12% SurePAGE gels (Genscript, Cat#M00654). RNA samples were heated for 2.5 min at
95 °C and separated by electrophoresis in denaturing 9% acrylamide (19:1) gels (7 M
Urea, 0.5x TBE). The gels were visualized and quantified using Typhoon FLA9000 (GE
Healthcare) and Image Quant. All assays were carried out in triplicates. The means and
standard deviation (SD) were calculated by Excel (Version 2205 Build 16.0.15225.20172,
Microsoft, Redmond, WA, USA).

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390 /molecules27123815/s1, Table S1: Plasmids.

Author Contributions: Conceptualization, BW., D.S. and I.A.; data acquisition B.W., D.B. and
I.A.; supervision, C.E.W. and I.A.; preparation of figures, B.W., C.E.W. and L.A.; preparation of the
manuscript draft, D.S. and I.A.; manuscript editing, all authors. All authors have read and agreed to
the published version of the manuscript.

Funding: Ohio State University Office of Research and National Institutes of Health GM067153 to
I.A ; the University of Michigan Biological Sciences Scholars Program to C.E.-W.

Institutional Review Board Statement: Viral replication assays were performed at the University of
Michigan under Biosafety Level 3 (BSL3) protocols in compliance with containment procedures in
laboratories approved for use by the University of Michigan Institutional Biosafety Committee and
Environment, Health and Safety.

Informed Consent Statement: Not applicable.
Data Availability Statement: Data reported here are contained within the article and Supplementary Materials.

Acknowledgments: We are grateful to Joy Feng at Gilead Sciences for providing nucleotide analogs
used in our studies and for helpful comments on the manuscript.

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

References

1.  UNAIDS. Available online: https://www.unaids.org (accessed on 2 June 2022).

2. Johns Hopkins Coronavirus Resource Center. Available online: https://coronavirus.jhu.edu (accessed on 2 June 2022).

3. DeClercq, E; Li, G. Approved Antiviral Drugs over the Past 50 Years. Clin. Microbiol. Rev. 2016, 29, 695-747. [CrossRef] [PubMed]

4.  Siegel, D.; Hui, H.C.; Doerffler, E.; Clarke, M.O.; Chun, K.; Zhang, L.; Neville, S.; Carra, E.; Lew, W.; Ross, B.; et al. Discovery and
Synthesis of a Phosphoramidate Prodrug of a Pyrrolo[2,1-f][triazin-4-amino] Adenine C-Nucleoside (GS-5734) for the Treatment
of Ebola and Emerging Viruses. J. Med. Chem. 2017, 60, 1648-1661. [CrossRef] [PubMed]

5. Huchting, J. Targeting viral genome synthesis as broad-spectrum approach against RNA virus infections. Antivir. Chem. Chemother.
2020, 28, 2040206620976786. [CrossRef] [PubMed]

6.  Picarazzi, F,; Vicenti, I.; Saladini, F.; Zazzi, M.; Mori, M. Targeting the RdRp of Emerging RNA Viruses: The Structure-Based Drug
Design Challenge. Molecules 2020, 25, 5695. [CrossRef]

7. Peersen, O.B. A Comprehensive Superposition of Viral Polymerase Structures. Viruses 2019, 11, 745. [CrossRef]

8. Parvathaneni, V.; Kulkarni, N.S.; Muth, A.; Gupta, V. Drug repurposing: A promising tool to accelerate the drug discovery
process. Drug Discov. Today 2019, 24, 2076-2085. [CrossRef]

9.  Vicenti, I.; Zazzi, M.; Saladini, F. SARS-CoV-2 RNA-dependent RNA polymerase as a therapeutic target for COVID-19. Expert
Opin. Ther. Pat. 2021, 31, 325-337. [CrossRef]

10. Wahl, A,; Gralinski, L.E.; Johnson, C.E.; Yao, W.; Kovarova, M.; Dinnon, K.H., 3rd; Liu, H.; Madden, VJ.; Krzystek, HM.; De, C.;
et al. SARS-CoV-2 infection is effectively treated and prevented by EIDD-2801. Nature 2021, 591, 451-457. [CrossRef]

11.  Shannon, A.; Selisko, B.; Le, N.T.; Huchting, J.; Touret, F.; Piorkowski, G.; Fattorini, V.; Ferron, F.; Decroly, E.; Meier, C.; et al.
Rapid incorporation of Favipiravir by the fast and permissive viral RNA polymerase complex results in SARS-CoV-2 lethal
mutagenesis. Nat. Commun. 2020, 11, 4682. [CrossRef]

12.  Shannon, A.; Fattorini, V.; Sama, B.; Selisko, B.; Feracci, M.; Falcou, C.; Gauffre, P; El Kazzi, P; Delpal, A.; Decroly, E.; et al. A dual
mechanism of action of AT-527 against SARS-CoV-2 polymerase. Nat. Commun. 2022, 13, 621. [CrossRef]

13. Jockusch, S.; Tao, C.; Li, X.; Chien, M.; Kumar, S.; Morozova, 1.; Kalachikov, S.; Russo, J.J.; Ju, J. Sofosbuvir terminated RNA is
more resistant to SARS-CoV-2 proofreader than RNA terminated by Remdesivir. Sci. Rep. 2020, 10, 16577. [CrossRef] [PubMed]

14. Mslati, H.; Gentile, F; Perez, C.; Cherkasov, A. Comprehensive Consensus Analysis of SARS-CoV-2 Drug Repurposing Campaigns.

J. Chem. Inf. Model. 2021, 61, 3771-3788. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/molecules27123815/s1
https://www.mdpi.com/article/10.3390/molecules27123815/s1
https://www.unaids.org
https://coronavirus.jhu.edu
http://doi.org/10.1128/CMR.00102-15
http://www.ncbi.nlm.nih.gov/pubmed/27281742
http://doi.org/10.1021/acs.jmedchem.6b01594
http://www.ncbi.nlm.nih.gov/pubmed/28124907
http://doi.org/10.1177/2040206620976786
http://www.ncbi.nlm.nih.gov/pubmed/33297724
http://doi.org/10.3390/molecules25235695
http://doi.org/10.3390/v11080745
http://doi.org/10.1016/j.drudis.2019.06.014
http://doi.org/10.1080/13543776.2021.1880568
http://doi.org/10.1038/s41586-021-03312-w
http://doi.org/10.1038/s41467-020-18463-z
http://doi.org/10.1038/s41467-022-28113-1
http://doi.org/10.1038/s41598-020-73641-9
http://www.ncbi.nlm.nih.gov/pubmed/33024223
http://doi.org/10.1021/acs.jcim.1c00384
http://www.ncbi.nlm.nih.gov/pubmed/34313439

Molecules 2022, 27, 3815 17 of 19

15.
16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Hillen, H.S. Structure and function of SARS-CoV-2 polymerase. Curr. Opin. Virol. 2021, 48, 82-90. [CrossRef] [PubMed]
Malone, B.; Campbell, E.A.; Darst, S.A. CoV-er all the bases: Structural perspectives of SARS-CoV-2 RNA synthesis. Enzymes
2021, 49, 1-37. [CrossRef]

Bera, S.C.; Seifert, M.; Kirchdoerfer, R.N.; van Nies, P.,; Wubulikasimu, Y.; Quack, S.; Papini, ES.; Arnold, J.J.; Canard, B.;
Cameron, C.E,; et al. The nucleotide addition cycle of the SARS-CoV-2 polymerase. Cell Rep. 2021, 36, 109650. [CrossRef]

Yan, L.; Ge, J.; Zheng, L.; Zhang, Y.; Gao, Y.; Wang, T.; Huang, Y,; Yang, Y.; Gao, S.; Li, M.; et al. Cryo-EM Structure of an Extended
SARS-CoV-2 Replication and Transcription Complex Reveals an Intermediate State in Cap Synthesis. Cell 2021, 184, 184-193.e110.
[CrossRef]

Slanina, H.; Madhugiri, R.; Bylapudi, G.; Schultheiss, K.; Karl, N.; Gulyaeva, A.; Gorbalenya, A.E.; Linne, U.; Ziebuhr, J.
Coronavirus replication-transcription complex: Vital and selective NMPylation of a conserved site in nsp9 by the NiRAN-RdRp
subunit. Proc. Natl. Acad. Sci. USA 2021, 118, €2022310118. [CrossRef]

Wang, B.; Svetlov, D.; Artsimovitch, I. NMPylation and de-NMPylation of SARS-CoV-2 nsp9 by the NiRAN domain. Nucleic.
Acids Res. 2021, 49, 8822-8835. [CrossRef]

Conti, B.J.; Leicht, A.S.; Kirchdoerfer, R.N.; Sussman, M.R. Mass spectrometric based detection of protein nucleotidylation in the
RNA polymerase of SARS-CoV-2. Commun. Chem. 2021, 4, 41. [CrossRef]

Park, G.J.; Osinski, A.; Hernandez, G.; Eitson, J.L.; Majumdar, A.; Tonelli, M.; Henzler-Wildman, K.; Pawlowski, K.; Chen, Z,;
Li, Y.; et al. The mechanism of RNA capping by SARS-CoV-2. bioRxiv 2022. [CrossRef]

Wang, B.; Svetlov, V.; Wolf, Y.I.; Koonin, E.V,; Nudler, E.; Artsimovitch, I. Allosteric activation of SARS-CoV-2 RdRp by remdesivir
triphosphate and other phosphorylated nucleotides. mBio 2021, 12, e0142321. [CrossRef] [PubMed]

Tee, W.V.; Tan, Z.W,; Lee, K,; Guarnera, E.; Berezovsky, LN. Exploring the Allosteric Territory of Protein Function. J. Phys. Chem. B
2021, 125, 3763-3780. [CrossRef] [PubMed]

Barakat, K.; Ahmed, M.; Tabana, Y.; Ha, M. A “deep dive’ into the SARS-Cov-2 polymerase assembly: Identifying novel allosteric
sites and analyzing the hydrogen bond networks and correlated dynamics. J. Biomol. Struct. Dyn. 2021, 1-21. [CrossRef]
[PubMed]

Parvez, M.S.A.; Karim, M.A.; Hasan, M.; Jaman, J.; Karim, Z.; Tahsin, T.; Hasan, M.N.; Hosen, M.]. Prediction of potential
inhibitors for RNA-dependent RNA polymerase of SARS-CoV-2 using comprehensive drug repurposing and molecular docking
approach. Int. ]. Biol. Macromol. 2020, 163, 1787-1797. [CrossRef] [PubMed]

Chen, ].; Boyaci, H.; Campbell, E.A. Diverse and unified mechanisms of transcription initiation in bacteria. Nat. Rev. Microbiol.
2020, 19, 95-109. [CrossRef]

Koch, U.; Narjes, F. Recent progress in the development of inhibitors of the hepatitis C virus RNA-dependent RNA polymerase.
Curr. Top Med. Chem. 2007, 7, 1302-1329. [CrossRef]

Gioia, D.; Bertazzo, M.; Recanatini, M.; Masetti, M.; Cavalli, A. Dynamic Docking: A Paradigm Shift in Computational Drug
Discovery. Molecules 2017, 22, 2029. [CrossRef]

Pitsillou, E.; Liang, J.; Yu Meng Huang, H.; Hung, A.; Karagiannis, T.C. In silico investigation to identify potential small
molecule inhibitors of the RNA-dependent RNA polymerase (RdRp) nidovirus RdRp-associated nucleotidyltransferase domain.
Chem. Phys. Lett. 2021, 779, 138889. [CrossRef]

Garriga, D.; Ferrer-Orta, C.; Querol-Audi, J.; Oliva, B.; Verdaguer, N. Role of motif B loop in allosteric regulation of RNA-
dependent RNA polymerization activity. J. Mol. Biol. 2013, 425, 2279-2287. [CrossRef]

Yuan, J.; Yu, J.; Huang, Y.; He, Z.; Luo, J.; Wu, Y.; Zheng, Y.; Wu, J.; Zhu, X.; Wang, H.; et al. Antibiotic fidaxomicin is an RdRp
inhibitor as a potential new therapeutic agent against Zika virus. BMIC Med. 2020, 18, 204. [CrossRef]

Min, J.S.; Kwon, S; Jin, Y.H. SARS-CoV-2 RdRp Inhibitors Selected from a Cell-Based SARS-CoV-2 RdRp Activity Assay System.
Biomedicines 2021, 9, 996. [CrossRef] [PubMed]

Lehmann, K.C.; Gulyaeva, A.; Zevenhoven-Dobbe, J.C.; Janssen, G.M.; Ruben, M.; Overkleeft, H.S.; van Veelen, P.A.; Samborskiy,
D.V.; Kravchenko, A.A.; Leontovich, A.M; et al. Discovery of an essential nucleotidylating activity associated with a newly
delineated conserved domain in the RNA polymerase-containing protein of all nidoviruses. Nucleic Acids Res. 2015, 43, 8416-8434.
[CrossRef] [PubMed]

Chen, J.; Malone, B.; Llewellyn, E.; Grasso, M.; Shelton, PM.M.; Olinares, P.D.B.; Maruthi, K.; Eng, E.T.; Vatandaslar, H,;
Chait, B.T,; et al. Structural Basis for Helicase-Polymerase Coupling in the SARS-CoV-2 Replication-Transcription Complex. Cell
2020, 182, 1560-1573.e1513. [CrossRef] [PubMed]

Kirchdoerfer, R.N.; Ward, A.B. Structure of the SARS-CoV nsp12 polymerase bound to nsp7 and nsp8 co-factors. Nat. Commun.
2019, 10, 2342. [CrossRef] [PubMed]

Casey, A.K,; Orth, K. Enzymes Involved in AMPylation and deAMPylation. Chem. Rev. 2018, 118, 1199-1215. [CrossRef]
[PubMed]

Littler, D.R.; Mohanty, B.; Lowery, S.A.; Colson, R.N.; Gully, B.S.; Perlman, S.; Scanlon, M.].; Rossjohn, J. Binding of a pyrimidine
RNA base-mimic to SARS-CoV-2 nonstructural protein 9. |. Biol. Chem. 2021, 297, 101018. [CrossRef]

Shuman, S.; Lima, C.D. The polynucleotide ligase and RNA capping enzyme superfamily of covalent nucleotidyltransferases.
Curr. Opin. Struct. Biol. 2004, 14, 757-764. [CrossRef]


http://doi.org/10.1016/j.coviro.2021.03.010
http://www.ncbi.nlm.nih.gov/pubmed/33945951
http://doi.org/10.1016/bs.enz.2021.06.004
http://doi.org/10.1016/j.celrep.2021.109650
http://doi.org/10.1016/j.cell.2020.11.016
http://doi.org/10.1073/pnas.2022310118
http://doi.org/10.1093/nar/gkab677
http://doi.org/10.1038/s42004-021-00476-4
http://doi.org/10.1101/2022.02.07.479471
http://doi.org/10.1128/mBio.01423-21
http://www.ncbi.nlm.nih.gov/pubmed/34154407
http://doi.org/10.1021/acs.jpcb.1c00540
http://www.ncbi.nlm.nih.gov/pubmed/33844527
http://doi.org/10.1080/07391102.2021.1930162
http://www.ncbi.nlm.nih.gov/pubmed/34034620
http://doi.org/10.1016/j.ijbiomac.2020.09.098
http://www.ncbi.nlm.nih.gov/pubmed/32950529
http://doi.org/10.1038/s41579-020-00450-2
http://doi.org/10.2174/156802607781212211
http://doi.org/10.3390/molecules22112029
http://doi.org/10.1016/j.cplett.2021.138889
http://doi.org/10.1016/j.jmb.2013.03.034
http://doi.org/10.1186/s12916-020-01663-1
http://doi.org/10.3390/biomedicines9080996
http://www.ncbi.nlm.nih.gov/pubmed/34440200
http://doi.org/10.1093/nar/gkv838
http://www.ncbi.nlm.nih.gov/pubmed/26304538
http://doi.org/10.1016/j.cell.2020.07.033
http://www.ncbi.nlm.nih.gov/pubmed/32783916
http://doi.org/10.1038/s41467-019-10280-3
http://www.ncbi.nlm.nih.gov/pubmed/31138817
http://doi.org/10.1021/acs.chemrev.7b00145
http://www.ncbi.nlm.nih.gov/pubmed/28819965
http://doi.org/10.1016/j.jbc.2021.101018
http://doi.org/10.1016/j.sbi.2004.10.006

Molecules 2022, 27, 3815 18 of 19

40.

41.

42.

43.

44.

45.

46.

47.

48.
49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.
60.

61.
62.

63.

64.

65.

Littler, D.R.; Liu, M.; McAuley, ]J.L.; Lowery, S.A,; llling, PT.; Gully, B.S.; Purcell, AW.; Chandrashekaran, I.R.; Perlman, S.;
Purcell, D.EJ.; et al. A natural product compound inhibits coronaviral replication in vitro by binding to the conserved Nsp9
SARS-CoV-2 protein. J. Biol. Chem. 2021, 297, 101362. [CrossRef]

Naydenova, K.; Muir, KW.; Wu, L.F; Zhang, Z.; Coscia, E; Peet, M.].; Castro-Hartmann, P.; Qian, P,; Sader, K.; Dent, K.; et al.
Structure of the SARS-CoV-2 RNA-dependent RNA polymerase in the presence of favipiravir-RTP. Proc. Natl. Acad. Sci. USA
2021, 118, €2021946118. [CrossRef]

Malone, B.F; Perry, ].K.; Olinares, P.D.B.; Chen, J.; Appelby, T.K.; Feng, J.Y.; Bilello, ].P.; Ng, H.; Sotiris, J.; Ebrahim, M.; et al.
Structural basis for substrate selection by the SARS-CoV-2 replicase. bioRxiv 2022. [CrossRef]

Tchesnokov, E.P.; Gordon, C.J.; Woolner, E.; Kocincova, D.; Perry, ] K.; Feng, ].Y.; Porter, D.P.; Gotte, M. Template-dependent
inhibition of coronavirus RNA-dependent RNA polymerase by remdesivir reveals a second mechanism of action. J. Biol. Chem.
2020, 295, 16156-16165. [CrossRef] [PubMed]

Dangerfield, T.L.; Huang, N.Z.; Johnson, K.A. Remdesivir Is Effective in Combating COVID-19 because It Is a Better Substrate
than ATP for the Viral RNA-Dependent RNA Polymerase. iScience 2020, 23, 101849. [CrossRef] [PubMed]

Lu, G.; Zhang, X.; Zheng, W.; Sun, |.; Hua, L.; Xu, L.; Chu, X.J.; Ding, S.; Xiong, W. Development of a Simple In Vitro Assay To
Identify and Evaluate Nucleotide Analogs against SARS-CoV-2 RNA-Dependent RNA Polymerase. Antimicrob. Agents Chemother.
2020, 65, e01508-20. [CrossRef] [PubMed]

Seifert, M.; Bera, S.C.; van Nies, P; Kirchdoerfer, R.N.; Shannon, A.; Le, T.T.; Meng, X.; Xia, H.; Wood, ].M.; Harris, L.D.; et al.
Inhibition of SARS-CoV-2 polymerase by nucleotide analogs from a single-molecule perspective. eLife 2021, 10, e70968. [CrossRef]
[PubMed]

Castro-Roa, D.; Garcia-Pino, A.; De Gieter, S.; van Nuland, N.A.J.; Loris, R.; Zenkin, N. The Fic protein Doc uses an inverted
substrate to phosphorylate and inactivate EF-Tu. Nat. Chem. Biol. 2013, 9, 811-817. [CrossRef]

Rothstein, D.M. Rifamycins, Alone and in Combination. Cold Spring Harb. Perspect Med. 2016, 6, a027011. [CrossRef]

Dorst, A.; Jung, E.; Gademann, K. Recent Advances in Mode of Action and Biosynthesis Studies of the Clinically Used Antibiotic
Fidaxomicin. Chimia 2020, 74, 270-273. [CrossRef]

Moss, B.; Rosenblum, E.N.; Katz, E.; Grimley, PM. Rifampicin: A specific inhibitor of vaccinia virus assembly. Nature 1969,
224,1280-1284. [CrossRef]

Wehrli, W.; Knusel, F.; Schmid, K.; Staehelin, M. Interaction of rifamycin with bacterial RNA polymerase. Proc. Natl. Acad. Sci.
USA 1968, 61, 667-673. [CrossRef]

Garriga, D.; Headey, S.; Accurso, C.; Gunzburg, M.; Scanlon, M.; Coulibaly, F. Structural basis for the inhibition of poxvirus
assembly by the antibiotic rifampicin. Proc. Natl. Acad. Sci. USA 2018, 115, 8424-8429. [CrossRef]

Yin, W.; Luan, X; Li, Z.; Zhou, Z.; Wang, Q.; Gao, M.; Wang, X.; Zhou, F,; Shi, J.; You, E.; et al. Structural basis for inhibition of the
SARS-CoV-2 RNA polymerase by suramin. Nat. Struct. Mol. Biol. 2021, 28, 319-325. [CrossRef] [PubMed]

Elkarhat, Z.; Charoute, H.; Elkhattabi, L.; Barakat, A.; Rouba, H. Potential inhibitors of SARS-cov-2 RNA dependent RNA
polymerase protein: Molecular docking, molecular dynamics simulations and MM-PBSA analyses. |. Biomol. Struct. Dyn. 2022,
40, 361-374. [CrossRef] [PubMed]

Dorst, A.; Berg, R.; Gertzen, C.G.W.; Schafle, D.; Zerbe, K.; Gwerder, M.; Schnell, S.D.; Sander, P.; Gohlke, H.; Gademann, K.
Semisynthetic Analogs of the Antibiotic Fidaxomicin-Design, Synthesis, and Biological Evaluation. ACS Med. Chem. Lett. 2020,
11, 2414-2420. [CrossRef] [PubMed]

Gill, S.K.; Xu, H,; Kirchhoff, P.D.; Cierpicki, T.; Turbiak, A.J.; Wan, B.; Zhang, N.; Peng, K.W,; Franzblau, S.G.; Garcia, G.A.; et al.
Structure-based design of novel benzoxazinorifamycins with potent binding affinity to wild-type and rifampin-resistant mutant
Mycobacterium tuberculosis RNA polymerases. J. Med. Chem. 2012, 55, 3814-3826. [CrossRef] [PubMed]

Jin, Y,; Gill, SK.; Kirchhoff, PD.; Wan, B.; Franzblau, S.G.; Garcia, G.A.; Showalter, H.D. Synthesis and structure-activity
relationships of novel substituted 8-amino, 8-thio, and 1,8-pyrazole congeners of antitubercular rifamycin S and rifampin. Bioorg.
Med. Chem. Lett. 2011, 21, 6094-6099. [CrossRef]

Malinen, A.M.; Nandymazumdar, M.; Turtola, M.; Malmi, H.; Grocholski, T.; Artsimovitch, I.; Belogurov, G.A. CBR antimicrobials
alter coupling between the bridge helix and the beta subunit in RNA polymerase. Nat. Commun. 2014, 5, 3408. [CrossRef]
Mullins, J.G.L. Drug repurposing in silico screening platforms. Biochem. Soc. Trans. 2022, 50, 747-758. [CrossRef]

Geraghty, R.].; Aliota, M.T.; Bonnac, L.F. Broad-Spectrum Antiviral Strategies and Nucleoside Analogues. Viruses 2021, 13, 667.
[CrossRef]

Steitz, T.A. A mechanism for all polymerases. Nature 1998, 391, 231-232. [CrossRef]

Robson, F.; Khan, K.S.; Le, TK,; Paris, C.; Demirbag, S.; Barfuss, P.; Rocchi, P.; Ng, W.L. Coronavirus RNA Proofreading: Molecular
Basis and Therapeutic Targeting. Mol. Cell 2020, 80, 1136-1138. [CrossRef]

Waters, M.D.; Warren, S.; Hughes, C.; Lewis, P.; Zhang, F. Human genetic risk of treatment with antiviral nucleoside analog drugs
that induce lethal mutagenesis: The special case of molnupiravir. Environ. Mol. Mutagen. 2022, 63, 37-63. [CrossRef] [PubMed]
Arnold, J.J.; Sharma, S.D.; Feng, ].Y.; Ray, A.S.; Smidansky, E.D.; Kireeva, M.L.; Cho, A.; Perry, J.; Vela, ]J.E.; Park, Y.; et al.
Sensitivity of mitochondrial transcription and resistance of RNA polymerase II dependent nuclear transcription to antiviral
ribonucleosides. PLoS Pathog. 2012, 8, e1003030. [CrossRef] [PubMed]

Kabinger, E; Stiller, C.; Schmitzova, J.; Dienemann, C.; Kokic, G.; Hillen, H.S.; Hobartner, C.; Cramer, P. Mechanism of
molnupiravir-induced SARS-CoV-2 mutagenesis. Nat. Struct. Mol. Biol. 2021, 28, 740-746. [CrossRef] [PubMed]


http://doi.org/10.1016/j.jbc.2021.101362
http://doi.org/10.1073/pnas.2021946118
http://doi.org/10.1101/2022.05.20.492815
http://doi.org/10.1074/jbc.AC120.015720
http://www.ncbi.nlm.nih.gov/pubmed/32967965
http://doi.org/10.1016/j.isci.2020.101849
http://www.ncbi.nlm.nih.gov/pubmed/33283177
http://doi.org/10.1128/AAC.01508-20
http://www.ncbi.nlm.nih.gov/pubmed/33122171
http://doi.org/10.7554/eLife.70968
http://www.ncbi.nlm.nih.gov/pubmed/34617885
http://doi.org/10.1038/nchembio.1364
http://doi.org/10.1101/cshperspect.a027011
http://doi.org/10.2533/chimia.2020.270
http://doi.org/10.1038/2241280a0
http://doi.org/10.1073/pnas.61.2.667
http://doi.org/10.1073/pnas.1810398115
http://doi.org/10.1038/s41594-021-00570-0
http://www.ncbi.nlm.nih.gov/pubmed/33674802
http://doi.org/10.1080/07391102.2020.1813628
http://www.ncbi.nlm.nih.gov/pubmed/32873176
http://doi.org/10.1021/acsmedchemlett.0c00381
http://www.ncbi.nlm.nih.gov/pubmed/33329763
http://doi.org/10.1021/jm201716n
http://www.ncbi.nlm.nih.gov/pubmed/22452568
http://doi.org/10.1016/j.bmcl.2011.08.054
http://doi.org/10.1038/ncomms4408
http://doi.org/10.1042/BST20200967
http://doi.org/10.3390/v13040667
http://doi.org/10.1038/34542
http://doi.org/10.1016/j.molcel.2020.11.048
http://doi.org/10.1002/em.22471
http://www.ncbi.nlm.nih.gov/pubmed/35023215
http://doi.org/10.1371/journal.ppat.1003030
http://www.ncbi.nlm.nih.gov/pubmed/23166498
http://doi.org/10.1038/s41594-021-00651-0
http://www.ncbi.nlm.nih.gov/pubmed/34381216

Molecules 2022, 27, 3815 19 of 19

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

Freese, E.; Bautz, E.; Freese, E.B. The chemical and mutagenic specificity of hydroxylamine. Proc. Natl. Acad. Sci. USA 1961,
47, 845-855. [CrossRef]

Zhou, S.; Hill, C.S.; Sarkar, S.; Tse, L.V.; Woodburn, B.M.D.; Schinazi, R.E.; Sheahan, T.P,; Baric, R.S.; Heise, M.T.; Swanstrom,
R. beta-d-N4-hydroxycytidine Inhibits SARS-CoV-2 Through Lethal Mutagenesis But Is Also Mutagenic To Mammalian Cells.
J. Infect. Dis. 2021, 224, 415-419. [CrossRef]

Tripathi, A.; Bankaitis, V.A. Molecular Docking: From Lock and Key to Combination Lock. J. Mol. Med. Clin. Appl. 2017, 2.
[CrossRef]

Zeng, X.; Song, X.; Ma, T; Pan, X.; Zhou, Y.; Hou, Y.; Zhang, Z.; Li, K; Karypis, G.; Cheng, F. Repurpose Open Data to Discover
Therapeutics for COVID-19 Using Deep Learning. . Proteomne Res. 2020, 19, 4624—-4636. [CrossRef]

Group, R.C.; Horby, P,; Lim, W.S.; Emberson, ].R.; Mafham, M.; Bell, J.L.; Linsell, L.; Staplin, N.; Brightling, C.; Ustianowski, A.; et al.
Dexamethasone in Hospitalized Patients with COVID-19. N. Engl. ]. Med. 2021, 384, 693-704. [CrossRef]

Shytaj, I.L.; Fares, M.; Gallucci, L.; Lucic, B.; Tolba, M.M.; Zimmermann, L.; Adler, ].M.; Xing, N.; Bushe, J.; Gruber, A.D.; et al.
The FDA-Approved Drug Cobicistat Synergizes with Remdesivir To Inhibit SARS-CoV-2 Replication In Vitro and Decreases Viral
Titers and Disease Progression in Syrian Hamsters. mBio 2022, 13, e0370521. [CrossRef]

Wiedemar, N.; Hauser, D.A.; Maser, P. 100 Years of Suramin. Antimicrob. Agents Chemother. 2020, 64, 3. [CrossRef]
Salgado-Benvindo, C.; Thaler, M.; Tas, A.; Ogando, N.S.; Bredenbeek, P]J.; Ninaber, D.K.; Wang, Y.; Hiemstra, P.S.; Snijder, E.J.; van
Hemert, M.]. Suramin Inhibits SARS-CoV-2 Infection in Cell Culture by Interfering with Early Steps of the Replication Cycle.
Antimicrob. Agents Chemother. 2020, 64, e€00900-20. [CrossRef] [PubMed]

Mastrangelo, E.; Pezzullo, M.; Tarantino, D.; Petazzi, R.; Germani, F; Kramer, D.; Robel, I.; Rohayem, J.; Bolognesi, M.; Milani, M.
Structure-based inhibition of Norovirus RNA-dependent RNA polymerases. J. Mol. Biol. 2012, 419, 198-210. [CrossRef] [PubMed]
Wishart, D.S.; Feunang, Y.D.; Guo, A.C.; Lo, EJ.; Marcu, A.; Grant, ].R.; Sajed, T.; Johnson, D.; Li, C.; Sayeeda, Z.; et al. DrugBank
5.0: A major update to the DrugBank database for 2018. Nucleic Acids Res. 2017, 46, D1074-D1082. [CrossRef] [PubMed]
Baddock, H.T,; Brolih, S.; Yosaatmadja, Y.; Ratnaweera, M.; Bielinski, M.; Swift, L.P.; Cruz-Migoni, A.; Fan, H.; Keown, J.R,;
Walker, A.P; et al. Characterization of the SARS-CoV-2 ExoN (nsp14ExoN-nsp10) complex: Implications for its role in viral
genome stability and inhibitor identification. Nucleic Acids Res. 2022, 50, 1484-1500. [CrossRef]

Artsimovitch, I.; Vassylyeva, M.N.; Svetlov, D.; Svetlov, V.; Perederina, A.; Igarashi, N.; Matsugaki, N.; Wakatsuki, S.; Tahirov,
T.H.; Vassylyev, D.G. Allosteric modulation of the RNA polymerase catalytic reaction is an essential component of transcription
control by rifamycins. Cell 2005, 122, 351-363. [CrossRef]

Campbell, E.A.; Korzheva, N.; Mustaev, A.; Murakami, K.; Nair, S.; Goldfarb, A.; Darst, S.A. Structural mechanism for rifampicin
inhibition of bacterial rna polymerase. Cell 2001, 104, 901-912. [CrossRef]

Molodtsov, V.; Nawarathne, I.N.; Scharf, N.T.; Kirchhoff, P.D.; Showalter, H.D.; Garcia, G.A.; Murakami, K.S. X-ray crystal
structures of the Escherichia coli RNA polymerase in complex with benzoxazinorifamycins. . Med. Chem. 2013, 56, 4758—-4763.
[CrossRef]

Boyaci, H.; Chen, J.; Lilic, M.; Palka, M.; Mooney, R.A.; Landick, R.; Darst, S.A.; Campbell, E.A. Fidaxomicin jams Mycobacterium
tuberculosis RNA polymerase motions needed for initiation via RbpA contacts. eLife 2018, 7, e34823. [CrossRef]

Adams, R.A.; Leon, G.; Miller, N.M.; Reyes, S.P.; Thantrong, C.H.; Thokkadam, A.M.; Lemma, A.S.; Sivaloganathan, D.M.; Wan,
X.; Brynildsen, M.P. Rifamycin antibiotics and the mechanisms of their failure. J. Antibiot. 2021, 74, 786-798. [CrossRef]
Guarnera, E.; Berezovsky, LN. Allosteric drugs and mutations: Chances, challenges, and necessity. Curr. Opin. Struct. Biol. 2020,
62, 149-157. [CrossRef]

Czarna, A.; Plewka, ].; Kresik, L.; Matsuda, A.; Karim, A.; Robinson, C.; O’'Byrne, S.; Cunningham, F.; Georgiou, I.; Wilk, P; et al.
Refolding of lid subdomain of SARS-CoV-2 nsp14 upon nsp10 interaction releases exonuclease activity. Structure 2022. [CrossRef]
[PubMed]

Kalliokoski, T.; Kramer, C.; Vulpetti, A.; Gedeck, P. Comparability of mixed ICsg data—A statistical analysis. PLoS ONE 2013,
8, €61007. [CrossRef] [PubMed]

Reed, L.J.; Muench, H. A simple method of estimating fifty per cent endpoint. Am. J. Hyg. 1938, 27, 493-497.


http://doi.org/10.1073/pnas.47.6.845
http://doi.org/10.1093/infdis/jiab247
http://doi.org/10.16966/2575-0305.106
http://doi.org/10.1021/acs.jproteome.0c00316
http://doi.org/10.1056/NEJMoa2021436
http://doi.org/10.1128/mbio.03705-21
http://doi.org/10.1128/AAC.01168-19
http://doi.org/10.1128/AAC.00900-20
http://www.ncbi.nlm.nih.gov/pubmed/32513797
http://doi.org/10.1016/j.jmb.2012.03.008
http://www.ncbi.nlm.nih.gov/pubmed/22446684
http://doi.org/10.1093/nar/gkx1037
http://www.ncbi.nlm.nih.gov/pubmed/29126136
http://doi.org/10.1093/nar/gkab1303
http://doi.org/10.1016/j.cell.2005.07.014
http://doi.org/10.1016/S0092-8674(01)00286-0
http://doi.org/10.1021/jm4004889
http://doi.org/10.7554/eLife.34823
http://doi.org/10.1038/s41429-021-00462-x
http://doi.org/10.1016/j.sbi.2020.01.010
http://doi.org/10.1016/j.str.2022.04.014
http://www.ncbi.nlm.nih.gov/pubmed/35609600
http://doi.org/10.1371/journal.pone.0061007
http://www.ncbi.nlm.nih.gov/pubmed/23613770

	Introduction 
	Results 
	SARS-CoV-2 NiRAN Domain as a Target for Small-Molecule Ligands 
	Antibiotics Targeting Bacterial RNA Polymerase Also Inhibit SARS-CoV-2 RdRp 

	Discussion 
	Identification of Druggable Targets 
	Identification of Target-Specific Inhibitors 
	Conclusions and Perspectives 

	Materials and Methods 
	Expression Vectors and Protein Purification 
	NMPylation Assays 
	RNA Extension Assays 
	Electrophoretic Mobility Shift Assays 
	Cell-Based Viral Infectivity Assays 
	Sample Analysis 

	References

