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While we currently have multiple highly effective vaccines approved for use against SARS-
CoV-2 in the USA and other countries, there are far fewer small molecule antivirals
approved to date. The emergence of the latest SARS-CoV-2 variant, Omicron which is
heavily mutated in the spike protein, is also raising concerns about the effectiveness of
these current vaccines and increasing the call for more therapeutic options. At the time of
writing only remdesivir is approved by the FDA while molnupiravir (already approved in the
United Kingdom) and Paxlovid (PF-07321332) have emergency use authorizations from
the FDA. Repurposed molecules, such as dexamethasone and baricitinib, have been
authorized for emergency use in some countries and are used in combination with
remdesivir. After 2 years we are only now starting to see the progression of further
molecules through animal models to assess their efficacy before clinical trials. As
datasets accumulate from both in vitro and in vivo animal efficacy models, this may
allow us to understand the physicochemical properties necessary for antiviral activity and
enable the search for additional antivirals. We now summarize 25 small molecule drugs that
are either approved, in the process of approval or in the pipeline for COVID which have both
in vitro and in vivo data. We demonstrate that these drugs are structurally diverse and cover
a wide chemistry space. This informationmay aid our understanding of what it takes to be a
promising treatment for COVID-19 and propose how to discover antivirals faster and more
efficiently for the next pandemic.
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INTRODUCTION

At the time of writing, we are still in the midst of a major a global health crisis caused by the virus
Severe Acute Respiratory Syndrome Coronavirus 2 (SARS-CoV-2) that was originally reported in
Wuhan, China in late 2019 (Coronaviridae, 2020; Wu et al., 2020). This virus causes the disease
COVID-19 3 and shares aspects of pathology and pathogenesis with the earlier Severe Acute
Respiratory Syndrome (SARS) and Middle East Respiratory Syndrome (MERS) (Liu et al., 2020a).
SARS-CoV-2, SARS-CoV and MERS-CoV belong to the same family (Coronaviridae) and genus
(Betacoronavirus). SARS-CoV-2 results in cough, loss of smell and taste, respiratory distress and
pneumonia as well as a host of other symptoms (Pan et al., 2020) including extrapulmonary events
characterized by a sepsis-like disease collectively called 2019 coronavirus disease (COVID-19)
(WHO, 2020). SARS-CoV-2 directly interacts with angiotensin converting enzyme 2 (ACE2)
receptor in many cell types (Brann et al., 2020; Bunyavanich et al., 2020; Sungnak et al., 2020;
Whitcroft and Hummel, 2020). SARS-CoV-2 rapidly spread worldwide prompting theWorld Health
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Organization to declare the outbreak a pandemic, with more than
1.5 million cases confirmed in less than 100 days.4 The high
infection rate has caused considerable stress on global healthcare
systems leading to over 6 M deaths fromCOVID-19 at the time of
writing (January 2022, World Health Organization COVID-19
dashboard).

In the USA, there are 3 vaccines available to protect against
SARS-CoV-2 (Huang et al., 2021; Kyriakidis et al., 2021; Rehman
et al., 2021), and globally there are over 20 vaccines currently
approved (Craven, 2021). COVID-19 continues to represent an
ongoing public health crisis for which vaccines represent our first
line of defense. The recent identification in South Africa (and
subsequently in other countries) of a new strain B.1.1.529 named
Omicron as a variant of concern due to its heavily mutated nature
with over 30 changes to the spike protein alone suggests it may
reduce vaccine efficacy (Callaway, 2021) although those who
received boosters may be better protected. This rapidly
developing scenario would suggest the urgent need for other
therapeutic approaches to address this and future variants.

There are limited options when it comes to small molecule
antivirals, with only remdesivir being FDA approved currently in
the US. Several other already approved drugs were quickly touted
by the popular press, such as hydroxychloroquine and ivermectin,
based on either limited in vitro or clinical data and subsequent
clinical trials have demonstrated their resounding lack of efficacy
(Galan et al., 2021; Vallejos et al., 2021). There have been
extensive repurposing efforts since the pandemic began and
numerous computational approaches have proposed drugs to
be tested. Much of this early work has been reviewed by us and
others previously (Ekins et al., 2020; Muratov et al., 2021). As the
general public have observed that vaccines for COVID-19 were
developed rapidly in months, there is the unrealistic expectation
that antiviral small molecule drugs can also be developed as
rapidly. Unfortunately, those in the industry accept that it
normally takes a decade or more for a small molecule to
progress through the various stages from drug discovery to the
clinic at a cost in excess of $1 billion (Paul et al., 2010).
Repurposing already FDA approved drugs may be expected to
progress much more rapidly.

We were keen to evaluate small molecules which have both
in vitro activity and have been tested in vivo against one of the
various SARS-CoV-2 animal models (mouse, hamster or non-
human primate etc.) (Muñoz-Fontela et al., 2020). While this
evaluation is likely not comprehensive and because of the

fast-moving nature of COVID-19 research it will almost
certainly be rapidly outdated. Our goal is therefore to
understand the classes of molecules that have shown promise
to date. Obviously, there are major pharmaceutical companies,
with seemingly unlimited resources and capabilities, involved in
identifying molecules (e.g., Pfizer) or licensing them from others
(e.g., Merck). Those outside of these larger pharmaceutical
companies in either smaller companies or increasingly in
academia need to find a way to collaborate with those who
have the capabilities to test molecules under BSL3 conditions
in vitro and in vivo. This will require different skill sets such as
coordinating complex, multidimensional projects and may
include multiple international partners which may add other
issues related to funding and intellectual property.

While thousands of papers (nearly 200,000 articles in PubMed
at the time of writing) have been written relating to COVID-19, it
would be impossible to compress this knowledge into a single
review. For example, there are also likely thousands of clinical
trials globally, which is outside the scope of this effort. Instead, we
will describe in vitro screening efforts and the molecules derived
from these screens that progressed to in vivo models as this is
more manageable and valuable for future drug discovery efforts.

In Vitro Screening
Early in the SARS-CoV-2 pandemic many of the repurposing
efforts used FDA approved drugs that had previously been shown
to have antiviral activity against other related viruses. Several of
these drugs had low μM activity and a selectivity index (SI)
greater than 10 in Vero cells, including nitazoxanide (EC50

2.12 μM), remdesivir (EC50 0.77 μM, and chloroquine (EC50

1.13 μM). This work alone represented one of the earliest
articles describing the use of remdesivir and chloroquine
(Wang et al., 2020a). While chloroquine was identified early
on, the derivative hydroxychloroquine was in multiple clinical
trials in China by February 2020. It is also worth noting that the
in vitro activity of hydroxychloroquine (EC50 4.51 μM) was not as
potent as chloroquine when assessed at four different
multiplicities of infection (Liu et al., 2020b). However, it is
likely this work generated significant interest in this
compound that led to the subsequent numerous clinical trials.
Other groups confirmed this activity in Vero cells and also
demonstrated activity in Caco-2 but not Calu-3 cells
(Clementi et al., 2020). Several groups showed similar activity
for remdesivir in Vero cells (EC50 1.65 μM), with increased
activity in human epithelial cultures (EC50 0.01 μM) and Calu-
3 (EC50 0.28 μM) (Pruijssers et al., 2020). Additional molecules
were identified including eight artemisinins and lumefantrine
(EC50 23.50 μM) which were tested in Vero cells and time of
addition studies suggested this was working post entry (Cao et al.,
2020). While not a focus of the current analysis, natural products
were also tested in vitro, such as lycorine (EC50 0.31 μM) and
oxysophoridine (EC50 0.18 μM), andmany of these had activity in
Vero cells with increased potency over drugs like gemcitabine
(EC50 1.24 μM) and chloroquine (EC50 1.38 μM) (Zhang et al.,
2020a). Larger collections of molecules were also tested in Vero
cells which resulted in identification of niclosamide (IC50

0.28 μM) and ciclesonide (IC50 4.33 μM) as hits (Jeon et al.,
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2020). Additionally, the antiviral tilorone (IC50 4 μM) was
identified as an early hit (Jeon et al., 2020) and has previously
been shown to have similar activity against MERS (Ekins and
Madrid, 2020) and Ebola (Ekins et al., 2015a) [as has remdesivir
(de Wit et al., 2020)]. An earlier preprint (Jeon et al., 2020) also
included the antimalarial pyronaridine (IC50 31 μM). The FDA
approved antiparasitic, ivermectin (IC50 2.8 μM) was also shown
to have in vitro activity in Vero cells, which likely also sparked
early interest in this molecule (Caly et al., 2020). 12,000 clinical
stage or FDA approved compounds in the ReFRAME library were
screened against Vero cells. 21 hits were identified with promising
dose response relationships in Vero cells including apilimod
(EC50 0.023 μM) and clofazimine (EC50 0.310 μM) (Riva et al.,
2020). Further, the PIKfyve kinase inhibitor apilimod was tested
in 293T cells (EC50 0.012 μM) and Huh-7 cells (0.088 μM) (Riva
et al., 2020). A second group demonstrated how SARS-CoV-2
modified phosphorylation in infected cells and proposed kinase
inhibitors as important (Bouhaddou et al., 2020) including
apilimod which showed activity in Vero (IC50 < 0.08 μM) and
in A549 cells (IC50 0.007 μM) (Bouhaddou et al., 2020). A protein
interaction map identified FDA and clinical stage compounds
binding to sigma-1 and 2 receptors which act as host factors,
with themost potent compound identified inVero cells being PB28
(IC90 280 nM) (Gordon et al., 2020a). Much of this early in vitro
screening work was in Vero cells, and when promising compounds
are tested in human cells, they may have very different activity
likely due to the lack of the host protein TMPRSS2 (Shulla et al.,
2011; Hoffmann et al., 2020; Shang et al., 2020).

Other cell types have also been used for larger screens, such as
a quantitative HTS in Huh7 cells, which tested 1425 compounds
and identified 11 novel compounds with activity IC50 < 1 μM
including lactoferrin which showed potent activity (IC50 308 nM)
(Mirabelli et al., 2020). An enzyme-linked immunosorbent assay
(ELISA) and cell viability assay screen of 1528 compounds led to
19 hits, out of which 4 were the most active in Vero cells and
included cetilistat (EC50 1.13 μM), diiodhydroyquinoline (EC50

1.38 μM), abiraterone acetate (EC50 1.94 μM) and bexarotene
(EC50 2.01 μM) (Yuan et al., 2020). A screen of the Prestwick
library in hPSC lung organoids identified imatinib (EC50

4.86 μM), mycophenolic acid (EC50 0.15 μM) and quinacrine
(EC50 2.83 μM) (Han et al., 2020). This was followed by
testing in mice treated with these 3 drugs infected with SARS-
CoV-2 pseudovirus and showed significant decreases in infected
cells (Han et al., 2020). This is of interest for several reasons, one
being that others had not observed in vitro SARS-CoV-2 activity
for quinacrine in Vero cells (Jeon et al., 2020). Quinacrine and
tilorone have also previously been demonstrated to possess
activity against Ebola infected HeLa cells (Ekins et al., 2015a)
and not Vero cells (Lane et al., 2019a) and we more recently have
tested these compounds in several cell types infected with SARS-
CoV-2 (Puhl et al., 2021a). Target-based screens have also been
performed, with a FRET-based screen of Mpro which assessed
10,000 compounds, finding 7 primary hits and one of these being
ebselen (IC50 0.67 μM) which also had activity in Vero cells (EC50

4.67 μM) (Jin et al., 2020a). It should be noted that from all this
predominantly in vitro testing, very few compounds have
progressed to in vivo animal models of SARS-CoV-2 infection.

Antivirals of Most Interest
Remdesivir
There are currently few small-molecule drugs approved for
COVID-19 (Hall et al., 2021), including remdesivir (Eastman
et al., 2020), which as described above originally demonstrated
activity in Vero cells (Wang et al., 2020a; Pruijssers et al., 2020),
human epithelial cells and in Calu-3 cells (Pruijssers et al., 2020)
infected with SARS-CoV-2 prior to clinical testing. Remdesivir
represents a “repurposed prodrug” which was originally
developed for Hepatitis C virus, then repurposed for treating
Ebola virus (EBOV) and has since reached clinical trials for
EBOV (Mulangu et al., 2019). Remdesivir’s target specificity
and potency towards RNA polymerase was noted early on
(Gordon et al., 2020b), as it causes irreversible chain
termination. A primary human lung epithelium infection
model and a lung organoid model were used to show
remdesivir could suppress viral infection (Mulay et al., 2020).
Remdesivir was therefore repurposed very quickly (Wang et al.,
2020a; Pruijssers et al., 2020) obtaining an emergency use
authorization and then FDA approval in less than a year
(Eastman et al., 2020). Subsequently, there have been many
clinical studies for remdesivir, but the effectiveness of this
drug is far from comprehensive (Wang et al., 2020b; Goldman
et al., 2020; Spinner et al., 2020; Barratt-Due et al., 2021) and yet
still it is the only small molecule approved by the FDA (while
molnupiravir and paxlovid have emergency use authorizations)
for use alone against COVID-19. This antiviral is severely limited
by its requirement to be administered I.V. and its use is therefore
restricted to a hospital setting. We are aware of remdesivir oral
formulations being tested so these may overcome the limitations
in future.

Molnupiravir
Molnupiravir (EIDD-2801, MK4482) is a prodrug that was
identified as an inhibitor of influenza A and respiratory
syncytial virus acting as an RNA mutagen and like remdesivir
was initially developed as a hepatitis C inhibitor in the early
2000s. This was shown early on in the pandemic to be active
in vitro against SARS-CoV-2 and progressed to in vivo testing in
mice and hamster (Sheahan et al., 2020; Rosenke et al., 2021;
Wahl et al., 2021). We are not aware of any clinical trial
(NCT04392219) data that has been peer reviewed yet for this
molecule although Merck have obtained emergency use
authorization from the FDA. Molnupiravir was initially
reported to have reduced the risk of hospitalization or death
by approximately 50% compared to placebo for patients with
mild or moderate COVID-19 (NCT04575597) (Anon, 2021),
although this was recently adjusted to 30% (Anon, 2021b) and
may impact its ultimate approval. Molnupiravir is approved in
Britain for use in people with mild to moderate COVID-19 and at
least one risk factor for developing severe illness, such as obesity,
older age diabetes, and heart disease.

Paxlovid
The rapid development of the potent Mpro inhibitor PF-07321332
and clinical testing demonstrates the capabilities of a major
pharma. However, it is worth pointing out that its
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development also began nearly 20 years earlier from a potent
Mpro inhibitor for SARS-CoV-1. This compound was also a
known P-glycoprotein substrate requiring it to be tested
in vitro in Vero E6 cells with a P-gp inhibitor as these cells
express high levels of this efflux transporter (Owen et al., 2021).
The molecule is also a substrate for CYP3A4. Clinically this
compound is used in combination with the protease inhibitor
ritonavir to inhibit its metabolism and has been branded as
Paxlovid (Owen et al., 2021). Like for molnupiravir, we are
not aware of any clinical trial data that has been peer reviewed
and published yet for this molecule at the time of writing,
although Pfizer have also obtained an FDA emergency use
authorization. This drug has been reported to reduce the risk
of hospitalization or death by 89% compared to placebo in non-
hospitalized high-risk adults with COVID-19 in interim analysis
of phase 2/3 EPIC-HR study in which no deaths were reported in
patients who received Paxlovid compared to 10 deaths in patients
who received placebo. One of the major limitations of this drug is
its complex synthesis and limited supply of the clinical material.
Therefore, efforts to develop inhibitors that are more readily
synthesized may be ideal and there is considerable activity around
developing additional Mpro inhibitors such as GC376 (Dampalla
et al., 2021).

PF-00835231
PF-00835231 is potent inhibitor of Mpro, which binds covalently
to the protease and is administered i. v. PF-00835231 is an analog
of rupintrivir, a human rhinovirus (HRV) Mpro inhibitor. PF-
07304814 is a phosphate prodrug that is rapidly converted in vivo
to the active moiety, PF-00835231, which exhibits high selectivity
over human proteases, acts as a broad-spectrum protease
inhibitor and demonstrates potent antiviral activity in vivo
(Boras et al., 2021). PF-07304814 exhibits an encouraging
preclinical profile that has the ADME, safety, and once
converted to PF-00835231, SARS-CoV-2 antiviral activity to
support progression to the clinic as a COVID-19 single-agent
antiviral treatment. The favorable profile of PF-07304814 enabled
the rapid progression to clinical trials (NCT04627532 and
NCT04535167) (Boras et al., 2021).

Favipiravir
Favipiravir is an approved antiviral in Japan for pandemic
influenza and has also demonstrated some activity against
Ebola and other viruses in vivo animal models, suggesting a
broad-spectrum activity. Like molnupiravir, favipiravir leads to
mutations in the viral RNA (Driouich et al., 2021). Favipiravir is
not potent and often requires high doses leading to some toxicity
in animal models. To date most of these SARS-CoV-2 in vivo
studies have been in hamster (Kaptein et al., 2020; Driouich et al.,
2021; Touret et al., 2021).

Dexamethasone
As inflammation is one of the hallmarks in COVID-19 and
particularly severe in hospitalized patients, the role of anti-
inflammatory agents such as steroids was studied early on. By July
2020 a clinical trial had showed the effectiveness of dexamethasone by
decreasing mortality in patients requiring supplemental oxygen or

mechanical ventilation (Group et al., 2021). More recent trials in
patients with moderate to severe infection against SARS-CoV-19
showed survival benefits of using dexamethasone when given in
addition to the standard of care (Tomazini et al., 2020). We are
not aware of any in vitro or in vivo studies for this compound that
enabled its progression to clinical trials.

Fluvoxamine
Like dexamethasone, other molecules have apparently progressed
to clinical trials without apparent in vitro or in vivo testing against
SARS-CoV-2. One such molecule is the selective serotonin
reuptake inhibitor fluvoxamine, which is used to treat
obsessive compulsive disorder and depression, with promising
recent clinical trial results against SARS-CoV-2. This molecule
has been shown to bind the sigma receptor, reduces inflammation
and protects against septic shock in mice (Rosen et al., 2019). The
first small trial was a double blind randomized fully remote
contactless clinical trial with 80 patients treated with
fluvoxamine 100 mg and 72 patients with a placebo, dosed
3 times a day. Patients on fluvoxamine had lower odds of
clinical deterioration (Lenze et al., 2020). The most recent
study described a clinical trial performed in Brazil with 741
patients given fluvoxamine 100 mg twice daily for 10 days.
Amongst high-risk patients with early diagnosed COVID-19
hospitalization was reduced (Reis et al., 2021). There are
several likely mechanisms for fluvoxamine against SARS-CoV-
2 (Sukhatme et al., 2021). One of them is that sigma 1 receptor
agonists like fluvoxamine and fluoxetine are lysosomotropic
(Hallifax and Houston, 2007; Kazmi et al., 2013). Given the
lysosomal egress of β-coronaviruses from infected cells,
lysosomotropic drugs like fluvoxamine could have antiviral
effects in the virus laden lysosomes (Homolak and Kodvanj,
2020).

Pyronaridine
A machine learning model was used to identify pyronaridine
tetraphosphate (Ekins et al., 2015b) for testing against EBOV and
subsequently this molecule inhibited EBOV and Marburg in vitro
as well as demonstrating significant efficacy in the mouse-adapted
EBOV (ma-EBOV) model (Ekins et al., 2018; Lane et al., 2019a;
Lane et al., 2019b). Pyronaridine was identified as a possible virus
entry inhibitor (Lane and Ekins, 2020). Pyronaridine
tetraphosphate is used as an antimalarial in several countries
as part of a combination therapy with artesunate (Pyramax).
Pyronaridine alone also demonstrated significant activity in the
guinea pig-adapted model of EBOV infection (Lane et al., 2020a).
It has been recently shown that this compound possesses in vitro
activity against SARS-CoV-2 (Bae et al., 2020; Jeon et al., 2020;
Puhl et al., 2021a) and pyronaridine is in a clinical trial
administered in combination with artesunate. Using A549-
ACE2 cells, which support SARS-CoV2 growth to about
107 PFU/ml, pyronaridine showed SARS-CoV-2 inhibition
demonstrating IC50 0.23 μM and a good selectivity index and
binding to SARS-CoV-2 spike RBD (Kd 0.62 μM) (Puhl et al.,
2021a) while more recently it has been shown to inhibit Plpro

(IC50 1.8 μM) (Puhl et al., 2021b). Pyronaridine is of particular
interest as the Cmax data for pyronaridine in our previous mouse
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pharmacokinetics studies (i.p. dosing) suggested that plasma
levels that are above the average IC50 observed for SARS-CoV-
2 inhibition in vitro (Lane et al., 2019b) can be reached with
dosing well below themaximum tolerated dose. Pyronaridine also
has excellent in vitro ADME properties with a long half-life that
makes a single dose treatment possible (Lane et al., 2019b; Puhl
et al., 2021a). We have recently assessed the in vivo efficacy of
pyronaridine in a K18-hACE2 mouse model of COVID-19 (Puhl
et al., 2021b) where it resulted in a decreased viral load and
improved lung histopathology. Cytokine and chemokine analysis
showed increased INF-1β levels and decreased IL-6, CXCL1,
CCL4 (Puhl et al., 2021b) (Table 1).

Kinase Inhibitors
Many FDA-approved kinase inhibitors have previously been
proposed as broad-spectrum antiviral therapies (Baranov et al.,
2020) as they have multiple host protein targets required for the
viral life cycle, replication, and infection of multiple virus types.
Kinase inhibitors also possess anti-inflammatory and cytokine
inhibitory activity properties which may address the lung damage
from respiratory virus infections (Baranov et al., 2020). One of the
earliest molecules to be computationally repurposed using a
knowledge graph approach was the AAK1 and JAK1/2 kinase
inhibitor baricitinib (Richardson et al., 2020). The mechanism
was eventually validated in vitro and in human patients (Stebbing
et al., 2020; Lenz et al., 2021) as well as in combination with
hydroxychloroquine (Titanji et al., 2021). This molecule was
granted an FDA emergency use authorization in combination
with remdesivir. Subsequently, protein kinase inhibitors have
been proposed for treating SARS-CoV-2 and have demonstrated
in vitro (Riva et al., 2020; Weisberg et al., 2020; Baranov et al., 2020;
Hoang et al., 2021; Zhang et al., 2020b; Zhao et al., 2020) and in vivo
activity while several are also in clinical trials (Raghuvanshi and
Bharate, 2021; Drayman et al., 2021). We also recently screened a
panel of 45 kinase inhibitors in a model of SARS-CoV-2 in the β-
coronavirus murine hepatitis virus (MHV), a model of SARS-CoV-2
infection, and identified 10 compounds with activity (Puhl et al.,
2021c). 2 compounds demonstrated activity against SARS-CoV-2,
HCov-229E and MHV (entrectinib and vandetanib) for which the
main mechanism remains to be elucidated (Puhl et al., 2021c).
Imatinib, masitinib and vandetanib are all kinase inhibitors that have
similar low µM in vitro activity against SARS-CoV-2. Out of these,
only masitinib (Drayman et al., 2021) showed a decrease in viral
load in mice, while vandetanib reduced lung inflammation in
mice and altered cytokine levels indicative that this might be
useful to address the cytokine storm in COVID-19 (Puhl et al.,
2021c). Imatinib did not decrease viral load in hamsters infected
with SARS-CoV-2 (Touret et al., 2021) (Table 1) and clinically it
did not decrease the time to discontinuation of ventilation and
supplemental oxygen from more than 48 consecutive hours in
patients with COVID-19 that required supplemental oxygen
(Aman et al., 2021).

Quaternary Ammonium Compounds
A text mining approach undertaken by our team and
collaborators recently described hundreds of molecules that
have been identified with antiviral effects against coronaviruses

in the literature (Baker et al., 2020). One of these was
cetylpyridinium chloride, the quaternary ammonium
compound used in mouthwashes and nasal sprays which
destroys the viral capsid upon direct contact (Baker et al.,
2020). Several pilot clinical trials have also suggested the utility
of this and other mouthwashes to destroy the virus (Eduardo
et al., 2021; Seneviratne et al., 2021). Others have shown a more
than 98% reduction of SARS-CoV-2 S pseudovirion entry in 293/
hACE2 cells when the cells were treated with lysosomotropic
agents increasing endosomal pH, such as ammonium chloride
and bafilomycin A (Ou et al., 2021).

Phospholidosis
A recent article (Tummino et al., 2021) focused on compounds
originally identified from a repurposing screen that showed no
relationship between sigma 1 receptor potency and SARS-CoV-2
antiviral activity. They demonstrated that for cationic
amphiphilic drugs (CADs), phospholipidosis was observed in
cells and correlated strongly with their in vitro antiviral activity.
We recently discussed (Lane and Ekins, 2021) this study and
pointed out that compounds with a basic pKa (>6.5) and cLogP of
>2 tend to be lysosomotropic and accumulate in the lysosomes
(Nadanaciva et al., 2011), which is a key for many
phospholipidosis-inducing compounds. 4 phospholipidosis-
inducing drugs (amiodarone, sertraline, PB28 and
tamoxifen–Table 1) that showed in vitro activity were tested
in a 3-days mouse efficacy model for SARS-CoV-2 infection and
these did not show efficacy as measured by viral load (and neither
did elacridar a compound that is not a CAD) (Tummino et al.,
2021). We pointed out that phospholipidosis may not even be
relevant in the mouse model for SARS-CoV-2 as the authors
showed amiodarone offers neither antiviral protection nor
hallmarks of phospholipidosis. Others have described how
CADs accumulate in different subcellular compartments (e.g.,
mitochondria and lysosomes) (Vater et al., 2017a; Vater et al.,
2017b) and basic amines may also lead to accumulation in these
compartments and change the pH, inhibiting entry for some
viruses. This approach has been proposed as a strategy to decrease
SARS-CoV-2 viral infection (Gorshkov et al., 2021). In summary,
many CADs have antiviral activity and induce phospholipidosis
during chronic treatment and yet this toxicity is reversible and
therefore manageable (Salata et al., 2017).

Drug Transporters
CADs are also of interest because of potential for interfering with
human drug transporters. Cationic compounds with SARS-CoV-
2 antiviral activity (chloroquine, hydroxychloroquine and
quinacrine) inhibited OCT and MATE transporters in vitro
(Martinez-Guerrero et al., 2021). An independent study has
also evaluated 25 drugs used in COVID-19 clinical trials to
assess the potential for drug-drug interactions (Yee et al.,
2021). Transporters can also be targeted to reach viral
sanctuary sites such as the brain and testes. As an example,
the human equilibrative nucleoside transporters 1 and 2 (ENT)
are of interest because their substrates may gain entry to the testes
and other sites. We are at the early stages for understanding these
structure-inhibitor and structure-substrate relationships for these
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TABLE 1 | Inhibitors of SARS-CoV-2 in vitro and in vivo in mouse or hamster.

Structure Name In vitro activity In vivo activity Target/
Mechanism

Class

Remdesivir Vero cells EC50 0.77 μM (Wang et al.,
2020a) EC50 1.65 μM (Pruijssers
et al., 2020)

Mouse—prophylactic and
therapeutic dosing infected with
SARS-CoV-2 MA10 lung viral load
significantly decreased (Martinez
et al., 2021)

RNA
polymerase
irreversible
chain
termination

Active

Vero E6 EC50 1.2 μM (Touret et al.,
2021) EC90 1.5 μM (Touret et al.,
2021) CC50 > 20 μM (Touret et al.,
2021)
human epithelial cell culture EC50

0.01 μM (Pruijssers et al., 2020)
Calu-3 EC50 0.28 μM (Pruijssers
et al., 2020)

Molnupiravir (EIDD-
2801, MK-4482)

Vero cells IC50 0.3 μM (Sheahan
et al., 2020) Calu-3 IC50 0.08 μM
(Sheahan et al., 2020)

C57BL/6 Mice showed decreased
virus lung titers and improved
histopathology scores (Sheahan
et al., 2020)

RNA
mutagen

Active

Human lung only mice showed
decreased virus titers (>4 log in some
caes) 24h, 48 after exposure or 12 h
before exposure and improved
histopathology (Wahl et al., 2021)
Hamster model dosed orally
250 mg/kg/day—1 log reduction in
viral RNA and virus lung titers (2 logs)
seen in pre-infection or post-
infection models
(Rosenke et al., 2021)

PF-
07321332—(Paxlovid
when dosed with
ritonavir)

Mpro 3.11 nM (Owen et al., 2021)
Vero E6 enACE2

Statistically significant, reduction of
weight loss, > 1 log reduction in virus
titer and improved lung
histolopathology score at 300 mg/kg
dose using SARS-CoV-2 MA10

infection in mice (Owen et al., 2021)

Mpro inhibitor Active

74.5 nM (Owen et al., 2021) A459
-ACE2 77.9 nM
(Owen et al., 2021)

Probenecid NHBE cells IC50 = 0.0013 μM Hamsters demonstrated a 4–5 log
reduction in virus versus control
(Murray et al., 2021)

Host (OAT3
inhibitor)

Active
Vero E6 cells IC50 0.75 μM (Murray
et al., 2021)

Nafamostat Calu-3 2B4 cells IC50 2.2 nM (Li
et al., 2021)

2 log reduction in lung tissue viral
titer, inhibited weight loss. Protection
and increased survival was also seen
in K18-hACE2 mice (Li et al., 2021)

Host
(TMPRSS2
inhibitor)

Active

Nelfinavir Vero E6 cells IC50 3.3 μMCC50 12.3
uM (Jan et al., 2021)

In hamster 30 mg/kg/day
significantly reduced lung viral titer
after 3 days (Jan et al., 2021)

Mpro inhibitor Active

(Continued on following page)
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TABLE 1 | (Continued) Inhibitors of SARS-CoV-2 in vitro and in vivo in mouse or hamster.

Structure Name In vitro activity In vivo activity Target/
Mechanism

Class

Mefloquine Vero E6 cells IC50 3.2 μM CC50 >
10 μM (Jan et al., 2021)

In hamster 30 mg/kg/day
significantly reduced lung viral titer
after 3 days (Jan et al., 2021)

Host Active

Vero E6 IC50 7.11 μM and CC50

18.53 μM (Weston et al., 2020)

GC-376 Vero cells EC50 0.91 μM (Hung et al.,
2020)

K18 hACE2 transgenic mouse
showed modest activity, reduced
viral load, 5 log reduction of virus in
brain (Caceres et al., 2021)

Mpro Active

Mpro (Ki 12 nM) (Hung et al., 2020)

Topotecan In A4549-ACE2 cells it does not
inhibit viral replication but it dampens
expression of cytokines (IL-6,
CXCL2, CXCL3, CXCL8 EGR1,
TNFAlP3) (Ho et al., 2021)

K18-hACE2 mice treatment
significantly increased survival,
decreased inflammatory gene
expression in the lung (Ho et al.,
2021)

Host Active

Niclosamide Vero E6 cells EC50 0.030 μg/ml
(Brunaugh et al., 2021)

Niclosamide-lysozyme tested in
hACE2 transgenic mice at day 10 a
statistical significant reduction in viral
load was seen (Brunaugh et al.,
2021)

Host Active

Favipiravir Vero E6 EC50 204 μM (Driouich et al.,
2021) Caco-2 no activity (Driouich
et al., 2021)

Hamster model 25 mg/day
significantly reduced lung infectious
titers and viral RNA (Touret et al.,
2021)

RNA
polymerase
and RNA
mutagen

Active

Hamster model at doses from
300 mg/kg oral or 600 mg/kg or
1000 mg/kg ip decreased viral load
by day 4 (Kaptein et al., 2020)
Hamster model dosed 18.75, 37.5 or
75 mg/kg 3 times/day demonstrated
reduced viral load and lung
histopathology at the higher
concentrations (Driouich et al., 2021)

Itraconazole Vero E6 cells demonstrated
significant inhibition at 1 μM
(Liesenborghs et al., 2021a;
Liesenborghs et al., 2021b)

In the hamster model at either
30 mg/kg/day or 70 mg/kg/day oral
dosed did not reduce viral load or
decrease inflammation
(Liesenborghs et al., 2021a;
Liesenborghs et al., 2021b)

Host Inactive

Imatinib Vero E6 cells EC50 2.5 μM, EC90

5.1 μM, CC50 > 40 μM (Touret et al.,
2021)

In hamster at doses upto 32 mg/kg
BID no significant differences
between treated and untreated
animals (Touret et al., 2021)

Host Inactive

Human airway epithelial cells—no
activity (Touret et al., 2021)
Vero E6 IC50 3.24 μM and CC50 >
30.86 μM (Weston et al., 2020)

(Continued on following page)
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TABLE 1 | (Continued) Inhibitors of SARS-CoV-2 in vitro and in vivo in mouse or hamster.

Structure Name In vitro activity In vivo activity Target/
Mechanism

Class

Hydroxychloroquine Vero E6 IC50 9.21 μM and CC50 >
50 μM (Weston et al., 2020)

Hamster and macaque showed no
effect at doses up to 50 mg/kg
(Rosenke et al., 2020)

Host Inactive

Hamster at 50 mg/kg showed no
significant effect on viral load
(Kaptein et al., 2020) increased INF-
1β levels and decreased IL-6,
CXCL1, CCL4 (Puhl et al., 2021b)

Pyronaridine Vero 76 or Vero E6 cells - inactive
(Bae et al., 2020)

K18-hACE2 mouse model showed
significant decreased viral load and
improved lung histopathology after a
single 75 mg/kg i.p. dose (Puhl et al.,
2021b)

Plpro and
host

Active

Caco-2 cells EC90 5.49 μM CC50

51.65 μM (Bae et al., 2020)

PyronaridineA549-ACE2 (pretreatment) IC50

0.232 μM CC50 11.53 μM (Puhl
et al., 2021a)
Plpro IC50 1.8 μM (Puhl et al., 2021b)

Vandetanib A549-ACE2 IC50 0.79 μM no sign of
cytotoxicity Caco-2 EC90 2 μM

K18-hACE2 mouse model no effect
on viral load but statistically
significantly reduced inflammation in
lungs after 25 mg/kg

Host Active

CC50 4.1 μM (Puhl et al., 2021c)

Increased INF-1β in lung, decreased
IL-6, IL-10, TNF-α, CCL3 (Puhl et al.,
2021c)

Amiodarone A549-ACE2 IC50 166 nM Not active in mouse (Tummino et al.,
2021)

Host Inactive
Vero E6 IC50 602 nM (Tummino
et al., 2021)

PB28 A549-ACE2 IC50 407 nM Not active in mouse (Tummino et al.,
2021)

Host (Sigma
receptor- 1
and -2)

Inactive
Vero E6 IC50 676 nM (Tummino
et al., 2021)
Vero cells IC90 280 nM (Gordon
et al., 2020c)

Tamoxifen Vero E6 IC50 34.12 μM and CC50

37.96 μM (Weston et al., 2020)
Not active in mouse (Tummino et al.,
2021)

Host Inactive

A549-ACE2 IC50 275 nM
Vero E6 IC50 2.570 µM (Tummino
et al., 2021)

Sertraline A549-ACE2 IC50 134 nM Not active in mouse (Tummino et al.,
2021)

Host Inactive
Vero E6 IC50 2.291 µM (Tummino
et al., 2021)

(Continued on following page)
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transporters (Miller et al., 2021a; Miller et al., 2021b; Miller et al.,
2021c) and most recently evaluated remdesivir and molnupiravir
(Miller et al., 2021a). This illustrated how these transporters may
have a role in the efficacy of these compounds and how it may
differ for each based on the affinity for these transporters.

Targeting the Cytokine Storm
It has been demonstrated that SARS-CoV-2 causes an imbalance
in the human immune system which may lead to a cytokine and
chemokine storm (Costela-Ruiz et al., 2020) impacting PDGF,

VEGF (Huang et al., 2020), IL-6 (Herold et al., 2020; Wang et al.,
2021), IL-8, IL-10 (Wang et al., 2021), TNF-α (Wang et al., 2021)
and IFN-α and -β (Molony et al., 2017; Hu et al., 2018; Zhang
et al., 2020c; Xia et al., 2020; Yuen et al., 2020). Furthermore, an
impaired type I interferon response has already been observed in
COVID-19 (Hadjadj et al., 2020), which is followed by increased
circulating levels of IL-6 and TNF-α. This may also result in acute
respiratory distress syndrome (ARDS), coagulation disorders,
and eventually multiple organ failure (Costela-Ruiz et al.,
2020; Chen et al., 2021). Disease severity is linked to a highly

TABLE 1 | (Continued) Inhibitors of SARS-CoV-2 in vitro and in vivo in mouse or hamster.

Structure Name In vitro activity In vivo activity Target/
Mechanism

Class

Elacridar A549-ACE2 IC50 3.890 µM Not active in mouse (Tummino et al.,
2021)

Host Inactive
Vero E6 IC50 575 nM
(Tummino et al., 2021)

diABZI-4 A549-ACE2 cells 0.1 μM leads to >2
log PFU decrease (Humphries et al.,
2021)

0.5 mg/kg increased survival of mice
dosed 3 h pre-treatment or 12 post
treatment intranasally (Humphries
et al., 2021)

Host (STING
activator)

Active

Clofazimine Vero E6 cells EC50 0.31 μM (Yuan
et al., 2021)

25 mg/kg oral dose lowered viral
load >1 log PFU in hamster lung
when dosed prophylactically or
therapeutically (Yuan et al., 2021)

Host and
viral helicase

Active

Plitidepsin VeroE6 IC90 1.76 nM in hACE2-
HEK293T cells IC90 0.88 nM (White
et al., 2021)

Lowered mouse lung viral load 2 log
PFU after 0.3 mg/kg daily dosing for
3 days (White et al., 2021)

Host
(eEF1A)

Active

Masitinib A549-ACE2 cells EC50 3.2 μM
(Drayman et al., 2021)

25 mg/kg twice a day lowered
mouse lung viral load >2 log PFU and
improved survival (Drayman et al.,
2021)

Mpro inhibitor Active
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dysregulated innate immune response, which is broadly
characterized by a delayed interferon I (IFN-I) and IFN-III
response relative to symptom onset and possibly peak virus
replication, and the production of an exuberant inflammatory
response (Lowery et al., 2021), exacerbated proinflammatory
cytokine production and in extensive cellular infiltrates in the
respiratory tract, resulting in lung pathology (Lowery et al., 2021).
Gene expression in human lung only mice demonstrated
interferon-stimulated genes and inflammatory cytokines
including IL6, CXCL8, CXCL10, TNF and CCL5 were induced
from infected lung tissue (Wahl et al., 2021). Hence, in this mouse
model, SARS-CoV-2 causes an upregulation of the innate
immune response.

Most recently, a randomized, placebo-controlled trial of
Janus-kinase inhibition using tofacitinib, has been reported to
improve COVID-19 survival, in the presence of background

glucocorticoid treatment (received by 89% of patients)
(Guimaraes et al., 2021). Antivirals that can dampen the
cytokine storm in a selective manner would provide a useful
therapeutic approach for treating patients, for example
vandetanib (Puhl et al., 2021c) (Table 1).

Physiochemical Properties of Antivirals
What should the perfect COVID drug look like? In an ideal world,
a molecule that directly addresses one or more viral target as well
as having host effects to modulate the cytokine storm would be
considered promising. We have focused on a small set of
compounds which are predominantly already approved drugs
or drug candidates, that we have separated into those that
demonstrated some degree of in vivo efficacy in various
animal models for SARS-CoV-2 and those that do not.
Interestingly, 17 out of 25 molecules displayed activity against

TABLE 2 | A. Calculated and predicted physicochemical properties for SAR-CoV-2 inhibitors. pKa and LogP calculated with ChemAxon software (Budapest, Hungary).
Predictions using a machine learning model (Lane et al., 2020b) for lysosomotropic activity are highlighted in the last 3 columns, CAD paper = (Tummino et al., 2021)
known lysosomotropic = (Nadanaciva et al., 2011; Kazmi et al., 2013).

FIGURE 1 | t-SNE plots using 1024-bit ECFP6 fingerprints as input features to visualize compounds tested in vivo versus (A). compounds tested in vitro and used
for a machine learning model, (B). versus approved drugs in SuperDrug to illustrate the coverage of molecular property space.
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host targets or mechanisms (Table 1). Our criteria are broad so
that we can capture molecules that may have a direct antiviral
effect or a host effect. Therefore, viral load reduction alone was
not a solo-criteria and in some cases, molecules showed
improvements in histopathology alone, and these were
considered active. Clearly there has been some concern around
CADs and whether they represent a waste of resources based on a
small in vitro: in vivo analysis (Tummino et al., 2021). Our
analysis of physiochemical properties for these 25 drugs that
have been tested in vitro and in vivo (Table 2) clearly shows a
wide range of logP and pKa values, such that there are molecules
that comply with requirements for phospholipidosis [basic pKa
(>6.5) and cLogP of >2) and CADs (cLogP (≥3) and pKa (≥7.4)]
in both the in vivo active and inactive groups (Table 2). This
perhaps provides a larger and more convincing dataset than this
earlier study (Tummino et al., 2021) to demonstrate why we
should pursue CADs as antivirals alongside other classes of
molecules.

Computational Approaches to Guide Drug
Discovery: Machine Learning Models
To date we have collated hundreds of drugs that have in vitro data
against this virus primarily in Vero cells (Wang et al., 2020a; Liu
et al., 2020b; Jeon et al., 2020; Jin et al., 2020b). This has enabled
machine learning models and even with these relatively modest
datasets we have shown that such models can be used to select
additional compounds for testing (Gawriljuk et al., 2021). In
addition, we can use these molecules that have been tested to date
to visualize the in vivo in active and inactive molecules
(Figure 1A) and these appear to show the coverage of this
property space is relatively even and not clustered in any
particular area. Similarly, the in vivo active and inactive
molecules are well dispersed in the thousands of molecules in
the SuperDrug database (Figure 1B). Selecting compounds close
to the active molecules in these property spaces may be one way to
help select additional compounds for future testing. Other
sources of in vitro data are available as groups have screened
libraries such as the NIH NCATS OpenData portal (Anon, 2022)
and this resource could be used for modeling. In addition, as
datasets are built up specifically for antiviral targets like Mpro,
PLpro or others, these could be used for target specific machine
leaning models that could be combined with the whole cell
models.

Impact Beyond COVID-19
Several in vivo studies of small molecule drugs have described the
direct measurement of cytokine and chemokine levels or gene
expression patterns as an attempt to understand these drugs and
their effects on inflammation. The utility of this is that we may be
able to identify molecules with a specific pattern of increased or
decreased cytokine levels that may be the mirror image for
biomarkers for other lung or other diseases. This is analogous
to the connectivity map (CMap), which brings together data on
genes and thousands of drugs and disease states used in several
repurposing projects to identify new uses for old drugs (Lamb
et al., 2006; Lamb, 2007; Zimmer et al., 2010; Subramanian et al.,

2017). There is therefore the potential to find new drugs that
could be potentially useful for these other (lung) diseases which
may not currently have viable treatments or with limited
treatment options (e.g. lung fibrosis).

Addressing COVID-19 Symptoms
Several of the symptoms of COVID-19 include impacts on the
peripheral nervous system. Olfactory dysfunction was described
early on as well as the diagnosis and management of these
symptoms (Whitcroft and Hummel, 2020). Loss of the sense
of smell (hyposmia/anosmia) and/or taste (hypogeusia/ageusia)
have been widely reported (Lechien et al., 2020; Mao et al., 2020),
can predict SARS-CoV-2 infection and have been added to the list
of major symptoms (Menni et al., 2020) as well as the Center for
disease Control and Prevention’s website of symptoms (CDC,
2020). 64–67% of those testing positive (>7,000) in a study in the
US and United Kingdom described a loss of smell and taste
(Menni et al., 2020). Surveys have shown that taste and smell
dysfunction may be an early symptom of COVID-19 in over 50%
of those questioned (Mercante et al., 2020) and another study
reported resolution of these symptoms in 48.7% of patients within
4 weeks of onset (Boscolo-Rizzo et al., 2020). While at first glance
these may not seem as severe as other symptoms of the virus such
as fever and cough, they can be long-lived based on what we know
of other viral infections (Suzuki et al., 2007). There are
considerable ongoing efforts in drug and vaccine discovery for
COVID-19 (with hundreds of drugs in various stages of research
and clinical trials ongoing), yet there is relatively little discussion
of how SARS-CoV-2 might be causing these specific symptoms
(Bilinska and Butowt, 2020) or even whether these could be
targets for pharmaceutical intervention. To date, there have not
been proposals to mitigate the taste and smell symptoms as a
treatment strategy. Besides SARS-CoV-2 directly interacting with
angiotensin converting enzyme 2 (ACE2) receptor in the nasal
epithelium (Whitcroft and Hummel, 2020), nasal goblet cells
(Sungnak et al., 2020) and olfactory mucosa (Brann et al., 2020)
there have been few alternative suggestions of how the virus
might be causing these symptoms or how to treat them. For
example, decreased IL-6 improved smell and taste in COVID-19
patients (Cazzolla et al., 2020). SARS-CoV-2 infection of non-
neuronal cell types has been proposed to lead to olfactory
dysfunction in COVID-19 patients (Brann et al., 2020). One
group has recently proposed that ACE2-independent pathways
may be involved such that alternative viral receptors may yet be
identified (Bilinska and Butowt, 2020). Significant differences in
the level of gene expression of ACE2 in different age groups
(Bunyavanich et al., 2020) may explain differences in
susceptibility. There is considerable previous discussion for the
side effects of drugs including the impact of ageing (Schiffman,
1997; Schiffman et al., 2002) and anosmia and agusia (Schiffman
and Doty, 2015; Schiffman, 2018) diseases, which include drug
treatment for other diseases (including other viruses such as
influenza) (Schiffman, 1983a; Schiffman, 1983b). The exact
mechanisms by which SARS-CoV-2 and other neurotropic or
neuro-invasive viruses impair these chemical senses are not yet
fully understood (Bilinska and Butowt, 2020; Xydakis et al., 2020).
Interestingly, while many papers have discussed the role of
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GPCR’s in the role of taste and smell (Meunier et al., 2020), there
has been no discussion on whether these receptors themselves
could be directly or indirectly affected by SARS-CoV-2. Further
research into the likely many mechanisms responsible for
chemosensory losses may provide insights into the virus and
provide new knowledge for the development of treatments. This
would also point to the need for more investment in this research
area. Clearly, prior to COVID-19 few patients were seen with
sensorineural viral anosmia which limited clinical research. We
now have an abundance of research subjects (Xydakis et al., 2020)
and it would be important to take advantage of this situation as it
could inform how we address future coronaviruses. Certainly,
there are many other important symptoms associated with
COVID-19 gathering some public attention such as hair loss
(trichodynia and telogen effluvium) that need to be addressed
(Rossi et al., 2021; Sharquie and Jabbar, 2021; Starace et al., 2021).
Small molecules addressing these many COVID-19 symptoms
may also provide future generations of antivirals that can further
differentiate themselves from remdesivir, molnupiravir and
paxlovid.

The Need for Global Collaborations
One of the challenges we identified from the very outset of the
pandemic was identifying laboratories that could perform the
in vitro and in vivo testing of efficacy for small molecules. Many of
the collaborators we had previously worked with for different
viruses were setting up testing against SAR-CoV-2, with much of
the work done in Vero cells initially. We ran into the challenge of
using Vero cells with 3 compounds identified previously for Ebola
virus, which had more cytotoxicity in Vero versus human cell
lines such as HeLa (Bae et al., 2020). There was a long lag time
before human cell line models became accessible for testing with
SARS-CoV-2. Subsequently, we have been keen to assess a
molecules’ activity against as many cell lines as possible (Puhl
et al., 2021a). The potential for P-glycoprotein to have a role in
effluxing compounds out of Vero cells as noted by Pfizer (Owen
et al., 2021) is one issue, another might be the lack of an interferon
response in Vero cells. As an example, pyronaridine does not
appear to be a P-gp substrate based on testing in Caco-2 cells
(Lane et al., 2019b) so this may be having a lesser impact. From
our experience we found the lack of a clear coordinated US (and
for that matter global) response has led to silo-ing of capabilities
such that there are initiatives that could probably assist
companies in developing small molecule antivirals, but these
are relatively difficult to gain entry to. There were many US
government agencies as well as philanthropic organizations and
websites that promoted calls for molecules and research for
COVID (e.g. NIAID, BARDA etc). After numerous
submissions in response to government agencies, foundations,
and requests for funding there was little in the way of responses.
This could be because of the strict filter implemented in order to
wade through the massive numbers of applications or it could be
the criteria set for antivirals has been set too high e.g., direct
acting molecules were likely preferred over host targeting
molecules, or molecules with known mechanisms of action
were preferred over those with no known mechanism. We
have been fortunate to be able to coordinate testing and

collaborations with many other global academic laboratories,
driven by the shared desire to find molecules that could be
rapidly brought to patients, rather than by a financial return.
We are also starting to see others share their experiences of
COVID drug discovery such as the COVID Moonshot and we
can likely learn from these for future efforts (von Delft et al.,
2021).

Future Prospects: Accelerating the Drug
Discovery Pipeline
After spending a significant amount of our time over the past
2 years on COVID-19 drug discovery what have we learnt? First,
few laboratories still have a comprehensive drug-discovery
pipeline for the disease. While many academic laboratories are
experts at the biology or the animal model development, they lack
compounds and are reliant on big pharmaceutical companies to
supply them. This requires academics to access pharmaceutical
companies who may already have molecules with antiviral
activity. This relationship is symbiotic: the academics likely get
funded for the experiments and the industry obtains the data they
need from key opinion leaders. Other approaches are available in
the USA such as the NIAID antiviral testing capabilities which
contracts out the testing to academic laboratories. When COVID-
19 was identified, in vitro testing in Vero cells was available after
several months followed by Caco-2 and Calu-3 cells. We have
been able to additionally obtain testing against A549 cells at
several academic laboratories in the USA and Brazil. Being able to
submit molecules for testing against a panel of human and animal
cells from the outset would be ideal in future and potentially
speed up identification of molecules and perhaps filter out
compounds that may be less useful. We initially, could not
move pyronaridine forward until we could also demonstrate
the molecule was active against SARS-CoV-2 in human cells,
just as it showed activity differences between Vero and Hela cells
for EBOV. There also needs to be a clear pathway for anyone to
route their molecules through an in vitro-in vivo profiling service
provided globally. Even now this does not really exist with each
country likely focused on their own researchers. In the USA, there
is a patchwork of government agencies such as BARDA, NIH etc.
each advertising resources wanting to identify small molecules
and using websites to solicit information. This is a one-way street
and submitting information does not guarantee a response. What
is needed is a truly global initiative with a transparent pathway
from the very outset to counter the next pandemic virus.

One wonders how much has been financially invested by
researchers and small companies without any guarantee of
funding or reward, in the hope that they can hit the lottery
and find a molecule that they can then convince a large pharma
company to license. For every small company that licenses a drug
to a major pharma there are likely many hundreds that are
currently striving to get to that point. Increasingly, the bar will
continue to be set higher. Remdesivir is a relatively low bar to
overcome (e.g., find a drug that can demonstrate efficacy that is
not administered i. v.). Molnupiravir will be harder (find a drug
that likely will not have the mutation concerns or require less
frequent dosing), and paxlovid harder still (find a drug as potent,
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orally delivered that does not interfere with CYP3A4). After these
there will likely be combinations of these and other drugs as we
have seen for HIV and hepatitis C. Already there have been efforts
to predict synergistic combinations (Jin et al., 2021)We will then
probably move into finding drugs that specifically address some
of the symptoms like loss of smell and taste, decrease
inflammation as well as impact long COVID. This will
unfortunately require a long wait for those patients suffering
from these symptoms now.

We will likely see these newer drugs brought to market more
rapidly than any other drugs to date because of the unmet need.
This in turn will set expectations for faster review for drugs for
other diseases like cancer which have generally been expedited,
but COVID-19 has clearly identified the ‘need for speed’ in drug
discovery. There is also a need for efficiency and there was
certainly redundancy of testing as many groups tried the same
or similar compounds or experiments. This may point to a need
for some degree of coordination of efforts being needed. As the
Omicron variant suggests, we will need to move very quickly to
keep up with this moving target of COVID-19. The next
pandemic could be worse so we will need to be ready with
broad spectrum antivirals. We cannot afford to rest on our
laurels as often happens after outbreaks make the news (e.g.
Ebola, Zika, flu). Our global medicine cabinet needs more
antivirals targeting different mechanisms and we therefore
should not be too selective about avoiding compounds that
may appear undesirable such as CADs or impact cytokines.
These characteristics of molecules may turn out to be desirable
features. Recent publications while this was in review, include
additional compounds like cannabidiol which has an EC50 ~1 μM
and can significantly inhibit viral replication in mouse lungs when
treated for a week before infection (Nguyen et al., 2022). The

mechanism appears to be via induction of the interferon pathway.
We would expect to see many other molecules identified that may
possess promising direct antiviral or host effects, but these may
have to overcome considerable hurdles to compete with the drugs
that are either approved or emergency authorized currently. The
situation with COVID-19 is dynamic and we have also seen the
recent removal of authorizations for two monoclonal antibodies
by the FDA as they are infective against Omicron. This also points
to the need for continual drug discovery and development of
antivirals for COVID-19 and why it may be important to
understand the physicochemical properties and potential
mechanisms of molecules that have been identified to date, so
we can learn from them.
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