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SUMMARY
COVID-19 disease caused by severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2) is one of the major emergencies
that have affected health care systems and society in recent decades. At the end of winter 2021-2022, the number of patients
infected with SARS-CoV-2 and especially those suffering from severe COVID-19 is decreasing in Europe. This is due to the
protective effect of anti-SARS-CoV-2 vaccines and the increasing number of people who had COVID-19, thus developing
a certain immunity. However, vaccines to prevent the disease did not appear until more than one year after the emergence
of SARS-CoV-2, so the initial medical approaches to control the disease focused on the existing drugs that were considered
suitable for controlling the pathological events caused by the virus as far as was known at the time. Unfortunately, due in
part to the limited initial knowledge of the molecular details of the pathology of COVID-19, many of the proposed drugs fell
short of expectations and were abandoned. Over time, the challenge of understanding the mechanisms behind COVID-19
has generated a large body of knowledge about how this beta-coronavirus gains control of the host during infection, a
knowledge that has been used to redefine treatment strategies by repurposing existing drugs and to explore new drugs.
Here, we draw a picture of the major strategies and groups of drugs studied and provide a critical overview of their
efficacy and safety based on the available literature data. The main topics covered are repurposed drugs, anticoagulants,
anti-cytokine agents, monoclonal antibodies against SARS-CoV-2, and small antiviral molecules.
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INTRODUCTION

identify therapeutic options for COVID-19 in a
limited time (4). In the absence of clear clinical evidence, many treatment regimens have
been explored in the treatment of COVID-19.
Some of these treatments could refer to the
experience gained with the Middle East Respiratory Syndrome (MERS) and with the Severe
Acute Respiratory Syndrome (SARS); some of
them showed effects on COVID-19 patients
(5). However, the published data often suffered from limited rigorousness of the clinical
trials, particularly regarding randomization, genetic causes and differences in study design
and treatment regimens, leading to contrasting results (6). In other cases, side effects precluded the use of the drug itself (4).
Although vaccines have made a difference in
significantly reducing SARS-CoV-2 diffusion
and COVID-19 frequency, with the acquired
and increased knowledge on the modalities of
virus infection, it became possible for researchers and pharmaceutical companies worldwide
to work and develop new drug candidates.
There is still a need for effective therapies for
COVID-19 for many reasons: 1) some people
do not properly respond to vaccines, 2) the
appearance of virus variants that escape or
reduce the vaccine effectiveness and 3) some
patients develop severe forms of the pathology (7). Also, drugs can be useful in patients on
chemotherapy, patients with hematologic malignancies, immunocompromised people or in
other pathologic conditions.
Drug development is mainly focused on different strategies: i) to avoid the virus entry into
the cells, ii) to inhibit viral replication and vitality, and iii) to regulate the human immune system. These drug categories include anticoagulants, immunosuppressors, anti-inflammatory,
corticosteroids, janus kinase inhibitors, immunoglobulins, monoclonal antibodies, antivirals
and cell therapy (8).
The aim of this review is to examine all the
strategies adopted for the control and treatment of COVID-19, with particular emphasis of
the role and effectiveness of the different categories of drugs on the stages of the disease.

Severe Acute Respiratory Syndrome due to
CoronaVirus-2 (SARS-CoV-2) appeared as a
novel, highly dangerous, virus that caused
the coronavirus disease-2019 (COVID-19) in
humans at the end of 2019. First identified
in Wuhan, China, SARS-CoV-2 rapidly spread
throughout the world, leading to a public health emergency. SARS-CoV-2 infection
caused patients to develop severe disease
with an acute respiratory distress syndrome
(ARDS), associated with coagulation disorders,
an exuberant cytokine storm leading to multiple organ failure, and resulting in fatal events
in about 3% of the infected people (1). The
risk for the severity of COVID-19 disease depends on several comorbidities (diabetes,
hypertension, lung-related diseases, cardiovascular diseases and obesity), older age,
ethnicity, genetic factors, vaccination status
and other conditions (2). The morbidity and
mortality associated with the COVID-19 have
pushed the development of SARS-CoV-2 vaccines as a priority for human health. As a result
of that emergency, several effective vaccines,
targeting the SARS-CoV-2 spike protein, rapidly emerged and gained conditioned approvals
by the regulatory agencies (3).
However, vaccines dedicated to the prevention of the disease appeared after more than
one year after SARS-CoV-2 appearance. Therefore, the initial medical approaches to this virus and the COVID-19 were focused on the
existing drugs suitable for the control of the
pathological events caused by the virus. Unfortunately, also because of the limited initial
knowledge of the molecular pathology details
of COVID-19, many of the proposed drugs
have often missed expectations and were
abandoned. Indeed, it was crucial to understand how this beta coronavirus gained control of the host during infection, a knowledge
that was applied to the development of treatment strategies by the repurposing of existing
drugs but also to the study of new ones. The
emergency of the pandemic made the marketed drug repurposing the best approach to
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REPURPOSED DRUGS FOR THE
CONTROL OF COVID-19

antiparasitic drug, because an in vitro study
showed inhibitory effects against SARS-CoV-2.
Despite the initial reports on its supposed efficacy in reducing viral load in 45 patients (13),
a 5-day course of ivermectin, compared with
placebo, did not significantly improve the time
to resolution of symptoms in 400 patients (14).
Further evidence on 490 high-risk hospitalized
patients with mild to moderate COVID-19,
demonstrated no benefit from this treatment
regarding the need for mechanical ventilation,
intensive care unit admission, or death (15).
Among the drugs used to treat COVID-19, the
anti-malarial drugs chloroquine (CQ) and hydroxychloroquine (HCQ) deserve special attention. These have been suggested as promising
agents, from early trials in China, for shortening the duration of the viral disease, reducing
the fever duration, and improving lung health
(16) also in combination with azithromycin, a
commonly prescribed antibiotic for lung infections (17). The antiviral effects of CQ and HCQ
have been demonstrated in vitro due to their
ability to block viruses like coronavirus SARS in
cell culture (18, 19). Given this preliminary evidence and considering the low cost of HCQ,
most pharmacies, as a detrimental consequence of the rapid dissemination of over-interpreted data, in Europe and Italy have been
struck by people asking for this drug, hoping
for a miraculous cure for the deadly virus (20).
However, a few months later, emerging clinical
evidence demonstrated the ineffectiveness of
HCQ, together with the severe adverse events,
including death, when used at high dose. Currently, no direct supporting data on the effective role of CQ and HCQ in the treatment for
COVID-19 exist, and the international RCTs for
COVID-19 treatments launched by WHO (21)
concluded that HCQ had little or no effect on
overall mortality, initiation of ventilation, and
duration of hospital stay in hospitalized patients (22, 23).
Finally, also azithromycin, a macrolide antibiotic with alleged antiviral efficacy against
COVID-19, was widely prescribed up to the
second quarter of 2021 because several

In the search for an effective treatment for
SARS-CoV-2 infection, many attempts have
been made using existing drugs which, on the
basis of their mechanisms of action, or given
some preliminary clinical evidence, seemed
to be effective in managing the disease (9). If,
before vaccination and up to the spread of the
omicron variant, the medical need was urgent,
nowadays clinicians are more cautious in prescribing unapproved drugs for COVID-19. A
database has also been developed (10) containing all the available in in vitro anti-SARSCoV-2 activity and in vivo pharmacokinetic
data to facilitate the extrapolation from in vitro
antiviral activity to potential in vivo antiviral activity for choosing drugs that could be useful
in saving lives.
The main problem concerning repurposed, or
any other drug treatment for COVID-19 is the
need for mechanical ventilation or high flux,
as the availability of resources and the real severity of the patient respiratory function greatly influence the efficacy of the therapy. As an
example, tocilizumab, an interleukin 6 antagonist, in randomized clinical trials has shown
mixed results compared with control or usual
care in hospitalized patients with COVID-19
(11). However, the real benefit was evident only
for those patients who did not require invasive
mechanical ventilation (IMV) at randomization
and no further details were provided regarding the respiratory status. Despite the absence
of these data, guidelines have suggested the
use of tocilizumab in patients with either severe or critical COVID-19 independent of their
respiratory condition. From a re-analysis of the
published evidence, it appears that the real
benefit of using tocilizumab might have been
overestimated also in subjects without IMV, as
it was used in association with high doses of
corticosteroids that by themselves blunt the
inflammatory reaction (12).
Another drug that has been used for treating COVID-19 was Ivermectin, an inexpensive, easy-to-administer, and widely available
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guidelines in 2020 recommended the use of
empirical antimicrobial treatment (24). However, its alleged efficacy was eventually unsupported by the results of the Recovery trial that
enrolled over 7000 patients that did not benefit from azithromycin treatment, in terms of the
need for IMV or death (25). The same trial indeed revealed that corticosteroids are indeed
useful in the treatment of COVID-19. In fact,
before Recovery trial results were available,
there was a wide debate regarding the role
of corticosteroids in mitigating inflammatory
organ injury (26, 27) and these were generally not included in most guidelines. However,
the first results obtained in 2104 hospitalized
patients showed that dexamethasone lowered
mortality among those who were receiving either invasive mechanical ventilation or oxygen
alone at randomization (28).
Considering the great medical need, a special
effort has been made in these past 2 years to
assess the safety and efficacy of drugs proposed or used to treat COVID-19, but little
evidence exists to date on the prescribing patterns for repurposed and adjuvant drugs in
routine clinical practice.

coagulant therapy appeared to be inadequate
for preventing thrombotic events in hospitalized patients (31).
More recently, larger trials have been published, providing more insight into treatment strategies for hospitalized patients with
COVID-19. The ACTION trial (32) showed
that clinically stable hospitalized patients with
COVID-19 receiving rivaroxaban, compared
to unstable patients receiving enoxaparin, did
not improve the primary efficacy outcome on
the death rate, duration of hospitalization, or
duration of supplemental oxygen. Therapeutic
anticoagulation was associated with increased
bleeding in both clinically stable and clinically
unstable patients.
The ATTACC, ACTIV-4a, and REMAP-CAP Investigators in 2 trials (33, 34) using therapeutic-doses anticoagulation compared with “usual-care” thromboprophylaxis in noncritically ill
patients, defined as not needing respiratory
or cardiovascular support, showed that therapeutic dosing improved survival and reduced
the use of cardiovascular or respiratory organ
support as compared with usual-care thromboprophylaxis.
In the HEP-COVID study (35), adult patients
with evidence of coagulopathy (by laboratory
means) affected by COVID-19 and randomized to receive standard prophylactic or intermediate-dose low-molecular-weight heparin
(LMWH) or unfractionated heparin (UFH) or
therapeutic-dose LMWH throughout hospitalization, demonstrated interesting results. The
primary efficacy outcome of thromboembolic
occurrence, or all-cause mortality, was reached
only in non-severe patients with therapeutic-dose anticoagulation, but ICU patients did
not improve with this therapeutic regimen.
Anticoagulation with LMWH or UFH at a therapeutic dose in COVID-19 hospitalized patients
with an elevated D-dimer level did not significantly reduce the rate of death or severe consequences such as ICU admission, noninvasive
or invasive mechanical ventilation, as demonstrated in the RAPID Trial (36). Also, considering the results of the INSPIRATION trial in ICU

ANTICOAGULATION TREATMENTS IN
COVID-19
Since the beginning of the COVID-19 pandemic, altered coagulation has been reported
in hospitalized patients, with both thrombotic as well as hemorrhagic events. In some patients, a pro-thrombotic status was the alleged
cause, but for many others, the problems seem
related to the cytokine storm, leading to hyperinflammation, endothelial disruption, platelet activation, and thrombotic complications
(29). Arterial and venous thrombotic complications are common in hospitalized patients with
COVID-19 and are an independent predictor
of poor outcome. Microvascular thrombi also
determine multi-organ dysfunction, starting
with acute respiratory distress and then involving other tissues (30). Early studies also indicated that standard prophylactic doses of anti-
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patients, no benefit was obtained from using
an intermediate dose of LMWH over standard
prophylactic-dose anticoagulation in preventing thromboembolic events or death (37).
Despite the methodological differences in defining the criteria for considering critically or
non-critically ill COVID-19 patients in these
studies, the take-home message regarding the
efficacy and safety of anticoagulant therapy in
hospitalized patients can be summarized in 3
crucial points. First, patients that are non-critical and have elevated D-dimer levels benefit
of therapeutic anticoagulation with LMWH or
UFH; second, critically ill and/or ICU patients
do not benefit from therapeutic anticoagulation and have a higher risk of hemorrhage; finally, a dose between prophylactic and therapeutic is not recommended in either ICU or
non-ICU patients.
The use of LMWH in the prophylaxis of thromboembolic events or in patients with an acute
respiratory infection is recommended by the
main guidelines in the absence of contraindications. LMWH or UFH are necessary in case
of thromboembolic manifestations; it is indeed
reasonable to recommend enoxaparin prophylaxis or an intermediate dose when pneumonia is present and hypomobility occurs in the
bed rest patient (38).
Although many limitations and a small number
of high-quality, well-designed studies, heparin
treatment should be preferred to anticoagulants in the treatment of COVID-19 patients at
high risk or with thromboembolism.

immune cells and consequent hyperinflammation, which eventually causes the cytokine
storm (CS) (39). This increased inflammatory
response leads to severe complications such
as acute respiratory distress syndrome (ARDS)
in the lungs, intravascular coagulation, multiorgan failure, and ultimately death. Higher
concentrations of cytokines in the plasma of
patients have been associated with disease
severity (40, 41). These pro-inflammatory cytokines and chemokines include tumour necrosis
factor alpha (TNF-α), interleukin 1beta (IL-1β),
IL-6, IL-10, IL-17, Granulocyte/macrophage
colony-stimulating factor (GM-CSF), interferon gamma (IFN-γ), monocyte chemoattractant
protein-1 (MCP-1), and macrophage inflammatory protein-1-alpha (MIP-1α) (42-45). The IL-1/
IL-6 axis is probably one of the most biologically relevant signalling pathways in the SARSCoV-2-induced hyperinflammatory response
(44, 46, 47). Consequently, monoclonal antibodies or drugs targeting specific cytokines
among the host defence immune mediators
triggered by the virus were considered early
on as a potential class of adjunctive therapies
for COVID-19 (48).

IL-1 blockers
IL-1 induces local effects such as macrophage
activation, endothelial leakage, and fluid extravasation, as well as systemic effects such
as fever, drowsiness, and synthesis of acutephase proteins. Blocking IL-1 signals reduces
inflammation, which in turn may reduce the
need for respiratory support and deaths from
COVID-19. Three IL-1 blockers are available:
anakinra, canakinumab, and rilonacept.
Anakinra is a recombinant soluble IL-1 receptor antagonist (IL -1Ra) that competitively inhibits the binding of both IL-1α and IL-1β to
their receptor (IL-1 type I) (49-51) and is currently approved for rheumatoid arthritis and
other autoinflammatory diseases. Randomized
trials with anakinra, compared to placebo,
in patients with mild to moderate COVID-19
pneumonia reported no significant effect on
the proportion of patients who died or re-

ANTI-CYTOKINE AGENTS FOR COVID19 TREATMENT
SARS-CoV-2 virus infection triggers an inflammatory response and subsequent production of immune mediators such as cytokines,
chemokines, and complement, initially locally and in moderate amounts: this response
is essential to fight the infection. However, in severe COVID-19 infection, cytokines
and chemokines are released in increased
amounts, leading to massive recruitment of
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quired non-invasive or mechanical ventilation,
or on survival without the need for mechanical or non-invasive ventilation, or on discharge
from organ support in the intensive care unit
(ICU) (52, 53). These findings are consistent
with a Cochrane systematic review that examined the effects of IL-1 blockers compared
with standard of care (SoC) alone or placebo
on efficacy and safety in patients with moderate to severe COVID-19 (54). Overall, there
was no evidence of a significant beneficial effect of IL-1 blockers or of adverse effects. Similarly, a study on canakinumab, a monoclonal
antibody that blocks only IL -1β, did not reach
significance for its primary outcome, survival without invasive mechanical ventilation at
day 29 (55). Again, the results are supported
by the findings of the Cochrane systematic review, which states that canakinumab is likely
to result in little or no improvement in COVID
-19 symptoms, defined as improvement on a
clinical scale or discharge from hospital at day
28 after treatment. No studies of rilonacept in
COVID-19 were found in either the EU Clinical Trials Register or on ClinicalTrials.gov (accessed February 17, 2022).
In contrast to these disappointing results, a different approach based on stratifying patients
by immunologic profiles identified patients
who would likely benefit from IL-1 blockade.
In the SAVE-MORE trial, treatment with anakinra was guided by plasma levels of soluble
urokinase plasminogen receptor (suPAR) as a
biomarker of risk of progression to severe respiratory failure (56-58). Treatment with anakinra resulted in significant clinical improvement
on the 11-point WHO clinical outcome scale,
both toward complete resolution and toward
critical illness or death at 28 days (59). In this
study, anakinra also improved outcomes in patients treated concomitantly with dexamethasone, suggesting that suPAR-based treatment
with anakinra is a therapeutic strategy before
critical illness occurs. Other useful information
on the use of anakinra comes from a retrospective observational study suggesting that a
shorter time between hospitalization and treat-

ment with anakinra in patients with moderate/
severe COVID-19 is associated with a significantly lower number of intensive care admissions and lower mortality (60).

IL-6 blockers
In severe COVID -19 patients, a significant increase in the levels of IL-6 is observed (47, 61).
IL-6 is a strong predictive marker of acute severe systemic inflammatory response requiring
support by mechanical ventilation. Moreover,
elevated levels of IL-6 activate the coagulation
cascade and increase the risk of death (62-64).
Accordingly, blockade of IL-6 has emerged
as a potentially promising approach to control SARS-CoV-2-associated cytokine release
syndrome (CRS). IL-6 promotes monocyte
differentiation into macrophages, recruits immune cells to the site of injury, and increases
cytokine production. Interaction of IL-6 with
its transmembrane IL-6 receptor (IL-6R) leads
to dimerization of glycoprotein 130 and the
“classical” signalling process via JAK /STAT,
MAPK and RAS /RAF. However, cells that do
not express IL-6R also respond to IL-6 through
circulating soluble IL-6Rα (sIL-R), known as
“trans-signaling”. Recently, three drugs have
been used to treat COVID-19 infections and
are in clinical trials: tocilizumab, sarilumab,
siltuximab.
Tocilizumab is a humanized IgG1-type mAb
that targets both the membrane-bound and
soluble forms of IL-6R (63), inhibiting both
classical and trans-signalling. It is used to treat
rheumatoid arthritis (RA) and CRS concomitant with CAR-T therapy in cancer, a syndrome
similar to the hyperinflammatory phase of
COVID-19 (64, 65). A prospective meta-analysis of clinical trials of patients hospitalized for
COVID -19 showed an association with lower
28-day all-cause mortality in patients treated
with IL-6 antagonists compared with patients
receiving usual care or placebo (65). Tocilizumab resolved respiratory symptoms and
improved overall health (11). In addition, patients with hypoxemia requiring oxygen therapy have benefited from anti-IL-6 strategies,
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as shown by the results of two large-scale randomized clinical trials (65, 66). In the open-label trial RECOVERY, which enrolled predominantly non-critically ill patients, a significant
reduction in mortality was observed in the tocilizumab arm compared with the usual care
arm (66). In the REMAP-CAP trial, both tocilizumab and sarilumab were effective compared
with the control group and likely equivalent
in improving survival and discharge from organ support (67). In the same study, treatment
with anakinra was not effective, as previously
reported. Overall, these data support the use
of blockade of IL-6 in patients with COVID-19
who are hospitalized and require oxygenation.
Unlike tocilizumab and sarilumab, which target
the IL-6 receptor, siltuximab modulates IL-6
signalling by directly binding the cytokine (68).
The COV-AID study examined the effects of
tocilizumab and siltuximab within the anti-IL-6
therapy group and found no significant difference between the two different anti-IL-6 strategies (69).

pathway and contribute to the development
of ARDS (73). Therefore, it is not surprising
that one of the therapeutic strategies being
investigated for COVID-19 is targeting the
JAK/STAT pathway, whose inhibition may have
pleiotropic effects on the actions of multiple
cytokines, including IL-6 and GM-CSF, while
overcoming the limitations of mAbs that normally target only one cytokine. There are several JAK/STAT inhibitors that differ in their selectivity toward members of the family, namely
JAK1, JAK2, JAK3, and Tyk2 (74).
The efficacy and safety of the pan-JAK inhibitor tofacitinib were evaluated in a clinical trial of 289 patients hospitalized with COVID-19
pneumonia (75). Tofacitinib resulted in a lower
risk of death or respiratory failure than placebo by day 28, with serious adverse events occurring in 14.1% in the tofacitinib group and
12.0% in the placebo group. Further promising
results were also obtained in combination with
hydroxychloroquine (76). Further evidence is
available on the use of ruxolitinib and baricitinib, both inhibitors of JAK1 and JAK2. Ruxolitinib is a potent JAK1/2 inhibitor and significantly suppresses the increase in IL-6 and
TNF-α levels in COVID-19 patients. Compared
with placebo, treatment with ruxolitinib resulted in significantly improved chest computed
tomography and faster recovery from lymphopenia (77). In addition, ruxolitinib in combination with steroids reduced mortality and
resulted in a 75% recovery rate in COVID-19
patients enrolled in the MAP program (78).
Nevertheless, ruxolitinib failed to significantly reduce inflammation in patients who experienced respiratory failure or ICU admission.
Baricitinb is not only a JAK inhibitor but also
impedes the entry of SARS-CoV-2 into target
cells (73). Although the virus enters the host
cell mainly through ACE2 receptors, JAK and
AP-2 (Adaptor Protein Complex 2) associated
protein kinase-1 (AAK1) are also involved in viral attack and endocytosis (79, 80). Baricitinb
inhibits viral endocytosis and assembly by inhibiting AAK1 and cyclin G-associated kinase
(GAK). Baricitinib treatment attenuates the cy-

Inhibitors of JAK /STAT
Several studies suggest that activation of host
NF-kB and IL-6/JAK/STAT signalling pathways
by SARS-CoV-2 viral proteins is likely a critical
factor in virulence, promoting overexpression
of proinflammatory cytokines, viral replication, and pathogenicity. The JAK/STAT pathway transmits extracellular signals conveyed
by a large number of cytokines, lymphokines,
and growth factors, with IL-6 being one of the
most important activators (70). Binding of IL-6
to its receptor activates STAT3, which contributes to the cytokine storm, then the ability of
STAT3 to promote IL-6 gene expression leads
to an autocrine loop that enhances cytokine
expression (71). JAK/STAT signalling pathway
in COVID-19 has also been implicated in the
inflammatory response of IFN-γ, the signalling
of which involves JAK1 and JAK2 as well as
STAT1 (72). Last but not least, detachment of
ACE2 from the cell surface after endocytosis
increases angiotensin II levels (Ang II), whose
effects are also mediated by the JAK/STAT
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tokine storm by decreasing expression levels
of IL-6, IL-1β, and TNF-α, resulting in improvement in lymphocyte counts in patients with
COVID-19 (81). A double-blind, randomized,
placebo-controlled trial of 1,033 adults hospitalized with COVID-19 who were randomized
to receive either baricitinib or placebo showed
that patients receiving this JAK inhibitor had
a shorter time to recovery than patients in the
placebo group (82). Importantly, the effect was
more pronounced in the subgroup that required high-flow oxygen or non-invasive ventilation compared with placebo. Encouraging
results came from a double-blind phase 3 trial
of 1,525 participants randomized to baricitinib
or placebo (83). The relative reduction in mortality was 38.2% for baricitinib versus placebo
when considering 28-day all-cause mortality;
this effect is in addition to standard treatment,
including corticosteroids. Positive feedback
comes from the use of baricitinib in combination with remdesivir, better than baricitinib
alone, in accelerating recovery time and improving the clinical condition of COVID-19 patients dependent on high-flow oxygen or noninvasive ventilation, with fewer adverse events
(82). The FDA recently approved baricitinib for
the emergency treatment of COVID-19 (July
2021). On the other hand, it should also be
considered that baricitinib, as a potent immunosuppressant, may lead to an additional risk
of infection in critically ill patients.
One concern with the use of pan-JAK inhibitors for COVID-19 is that such inhibitors
may interfere with host responses mediated
by type I and type II interferons, which have
important antiviral effects through their ability to inhibit viral replication in infected cells
(84,85). Because JAK2 is not involved in cell
signalling that regulates type I interferons and
is not essential for type II and III interferons
in host immunity, selective JAK2 inhibitors
might be preferred over other JAK inhibitors to block signalling by cytokines such as
IL-6 and GM-CFS, leading to suppression of
COVID-19-associated CRS. The hypothesized
benefits of JAK2 inhibition in the treatment of

COVID-19-associated CRS are currently being
investigated with FDA-approved inhibitors.
Fedratinib is an FDA-approved JAK2 inhibitor
that has nanomolar activity in the treatment of
myelofibrosis (MF) (86); it has also been reported to prevent the worsening outcomes that
follow Th17 cell differentiation and the associated cytokine storm, helping to control pulmonary oedema in COVID-19 (87). Several other
JAK2 inhibitors are currently under investigation for the treatment of various human diseases, including acute myeloid leukemia, MF,
psoriasis, GvHD (graft versus host disease) (88,
89). Given that JAK2 inhibitors likely do not
interfere with the type I interferon response in
immunity but inhibit cytokines including IL-6
and GM-CSF in COVID-19 associated CRS,
JAK2 inhibition should be an attractive therapeutic option for blocking the cytokine storm
in COVID-19.
The need to find effective therapies against
COVID-19 in the shortest possible time has
forced the entire scientific community to
make great efforts. The experience accumulated so far suggests that host-specific therapy is a rather complex approach and that the
heterogeneity of the immunological milieu
of COVID-19 patients must be taken into account. It is now clear that not all patients benefit from the same immunomodulatory treatment and that the same patient may respond
differently depending on the stage and severity of the disease. In particular, the experience
with the IL-1 antagonist anakinra points to the
need to evaluate and use biomarkers to guide
patient-specific immunotherapy.

ANTI-SARS-CoV-2 MONOCLONAL
ANTIBODIES
Soon after the discovery that SARS-CoV-2 enters the cells, after binding the human angiotensin-converting enzyme 2 (ACE2) receptor
through the spike protein (90) the idea of preparing monoclonal antibodies (MoAb) capable of binding the Spike protein in the receptor-binding domain (RBD) and inhibiting the
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Spike/ACE2 binding was pursued. Neutralizing MoAbs (NMoAbs) would inhibit viral replication and cure patients. However, in the following months, it became progressively clear
that what might seem a simple and successful
idea presented some critical issues: 1) the role
of antibodies in the fight against SARS-CoV-2
infection, 2) the decreasing efficacy of the
MoAbs during the development of the infection so that the treatment has become half a
way between cure and prevention, 3) the cost
of antibodies considering the relatively low
mortality rate also in patients at high risk of
death, 4) the need to use the parental route,
making more difficult the administration, 5) relevant changes in the Spike protein over time.
Point 1. The role of antibodies in COVID-19
remains to be fully defined. After SARS-CoV-2
appearance, it was clear within months that
the more severe the COVID-19 disease, the
higher the anti-Spike antibody titers (91), possibly suggesting that naturally arising antibodies were not protective. The idea seemed to
be confirmed when several studies demonstrated that administration of polyclonal antibody-containing sera of patients who recovered from COVID-19 did not cure patients
(92-94). In addition, some data suggest that
certain patient-produced antibodies may lead
to antibody-dependent potentiation (ADE) of
the disease, favoring the entry of the virus into
cells, as observed for other viruses, including
coronavirus (95-98). On the contrary, some
studies suggested a protective role of naturally arising antibodies. For example, hospitalized patients with no anti-Spike antibodies
showed a mortality rate almost twice that of
patients with anti-Spike antibodies (99).
Thus, it seemed reasonable to conclude that
antibodies inhibiting ACE2/Spike binding and
the entry of virus in the cells are protective if
devoided of ADE effect. Indeed, the first clinical studies using one monoclonal antibody
(MoAb) or two MoAbs in association demonstrated a relevant protective activity (100, 101).
A second crucial issue (point 2) was the timing
of antibody administration relative to the evo-

lution of the infection. Some studies demonstrated that antibodies were effective when
administered early (e.g., in the patient positive
for SARS-CoV-2 but with few symptoms) and
inactive when the patient is hospitalized and/
or in intensive care (102,103). Therefore, all
antibodies entered in the clinical use must be
given as soon as possible, even if the patient
does not have a serious disease. The need for
early administration made it necessary to establish the type of patients that need to be
treated. Indeed, it was and is still impossible
to treat all the COVID-19 patients with antiviral
MoAb, due to the shortage of the drugs (particularly soon after their approval) and their
cost. Moreover, considering the very low mortality rate of COVID-19 in a large portion of
the young-adult population, the administration
may be non-ethical due to the very low benefit versus the potential risk of adverse events.
Therefore, each Health Organization established the patient categories that should be
treated, including old patients and those with
co-morbidities known to increase the mortality
rate (see below). Nonetheless, when treating
paucisymptomatic patients, the NNT of antiviral monoclonal antibodies is quite high, ranging between 25 and 29 in the hypothesis of
5% risk of hospitalization (104). Therefore, the
cost of the treatments is rather high (point 3).
The need for MoAb administration as soon as
possible means that they are given to patients
still at home and in a relatively good condition (see below for details). Considering that
they must be given through the endovenous
route, home administration of the drug to a
patient positive for SARS-CoV-2 was a critical
issue (point 4), considering the susceptibility of
specialized personnel to CoViD-19 (especially
before vaccination) and the lack of available
medical and paramedical personnel, especially during the pandemic peaks.

The emerging SARS-CoV-2 variant: the
most relevant issue
A crucial issue concerning antibodies efficacy is the appearance of variants of concern of
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SARS-CoV-2 (point 5). Errors (point mutation)
in RNA viruses such as SARS-CoV-2 are a rule.
Despite SARS-CoV-2 codes for a polymerase
with proofreading activity (105, 106), SARSCoV-2 variants are quite frequent.
The issue was well known at the beginning
of the pandemic. Now we know that the frequency of mutation in the viral RNA coding
the Spike is much higher than the frequency of mutation in the RNA coding the other
viral proteins (107). In particular, comparing
303,250 human SARS-CoV-2 spike protein sequences with the reference sequence of Wuhan-Hu, authors found mutations of each of
the 195 amino acid residues forming the RBD,
including the amino acid residues crucial for
ACE2 binding (8 residues), which is somewhat
surprising. We can conclude that: 1) no amino
acid residues are indispensable to bind ACE2,
2) more importantly, we cannot bet on the efficacy over time of neutralizing MoAbs binding the RBD. Reasonably, the high frequency
of mutation is due to a selective advantage for
the virus having a Spike with a higher affinity
for the ACE2 receptor, more able to favor virus
entry or not recognized by anti-SARS-CoV-2
Abs produced by the host following infection
with another variant of SARS-CoV-2 or the vaccination with a vaccine expressing the Spike of
Wuhan-Hu virus.
In theory, the same use of monoclonal antibodies favors the appearance of variants, but
we believe that their use in the population
had been so infrequent that it did not exert
sufficient selective pressure. Moreover, most
MoAbs are administered as an association of
two antibodies, making unlike the appearance
in one virus particle of mutations conferring resistance to both antibodies (108). The consequence of the appearance of specific variants
on the efficacy of the antibodies in clinical use
will be discussed later.
Interestingly, forty-four invariant residues are
present in the Spike protein outside the RBD
and correspond to ten domains/regions in the
SARS-CoV-2 Spike protein (107), possibly suggesting that MoAbs binding these amino acid

residues may be effective not only against the
present but also future SARS-CoV-2 variants.

Patients for which MoAbs treatment is
indicated
As reported above, not all patients affected
by COVID-19 are treated with MoAbs. Treatment is indicated soon after the occurrence of
COVID-19 symptoms in non-hospitalized patients with laboratory-confirmed SARS-CoV-2
infection who are at high risk for progressing
to severe disease and/or hospitalization. The
patients must be aged > 64 years or aged 1264 years with relevant comorbidities or conditions, such as obesity (BMI > 25), diabetes,
cardiovascular and chronic lung diseases, including hypertension. Other patients poorly
represented in the study leading to MoAb authorization but considered to be at high risk
when infected with SARS-CoV-2 are patients
under immunosuppressive treatment or immunocompromised, with chronic kidney disease,
pregnant, with neurodevelopmental disorders,
conditions that confer medical complexity and
dependant on medical-related technological devices. Even infants with less than 1 year
are considered at high risk. For sure, the anti-SARS-CoV-2 MoAbs are not authorized for
use in the patients hospitalized for COVID-19
and/or who require oxygen therapy due to
COVID-19, because MoAbs do not improve
any parameter, including survival.
More recently, some anti-SARS-CoV-2 MoAbs
have been found to be effective in reducing
the risk of infection when used as pre-exposure prophylaxis (109) and as post-exposure
prophylaxis in a household and other high-risk
settings (110, 111).
The list of patients who are to be treated with
anti-SARS-CoV-2 monoclonal antibodies overlaps with that of patients that should be treated with anti-SARS-CoV-2 small molecules (see
paragraph Antiviral small molecules). Future
studies will indicate which drug class has to
be preferred in a specific category of patients
also regarding the safety, the cost, and availability of the drugs.
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Anti-SARS-CoV-2 MoAbs with
emergency use authorization/full
authorizations from EMA/FDA

bution of bamlanivimab plus etesevimab has
been paused in the United States because the
Omicron variant has markedly reduced in vitro
susceptibility to this mAb regimen (see below)
(115). In Italy, the authorization for the temporary use of bamlanivimab as monotherapy was
revoked in May 2021, while, on March 1, 2022,
the authorization for the use of the association
has not yet been revoked.
On November 11, 2021, EMA’s CHMP has recommended authorizing regdanvimab and the
association of casirivimab with imdevimab for
treating patients with COVID-19. The recommended dosage of regdanvimab in adults is a
single IV infusion of 40 mg/kg within 7 days of
developing symptoms of COVID-19. Casirivimab and imdevimab are administered at the
dose of 600 mg each by IV infusion or by SC
injection within 7 days of developing symptoms of COVID-19. Moreover, Casirivimab and
imdevimab can be used to prevent COVID-19
after contact with an infected person or even
when no contact has occurred. Moreover, a
recent study demonstrated that hospitalized
patients receiving high doses of casirivimab
plus imdevimab (4,000 mg each) showed a
significant reduction in 28-day all-cause mortality when seronegative for the anti-spike protein antibody (24% mortality in the mAb-treated group vs. 30% mortality in the standard
care group) (99). However, the treatment of
hospitalized patients is authorized by neither
EMA nor FDA.
Tixagevimab and cilgavimab are in rolling review at EMA and have received emergency
use authorization by FDA for the pre-exposure
prophylaxis of COVID-19. In Italy, its temporary
distribution was authorized for the prophylaxis
of COVID-19 on 28 January 2022. Tixagevimab
and cilgavimab were optimised using a proprietary half-life extension technology, which
could afford up to 12 months of protection. An
interim analysis of the PROVENT phase III trial having as the primary efficacy endpoint the
first case of any SARS-CoV-2 RT-PCR positive
symptomatic illness occurring post-dose prior
to 6 months, demonstrated a reduced risk of

Eight anti-SARS-CoV-2 MoAb products have
received emergency use authorizations from
EMA and/or FDA. They are bamlanivimab
plus etesevimab given in association (previously called LY-CoV555 and LY-CoV016, respectively), casirivimab plus imdevimab given
in association (previously called REGN10933
and REGN10987, respectively), regdanvimab
(previously called CT-P59), tixagevimab and
cilgavimab (previously called COV2-2196
and COV2-2130, respectively), and sotrovimab (previously called VIR-7831, the parent
MoAb of S309).
Bamlanivimab, etesevimab, casirivimab, imdevimab, regdanvimab, tixagevimab, and cilgavimab are neutralizing mAbs binding to
the RBD of SARS-CoV-2 Spike protein. Bamlanivimab and etesevimab bind to different but
overlapping epitopes, whereas casirivimab/
imdevimab and tixagevimab/cilgavimab bind
to non-overlapping epitopes. Regdanvimab is
not given in association.
Phase 3 BLAZE-1 trial had demonstrated that
bamlanivimab plus etesevimab, compared
to placebo, was associated with 4.8% absolute reduction and 70% relative reduction in
COVID-19-related hospitalizations or all-cause
deaths (112). Casirivimab plus imdevimab,
compared to placebo, was associated with
7.5% absolute reduction and 70% relative risk
reduction in COVID-19-related hospitalizations
or all-cause deaths (113). Regdanvimab, compared to placebo, was associated with 2.2%
absolute reduction and 78% relative risk reduction in progression to severe COVID-19
disease (114).
In March 2021 EMA’s Committee for Medicinal Products for Human undertook the review
of data on bamlanivimab plus etesevimab as
part of a rolling review and supported the use
at the National level before market authorization. On November 2, 2021, the manufacturer
informed the EMA of the decision to withdraw
from the approval process. The broad distri-

207

A. Bergamo, A. Bitto, A. Grolla, et al.

Safety

developing symptomatic COVID-19 (HR 0.23
with a median follow-up 83 days and HR 0.17
with a median follow-up 6.5 months) (116).
Moreover, there were no severe or critical
COVID-19 events in the antibody group compared to 5 in the placebo group. Tixagevimab
and cilgavimab should be given as separate,
sequential IM injections at different injection
sites, preferably one in each of the gluteal
muscles. The recommended dosage is 150 mg
of each mAb every 6 months. The incidence of
serious cardiac adverse events (e.g., myocardial infarction, cardiac failure, arrhythmia) was
higher in the antibody group than in the placebo group (0.6% vs. 0.2%) (116).
Sotrovimab is a neutralizing mAb binding to
SARS-CoV-2 Spike protein outside the RBD.
In particular, it recognizes an epitope that is
highly conserved within the Sarbecovirus subgenus and prevents the virus from entering
the cell by inhibiting the mechanisms downstream of the spike/ACE2 bond (117). Interestingly, it was derived from a parent antibody
(S309) isolated for the first time in 2003 from
an individual who recovered from SARS (118).
Sotrovimab was designed to possess an Fc LS
mutation (M428L/N434S) which confers greater binding to the neonatal Fc receptor resulting in prolonged half-life. Sotrovimab also
demonstrated antiviral activity through antibody-dependent cellular cytotoxicity (ADCC)
and antibody-dependent cell phagocytosis
(ADCP) of virus-infected cells. In the first studies demonstrating the efficacy of Sotrovimab,
three patients (1%) in the sotrovimab group,
as compared with 21 patients (7%) in the placebo group had disease progression leading
to hospitalization or death with a relative risk
reduction of 85%. Moreover, only in the placebo group, five patients were admitted to the
intensive care unit, including one who died
(119). On December 17, 2021, EMA’s CHMP
has recommended sotrovimab for treating
patients with COVID-19. The recommended
dosage of sotrovimab in adults is a single IV
infusion of 500 mg within 5 days from the developing symptoms.

The safety of anti-SARS-CoV-2 antibodies is
quite high. Anaphylaxis and infusion-related
reactions have been reported in a few patients
who received anti-SARS-CoV-2 mAbs. More
frequently, it is observed nausea, vomiting,
diarrhea, dizziness, hyperglycemia, rash, and
pruritis (120-124).

Neutralizing activity of MoAbs on
SARS-CoV-2 variants
The above-mentioned MoAbs have been tested in clinical studies when the SARS-CoV-2
variant of concern Omicron was not present
and most of them were effective in the treatment of patients infected with variants other
than the Omicron variant. The Omicron variant encodes 37 amino acid substitutions in
the Spike protein, 15 of which are in the RBD,
and represents a major antigenic shift in SARSCoV-2. Indeed it determines a marked reduction in neutralizing activity in plasma from convalescent patients and individuals who had
been vaccinated against SARS-CoV-2. Due to
the high infectivity of Omicron, currently, most
patients are infected by this variant.
Some studies evaluated whether the above-described MoAbs retain neutralizing activity
against Omicron variant (125, 126). For all the
MoAbs binding the RBD of the Spike protein, a
significant drop in the neutralizing activity was
described (in practice, loss of activity), with the
only exception of cilgavimab, which showed a
slight drop only (about 12 fold decrease). Interestingly, the neutralizing activity of sotrovimab,
binding to the Spike protein outside the RBD,
was minimally affected. Consequently, FDA
assessed that “the broad distribution of bamlanivimab plus etesevimab and casirivimab
plus imdevimab has been paused because the
products have reduced activities against Omicron variant of concern” (115, 127).

Anti-SARS-CoV-2 MoAbs in the clinical
study
Several MoAbs are still in the clinical study. Two
approaches appear very interesting: 1) MoAbs
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binding to the Spike protein outside the RBD
and active against Omicron variants (128); 2)
The MoAbs MAD0004J08 showing an extremely high affinity for the RBD of the S protein and
being one of the most potent antibodies selected by screening 453 neutralizing antibodies
produced by B lymphocytes from 14 COVID-19
survivors (129). Its potency allows administration by i.m. injection and lower production cost.

the virus in the body and, consequently, the severity of COVID-19. Indeed, in the various clinical studies of which the outcomes have been
reported, there have been no significant advantages both in reducing the severity of the disease and even less in mortality. In some studies,
the lack of therapeutic success was attributed to the viral load, while in others to the advanced state of the disease. Ultimately, regardless of the drug combinations used, the state
of the temporal course of the infection or the
state of the pathology, with the exception of
Remdesivir, which, in some cases, has reduced
the risk of aggravation of the disease and consequent hospitalization of the patient, all other
approaches have reported negative or unsuitable results for planning the use of these drugs
in an appropriate and more extensive manner.
Of these antiviral drugs, their pharmacological and therapeutic characteristics and their
effects in patients with COVID-19 have been
revised in an exhaustive review that summarizes their value in controlling COVID-19 and in
the progression of this disease to more severe
stages leading to hospitalization and/or death
(130). Indeed, another review (131) written at
the end of 2020, already anticipated the often
discordant and almost always negative results
of the use of these drugs in patients with different statuses of COVID-19 severity. In this work,
the reader can find the tables that summarize
the results of clinical studies, often well-controlled, which highlight Remdesivir, among all
the antiviral drugs examined, for which a certain response, expressed as a reduction in hospitalization and the risk of disease progression,
was found in 3 of the four studies examined.
In the present review we will focus on the
three antivirals currently authorized by regulatory agencies, remdesivir, molnupiravir and
paxlovid; the second with a mechanism similar
to that of remdesivir, and the third totally new
and with a new and different molecular target.

ANTIVIRAL SMALL MOLECULES
At the outbreak of the pandemic, the available antiviral drugs seemed the obvious choice
to fight the SARS-CoV-2 virus responsible for
COVID-19. The virus was new, but it was an
RNA virus of which much was known about biological and pathological characteristics. The pathology caused by SARS-CoV-2 infection, that
is COVID-19, indeed showed entirely new and
unexpected characteristics. We were therefore
faced with a new virus and a new pathology.
Obviously, neither against the first nor against
the second there were already specific drugs
available. The biological characteristics of the virus, in particular being an RNA virus, have however suggested the possibility of contrasting it
with anti-retroviral drugs developed for similar
viruses, such as those against HIV. This is why
the WHO immediately suggested carrying out
a multicenter study using the Lopinavir-Ritonavir combination, a drug capable of inhibiting
viral- RNA-dependent RNA-polymerase. Also,
the fact that SARS-CoV-2 was a member of the
beta coronavirus family suggested that it could
be contrasted with other drugs such as those
developed for the treatment of the less-lethal
but very widespread influenza viruses. Thus,
antiviral drugs such as Favipiravir, Oseltamivir,
Umifenovir and Ribavirin have been studied
in different combinations. Obviously, antiviral
drugs with activity on liver RNA viruses, such as
those for hepatitis B (Remdesivir) and for hepatitis C (Sofosbuvir), have not been ignored.
The results obtained using these antiviral drugs
have often been very disappointing. These
drugs were expected to reduce the spread of

Remdesivir
Remdesivir is the first antiviral medicine to be
authorised by the European Medicines Agen-
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cy (EMA) with specific indication for the “treatment of coronavirus disease 2019 (COVID-19)
in adults and adolescents (aged 12 years and
over and weighing at least 40 kg) with pneumonia requiring supplemental oxygen therapy”. In December 2021, the EMA authorized
an extension of indication relating to the treatment of coronavirus disease 2019 (COVID-19)
in “adults who do not require supplemental
oxygen therapy and have an increased risk of
progression to severe COVID-19”.
Remdesivir is a monophosphoramidate nucleoside analogue prodrug that was originally
developed for Ebola virus and utilized in response to the 2014–2016 outbreak in West
Africa (132, 133). It displayed broad-spectrum
activity against different coronaviruses in preclinical models and has been suggested for
COVID-19 clinical trials (132,134,135). It competes with endogenous nucleotides for incorporation into replicating viral RNA through
the RNA-dependent RNA polymerase (RdRp)
and inhibits viral replication (132). The RdRp
is an attractive target for antiviral drugs, as it
is highly conserved across coronaviruses. As
a prodrug, remdesivir undergoes intracellular
conversion by kinases to its active nucleoside
triphosphate metabolite. Remdesivir and its
metabolites display higher selectivity for RdRp
compared to human polymerases (132).
Coronaviruses express a unique exoribonuclease (ExoN) which functions as a proofreading
enzyme correcting errors in the growing RNA
chain (136). The development of effective nucleoside analogues is, therefore, particularly
challenging. Remdesivir is able to partly evade
proofreading and maintain potent antiviral activity in the presence of ExoN. The reason remdesivir’s activity is only modestly decreased by
ExoN relates to two unique properties: i) it is
incorporated into replicating RNA more efficiently than natural nucleotides (136-138); ii)
it functions as a non-obligate or delayed RNA
chain terminator (136-138). The incorporation
of the delayed chain terminators perturbs the
RNA structure, and synthesis is halted at some
point downstream (138). In SARS-CoV-1, SARS-

CoV-2, and MERS-CoV, remdesivir consistently
induces chain termination after the addition
of three nucleotides (136, 137), thus escaping
ExoN excision.
Remdesivir is administered intravenously and
is a substrate of several cytochrome P450 enzymes in vitro, however clinical implications
are unclear since the prodrug is rapidly metabolized by plasma hydrolases (139). Consequently, hepatic impairment has little effect
on remdesivir plasma levels, although specific
studies have not been conducted in patients
with hepatic impairment, and the drug is contraindicated in patients with severe hepatic impairment (139). Remdesivir exhibits low renal
excretion (< 10%) (140). To date, there are no
recommendations for dose adjustments in patients with mild to moderate renal impairment.
There are no PK data available for children or
women who are pregnant or breastfeeding.
The main randomized studies that evaluated
the clinical efficacy of remdesivir in the treatment of hospitalized subjects, albeit open and
with different primary endpoints, consistently
did not show clinical benefit of remdesivir regarding mortality (141-145), with the exception
of a clinical trial carried out among non-hospitalized patients who were at high risk for
COVID-19 progression (146). In this study, a
3-day course of remdesivir had an acceptable
safety profile and resulted in an 87% lower risk
of hospitalization or death than placebo (146).
Beneficial effects on time to recovery are confirmed in a single study, especially in the lower-risk population (subjects receiving low-flow
oxygen therapy and starting treatment within
10 days of the onset of symptoms) (147).
Remdesivir is generally well tolerated and adverse effects are rare. However, since early
reports, transient asymptomatic alanine amino-transferase (ALT) elevations were observed
in most subjects in PK studies (148, 149). Transaminase increases have also been reported in
COVID-19 patients treated with compassionate
use remdesivir (150-152). Although transaminase elevation has been reported as a feature
of COVID-19, there is a concern for possible
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hepatotoxicity associated with remdesivir (152,
153). Based on the data regarding the adverse
effects of remdesivir on hepatic function, caution must be taken by evaluating baseline liver
function, avoiding the use of potentially hepatotoxic drugs, and monitoring liver function
when using remdesivir in patients hospitalized
with COVID-19 (153).

tinct from that of remdesivir in which its incorporation into nascent RNA causes premature
termination of RNA synthesis, stopping the
growth of the RNA strand after the addition of
some nucleotides. Because of this, MK-4482
has demonstrated in vitro activity against remdesivir-resistant SARS-CoV-2. Given its unique
mechanism of action, NHC is expected to be
active against viruses resistant to other antiviral agents.
At the start of the pandemic, MK-4482 was in
the preclinical phase as an anti-flu drug, but
a number of factors helped to move the molecule quickly into phase 1. These include: i)
the favorable characteristics of the molecule
to meet public health needs, 2) the in-depth
non-clinical program that included model testing of various viral diseases and 3) collaboration between sponsors, multinational CROs
and regulatory agencies in the US and UK
(157,158). Based on the results of the planned
interim analysis of the Phase 3 MOVe-OUT
study (NCT04575597), Merck has discontinued patient enrollment and sought approval
from the FDA. The planned interim analysis
evaluated data from 775 patients enrolled in
the Phase 3 MOVe-OUT study through August
5, 2021. Specifically, molnupiravir significantly reduced the risk of hospitalization or death
in non-hospitalized at-risk adult patients with
COVID-19 mild to moderate. In the interim
analysis, molnupiravir reduced the risk of hospitalization or death by approximately 50%;
7.3% of patients receiving molnupiravir were
hospitalized or died until day 29 after randomization (28/385), versus 14.1% of patients
treated with placebo (53/377); p = 0.0012. Up
to day 29, no deaths were reported in patients
who received molnupiravir, compared with 8
deaths in patients who received placebo. The
incidence of any adverse events was comparable in the molnupiravir and placebo groups
(35% and 40%, respectively). Similarly, the incidence of drug-related adverse events was also
comparable (12% and 11%, respectively). Fewer subjects discontinued study therapy due to
an adverse event in the molnupiravir group

Molnupiravir
On 19/11/2021, the EMA’s Committee for Medicinal Products for Human Use issued an opinion on the use of Lagevrio (the trade name of
molnupiravir) for the treatment of COVID-19.
The medicine can be used to treat adults with
COVID-19 at high risk of developing severe
forms of the disease.
Molnupiravir is an oral antiviral also known by
the names EIDD-2801 and MK4482. The drug
was originally developed by Drug Innovation
Ventures at Emory University and subsequently acquired by Ridgeback Therapeutics in partnership with Merck & Co, USA. It belongs to
the class of ribonucleoside analogues with
broad-spectrum antiviral activity against a series of RNA viruses, including coronaviruses.
MK-4482 was first developed as a flu shot and
later “repositioned” as an oral treatment for
adults with COVID-19 in a mild to moderate
form. MK-4482 is a prodrug that is rapidly absorbed in the intestine and hydrolyzed into the
ribonucleoside analogue N-hydroxycytidine
(NHC) (154), which is widely distributed to tissues (including lungs and brain) and, similarly
with remdesivir, converted to the pharmacologically active triphosphate form (NHC-TP).
The mechanism of the antiviral activity of MK4482 is a two-step process that inhibits the
RdRp through an accumulation of viral mutations beyond a biologically tolerable threshold, with consequent impairment of the normal fitness of the virus, leading to its death
(154, 155). In fact, coronaviruses use the RdRp
for the replication and transcription of their
RNA genomes and it is therefore clear that
this enzyme represents an important target for
hitting the virus (156). This mechanism is dis-
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(1.3%) compared to the placebo group (3.4%).
On the recommendation of an independent
data monitoring committee and in consultation with US FDA, recruitment into the study
was terminated early based on these positive
results. In England, on November 4, 2021 molnupiravir was approved by the UK drug regulatory agency (Mhra) under the trade name
of Lagevrio.
Molnupiravir displays in vitro activity against
SARS-CoV-2 variants of concern such as
B1.1.529 (omicron) (159-164), and B.1.1.7 (alpha), B.1351 (beta), P.1 (gamma) and B.1.617.2
(delta) (Merck Sharp & Dohme (UK) Limited.
Lagevrio 200 mg hard capsules: UK prescribing information 2021) (165).

were tested, evaluated the safety, tolerability and pharmacokinetics of PF-07321332 in
healthy individuals (171).
On November 5, 2021, Pfizer announced
the first results of the NCT04960202 EPIC-HR (Evaluation of Protease Inhibition for
COVID-19 in High-Risk Patients) trial. The EPIC-HR trial is a quadruple-blind study (NB:
double-blind is specified in the title of the trial,
but under MASK it is reported that the study
was conducted so that the “Participant, Care
Provider, Investigator, Outcomes Assessor”
the type of treatment proposed was masked
(171)) on non-hospitalized adult patients with
COVID-19, who are at high risk of developing
severe disease. The interim analysis assessed
data from 1219 adults enrolled by September
29, 2021. By the time of the decision to stop
patient recruitment, enrollment had reached
70% of the expected 3,000 patients from clinical trial centers throughout North and South
America, Europe, Africa and Asia, with 45% of
patients in the United States. Enrolled individuals had a laboratory-confirmed diagnosis of
SARS-CoV-2 infection within a five-day period,
with mild to moderate symptoms, and must
have had at least one medical condition associated with an increased risk of developing
COVID-19 severe. Each patient was randomized (1:1) to receive orally Paxlovid or placebo
every 12 hours for five days. The scheduled interim analysis showed an 89% reduction in the
risk of hospitalization or death from any cause
related to COVID-19 compared to placebo in
patients treated within three days of symptom
onset (primary endpoint). On day 28, 0.8% of
patients treated with Paxlovid went into hospitalization (3/389 hospitalized and 0 deaths),
compared with 7.0% of patients who received
placebo and were hospitalized or died (27/385
hospitalized with 7 subsequent deaths) (p <
0.0001). Similar rates of COVID-19-related
hospitalization or death have been observed
in patients treated within five days of symptom
onset. Specifically, 1.0% of patients treated
with Paxlovid were hospitalized (6/607 hospitalized, 0 deaths), compared to 6.7% of pa-

Paxlovid
Paxlovid, is the combination of Pfizer’s investigational antiviral PF-07321332 (nirmatrelvir)
and a low dose of ritonavir, an antiretroviral
drug traditionally used to treat HIV. On April 6,
2021, Pfizer released the structure of an inhibitor of the 3-CLPRO enzyme of the SARS-CoV-2
virus, named PF-07321332, which has been
shown to be able to suppress the replication of
the virus in human cells at submicromolar concentrations (166-168). PF-07321332 is the first
molecule to target the SARS-CoV-2 main protease (3-CLPRO). 3-CLPRO is responsible for the
cleavage of SARS-CoV-2 polyproteins 1a and
1b. Without the activity of SARS-CoV-2 3-CLPRO
, non-structural proteins 1a and 1b (including proteases) cannot perform their functions
and, consequently, viral replication is inhibited
(169-170). In particular, PF-07321332 is an inhibitor of a cysteine residue of 3-CLPRO responsible for the enzymatic activity of the protease.
The co-administration of a low dose of ritonavir (a drug used to treat HIV) helps slow down
the metabolism, in which cytochrome p450
enzymes are involved, and breakdown of PF07321332 and, consequently, to maintain higher concentrations for longer times resulting in
a prolongation of its activity. A Phase 1 study
(NCT04756531), conducted in double-blind
and in which both single and multiple doses
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tients who received placebo (41/612 hospitalized with 10 subsequent deaths). (p < 0.0001).
Overall, in the global population, no deaths
were reported in patients who received Paxlovid compared with 17 (1.6%) deaths in patients who received placebo.
The review of the safety data included a larger cohort of 1881 patients in EPIC-HR, whose
data were available at the time of the analysis. Treatment-associated adverse events were
comparable between Paxlovid (19%) and placebo (21%), most of which were mild in intensity. Among patients evaluable for av events,
fewer serious adverse events (1.7% vs. 6.6%)
and fewer study drug discontinuation (2.1% vs.
4.1%) were observed in patients treated with
Paxlovid versus those receiving placebo, respectively.
Paxlovid will be administered twice daily for
five days at a dose of 300 mg (two 150 mg
tablets) of PF-07321332 with one 100 mg tablet of ritonavir.

distributed in different organs but with a particular propensity for the respiratory system, associated with the risk of blood coagulation. We
were prepared for treating such diseases since
anti-inflammatory drugs were available either
from the panel of anti-cytokine medicines (small
molecules or MoAbs) or with corticosteroids. By
generalizing the observed results, we can admit
that corticosteroids helped COVID-19 patients
much more than the anti-cytokine drugs. The
anticoagulants were the other family of drugs
that made the difference between life and
death in COVID-19 patients. All major international Societies on thrombosis rapidly produced
and diffused the guidelines for the best use of
anticoagulation in high-risk patients.
These approaches can be considered the best
treatment options for patients with COVID-19.
It must be said that all the other drugs tested on COVID-19, all of them selected on the
basis of their mechanism of pharmacological
action, almost failed or showed minimal effectiveness, often because of the low degree of
the trial with which they were examined.
Better results, considering the appearance of
new drugs, were observed with the prevention of the COVID-19, namely the control of
SARS-CoV-2 infectivity. In this case, we have
two separate approaches being developed:
MoAbs directed to control the virus’s ability to
bind to the target cells and small molecules
(conventional antiviral drugs) hampering the
viral replication inside the infected cells. The
knowledge of the virus’s chemical structure
and the molecular biology of its replication
has considerably helped the research for optimal treatment options.
Similar to what was shown with anti-COVID-19
drugs, also these approaches suffered from
successes and failures. At the beginning of the
pandemic, when the only available data simply
indicated that SARS-CoV-2 was a RNA coronavirus, the idea of the control of the infection
lead to the use of antiviral agents already in our
hands and known to be active against viruses with similar replicative steps. Unfortunately, among all the antiviral drugs tested, only

CONCLUSIONS AND PERSPECTIVES
The pharmacologic approach to control the
SARS-CoV-2 diffusion in humans and the consequent COVID-19 pathology has been challenging the scientific community in the last
couple of years. Here we focus on the two
main aspects governing the pharmacological
approach to this pandemic: i) the possibility of
using drugs already available and ii) the need
for new and appropriate drugs for this specific
virus. After two years of a considerably high
number of experiences (clinical trials of different kinds with a number of drug candidates,
mainly based on the concept of “try-and-error” research) we can conclude that we have
selected and adapted old drugs (treatment of
COVID-19) and we have developed new drugs
for the SARS-CoV-2 (prevention of COVID-19).
It is reasonable to think that the results obtained are the best we could get in this short
time-lapse.
The main medical aspects of the SARS-CoV-2
infection are a strong inflammation, variably
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remdesivir showed some activity, sufficient to
convince the regulatory agencies to suggest
its use to contain the viral diffusion inside the
body of the infected patients. Similar success
has been documented with another repositioned anti-viral small molecule, molnupiravir.
The target is the same as remdesivir, e.g. the
RdRp, but the consequences on the viral replication, at least from the molecular aspect of
this interaction, are dramatically greater, leading to the accumulation of mutations ending
with a sort of replicative catastrophe. However,
the most real advantage in the control of viral
diffusion in the body is given by the new anti-viral small molecule nirmatrelvir that, when
used in combination with ritonavir (namely
Paxlovid), warrants a greater than 90% protection against the development of a severe
COVID-19. The target of nirmatrelvir (the viral
protease) is a specific locus of the protein that
is relevant for SARS-CoV-2, and this makes the
difference from the other re-positioned drugs
that were tested and found inactive.
On the other hand, the control of patient’s
infection towards a severe COVID-19 with
MoAbs showed the most intense activity by
the pharmaceutical companies. A number of
MoAbs became rapidly available, mostly targeting the viral proteins responsible for the viral attack on the target cells. The chapter on
these drugs is exhaustive and here we simply
remark the advantages and limitations of these
therapies. The most important advantage
is the high specificity of the MoAbs therapy
and the rapid washout of the viruses from the
body. At the same time, the high specificity of
these drugs is also their weakness, given the
high rate of mutations of their target operated by the SARS-CoV-2. In fact, the experience
with these drugs showed how the virus mutated the target proteins without losing its ability
to infect the target cells. This viral behaviour
made the MoAbs to rapidly reduce their effectiveness with the appearance of the new variants of SARS-CoV-2, a process that forced the
use of combinations of these MoAbs to prevent the viral escape.

In conclusion, the take-home messages of the
pharmacological experience for the control of
the SARS-CoV-2 pandemic, a very important
message also for the pharmacological discipline as a whole, can be summarized as follows. Drug repositioning cannot be successful simply based on the knowledge of their
molecular mode of action and the new drugs,
even though based on a specific and selective target, may need a continuous arrangments in order to fulfill a complete therapeutic success.
Nonetheless, the experiences gained during
these two years in the pharmacological treatment of the virus responsible for the pandemic
and COVID-19 has demonstrated the possibility of significantly accelerating the development
of new drugs with measurable innovation.
The MoAbs have highlighted the rapid versatility of their curvature on the targets of the
virus in constant evolution and, in perspective, solve the pharmacokinetic problems of
the earlier preparations with measures that
significantly extend the therapeutic range. It
is hoped that the new MoAbs under development will meet the needs of prescribers
and patients and, together with the development of new vaccines, will prevent the spread
of the virus in the body, hospitalizations and
deaths of patients. In this context, an important role is attributed to the new antiviral drug
nirmatrelvir, whose most intriguing advantage
over existing antivirals is that it has a peculiar mechanism of action on a specific target
of SARS-CoV-2 and can be easily taken orally compared to MoAbs. Considering that the
SARS-CoV-2 pandemic may stabilize with an
annual frequency very similar to winter flu, it
is desirable that this molecule provides the
inpetus for the development of other specific
agents against SARS-CoV-2. Thus, this virus
can be expected to offer a range of therapeutic options for its control, regardless of
the type of mutations that will occur in the future. Indeed, in addition to nirmaltrevir, other
products could be developed that target conserved viral pathways or whose mutations are
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Figure 1. The main drugs studied and/or recommended for the treatment of CoViD-19 and their therapeutic targets.
This figure summarizes the available or proposed medications for COVID-19 prevention or treatment and their sites
of action.
(A) Drugs that inhibit viral replication. Remdesivir, paxlovid (nirmatrelvir/ritonavir) and molnupiravir are small antiviral
molecules recommended by AIFA for the treatment of adults with CoViD-19 at high risk to develop severe disease. These
drugs inhibit viral replication. Chloroquine (CQ) or hydroxychloroquine (HCQ) are not recommended. (B) Monoclonal
antibodies (mAbs) to prevent virus attachment to cellular proteins. Monoclonal antibodies directed towards the
RBD of the SARS-CoV-2 Spike proteins are approved as an early treatment or as pre-exposure or post-exposure prophylaxis
in high-risk patients (see text for further details). (C) Drugs that modulate the host inflammatory response. A
number of IL-1 blockers, IL-6 blockers, Jak-Stat inhibitors have been tested as repurposed drugs to dampen the host
inflammatory response and the “cytokine storm” that might lead to severe complications such as acute respiratory distress
syndrome (ARDS) in the lungs, intravascular coagulation, multiorgan failure, and ultimately death. Corticosteroids are also
standard therapy for hospitalised patients requiring supplemental oxygen therapy (with or without mechanical ventilation)
and are also recommended for home management of patients with severe CoViD-19 disease requiring supplemental
oxygen. (D) Anticoagulants. Unfractionated heparins (UFH) or low molecular weight heparins (LMWH) are approved
for the prophylaxis of thromboembolic events in patients with an acute respiratory infection and limited mobility. Oral
anticoagulants such as rivaroxaban have also been tested in clinical trials but showed no evidence of efficacy.
CQ: chloroquine; HCQ: hydroxychloroquine; LMWH: low molecular weight heparins; UFH: unfractionated heparins.

extremely rare, ensuring the stability of the
product in therapy.

abe support and the representation of the mechanism of drug’s action summarized in figure 1.
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