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COVID-19 has emerged as a pandemic affecting about 213 countries in all the continents of the globe,
resulting in more than 37.8 million individuals getting infected and over 1.08 million deaths worldwide,
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jeopardizing global human health and the economy. This presents an urgent need to develop therapies

that target the SARS-CoV2 virus specifically. This review aims at presenting the available information on
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1. Introduction

In December 2019, several people were diagnosed with a severe
pneumonia of unknown origin in Wuhan, Hubei province of
China. Analysis of the bronchoalveolar lavage fluid (BALF) from
these patients led to the isolation of a novel coronavirus, SARS-
CoV2 (Severe Acute Respiratory Syndome coronavirus 2; previ-
ously named 2019-nCoV). SARS-CoV2 is a positive-sense single-
stranded RNA virus that belongs to the betacoronavirus genus,
believed to have zoonotic origins since it has high genetic
similarity to the coronavirus RaTG13, isolated from bats. On
30th January 2020, the World Health Organization (WHO)
declared the outbreak as a Public Health Emergency of Inter-
national Concern and officially named the viral disease as
coronavirus disease 2019 (COVID-19) on February 12, 2020 and
on 11th March 2020, COVID-19 was assessed as a pandemic. As
of 12th October 2020, COVID-19 has affected over 214 countries
and territories around the world infecting >37.7 million people
and proving fatal to >1.08 million individuals, thus endangering
global health and the economy."™

Corona viruses (order Nidovirales, family coronaviridae,
subfamily coronavirinae) are a large family of spherical, envel-
oped, non-segmented RNA viruses with size ranging from
60 nm to 140 nm in diameter with external solar spike like
projections on its surface which are the peplomers of viral S
protein, gives it a crown like appearance under electron
microscope (corona in Latin is coronam, which means
crown).>>*” This virus possesses approximately 27-32 kb of
single stranded positive sense RNA packed inside a helical
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the coronavirus disease 2019 along with various drugs that are having widespread use until a vaccine
candidate is available to aid in the development of therapeutic strategies against COVID-19.

capsid and further surrounded by an envelope.”® Apart from
infecting birds and mammals, these viruses have crossed the
animal-human species barrier causing disease like upper
respiratory tract infections (URTIs) resembling the common
cold, to lower respiratory tract infections (LRTIs) such as
bronchitis, pneumonia and severe acute respiratory syndrome
(SARS).®

Corona viruses (CoV) are classified/divided into four genera,
Alphacoronavirus, Betacoronavirus, Gammacoronavirus, and Del-
tacoronavirus. Alpha and beta CoV carries the potential to infect
mammals, while gamma and delta CoV infect birds although
delta CoV infect both mammalian and avian species.””® Among
them three coronaviruses, SARS-CoV, MERS-CoV and SARS-
CoV2 belonging to beta-coronavirus group (Orthocoronavir-
inae subfamily) possess the potential to cause severe respiratory
tract infection.™”

SARS-CoV originated in Guangdong, China in November
2002, spreading to Hong Kong in February 2003 and subse-
quently to various Asian countries. It infected 8422 people
globally, mostly in China and Hong Kong causing 916 deaths
(mortality rate being 11%) until the epidemic came to an end in
June 2003.> MERS (Middle-East Respiratory Syndrome)
outbreak took place in April 2012 in Jordan. As of February 29
2020, there have been 2494 confirmed cases, with majority of
cases reported in Saudi Arabia, causing 859 deaths worldwide
(34% fatality rate).*

The ongoing SARS CoV-2 outbreak has rapidly evolved and
spreading globally. On January 7 2020, this virus was identified
to have >95% homology with the bat coronavirus HKU9-1 and
this virus is identified to have 79.5% genome sequence identity
to SAR-CoV >70% similarity with the SARS-CoV.' To date, the
closest relative of SARS-CoV-2 is RaTG13, identified from a Rhi-
nolophus affinis sampled in Yunnan province in 2013. This virus
shared 96.1% nucleotide identity and 92.9% identity in the S
gene, suggesting the role of bats as coronavirus reservoirs."* The
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events leading to the transmission of the virus from animals to
humans is still largely unknown, though it has been confirmed
that it originated in bats. It appears that SARS-CoV2 has
a higher rate of human to human transmission as compared to
SARS and MERS (Basic Reproduction Number R, has been
estimated to be between 1.4 and 3.9) but has a lower case fatality
rate of about 2.3%, affecting mainly the elderly and persons
with severe health complications.”> Currently there are no
clinically approved drugs or vaccines available in the market
that specifically target SARS-CoV2. Currently, the therapeutic
strategies to deal with COVID-19 are symptomatic treatment
with respiratory support and prevention aimed at reducing
community transmission. The exponential rise in infection
have led to serious public health control measures, interna-
tional travel restrictions and severe economic crisis worldwide.

2. Ultrastructure of SARS-CoV?2

SARS-CoV2 is a positive sense single stranded RNA virus having
a diameter of 60-140 nm.” On 10th January 2020, the first
whole genome sequence of SARS-CoV2 was released aiding its
diagnosis by quick identification of the virus in suspected
patients using reverse transcription polymerase chain reaction
(RT-PCR) methods.? So far 178 genome sequences of SARS-CoV2
from different labs have been submitted to GISAID database.*®
SARS-CoV2 (genome of ~30 kb) consists of a 5’-untranslated
region (UTR), a replicase complex (orflab) encoding poly-
proteins (ppla and pplab), 16 non-structural proteins (NSPs)
including RNA-dependent RNA polymerase (RdARP), a spike
protein (S) gene, envelope protein (E) gene, a membrane protein
(M) gene that helps in virus assembly, a nucleocapsid protein
(N) gene, 3'-UTR and several>”*** unidentified non-structural
open reading frames.* Studies have highlighted that SARS-
CoV2 genes share ~80% nucleotide identity and 89.10%
nucleotide similarity with SARS-CoV genes. In a study, the
mutation in NSP2 and NSP3 proteins have been suggested as
a potential mechanism differentiating COVID-19 from SARS
and may account for the high transmissibility of the virus.'*
Transcriptionally frame shifted ORFla and ORF1b produce
ppla and pplab polypeptides which upon proteolytic cleavage
generate various proteins. The proteolytic processing is medi-
ated by papain-like protease (PLpro) and 3-chymotrypsin-like
protease (3CLpro).*"* The 3CLpro cleaves the polyprotein at 11
distinct sites that generates 16 non-structural proteins (NSPs)
that are involved in viral replication.® Other ORFs encode for
structural proteins that includes spike protein, membrane,
envelope, and nucleocapsid proteins. 3CLpro play a critical role
in the replication of virus particles and unlike structural/
accessory protein-encoding genes, it is located at the 3’ end
which exhibits excessive variability. Multiple sequence align-
ment results revealed that 3CLpro was conserved, with 100%
identity among all SARS-CoV2 genomes. Analysis of physico-
chemical parameters revealed that the SARS-CoV2 3CLpro
polypeptide is 306 amino acids long with a molecular weight of
33 796.64 Da categorising the protein as a stable, hydrophilic
molecule capable of establishing hydrogen bonds. Therefore, it
is essential to discover novel compounds that may inhibit SARS-
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CoV2 3CLpro and serve as potential anti-COVID-19 drug
compounds.*

3. Mechanism of human
pathogenicity

Spike (S) glycoprotein of SARS-CoV/SARS-CoV2 and host cell
zinc peptidase angiotensin-converting enzyme 2 (ACE2)
receptor recognition and affinity binding is a critical step for
virus entry into the lower respiratory tract of humans.* Spike
protein is a clove shaped trimer with S1 and S2 subunits.” S1
sub-unit with receptor binding domain (RBD) is involved in cell
type selection/tissue tropism and ACE2 receptor recognition
and attachment, while virus-host cell membrane fusion is
mediated by the S2 subunit allowing the entry of viral RNA
inside host cell cytoplasm. The invasion process being primed
by TMPRSS21 (transmembrane serine protease) produced by
the host cell.*® S proteins of SARS-CoV2 share about 76% and
97% of amino acid identities with SARS-CoV and RaTG13
respectively. Whereas the amino acid sequence of RBD of SARS-
CoV2 is only about 74% and 90.1% homologous to that of SARS-
CoV and RaTG13 respectively.'”” The NTDs (N terminal domain
of S protein) of SARS-CoV2 share only 53.5% of homology in
amino acid sequence with SARS-CoV S protein. Binding of SARS
corona virus to cellular receptor ACE2 results in uptake of
virions into endosomes, where the spike protein is activated by
the pH dependent cysteine protease cathepsin L. SARS-CoV2 S
protein is capable of triggering protease-independent and
receptor-dependent syncytium formation that possess the
capability to enhance virus spreading through cell-cell fusion.”
Upon entry inside host cell, the uncoated viral genome encodes
ppla and pplab polyproteins which in turn participates in
formation of replication transcription complex (RTC). RTC
synthesizes a nested subset of sub-genomic RNA (sgRNAs) from
which the accessory proteins and structural proteins are enco-
ded utilizing the host ER and Golgi complex. Finally, the newly
synthesized viral RNA, nucleocapsid proteins and envelope
glycoproteins are assembled and packaged in multiple vesicles
which fuse with the plasma membrane to release the viruses in
the host system, ready to infect more cells.

4. Clinical symptoms, diagnosis and
mode of transmission

SARS-CoV2 primarily affects the respiratory system in humans.
The virus passes through the nasal and larynx mucosal
membranes and enters the lungs through the respiratory tract.
It may utilize the circulating blood to attack other organs that
express ACE2, such as the heart, renal, gastrointestinal tract.*®
Clinical features vary from asymptomatic state to acute respi-
ratory distress and multi-organ dysfunction. ACE2 is highly
expressed at the protein level on lung alveolar epithelial cells. As
mentioned earlier, viral S protein and host cell ACE2 receptor
interaction are critical to viral entry.* Its correlation with higher
expression of ACE2 in the lungs may help us understand the
route of infection and disease manifestation.
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The primary mode of infection is human-to-human trans-
mission through close contact occurring via droplets from
infected person's cough or sneeze." COVID-19 has asymptom-
atic incubation period between 2 and 14 days during which the
virus is transmissible.” For this reason, the rapid spread of
SARS-CoV2 has occurred with the basic reproduction number R,
of 1.4-3.9." The typical clinical features are cough, sore throat,
fever, headache, fatigue and breathlessness with characteristic
pulmonary ground glass opacity changes on chest CT scan.*>**°
In severe cases the disease rapidly progresses to pneumonia,
respiratory failure, multi organ dysfunction (like cardiac and
kidney injury) and death. Nasopharyngeal and oropharyngeal
swab, bronchoalveolar lavage fluid (BALF) and sputum samples
from suspected/symptomatic patients are used for clinical
diagnosis of SARS-CoV2.? Serological test employed are ELISA
and western blot for detection of specific COVID-19 proteins.>**
Viral antigen detection is done by using direct immunofluo-
rescent assay (IFA), viral nucleic acid detection is done by real-
time reverse transcriptase (RT)-PCR (based on RARP gene, N
gene, E gene and ORF gene) and further detection confirmed by
next-generation sequencing.*** Although RT-PCR is regarded
as the reference standard, recent studies have addressed the
importance of chest computed tomography (CT) examination in
COVID-19 patients with false negative RT-PCR results and re-
ported the CT sensitivity to be 98%.>° Additionally, National
Health Commission of China has declared CT examination to
be of great significance not only in diagnosing COVID-19 but
also in monitoring disease progression and evaluating thera-
peutic efficacy. Series of lab tests confirmed that most patients
had low white blood cell counts and lymphocytopenia.®* In
acute/severe cases-neutrophil count, blood urea, creatinine
levels, D-dimer, CPK, LDH, cytokines were significantly higher
along with steady decrease in lymphocyte count.>

Adverse outcomes and death are more common in senior
citizens (age > 60), people with underlying co-morbidities such
as hypertension, cardiovascular disease diabetes and immune-
compromised patients (fatality rate: 50-75%), while the over-
all case fatality rate ranges between 2 to 3%.

5. Innate immune response

When the foreign genome (viral RNA) enters the host cell, it is
detected as Pathogen Associated Molecular Patterns (PAMPs) by
the host cell pattern recognition receptors (PRRs). Endosomal
RNA receptor TLRs (TLR 3, 7, 8, 9) and cytosolic RNA receptors-
RIG-1, MDAS5, cGAS are involved in sensing and recognizing
viral RNA in the host cell.” These molecules coordinate
a complex signalling that results in recruitment of several
adaptors like MAVS, STING which in turn triggers MyD88 and
a series of downstream cascade molecules which finally leads to
the production of IFNa and IFN, activation of NFkB, IRF3.
Nuclear translocation of these molecules leads to expression of
type I IFN and other pro-inflammatory cytokines and this initial
response comprise the first line defence against viral infection.
Type 1 IFN activates JAK-STAT pathway which results in tran-
scriptional initiation of IFN stimulated genes (ISGs)."
Successful type 1 IFN response should be able to suppress viral
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replication and dissemination at an early stage. But at the step
of type 1 IFN induction, SARS-CoV disrupts the downstream
signalling by degrading RNA sensor adaptor molecules like
MAVS and TRAF3/6 and inhibits IRF3 nuclear translocation
resulting in dampening of type 1 IFN response and viral control
failure." In the later stages, active viral replication results in the
hyperproduction of type 1 IFN and influx of neutrophils and
macrophages, which are the major sources of pro-inflammatory
cytokines. COVID-19 patient's deteriorating condition is asso-
ciated with increase in C-Reactive Protein (CRP) and inflam-
matory factors in the plasma, like the interleukins IL-6, IL-10,
IL-2, IL-7, 4, 12, 13, 17, TNFa, GCSF, MCSF, IP-10, MCP-1,
MIP-1a, HGF, producing a cytokine storm in the body of crit-
ical COVID-19 patients'* (Fig. 1).

6. Adaptive immune response

In coronavirus disease, most of the immune response (70%)
was found against the structural proteins (spike, envelope,
membrane and nucleocapsid). In studied SARS-CoV patients,
long-lasting specific IgG and neutralizing antibodies were re-
ported even after 2 years after infection. T cell response was
extensively investigated in SARS-CoV and it was reported that
CD8+ T cell response was heightened compared to CD4+ T cell
response. Higher magnitude of T cell response was found to be
correlated with significantly higher neutralizing antibody. In
severely infected SARS CoV patients, polyfunctional CD4+ T
cells (IFNy, TNFa and IL2) and CD8+ T cells (IFNy, TNFa and
degranulated state) were detected at higher frequency accom-
panied by high serum availability of Th2 cytokines (IL4, IL5,
IL10)."

In MERS-CoV, early rise of CD+ T cells were detected in
acutely infected stage, while in the recovery stage, Thl type
helper T cells were found to be dominant. When macrophages
and dendritic cells were infected by MERS-CoV, T cell activation
markedly diminished due to disrupted/suppressed antigen
presentation by MHC class I and II molecules.

Coronaviruses are adapted to evade immune detection and
dampen the immune response in infected individuals. The viral
proteins (M proteins, NSPs (NS4a, NS4b, NS15)) being the key
molecules helping in host cell modulation. Early immune
evasion by SAR-CoV2 is the reason for the long incubation
period of COVID-19. Th1 type response is a key to successful
control of SARS-CoV and MERS-CoV and recent evidences
strongly indicate the same to be true for SARS-CoV2 as well."

7. Treatment and therapeutic
potentials

Current treatments are mainly focused on symptomatic and
respiratory support. There is yet no effective antiviral drug
against SARS-CoV2.

Two therapeutic measures are proposed by L. Lin et al. based
on anticoagulant therapy to enhance the immune function and
block the inflammatory storm in COVID-19 patients. When T
lymphocyte and B lymphocyte count significantly starts to fall
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Fig. 1 Immune response and cytokine storm in COVID-19.

accompanied by abnormal increase in inflammatory cytokines
and D-dimer in COVID-19 patients, they are recommended with
IVIg treatment, which may bring down the inflammatory factors
at an early stage and enhance the immunity. Low Molecular
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Weight Heparin (LMWH) anticoagulation therapy is also rec-
ommended in early stage of the disease when the infection and
inflammation lead to excessive activation of coagulation factor
such as the D-dimer."® Detailed clinical evidence of COVID-19
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patients are required for understanding the efficacy of the
treatment.

Cross reactive neutralizing activity has been detected in
serum/plasma of SARS-CoV recovered patient. Isolated mono-
clonal antibodies targeted against SARS-CoV RBD (like m396,
S230, 80R and CR3014) failed to bind and neutralize SARS-
COV2. The loss of reactivity points towards the structural
difference and intrinsic sequence mismatch between RBDs of
SARS-CoV and SARS-CoV2. RBD is the critical region for
receptor binding, thus targeting the conserved epitopes in the
RBD may have high potential in development of antibodies and
promising targeted drug against SARS-Cov2.*

SARS-CoV2 RBM has undergone structural changes in the
hACE2-binding ridge compared to SARS-CoV, due to major
involvement of 4 amino acid residues 482-485: Gly-Val-Glu-Gly.
Leu in the hydrophobic pocket of SARS-CoV RBM is replaced by
Phe-486 in SARS-CoV2 RBM. These structural changes evolved
to stabilize the hotspots and heightened the binding efficiency.
Identification of functionally important epitopes in SARS-CoV2
RBM may lead to structure-based design of highly efficacious
vaccines against viral RBD.*

M protein is a key SARS coronavirus enzyme that plays the
pivotal role in mediating viral replication and transcription

964 | RSC Adv, 2021, 1, 960-977

making it an attractive target for drug design against SARS-
CoV2. Through virtual drug screening, structure assisted drug
design and high throughput sequencing, a Michael acceptor
inhibitor (N3) has been designed which has the ability to inhibit
CoV M protein enzyme. Animal model study has revealed that
N2 possesses potent antiviral activity. Homology modelling and
molecular docking of SARS-CoV2 M protein and N3 has proved
N3 to be an irreversible inhibitor of M protein viral enzyme. The
development of antiviral agent targeting M protein may provide
an effective first line defence against COVID-19.*

Binding of viral S protein to ACE2 leads to ACE2 down-
regulation which in turn leads to overproduction of angiotensin
II. High level of angiotensin is hypothesized to be responsible
for increased pulmonary vascular permeability that adversely
affects lung condition. An increased level of ACE2 might protect
against SARS-CoV-2 induced lung injury.® There is no clinical
evidence that confirms the adverse effects of ACE inhibitors in
COVID-19 patients. Thus, patients already on ACE2 inhibitor
drug medication should continue to take the medicines as
sudden stop of these medicine intake may lead to stroke and
other complications.”

Binding of SARS corona virus to cellular receptor ACE2
results in uptake of virions into endosomes, where the spike

© 2021 The Author(s). Published by the Royal Society of Chemistry
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Table 1 Putative repurposable drugs that are in use for COVID-19 treatment
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replication, it also causes
mutagenesis in viral RNA
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9. Sofosbuvir

HO
H
N,
10. Galidesivir
Ho' %
b 4
=

11. Fosamprenavir

12. Silvesterol
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Sofosbuvir was approved by
FDA on April 7 of 2017 for
the treatment of hepatitis C

Fosamprenavir was
approved by FDA and EMA
for the treatment of HIV

infection

Sofosbuvir is a potent
inhibitor of NS5B
polymerase of hepatitis C
virus

Galidesivir possess
potent activity against
hepatitis C, Ebola virus,
Marburg virus through
inhibition of RNA
polymerase

Fosamprenavir is

a protease inhibitor
approved for the
treatment of HIV
infection

Silvesterol is a specific
inhibitor of RNA helicase
elF4A thus interfere with
the viral translation

Sequence analysis and
molecular docking
experiments were
performed against RARP
of COVID-19 with
Sofosbuvir and the result
suggest this drug bind
with a good binding
energy which leads
towards viral eradication

66 and 67

Galidesivir is an
adenosine nucleoside
analogue which can
prevent the RNA
polymerase activity
through RNA chain
termination.
Experimental study is
going on to treat COVID-
19 with galidesivir

64 and 65

Fosamprenavir as

a protease inhibitor
possess a protective role
against 3-chymotrypsin-
like (3CLpro) protease of
SARS-CoV2

91

Silvesterol which is

a plant compound act as
a potent inhibitor of cap
dependent viral mRNA
translation and it was
found in CoV infected
human embryonic lung
fibroblast (MRC-5) cell

76 and 77
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From the in vitro study it
was found that
=z plitidepsin affects EF1A
° (eukaryotic translation
C g Lo 1 ion f: 1 alph
27N s . Aplidin which is elongation actor 1 alpha
Aplidin was approved in a anticancer compound 1) through which virus
13. Aplidin N 2018 in Australia for the . o ‘p spread and multiply. A
. . Ny . potentially inhibited . 78 and 79
(plitidepsin) =z z treatment of multiple . promising result was also
° multiple myeloma and .
myeloma . . found through analyzing
th: ° induced apoptosis . . :
z— / the activity of this drug in
°=é human hepatoma cell line
° ZD infected with the HCoV-
229E-GFP virus, which is
similar to SARS-CoV2
(o]
o Lopinavir or ritonavir
. . - howed significant
S /Q The FDA granted early Ritonavir was originally showed sightficant
14. Lopinavir or o - 2 antiviral activity with
. . access approval on Sept. 15, developed as an inhibitor . . 46 and 92
ritonavir o . /Ko 2000 of HIV brotease reducing mortality and
4 P throat viral RNA
detectability
o
»
5 On Feb 4 of 2020 China
Q had announced that
>:° darunavir played a great
E: . Darunavir is a protease  role in inhibition of SARS-
Darunavir was approved by inhibitor and provides CoV2 infection and from
15. Darunavir FDA for HIV treatment on pre . . 41 and 50
g JUNE 23 of the year 2006 a new therapeutic option the cell study it is revealed
y for HIV-1 infection that at 300 uM conc.
Z, O

16. Baricitinib z—z
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Baricitinib was approved by a JAK inhibitor used for

FDA for the treatment of
rheumatoid arthritis on
JUNE 1 of 2018

darunavir selectively
inhibited SARS-CoV2
infection

Baricitinib which target
numb-associated kinase

(NAK) family—including

AAK1 and GAK which

mediate endocytosis thus 41 and 93
effect the entry of SARS-

CoV2 and it is also a JAK

inhibitor thus reduce

inflammatory response

Baricitinib is actually

the treatment of
rheumatoid arthritis as it
is a chronic inflammatory
disorder
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5\@ Rucxolitinib which is
N=— In January 11 of 2018 food Ruxolitinib which is a JAK anot h'er JAK-STAT
. . . inhibitor plays a great role
N—~N and drug administration  inhibitor plays a great . L .
s . . j in reducing inflammation
17. Ruxolitinib \ approved ruxolitinib for the role in reducing of COVID-19 infection 94 and 95
N treatment of HIV 1 inflammation in HIV 1 . . :
infection infection This drug is also under
phase III trial for the
N| A\ treatment of COVID-19
v N
o N Nitazoxanoid approved by
/ \ food and drug Nitazoxanoid possess . . o
NO; .. . . .. Nitazoxanide help in viral
N administration (FDA) for  therapeutic activity .
. . . . escape by reducing the
. . the treatment of diarrhea  against soil transmitted . ..
18. Nitazoxanide ° Lo . inhibitory effect of 16 and 43
caused by cryptosporidium helminths thus approved .
)\ species and giardia for treating protozoan interferon caused by
of CHy .p R . . R SARS-CoV2
intestinalis in pediatric infection
patients
19. IFN-alpha — — It also acts as an antiviral As because SARS CoV and 96 and 97
agent, used to treat MARS CoV contain Orf-6
hepatitis through and Orf3b protein they
inhibiting HBV are able to inhibit
replication by decreasing interferon expression but
RNA transcription in COVID-19 Orf-6 and
Orf3b are truncated thus
COVID-19 is more
sensitive to IFN 1 and it is
reported that interferon
alpha possess a great
effect in reproduction
20. Tocilizumab — The European commission This is an IL-6 which is one of the 98 and 99
has approved tocilizumab immunosuppressive drug important cytokines
as a therapeutic agent for  used for the treatment of involved COVID-19
the treatment of moderate rheumatoid arthritis induced cytokine storm
to high rheumatoid and thus tocilizumab
arthritis which is monoclonal
antibody against IL-6
plays a great role in the
treatment of COVID-19
ACE 2 receptor
o/ involvement causes
overactivation of renin-
angiotensin system,
which causes the
s 5 O elicitation of
T ~ inflammatory response,
© through the catalyzation
21. L-163491 — — of degradation of 16
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angiotensin II to
angiotensin (1 to 7). L-
163491 as a partial
antagonist of AT1
receptor and partial
agonist of AT2 receptor
may reduce the severity of
corona virus infection
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IMP o/f heterodimer is
. responsible for integrase
Ivermectin was approved .
. protein nuclear transport
by the United States federal . .
food and dru which plays a great role in
22. Ivermectin & viral replication but 100

and onchocerciasis

protein is activated by the pH dependent cysteine protease
cathepsin L.?® Activation of the spike protein by cathepsin L can
be blocked by lysomotropic agents, like bafilomycin A1l and
ammonium chloride, which indirectly inhibit cathepsin L
activity by interfering with endosomal acidification, or by
compounds which directly block the proteolytic activity of
cathepsin L, like MDL28170.

SARS-CoV-2 RNA dependent RNA polymerase is highly
dynamic and one of the most attractive targets in the virus life
cycle. Fragment-Based Drug Design (FBDD) strategy and dock-
ing experiments revealed a new compound MAW 22. Docking
and MD simulation studies indicated MAW-22 to have higher
ability to inhibit SARS-CoV-2 polymerase than Remdesvir.*
Implementation of more of such structure-based drug design
strategies can lead to development of new drug against COVID-
19 that can enter clinical trial.

In silico screening revealed six potential druggable pockets
on the surface of the central -sheet core of the S-protein RBD of
SARS-CoV2 and virtual screening campaign on FDA-approved
drug library identified several steroidal compounds, bile acids
and their derivatives as potential hit against two pockets (pocket
1 and pocket 5). Incubation of viral spike RBD with betulinic
acid, glycyrrhetinic acid, oleanolic acid and potassium canre-
noate resulted in concentration depended reductions of the
binding of S Spike RBD to the ACE2 receptors.*® This approach
might have some efficacy in preventing virus entry only in the
case of low viral load.

7.1 Immunomodulatory agents

Chloroquine and hydroxychloroquine (4-aminoquinoline) are
proven drugs for malarial treatment.”*' It acts as anti-
inflammatory and immunomodulating agent for the treat-
ment of malaria, rheumatoid arthritis and lupus erythematosus
by suppressing the production/release of TNF-o and IL-6." It
also works as a novel class of autophagy inhibitor, which may
interfere with viral replication, proteolytic processing of M
protein, virion assembly and budding. Studies revealed that it
also has potential broad-spectrum antiviral activities by
increasing endosomal pH required for virus/cell fusion thus

970 | RSC Adv, 2021, 1, 960-977

administration (FDA) in
1996 for strongyloidiasis

ivermectin inhibitory
activity interfere the host
cell division and effective
against SARS-CoV2

inhibiting pH dependent viral replication as well as interfering
with the glycosylation of cellular receptors of SARS-CoV pre-
venting it from binding to host cell ACE2 receptor.** Since SARS-
CoV2 utilizes the same receptor for host cell entry, it is believed
that chloroquine may interfere with ACE2 receptor glycosylation
thus preventing viral-host cell attachment. In an in vitro study,
chloroquine has been found to function at both entry and at
post entry stages of COVID-19 infection in Vero E6 cells.® The
anti-viral and anti-inflammatory activities of chloroquine may
account for its potent efficacy in treating patients with COVID-
19 pneumonia. The structure and mechanism of action of
chloroquine and hydroxychloroquine (HCQ) are the same
except an additional hydroxy moiety in one terminal in HCQ.
Due to the hydroxy group, HCQ has lesser retinal toxicity
compared to chloroquine.”® The long-term clinical safety profile
and higher potency of HCQ makes it a better option in treating
COVID-19 over chloroquine. In a recent trial with patients on
COVID-19 treatment, 100% of patients treated with hydroxy-
chloroquine in combination with the macrolide antibiotic azi-
thromycin were virologically cured.**** These drugs were
authorized for emergency use by the FDA during the COVID-19
pandemic. However, the FDA withdrew the authorization when
data analysis showed that the drugs are unlikely to be effective
causing serious heart problems.

The in vitro studies showed a supportive role of chloroquine
and hydroxychloroquine but all of the clinical trials did not
show the same results. Chen et al. who performed a pilot study
about the role of hydroxychloroquine in viral clearance. This
study included two groups, one receiving hydroxychloroquine
and supportive treatment while the other group received
supportive treatment alone. No significant difference of
percentage of viral clearance was observed between the two
groups, (86.7% vs. 93.3% P > 0.05).** A randomized trial which
was also performed by Chen et al. showed that HCQ treatment
shortened clinical recovery.*® Another study which was per-
formed by Megagnoli et al. with 368 patients divided into three
groups. The death rates in HCQ group, non HCQ group and
HCQ plus azithromycin were 27.8%, 11.4% and 22.1% which
indicate that death rate was much higher in the patients who
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received only hydroxychloroquinine.*” So more randomized and
controlled trial with varying drug doses and adequate sample
size with placebo in control are needed to be performed to
understand the role of chloroquine and hydroxychloroquinine
in SARS CoV2 infection.*®

Tocilizumab is a monoclonal antibody which target IL-6
receptor and plays a great role against rheumatoid arthritis.
There are several reports of good results with tocilizumab for
COVID-19 treatment. In a study reported on 21 COVID-19
patients who were treated with a dose of 400 mg of tocilizu-
mab, 91% of the patients showed improved respiratory func-
tion. One report contain 21 patients of COVID-19 treated with
tocilizumab and it was seen that 91% of the patients provided
with a dose of 400 mg improved respiratory function.*

The main target of neutralizing antibodies is the S glyco-
protein of coronaviruses. Neutralizing human mAbs from the
memory B cells of SARS-CoV orMERS-CoV patients have previ-
ously been isolated. mAb S309 potently neutralized SARS-CoV2
(2019n-CoV/USA_WA1/2020) with an ICs, of 79 ng mL~".%° $309
recognizes a proteoglycan epitope on the SARS-CoV2, distinct
from the RBM. The epitope is accessible in both the open and
closed conformation of the S glycoprotein, which explains the
stoichiometric binding of Fab to the trimer of the S glycopro-
tein. S309 has the potential to be a promising drug candidate.
Fc variants of S309 with increased half-life and effector func-
tions have entered an accelerated development path towards
clinical trials.

Baricitinib is approved by FDA for the treatment of rheu-
matoid arthritis which is a chronic inflammatory disorder.
Baricitinib act as a Janus kinase 2 inhibitor. Binding to the
receptor of the host cell, SARS-CoV2 undergo endocytosis which
is mediated by numb-associated kinase (NAK) family—
including AAK1 and GAK. Baricitinib targets these and also
reduces inflammatory response.** Ruxolitinib is another JAK-
STAT inhibitor and a potent target towards HIV suppression
and reduced inflammation. According to some report this drug
is under phase III trial for the treatment of COVID 19.*

Nitazoxanide was approved for the treatment of human
protozoan infection and possess therapeutic activity against soil
transmitted helminths.*® When the SARS-COV2 enter the host
cell it directly inhibits innate interferon pathway thus
increasing the viral load and in that way escape the immune
system. Nitazoxanide inhibits the SARS-CoV2 through the effect
on interferon pathway, reduces the viral load and prevent the
viral escape.*>**

Sirolimus, an inhibitor of mammalian target of rapamycin
(mTOR) is reported to be an efficient blocker of viral protein
expression and viral release. This drug is reported to have
shown improvement in MERS-CoV infected patients and in
H1N1 pneumonia infected patients. Sirolimus and dactinomy-
cin (RNA synthesis inhibitor) in combination have been sug-
gested as repurposable drug for HCoV treatment.*

7.2 Protease inhibitors

Lopinavir/ritonavir are anti-retroviral protease inhibitors that
have been used for years for treatment of HIV-1 patients.*® In

© 2021 The Author(s). Published by the Royal Society of Chemistry

View Article Online

RSC Advances

historical control study, lopinavir/ritonavir with ribavirin given
to SARS-CoV patients resulted in significant clinical improve-
ment with decrease in viral load and increase in lymphocyte
count.”” It has reported that B-coronavirus viral loads of
a COVID-19 patient in Korea significantly decreased after
lopinavir/ritonavir (Kaletra®, AbbVie, North Chicago, IL, USA)
treatment.”® In a randomized controlled open label trial on lab
confirmed severe COVID-19 adult patients, treatment with
lopinavir-ritonavir was not associated with clinical improve-
ment compared to standard care patients. Future trials in
COVID symptomatic patients may help to confirm or stop the
use of this drug combination.*

Darunavir was approved by FDA for the treatment of HIV as it
is a protease inhibitor. It possesses a high binding affinity (Kq =
4.5 x 10-12 M) to the protease active sites and the presence of
hydrogen bond increases its ability to fit exactly.*® Darunavir is
often administrated with ritonavir which increases its potential
towards viral suppression. Due to its high binding affinity, it
become more resistant and build a genetic barrier against
multidrug resistant HIV. Darunavir is often administrated with
cobicistat which inhibit the 3C like protease and often inhibit
the viral RNA synthesis an active agent against HIV and AIDS.**
There are some in vitro studies of darunavir against SARS-CoV2
but no human trial is performed. Some researchers of China
declared that darunavir inhibited SARS-CoV-2 infection.*?

Camostat mesylate approved in Japan for the treatment of
pancreatic inflammation as it is a protease inhibitor.”* Corona
viruses enter the cell through its spike protein and binds to the
ACE 2 receptor and a host type 2 transmembrane serine
protease (TMPRSS2) which facilitate their entry. Camostat
mesylate causes the inhibition of TMPRSS2 and prevent the
SARS-CoV-2 entry into host cell. Complete inhibition with no
cytotoxic effect was obtained when Camostat mesylate and E-
64d were administered.*

Fosamprenavir is a phosphate ester pro-drug which is con-
verted to amprenavir, the active ingredient, after administra-
tion. It is used in the treatment of HIV as a HIV-1 protease
inhibitor. The combination of fosamprenavir and ritonavir
possess a great antiviral effect.>*

7.3 RNA polymerase inhibitors

Ribavirin gained the FDA approval in 1970 for the treatment of
respiratory syncytial virus and in combination with interferon
and alpha-2b for hepatitis C. Ribavirin is a purine nucleoside
analogue and it can prevent the replication of large number of
RNA and DNA viruses. It not only interferes with polymerases,
but also alters RNA capping of guanosine which normally causes
RNA degradation. It directly inhibits inosine monophosphate
dehydrogenase which is the precursor of guanosine.* The elim-
ination of ribavirin include two phases first phase of half-life
about 2 hours and second phase takes longer half-life around
16 to 164 hours. Ribavirin also include two metabolic pathways-
first one is the reversible phosphorylation pathway and second
one is the degradative pathway include de-ribosylation and
amide hydrolysis. Ribavirin administration results in adverse
effects like conjunctivitis, headache, nausea, rashes and it may
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also cause haemolytic anaemia and bone marrow suppression.
Ribavirin is applied with several combinations - ribavirin +
lopinavir/ritonavir + interferon-f1b; ribavirin + lopinavir/
ritonavir + IFN-a/1b; ribavirin + IFN-a1b.%¢

Remdesiviris a 1’-cyano-substituted adenosine nucleotide
analogue molecule known to inhibit RARP of Ebola virus.?” It
also has a broad-spectrum antiviral activity against several RNA
viruses. Based on in vitro cell line and mouse model studies,
remdesivir could interfere with the nsp12 polymerase even in
the setting of intact ExoN proofreading activity. Wang et al. 2020
presented data showing that remdesivir functions at host cell
post entry stage and is effective against the COVID-19 in Vero E6
cells.®® Remdesivir has been reported to treat several cases of
COVID-19 in the United States successfully.*® The first rando-
mised, placebo controlled trial which was performed in China
with 237 patients (158 in the remdesivir group and 19 in placebo
control group). After the remdesivir administration the result
revealed there was no significant reduction of time to achieve
the clinical improvement in comparison with the placebo
controlled group and mortality rate and viral clearance time was
same as the placebo group. In this case remdesivir showed poor
clinical benefits.* In another trial where remdesivir was used
along with immunosuppressants, faster clinical improvement
was observed than the placebo group. More clinical trials
needed to be performed to evaluate the efficacy of this drug.®

EIDD-2801 is an antiviral isopropylester prodrug of N4-
hydroxycytidine having reports of preventive and therapeutic
improvements in murine models of SARS-CoV and MERS-CoV
when administered orally. It gets incorporated in the viral
genome during RNA synthesis and drives mutagenesis leading
to viral error catastrophe. Recent studies have reported the
inhibitory action of EIDD-2801 on the replication of SARS-CoV2
in human respiratory epithelial cells. It is being prepared for
clinical trials with the potential to become an effective antiviral
against SARS-CoV2 in future.**

Favipiravir which is a pro-drug and potentially inhibit RNA
dependent RNA polymerase.®® In that way it inhibits the viral
replication. This drug is effective against influenza and Ebola
virus and some other virus also. Favipiravir is easily incorpo-
rated into the viral RNA and thereby inhibiting the viral RNA
duplication and beside dysregulation of duplication it also
causes mutagenesis of viral RNA. Favipiravir is approved in
India, China and Japan as a medication for COVID 19 treatment
and reported favipiravir administration causes faster recovery
for mild to moderate infected patients.®

Galidesivir is also an adenosine analogue and can inhibit the
RNA polymerase activity through the unwanted RNA chain
termination.** It shows antiviral activity against many viruses
and 100% protection against Marburg virus disease. Experi-
mental study is going on to treat COVID 19 with galidesivir.*®
Sofosbuvir is a uridine nucleotide analogue and a potent
inhibitor of NS5B polymerase of hepatitis C virus. The docking
experiment performed with Sofosbuvir showed that it can bind
with both SARS-CoV and SARS-CoV2RdRPs and also possess
a good binding energy (—6.5 up to —9.0 kcal mol™*). This
contradict with the function of viral protein and leads towards
viral eradication.®®*”
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7.4 Viral entry inhibitors

Arbidol is approved in Russia and China for the treatment of
influenza virus.®® There is a short trimerization domain found
in both haemagglutinin protein of Influenza virus and SARS-
CoV2 glycoprotein where arbidol interacts with both of these
drugs. This interaction leads to the formation of naked imma-
ture and less infectious virus.* Arbidol possess its broad anti-
viral activity towards enveloped and non-enveloped viruses such
as influenza, respiratory syncytial (RSV), Coxsackie B5, para-
influenza, adenovirus, Ebola (EBOV), and hepatitis B and
hepatitis C.”° The mechanism of action that the arbidol follow
that it target S protein/ACE2 interaction and in that way it
inhibit the membrane fusion. 200 mg of arbidol is given orally
for every 8 hours for influenza treatment and in COVID 19.”*

Griffithsin (GRFT) is a red alga derived lectin and possess
a most potent activity for the inhibition of viral entry.”> GRFT
was found to possess anti-HIV activity and it was led by the
researchers at National Cancer Institute (NCI).” GRFT may also
be a potential agent towards this global health problem that is
SARS-CoV2.”* Most of the viruses are enveloped with diverse
array of glycoproteins for their successful entry and posses their
different receptor association. GRFT binds specifically to the
terminal mannose residue of N linked glycan that is found on
the surface of corona virus and from collaborative studies it was
found to have a broad spectrum of anti-viral activity against
corona viruses including SARS-CoV.”

7.5 Translation inhibitors

Silvesterol is a natural compound isolated from plants belongs
to the genus Aglaia.”® It possesses a great antiviral activity as this
compound is a specific inhibitor of DEAD-box RNA helicase
elF4A which allow the translation through unwinding RNA
secondary structure at the 5 prime untranslated region (UTR) of
mRNA. Silvesterol specificity towards elF4A is proved by CRISPR
based studies. Corona virus is also a plus stranded RNA virus
and use the 5-cap dependent mRNA translation initiation
strategies. It was found that silvesterol act as a potent inhibitor
of mRNA translation in CoV-infected human embryonic lung
fibroblast (MRC-5) cells. Silvesterol binding to eIF4A increases
its affinity for mRNA and in that way causing the stalling of
helicase to its substrate.””

Aplidin was previously used to treat multiple myeloma and
was approved in Australia in 2018.7® Plitidepsin is another
translation inhibitor and it mainly target EF1A (eukaryotic
translation elongation factor 1 alpha 1) thus multiplication and
spread of virus gets affected. Human hepatoma cell line was
used to analyse the activity of this drug which was infected with
HCoV-229E-GFP virus, similar to SARS-CoV2. Some promising
result was found but more clinical trials need to be performed
(Fig. 2 and Table 1).77°

8. The COVID-19 vaccine landscape

The complete genetic sequence of SARS-CoV2 was published on
11th January 2020, triggering a massive worldwide effort in
vaccine development against COVID-19. The current situation
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has pulled us into unchartered territory of vaccine development
during an ongoing pandemic. The impact of which on global
health and economy has compelled the scientific community to
explore novel paradigm with next generation vaccine develop-
ment platforms. The distinct feature of the COVID-19 vaccine
development programme is the diversity of vaccine technology
platforms being investigated globally ranging from nucleic acids
(DNA/RNA), recombinant proteins/peptides, virus-like particles,
viral vectors, live attenuated virus and inactivated virus strategies.
Many of these vaccine platforms offer unprecedented flexibility
in terms of antigen manipulation and speed of development and
manufacturing. The World Health Organization (WHO) has
launched the solidarity trial to evaluate promising drug treat-
ments against COVID-19 in countries around the world.
According to the WHO, as of 12th October 2020, there are 42
candidate vaccines in clinical phase and 151 candidate vaccines
in pre-clinical evaluation all across the globe against COVID-19.
The global outlook for COVID-19 vaccine development during
the ongoing pandemic has forced us to reiterate the traditional
vaccine development pathway, which takes roughly about
a decade, to develop and manufacture vaccines in a short time-
scale during such emergency situations. One important aspect of
an effective vaccine is the use of adjuvants that enhance the
immune response, making low doses more viable and aids in
large scale immunization programmes. Several vaccine devel-
opers have expressed interest in developing novel adjuvants to be
used for COVID-19 vaccines.

Information on the SARS-CoV2 antigen being targeted for
vaccine development has limited availability, most of the
vaccines seems to direct neutralizing antibody production
against the viral Spike (S) protein to hinder it's interaction with
the ACE2 receptor of the host, blocking viral uptake. Although
this indicates a promising target, further optimization of the
antigen is required to trigger efficient immune response. From in
vitro and animal model studies, two potential safety issues prevail
for immunized animals upon viral challenge: one being cellular
immunopathology and antibody-dependent enhancement (ADE).
It has been noted in many immunized animals that upon viral
infection there is enhanced lung and liver histopathology with
increased tissue infiltration of monocytes, lymphocytes and
eosinophils. This suggests a Ty2 and Tyl7 immune response
linking with IL-6, a cytokine upregulated in COVID-19 patients
experiencing cytokine storm. It has also been found that alum, an
adjuvant, which promotes T2 immune response and reduces
immunopathology. Such studies indicates the need to develop
efficient vaccine delivery platforms and adjuvants that does not
trigger a Ty17-type immune response.®*®

The development of vaccines typically requires about 5-10
years with critical evaluation of immunogenic responses and
safety issues during the pre-clinical and clinical phases. COVID-
19 triggered the rapid development of vaccines across the globe
based on different vaccine platforms. One such vaccine devel-
oped by Moderna Therapeutics and National Institutes of Health,
mRNA-1273 based on the stabilized prefusion spike protein,
showed promising neutralizing antibody responses in clinical
trials.*® Another vaccine candidate developed by scientists at the
Oxford University, AstraZeneca and Serum Institute of India,

© 2021 The Author(s). Published by the Royal Society of Chemistry

View Article Online

RSC Advances

ChAdOx1-S based on adenoviral vector backbone also encoding
the wild type spike protein, was tested in prime-boost regimen in
rhesus macaques model, also showed promising immune
response and recently entered phase III trials in several countries.
Sinovac recently published results for their inactivated viral
vaccine for Phase I/1I trials. They used two doses, adjuvanted with
aluminium hydroxide, which showed excellent safety profile.***

9. Conclusion

The current pandemic has severely affected human lives and
jeopardized global economy. In this desperate situation,
scientists across the world is looking for a vaccine to prevent the
further loss of lives. Although there is raising awareness and
approved guidelines by government authorities despite which
new strategies should be developed to break the chain of
community spread.®® There are a few drugs with effective ther-
apeutic potential, but the efficacy of these drugs remains
controversial which needs more experiments on large,
randomized, controlled trials to be performed. Besides drug
treatment, vaccination, immunomodulatory therapy, plasma
therapy are of great importance in finding the novel treatment.
Scientist from different fields like basic sciences, engineering
and pharmacy need to work unitedly to enrich the probability of
success.** There has been a huge surge in information regarding
COVID-19 since its origin in China. Although SARS which
emerged in 2002 in Guangdong province of China was com-
batable through isolation and travel restrictions, but the current
pandemic has become a challenge with no effective, safe or
reliable drugs. Many of these drugs causes adverse effects like
mutagenesis of viral DNA, low viral clearance, inflammation,
headache, nausea and rashes. Among the FDA approved drugs
chloroquine, hydroxychloroquine, remdesivir and favipiravir
showed great result.®® Apart from finding the reliable drug,
scientists are also concerned about patients suffering from
other complications like central and peripheral neuropathies,
delirium, pulmonary fibrosis. In addition to this, there is an
ongoing race-against-time to develop successful vaccine candi-
dates that is supported by the solidarity trial initiative of WHO.
Compiling the available information on COVID-19 and the
putative repurposable drugs that are in widespread use, pres-
ents us with a promising avenue to understand the patho-
physiology and disease progression and aid in the development
of novel therapeutics and vaccines against COVID-19.
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