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The coronavirus disease (COVID-19) was first identified in China, December 2019. Since then, it has spread
the length and breadth of the world at an unprecedented, alarming rate. Severe acute respiratory syn-
drome coronavirus (SARS-CoV)-2, which causes COVID-19, has much in common with its closest homologs,
SARS-CoV and Middle East respiratory syndrome-CoV. The virus—host interaction of SARS-CoV-2 uses the
same receptor, ACE2, which is similar to that of SARS-CoV, which spreads through the respiratory tract. Pa-
tients with COVID-19 report symptoms including mild-to-severe fever, cough and fatigue; very few patients
report gastrointestinal infections. There are no specific antiviral strategies. A few strong medications are
under investigation, so we have to focus on proposals which ought to be taken to forestall this infection
in a living host.
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Among the many illnesses that shook the world in recent history, coronavirus disease (COVID-19) has emerged

as one of the most difficult pandemics to control as well as cure. In December 2019, cases of pneumonia of an

unknown cause were found in patients, who had visited a seafood market in Wuhan, China [1]. This event has driven

humanity into a trance of pandemic fear. COVID-19 is a serious medical concern in more than 195 countries.  Future %
An alarming 9,703,330 cases have been confirmed, with over 490,989 dead as of 25 June 2020, and the world Mediciné."'
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Figure 1. Classification of severe acute respiratory syndrome coronavirus-2 starting from the family of nidovirales.
BToV: Bovine torovirus; DKNV: Dak nong virus; EAV: Equine arteritis virus; FCoV Feline coronavirus; HToV: Human
torovirus; IBV: Infectious bronchitis virus; MERS-CoV: Middle East respiratory syndrome coronavirus; MHV: Mouse
hepatitis virus; PRRSV: Porcine torovirus; TGEV: Transmissible gastroenteritis coronavirus; SARS-CoV: Severe acute
respiratory syndrome coronavirus; YHV: Yellow head virus; WBV: White bream virus.

is still counting. COVID-19 is a respiratory disease caused by an infection of severe acute respiratory syndrome
coronavirus 2 (SARS-CoV-2). It belongs to the B-Coronavirus subgenus of the Coronaviridae family, part of the
order of viruses called the nidovirales (Figure 1) [2,3].

SARS-CoV-2 has been given this name because it is 85% similar to the SARS-CoV virus genome [1]. It is
the seventh coronavirus (CoVs) that is known to have infected humans after HKU1, NL63, OC43 and 229E,
associated with common cold symptoms, and bat-SL-CoVZC45, MG772933.11 [4,5], commonly known as SARS-
CoV, and Middle East respiratory syndrome coronavirus (MERS-CoV) that cause severe respiratory illnesses.
Electron micrographs of the virus revealed a spherical structure, like that of a solar corona or a sun-like morphology,
giving its name Coronavirus, with a diameter of 60-140 nm, and presence of distinctive spikes of about 9-12 nm.
The virus is made up of five types of protein, spike protein (S), envelope protein (E), membrane protein (M)
and hemagglutinin-esterase dimer protein (HE) and nucleocapsid protein (N) [6-8, which are bound to the RNA
(Figure 2). The S, E, M and HE proteins are on the surface, while the genetic material causing the replication is
inside the virion, pegged together with N-protein [9], and the entire genome is 26,000-32,000 bases long [10].

The coronavirus invades two types of cells in the lungs. They are the mucus producing goblet cells that keep the
lungs from drying, as well as protecting them from pathogens, and the ciliated cells that are responsible for clearing
debris from the lungs by beating the mucus to the body’s exterior. The cilia cells are the preferred viral host [11].
The spike protein, based on the virion surface, are responsible for binding with the host cell receptors, called
ACE2 that are found in human cells in the lungs, heart, kidneys and intestines. The S-protein has two receptor
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Figure 2. Structure of severe acute respiratory syndrome coronavirus-2 showing the genomic RNA and structural
proteins.
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Figure 3. Life cycle of severe acute respiratory syndrome coronavirus-2 corona virus in the human cell, based on the
information acquired by studying coronavirus in general.

binding domains (RBD’s), called the S1 and S2. These domains are used to bind with the ACE2 receptors, allowing
the virion to penetrate eventually into the human cells by a process known as endocytosis [12]. The virus, once
inside the cytoplasm, dissolves its own protein shells and releases the viral RNA payload inside the cell. The viral
RNA hijacks the cell replication machinery and starts to replicate itself. It also manufactures the necessary proteins
to assemble new viruses that Golgi bodies will transport out of the infected cell by a process called exocytosis
(Figure 3). When the host cell loses its ability to maintain homeostasis, cell death or apoptosis occurs [13]. These
dead cells fill the lung airways with debris and fluid, which causes clogging and eventually leads to pneumonia.
Sometimes the immune system overreacts and damages healthy tissues in the lungs; then more cells die, further
clogging the immune system and making the pneumonia worse. As damage to lungs keeps increasing, the patient
experiences complete respiratory failure, eventually leading to death [14].
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The investigation into the SARS-Cov-2 virus began when three patients with pneumonia from unknown cause
were admitted to Wuhan Jinyintan Hospital, China, on 27 December 2019. The local health authority reported
several other patients with similar symptoms, all of whom had visited the same seafood-animal market in Wuhan,
China [15]. The China Center for Disease Control and Prevention (CCDC) began to explore the epidemiology of
this novel virus. Their studies reported details of admitted patients. Patient 1 was a female shopkeeper (49 years
old) with no chronic illness in her medical record but disclosed cough, fever (37-38°C) and chest pain on 23rd
December 2019. After 4 days, cough and chest pain increased, but her fever reduced. The tomographic results
proved pneumonia. An old man (61 years), who was a frequent visitor to the market, was patient 2. He reported
a high fever with cough on 20 December 2019. After 7 days of illness, he developed respiratory distress, which
worsened after 2 days. He was later transferred to the intensive care unit (ICU) for mechanical ventilation. Patient 3
was a young man (32 years) with an unknown clinical profile. Patient 1 and patient 3 were cured under continuous
treatment and discharged on 16 January 2020. Patient 2 died in the hospital on 9 January 2020. Thus, cases
were reported with minimum criteria, such as pneumonia with fever (>38°C), dry cough, chest radiograph of
pneumonia, lower lymphocyte or lower white blood cell count, etc. in the preliminary stage cases. The next stage
was to observe the patient for 3 days under antimicrobial treatment with standard clinical practice guidelines. The
target population were people who had the same symptoms linked with the seafood market, and also people with
any travel history to or from, or directly or indirectly in social contact with patients from Wuhan [16].

After extensive literature review related to COVID-19, most of the researchers discussed only mild-to-severe
symptoms, translucent mechanism and general inhibition process [17-19]. But the current review paper integrates,
not only symptoms but also stepwise virus life cycle mechanism and inhibition methodology. At the same time,
the graphical representation of different parameters was illustrated. This updated information will definitely guide
present researchers belonging to different fields to develop a safe and effective vaccine.

Symptoms & behaviors

The main pathogens for respiratory disease were CoVs, found in many animal species and possible to isolate. All
CoVs belong to +ssRNA stranded large family (RNA virus) 20]. The reason is unclear, but the virus can travel
through species barriers and can cause moderate-to-severe disease in humans, like other MERS and SARS. It is
assumed that these two deadly viruses originated from bats and later moved through mammalian hosts, like the
Himalayan palm civet (SARS-CoV) and the Arabian camel (MERS-CoV) before making the jump into humans.
Interestingly, COVID-19 is also thought to have originated from animals; genome analysis suggests it was also from
bats [21] but additional analysis is required to confirm this. Pangolin may play an important role as an intermediate
host for transmission of virus to human. The transfer process and virus pattern can be compared with the SARS
virus, where an infected person was diagnosed in Guangdong, China, in 2002. Initially, the virus generated from
bats, passing through host civet cats and finally targeting humans [221. However, few researchers explained similarities
and divergences between genomic sequences of SARS-CoV-2 and RaTG13, and clarified the effect of differences
in calculation methodology due to RNA modification, which can further assist in understanding the genesis as well
as evolution of SARS-CoV-2 [23,24].

Even after parsing several literary articles on the origin and evolution of coronavirus, we found that there is still
much ambiguity on how the virus has originated and evolved. It is still ambiguous whether the SARS-CoV-2 virus
has originated from bat, pangolin or any other wild species, also there is uncertainty regarding its evolution from
SARS-CoV or any other coronavirus. However, the study on mutations and polymorphisms has very much assisted
in clearing all such doubts and has enhanced further understanding of coronavirus as well as helped to map its
transmission [25]. The genome sequence of SARS-CoV-2 changes over time due to mutations occurring randomly
at single nucleotide polymorphism (SNP) sites, and any changes that occur in a given virus will be inherited by
all copies of the next generation. DNA sequencing technologies cannot directly decode the +-ssRNA SARS-CoV-2
virus. Scientists first transcribe the RNA of the virus into complementary DNA which can later be sequenced [26].
Studies have shown that single nucleotide polymorphism DNA microarray has been developed for the detection
and genotype sequencing of the SARS coronavirus [27]. Sequencing the SARS-CoV-2 virus at different times in
history can tell us how it is mutating and can give an idea on the direction it is heading. The coronavirus that has
continually been propagating through people by its infection acquires mutation and thus evolves into different virus
strains. These strains help us in the tracing the mutation, by giving us an evidence as to whether the virus was picked
up by the patient from the community spread or foreign travel. Scientists from all over the world have started to
deposit their analysis on the sequence alignment of the patient’s virus infection on integrated international websites
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such as GISAID [28), nextstrain [29], this has immensely helped in following the infection, mapping the mutation as
well as tracing the transmission of different patients everywhere. Researchers from all around the globe are working
to create new algorithms with the help of developed software (MUSCLE, PhyML, Figtree, MAFFT, etc.,) and
computer hardware to make a real-time analysis of the pandemic more feasible. In future, we can have an extensive
collection of this data in the form of database, which can assist in the study of mutations and polymorphisms of
the coronavirus on the origin and evolution can help in co-relating the clinical parameters with the severity of
the infected strain in comparison with other and thus guide in the formation of antiviral drugs and vaccine for
preventing the further spread of this deadly pathogen.

The virus life cycle predominantly depends on the involvement of nonstructural protein enzymes, and structural
glycoproteins are essential during the virus’s entry into the cell ;30]. The catalytic enzyme site was protected for
antiviral drugs. A similar kind of action has been noted with SARS and MERS [31]. It is extensively sensitive to high
temperatures, and ultraviolet rays, in which the virus’s performance can disintegrate by introducing at least 60%
ethanol, ether, peracetic acid, trichloro methane and sodium hypochlorite [32). The genome, collected from several
patients, came from Wuhan, China. Its nucleotide is 89% identical to bat SARS-COVZXC21 and 82% to human
SARS-CoV (331, which may be behind the reason COVID-19 resembles SARS-COV-2. Viral transmission through
infected patients has been enhanced through human-to-human social contacts and is directly related with number
of secondary cases. The preliminary response period to be infected within 4 days; the average is 1.61 days [34].
The initial investigation was based on the population collected from epidemiological studies, as well as community
and contact characteristics records with the help of the susceptible—exposed—infectious—recovered transmission
model [34]. According to Huang ez al. 35, COVID-19 was consistent with beta coronavirus infections, including
major symptoms such as fever, dry cough, dyspnea, etc. The extended infection was noted graphically on a chest
CT scan. The characteristics of SARS-CoV and MERS-CoV infections were consistent with COVID-19. Some
patients infected with COVID-19 had symptoms such as sore throat, sneezing, etc., which was related to respiratory
tract infection, indicating that the infected cells were present in the lower respiratory system. More than 25% of
people infected with SARS-CoV and MERS-CoV had diarrhea, which was the gastrointestinal infection, which is
rare in patients infected with COVID-19. Testing of urine and faucal samples will explain the right transmission
route, which remains unclear. Around 40 patients reported fever whereas with cough 31 and 18 were diagnosed
with myalgia or fatigue. Headache, hemoptysis and diarrhea were the minor symptoms of this virus because they
occurred in fewer than 10% of cases, which was clearly shown on the graph. However, around 50% (22) had
difficulty breathing, resulting in 41 infected patients ( Supplementary Figure 1 & Supplementary Table 1).

The study, based on the gender and average age, conducted by Real-Time Quantitative Reverse Transcription
PCR reported that 99 infected patients (67 males and 32 females) had visited the seafood market in Wuhan [36].
The analysis suggested that fever, cough and breathing issues were the major symptoms; other symptoms, occurring
less frequently, included chest pain, diarrhea and vomiting. The survey results indicated about 83% (82) presented
with fever, 82% (81) with cough and 30% with breathing issues (31). Symptoms such as sore throats, headaches,
nausea and vomiting were lower than 8% ( Supplementary Figure 2 & Supplementary Table 2). The other report
represented in the graph ( Supplementary Figure 2) explained only few symptoms were major but other symptoms
were minor for this deadly virus. It was found that 99% patients having fever with other symptoms like dry cough
(82%), myalgia (48%), dyspnea (43%) and fatigue (96%), accumulated with 136 infected patients [37].

The distribution periods for incubation were established by Backer et a/. (38], with 88 confirmed cases, ranging
in age from 2 to 72 years, having similar travel histories. The four types of viruses with the long duration of
up to 14 days [38] and 24 days from onset to the invasive condition for COVID-19 [39], followed by MERS for
5 days [40] as reported by center for disease control and prevention, whereas 1-4 days [41] for swine flu HIN1
influenza. Estimating and understanding the incubation period plays a vital role in controlling viral transmission
and reducing its reproductive rate since there is no vaccine yet. Several case studies imply that the incubation period
varies in the range of 2-24 days from the beginning of symptoms to the cure and deaths of infected patients, as
illustrated in the Supplementary Figure 3 & Supplementary Table 3.

Life cycle of coronavirus in human host cell

The spike protein of the SAR-CoV-2 virus

The spike proteins (S glycoprotein) are spike-like protrusions present on the coronaviruss transmembrane, which
helps the virus enter host cells [421. The S1 subunit helps bind the virion to the host cell receptor at the N terminus.
The S2 subunit mediates the fusion of the viral and cellular membranes at the C terminus [43]. Furthermore, the
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S glycoprotein is cleaved between the boundary of the S1 and S2 subunits, forming a polybasic furin cleavage site
S2'. §2’ acts as a viral fusion peptide that is uncoated by cleavage of the S2 subunit during virus endocytosis. The
presence of such a furin cleavage site distinguishes the SARS-CoV-2 from other coronaviruses such as the SAR-CoV,
in that it has a monobasic cleavage site between the said S1/S2 subunits that is processed further by the target entry
host cells. The non covalently bound S1/S2 prefusion conformation is further cleaved by host proteases, located
at the top of the fusion peptide. This cleavage site activates the proteins for the fusion of the viral and cellular
membranes by many irreversible conformations, making the virus entry into susceptible cells a complex process of
receptor binding and proteolytic processing of S proteins [44-48]. The striking similarity between the SAR-CoV and
the SAR-CoV-2 viruses is that the structure and sequence conservation of the spike protein emphasizes a similar
receptor-binding mechanism. However, in the case of the SAR-CoV-2 virus, the presence of a furin cleavage site
and its expression of furin-like proteases may create a SAR-CoV like cell and tissue tropism, but with increased
pathogen transmissibility [49].

Receptor binding

The spike proteins of the SARS-CoV-2 behave like RBDs, specifically targeting the host cell receptor ACE2 of the
human cells and forming the initial viral attachment step between the virus and the cell receptor. Studies conducted
on the crystal structures of SARS-CoV-2 RBD, complexed with ACE2, revealed that the RBDs contain a core
structure and a receptor-binding motif. It binds itself to the claw-like structure of the ACE2 host cell receptor (50-54].
Two virus-binding hotspots, hot spot 31 and 353 of the host cell, showed compatibility with specific amino acids,
such as glutamine493, asparagine501, leucine455, phenylalanine486 and serine494 of the SARS-CoV-2. These
hotspots enhanced viral binding with the host cell's ACE2 receptor [55]. The super affinity of the spike protein
RBDs with the ACE2 receptor mediates a superefficient viral entry into human cells 55-57]. The SARS-CoV-2
virus does not use previous coronavirus receptors, such as APN and DPP4 (s8]. The spike protein and ACE2
receptor’s interaction and distribution further determines the tissue tropism and host range [51,59]. Once the S1
subunit binds itself with the host cell receptor, the S2 subunit assists with the fusion mechanism by bringing the
viral and cellular membrane in close proximity, such that fusion occurs [60-621. The fusion process between the
viral and host membrane is a crucial step in the viral infection process. Conformational changes in the s protein,
and interaction of the fusion peptides, complete the deformation and membrane binding step (30,63]. CoV’s enter
into the host cell through either the non endosomal pathway, the endosomal pathway or both. Cysteine protease
cathepsin help the membrane fusion and endosomal entry of CoV due to low pH in the cellular environment [64-67].
TMPRSS2 and TMPTESS11D help the S1/S2 cleave to activate the S protein for non endosomal virus entry.
The IFITM3 blocks the virus entry with a plasma membrane or endosomal membrane through modeling the host
membrane’s fluidity (68,691.

Endocytosis, endosomal pathway

Endocytosis is the process of bringing a macromolecule into the human cell, in this case the macromolecule is the
SARS-CoV-2 virus. It is a structurally complex virus, encoding five structural proteins [6]. These proteins encounter
the cellular membrane at its entry and perform various ranges of functions to assist complete entry. The structural
proteins comprise a third of the coding capacity of the gRNA, S, M and HE protein that encounter the cellular
membrane upon infection. This combination of multiple interaction factors at multiple membrane sites makes the
coronavirus-virus membrane interaction study a challenging process. The endosomal pathway of the spike protein
containing virus is considered a pH-sensitive process, in which the endocytosed virions undergo an activation step
mediated by acidic endosomal pH, leading to the fusion of viral and endosomal membranes, thus releasing the viral
genome into the cell cytoplasm [621. Studies have shown that the SARS-CoV virus enters the cellular membrane by
pH-dependent endocytosis employing endosomal protease cathepsin L [60,70]. The virus cargo fuses with the early
endosome, becoming late endosome. The receptors are then disassociated from the viral cargo and recycled back
to the cell membrane [71]. In the clatherin-dependent endocytic pathway, after the receptors bind with the spike
protein present in the virus, the AP2 complex is present in the cell surface’s cytoplasmic tail. The ACE2 receptor
attracts the clatherin proteins present in the cell [72,731. When clatherin triskelions start to bind with the receptor,
it forms a honeycomb like structure, pulling the cell membrane inside to construct a clatherin-coated, spherical,
cage-like pit. The pit engulfs the virus molecule and eventually pinches it off from the cell membrane by the action
of helical dynamin forming a vesicle, also known as an early endosome, with a pH of 6-6.5. Once the vesicle gets
into the cytoplasm, the uncoating starts off with the disassociation of clatherin protein. As the clatherin breaks off,
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the pH reduces, and the endosomes mature to a late endosome with a pH of 5.5-6 inside of the naked vesicle. The
receptors present in the vesicle disassociate and attach back to the cell membrane. Lysosomal fusion occurs causing
the late endosome to fuse with the lysosomes present in the cell [74-76).

Uncoating of genomic RNA from nucleocapsid protein

The genomic RNA of CoV is one of the largest, with a size between 26,000 and 32,000 bases [10]. It is now inside
the lysosome, packed with nucleocapsid protein and covered by an envelope. The cell’s lysosome immunoresponse
tries to digest the endosome by enzymatic reaction, thereby uncoating the gRNA present inside the endosome
and releasing the viral genome. The enzymes present in the lysosome fail to stop the gRNA from entering the cell
cytoplasm. After this process, the life cycle of the gRNA begins [77,7s].

Translation

After the entry and uncoating of the viral endosome in the host cell cytoplasm, the coronavirus replicative cycle
begins with the translation of mRNA. In eukaryotic cells, translation happens in four stages: initiation, elongation,
termination and recycling [79]. The virus heavily depends on the host cell’s translation system to form its proteins [80].
The sgmRNA here has 5" methylated cap and a 3" polyadenylated tail [81]. The capped 5" terminal makes up for
two thirds of the genome that contains the two open reading frames ORFla and ORF1b. These ORF’s allows
the RNA to attach to the host cell’s ribosome for translation of the viral replicase gene (ORFIa and ORF1b) [so].
Encoding the two large ORF’s results in the synthesis of two large polyproteins (ppla and pplab), which takes place
by ribosomal frameshifting of ORFIa and ORF1b. These polyproteins are processed further by viral proteases into
16 nonstructural proteins, which will be used in synthesizing viral RNA [80]. Ribosomal frameshifting translates
ORFla between the start and stop codons to yield ppla, and ORFIb to yield ppla polyproteins [82,83]. These
polyproteins, ppla and pplab, contain the NSP1-11 and NSP11-16, respectively [s4].

Replication—-transcription complex

The NSP intrudes with the function of the host defenses and sets off the formation of double membrane vesicles
(DMVs) as well as convoluted membranes. These virus induced vesicles together form the replication—transcription
complexes (RTCs) [3]. These complexes intermediate genomic RNA synthesis. The coronaviruss RNA possesses a
large genome and a fairly unique replication strategy. The polyproteins formed during mRNA translation are then
processed into 16 NSPs, which drive the viral genome replication and the transcription of subgenomic mRNA
(sgmRNA) (85]. An RdRp is the central catalytic subunit and the RNA synthesis machinery responsible for synthe-
sizing all positive-strand RNA viruses. The RdRp consists of two processes: genome replication and transcription
of a collection of sgmRNAs that encode the viral RNA and accessory proteins [86,87]. The intermediate negative
strand RNA serves as a template to produce progeny positive-strand RNA [6,88]. In coronavirus transcription,
there is a discontinuous step which is unique among the other known RNA viruses, and an ultimate nested set of
sgmRNAs with 5'and 3'terminal is produced [89,90]. Studies indicate that the positive-stranded RNA viruses are
then encapsidated as RTC complexes and could act as a starting point replication machinery after another round
of genome amplification, leading to improved virus infection efficiency [91].

Role of nonstructural proteins in the replication-transcription complex formation
The genomic RNA encodes 28 proteins, comprised of four structural proteins and 16 nonstructural proteins and
the rest are a collection of accessory proteins (Figure 4) [92].

NSPI

NSP1, a small protein made up of 179 amino acids, is the first to be produced by the virus [93,94]. Although NSP1
is not used in viral replication, it plays an important role in suppressing the host cell’s immune response, thereby
allowing the SARS coronavirus to infect and replicate freely [95-98]. Furthermore, NSP1 blocks host cell translation
by binding to the ribosome’s 40S subunit, thereby inactivating their translation functions and promoting cellular
mRNA degradation [99-101].

NSP2

Not many known NSP2 functions have been recorded across coronaviruses, but NSP2 does interact with two host
proteins, called prohibitinl and 2 (PHB1 & PHB2), which interact with various transcription factors modulating
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nsp3—-6 domains

Figure 4. Genomic representation of severe acute respiratory syndrome coronavirus-2 consisting of open reading frames that encode
structural and nonstructural proteins, along with their structurally characterized 3D images. Mutations found when aligning the proteins
against their closest homologs such as human SARS-CoV, bat coronavirus BtCoV and bat betacoronavirus BtRf-BetaCoV coronaviruses are
highlighted in green and novel protein inserts found in Spike protein are highlighted in blue.

SARS-CoV: Severe acute respiratory syndrome coronavirus.

transcriptional activity. This alters the host cell environment and disrupts the intracellular host that signals the
virus infection [102].

NSP3

NSP3 is multi domain and is the biggest encoded protein with the SAR-CoV genome. It plays a major role RTC
complex formation. It contains two transmembrane regions, TM1 and TM2, along with eight domains: Ubl1 and
Ubl2, Glu-rich, PL2pro, nsp3 ectodomain (3Ecto), macrodomain (X), CoV-Y and Y1 domains [103-106]. Along
with PLpro, NSP3 is responsible for cleaving NSP1, NSP2 and itself from polyproteins. It interacts with other
NSPs and the RNA during RTC complex formation [107) and modifies host proteins, such as RCHY1, to support
viral survival and blocks the host’s innate immune response by de-ubiquitination [108].

NSP4

NSP4 is known as a membrane-spanning protein. Along with NSP3 and NSP6, it is important for the proper
structure of DMV formation, and is thought to bind the viral RTC complexes to the modified ER [109-111].

NSP5

NSP5 is located between two hydrophobic membranes, spanning regions of NSP4 and NSP6. It is the viral main
protease, referred to as 3CLpro or Mpro, which cleaves viral polyproteins ppla and pplb at 11 sites and acts as a
catalyst in the maturation processing of NSP4-NSP16 [112-114].

NSP6

NSP6 is a multiple-spanning transmembrane protein near the ER. It induces autophagosome formation via an
omegasome intermediate. Autophagosomes activation removes host proteins involved with inhibiting replication.
The autophagosomes are small in diameter; therefore, limiting its expansion favors coronavirus infection by reducing
the ability to deliver the viral components to lysosomes required for degradation [115-117].

NSP7 & NSP8

NSP7 forms a hexadecameric complex, composed of eight identical copies of NSP7 with NSP8, which may act as
a processivity clamp for RNA polymerase. In SARS-CoV, a sequence-specific, oligonucleotide-synthesizing activity
was found for NSP8. Oligonucleotides synthesized in this manner may be used as primers by the primer-dependent
RNA-dependent RNA polymerase RARp SNP12, thus making NSP8 the primase and SNP12 its main RdRp of
SARS-CoV [118,119].
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NSP9

NSP9 is a ssDNA/RNA-binding protein. Studies show that NSP9 dimerization favors efficient viral growth and
replication. It acts as a key ingredient that intimately engages other proteins in the RTC complex, mediating
efficient transcription and replication of the virus [120,121].

NSPI0

NSP10 was proposed to play important roles in the synthesis of viral RNA’s and polyprotein processing, interacting
with NSP5 protease [122]. Further studies indicated that NSP10 interacts with NSP14 and NSP16 and forms NSP10-
NSP14 and NSP10-NSP16 complexes, thereby stimulating their ExoN and RNA Cap 2'-O-methyltransferase
activities [123-125]. NSP10 acts as a platform that recruits NSP14 or NSP16 for the RTC complex to enhance
NSP14 ExoN activity or NSP16 2'-O-MTase activity [126].

NSP12

NSP12 is a large protein containing 932 amino-acid residues. It is primer-dependent RdRp on both homo- and
hetero-polymer templates, similar to close enzymatic collaboration with the coronavirus NSP8s RNA primase
activity. The replication and transcription of the large SARS-CoV RNA genome is mainly catalyzed by NSP12’s
RdRp activity [127-129].

NSPI13

NSP13, an RNA helicase, is reported to unwind double-stranded RNA (dsRNA) or DNA (dsDNA) up to several
hundred base pairs using the energy of nucleotide hydrolysis. Studies show that NSP13’s helicase activity is
stimulated by the presence of NSP12, and this protein is involved in forming an RTC complex and improving the
viral replication efficiency [130]. NSP13 is also involved in the mediation of RNA 5'-triphosphatase activity, thereby
suggesting its involvement in capping viral RNAs [131,132].

NSP14

NSP14 is a bifunctional protein, ExoN activity in the N terminal domain, and N7-MTase activity in the C-terminal
domain. The N7-MTase domain adds 5" cap to viral RNA [121]. NSP14’s ExoN domain can hydrolyze ssRNA and
dsRNA. It is proposed to be involved in proofreading, repair and recombination of the coronavirus genome [123].

NSPI15

NSP15 (NendoU) is a Mn?*-dependent viral endoribonuclease, which undergoes cleavage to form 2'-3'-cyclic
phosphates [133]. Although coronavirus NSP15’s endoribonuclease activity seems dispensable for viral RNA synthesis
and replication, its EndoU activity infects primary macrophages with EndoU-deficient coronaviruses and mediates
the evasion of host cell recognition of viral dsSRNA [134-136].

NSPI16

NSP16 or 2’0O-MTase forms NSP10/NSP16 complex and is responsible for executing 2'-O-MTase activity that is
active only in the presence of NSP10. These complexes shield viral RNA from being recognized by MDAS5 receptor
and ensure formation of a protective cap that prevents recognition by either MDAS5 or IFIT proteins. This capping
process permits viral infection with reduced host recognition and, consequently, robust viral replication in the
absence of the host cell’s innate immune response [137-139).

ER insertion

After the replication and subgenomic RNA synthesis, the N-protein’s mRNA undergoes translation by the cytosolic
ribosomes to form the viral nucleocapsid protein. The mRNAs of S, E and M proteins are inserted into the ER,
where they undergo translation by the ribosomes present in the ER and are then anchored to the ER (81,140,141].

Budding & endoplasmic reticulum-Golgi intermediate compartment trafficking

Budding of coronaviruses happens in the endoplasmic reticulum—Golgi intermediate compartment (ERGIC),
which is a structural, as well as a functional, continuation of the ER. The proteins formed during the ER insertion
and translation travel in a secretory path that leads into the ERGIC compartment [142,143]. Here the viral genomes
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are encapsidated by nucleocapsid protein, and then budding happens with the ERGIC membranes containing
necessary viral structural proteins to form mature virions [144].

Virus assembly

The M protein directs almost all the protein—protein interactions needed to assemble coronaviruses. The M protein,
along with the E protein, helps to form virus-like particles because the M protein alone is not enough for virion
formation. These two proteins function together to produce coronavirus envelopes [145]. Furthermore, the virus-like
particle formation process is catalyzed by the N protein, which explains the fusion of encapsidated genomes into
the ERGIC enhancing viral envelopment [146]. The S protein enters virions at this point, which is not needed for
assembly since the M protein is more available than the E protein in the virion. The M protein union gives the force
for envelope maturation. Still, it is unclear how this combination takes place. Different explanations were provided.
Some work states the E protein induces membrane curvature [147-149]; another investigation suggested the E protein
prevents the aggregation of M protein [150]. The E protein catalyzes the viral release by changing the secretory
pathways [151]. The M protein, which binds to the nucleocapsid, increases the virion assembly completion. These
interactions have been mapped to the C terminus of the endodomain of M with CTD 3 of the N-protein [152].

Exocytosis

The virions are then transported to the cell surface in vesicles and released by exocytosis process. It is unclear
whether the virions use the same pathway as the transport of large cargo from the Golgi or if the virus uses another
unique pathway [20,81].

Apoptosis

When protein synthesis exceeds the ER’s folding capacity, unfolded proteins accumulate, leading to an ER stress.
Studies show that ER stress can also be activated by increased lipids or pro-inflammatory cytokines [153,154]. To
maintain homeostasis, cells send signaling pathways that are known as the unfolded protein response(1ss). The
unfolded protein response signaling activates ER stress transducers, such as PERK, which ATF6 or IRE1. After
activation, these transducers transmit the signal from the ER to the cytosol and then the nucleus; consequently,
the cell responds by lowering protein synthesis and increasing the ER’s folding capacity. During this process, if
homeostasis cannot be maintained, apoptosis occurs for the benefit of the entire organism [141,156].

Inhibition

The life-threatening illness human coronavirus (COVID-19), similar to SARS-CoV, spread from Wuhan to other
parts of the world. It is a public health concern according to both the WHO and CDC. The glycoprotein, which
interacts with the receptor at its surface region, is the major difference between SARS-CoV and SARS-CoV-2. The
different inhibitors, discussed below, will clarify the coronavirus replication mechanisms, which will lead to the
discovery of antivirals since there is no approved treatment of this virus.

Furin inhibitors

Furin can activate other proteins, and low pH enhances its capability (157]. The compounds having lower binding
energies have more affinity toward the target protein. For example, hydroxystilbamidine’s calculated binding energy
is lower and estimated to bind perfectly. Later reports indicate excellent competency toward the substrate’s binding
site. A similar conformation corresponds with the inhibitor-developed docking model [158]. The PDB model
suggested that hydroxystilbamidine contain two arginine and present imine group in the compounds formed
hydrogen bonds with Asp159, Asp259, Asp306 but conformation stabilized between His194, Leu227, Trp254 and
Asn295 due to a weak hydrophobic interaction. A similar effect also can be predicted with imatinib, an anticancer
agent. Glu236, Gly255 forms two hydrogen bonds with the compound, upheld due to the interaction between
Gly294 and Val231, Trp254, and Pro256. Ten hydrogen bonds formed with Suramin and are stabilized by an
interaction between the compound and A532, Trp531, Tyr308, Leu227 and His194 [159-161]. These compounds
may be useful for treating COVID-19 but require 77 vitro and in vivo studies to prove the drug’s efficacy.

Clathrin-mediated endocytosis inhibitors
The NAK family member baricitinib may be responsible for reducing the effect of the virus during CME. It has
a high affinity with AAK1. It was selected as a possible treatment for SARS-CoV-2 but required clinical testing to
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prove its ability to work as an inhibitor. The most important pathway for GPCRs is CME. All inhibitors block
the CME. Anti-arthritic drugs, such as ruxolitinib and fedratinib, are also suitable because of their lower plasma
binding ability, interacting with enzymes and working as drug transporters [162-165].

Cathepsin inhibitors

The cathepsins are well-established enzymes involved in the cytosolic pathway. Inhibitors inbred the immune
response and non lysosomal cysteine proteases calpain; they also affect auto lysosomal digestion. The inhibitors
(E64D) restricc COVID-19s entrance into the Caco-2 (intestine) and Vero cells (kidney) [166,167] through the
endosomal pathway.

TMPRSS2 inhibitors

A serine protease inhibitor was reportedly capable of blocking COVID-19s entry into Caco-2 and Vero cells. The
combined effect of E-64d and camostat mesylate only work to stop entire inhibition. A single inhibitor was unable
to move through the non endosomal pathway. Therefore, camostat mesylate can protect lung cells [168].

Endosomal acidification inhibitors

Chloroquine, an endosomal inhibitor, influences the virus cycle process. Viral protein maturation was conventionally
reduced by pH modulation. Cytosol, present in dendritic cells, increased with soluble antigen, enhanced cytotoxic
CD8%T-cell and decreased cytokine production, which indirectly inhibits the immune response [169].

PLpro inhibitors

Rivavirin, an antiviral drug, is expected to work as an inhibitor. It maintained low binding energy and had a higher
affinity with PLpro. According to docking model, it is confirmed that the PLpro inhibitors are fully fitted in active
site of enzyme and connected by hydrogen bonds with Gly164, GIn270, Tyr274, Asp303. A weak hydrophobic
interaction between the present triazole ring in the compound and Tyr265 stabilized the conformation. Therefore,
ribavirin is assumed to be a potent drug against the enzyme because of its stronger hydrogen bonding as well
as weak hydrophobic interactions. Another anti bacterial drug, chloramphenicol, may also be useful for treating
COVID-19 viruses [170].

3CLpro inhibitors

3CLpro is the main proteinase for the deadly coronavirus. It originated from poly proteins through automatic
cleavage as NSP5 and split again to NSP4-NSP16. The active site present within domain I and domain II between
residues 8—184. Anti bacterial drugs and anti hypertensive drugs can be useful against its action [171,172). Montelukast
has a lower binding energy with 3CLpro, indicating a possible higher affinity. It is nicely fitted in the active pocket
by forming a hydrogen bond between the carbonyl group, Asn14 and hydrophobic interaction involved with
Thr24, Leu27, His41, Phel40, Cys145, His163, Met165, Pro168 and His172 to stabilize the conformation. A
similar effect may be expected with a combination of lopinavir and ritonavir [173].

Helicase inhibitors

Helicase, a multiple catalytic active protein, exhibits helicase domain C-terminus and metal binding N-terminal,
having 26 cysteine residues. SARS-NSP13 is mainly responsible for replicating viruses necessary to prevent its action.
Saquinavir, an HIV drug, showed affinity toward the target protein and restrained the formation of double-stranded
RNA. It also blocked COVID-19 virus replication [174-176].

RNA-dependent RNA polymerase inhibitors

NSP12 is an important protein for the COVID-19 virus for its replication and transcription. The NSP8 protein
plays a vital role as a primer for synthesizing NSP12-RdRp RNA. The binding capacity increased between NSP12
and RNA by the NSP7-NSP8 complex, consequently enhancing its enzyme activity [177]. Remdesivir, a novel
antiviral nucleotide analog, was successfully used in the USA with a patient infected with the SARS-CoV-2
virus [178,179]. The compound adapted stable conformation in the active site through hydrogen bonds with Asn497,
Arg569 and Asp684. The weak hydrophobic interactions between Leu576, Ala685 and Tyr687 and the compound
play an important role for its stability [170,180,181].
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Figure 5. Death rate of novel coronavirus disease.
Expon.: Exponential.

CYP inhibitors

Cobicistat and darunavir drugs were potent inhibitors against the CYP enzyme, increasing the drug concentration
in plasma and minimizing the adverse effect during metabolism [182]. It inhibits CYP function, including all
parameters, and enhances cellular penetration and bioavailability [183,184].

Membrane bound RNA synthesis inhibitors

K22, (Z)-N-(3-(4-(4-bromophenyl)-4-hydroxypiperidin-1-yl)-3-oxo-1-phenylprop-1-en-2-yl) benzamide is an ef-
fective inhibitor of membrane bound RNA synthesis. Initially, its antiviral activity prevents the DMVs responsible
for replication from forming at the early entry stage of coronavirus, decreasing the virus's infection capability.
Therefore, it is recommended for treating SARS-CoV-2 [185,186].

Statistical analysis

One of this section’s major purposes is to analyze, accumulate and investigate the data. This information is based
on the results of extensive research which has been carried out since December 2019. On 27 December 2019, three
patients diagnosed with COVID-19 were examined to determine, with no ambiguity due to sex or age factors,
confirmed COVID-19 cases, recovered cases, critical cases and fatality rates in order to raise public awareness and
take necessary precautions in an effective manner. The goal is to contribute to eradication of this global pandemic.
The data analytics from various case studies, literature and governmental organizations will help with forecasting
during the crossover and forthcoming period since a solution needs to be identified. The daily death rate was
relatively low until 7 February 2020, then increased rapidly between the end of February 2020 and the end of
June 2020 (Figure 5 & Supplementary Table 4). A similar rapid growth trend for the total case of COVID-19
patients has been noted between 29 February 2020 and 25 June 2020 (Figure 6 & Supplementary Table 5),
which clearly shows this viruss long incubation period, along with a lack of awareness among people and poor
hygienic practices. On the other hand, COVID-19-infected patients were recovering at lower rates than the affected
people on daily basis, as shown (Figure 7 & Supplementary Table 6) [187-189]. According to the data obtained from
the CCDC report published on 17 February 2020, the confirmed death rate of males is higher than females, as
shown in Supplementary Figure 4 & Supplementary Table 7, since men were more mobile and had smoking
habits [190. The summary of the report, taken from 72,314 cases from the CCDC published on 24 February
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2020, clearly shows a higher fatality rate of COVID-19-affected patients who were diagnosed with co-morbidities,
mostly cardiovascular problems (10.5%), followed by the other illness such as diabetes (7.3%), chronic respiratory
disease (6.3%), hypertension (6%) and cancer (5%). The death rate among patients with no co-morbidities was
low (0.9%) ( Supplementary Figure 5 & Supplementary Table 8) [190]. From the available data, the growth factor
was calculated and found to be 1.11 ( Supplementary Figure 6 & Supplementary Table 4) between January 2020
and June 2020 [191,192]. On the other hand, COVID-19-infected patients were recovering at a lower rate compared
with the daily addition of new cases ( Supplementary Figure 7 & Supplementary Table 6). Regional data for the case
fatality rate have been collected as represented (Figure 8 & Supplementary Table 9), which undoubtedly concludes
greater no for Europe and lesser with Australia [189,190,193,194].
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Figure 8. Case fatality rate of different regions due to coronavirus disease.

Recommendations & advice

On 30 January 2020, the WHO declared COVID-19 a global public health emergency. This new virus is spreading
at a disturbing rate throughout the globe. Currently, there is no vaccine; therefore, prevention is the only option,
which is possible if every one of us works together. Each country has their own recommendations to reduce
COVID-19’s spread. Together we can and will make a difference. Some proposals from different countries were
included here. Home management is highly recommended for patients with mild infections, who should be isolated
in an outpatient environment [193-195]. Managing these types of patients should focus on preventing transmission
to others and monitoring their clinical conditions in case hospitalization is necessary. The WHO recommends
that health personnel and others with respiratory symptoms must wear surgical masks to avoid contaminating
others. A special mask (FFP2) is required for healthcare personnel and laboratory technicians who handle samples
for analysis. At the same time, they should raise awareness by providing COVID-19 information to the general
public and rulemaking bodies. Follow preliminary safety measures such as frequently cleansing hands with soap
and water for at least 20 s, refrain from touching eyes, nose and mouth before and after washing hands, and
use an alcohol-based sanitizer whenever necessary [195]. People should cough or sneeze into a tissue or the elbow
crease. Tissues should be thrown into a bin with a lid. Further instructions include avoiding shaking hands, kissing
and other activities involving physical contact. Avoid coming in contact with sick individuals maintain a safe
distance of at least 2 meters. Stay home as much as possible and if you need to leave home for domestic necessities,
observe the recommendations posed by health authorities outside of peak hours, and avoid places where it is
impossible to maintain safe distances (195]. Extra care is needed for individuals who are over 65 years of age, have
diabetes/cardiovascular diseases/chronic diseases of the respiratory tract/cancer/an immune deficiency due to a
condition or therapy because they are more susceptible to this virus. Patients with COVID-19 with acute symptoms
should be cared for at home while following the recommended isolation measures. Isolation is essential to those
who are positive with SARS-COV-2 because they may infect healthy people (R.O. No. of SARS-COV-2 = 2.5) [196].
Patients exhibiting symptoms must be quarantined for a minimum of 14 days, close contact with other people
must be avoided during this period, and a surgical mask must be worn by the patient at all times [195]. Every one
of us who is treating a hospitalized person must disinfect our hands and maintain strict hygiene. Outside visitors
to the hospital should be prohibited if possible. To minimize any chances of transmission of the coronavirus from
a mother to her newborn child, healthcare professionals must consider distancing the new born from the infected
mother temporarily [195]. Healthcare providers must comply with all applicable laws, policies and rules. Regular
exercise and a balanced diet will help boost immunity to the virus [190].

Bioinformatics a study uniting important aspects of biology, information technology, mathematics and statistics
is foremost in analyzing the blueprint of the novel coronavirus and provides an innovative approach in visual-
izing host-pathogen data as well as in the manufacture of antiviral drugs that are required to boost the fight
against the deadly pandemic. As we know, the protease inhibitor needed to inhibit this virus is obtained from
terpenoids. The terpenoids successfully inhibit virus protease compounds, effectively restricting key amino acids.
These compounds can be introduced as effective antidrug due to fewer side effects. It is one of the best drugs
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to treat new coronavirus infections. Remdesivir is a novel nucleotide which has strong activity against severe
acute respiratory syndrome [197,198]. Its efficiency on COVID-19 is being studied [199,200). Chloroquine and hy-
droxychloroquine blocked SARS-CoV-2 in vitro (179] but remain under investigation [201-205]. The resulting data
conclude that chloroquine could decrease the number days spent in the hospital and the evolution of coronavirus
19 pneumonia. As per the recommendation’s, mild-to-severe forms of COVID-19, pneumonia can be treated with
500 mg of chloroquine twice a day. The mechanisms of both chloroquine and hydroxychloroquine are the same,
but hydroxychloroquine may be a better option for treating SARS-CoV-2; the required amount is under clinical
trial. IL-6 inhibitor tocilizumab provides better results for patients with severe COVID-19, but its properties are
under clinical trial [206]. Combined protease inhibitor lopinavir-ritonavir was used for HIV infection [207] and has
some activity against MERS-CoV in animal studies [208] and is under clinical trial for COVID-19 [209,210]. As per
the WHO and CDC recommendations, glucocorticoids cannot be used in patients with COVID-19 pneumonia
unless there are other indications [193,195], since it is associated with a high mortality rate [211]. The European
Medicines Agency (EMA) and the WHO do not suggest using non steroidal anti-inflammatory drugs [212,213],
since there are a number of evidence of a negative impact on the disease outcome [214]. Men are more affected
by novel coronavirus pneumonia than women because they have greater quantities of hemoglobin than women.
Middle and old age diabetics are more affected by this virus because deoxyhemoglobin, a combination of glucose
and hemoglobin, is higher for diabetic patients. The clinical effect of chloroquine phosphate on novel coronavirus
pneumonia shows that the virus is closely related to abnormal hemoglobin metabolism. It is concluded that open
reading frames (orflab, orf3a and orf10) attack the heme of hemoglobin’s beta chain. Hemoglobin, with or without
oxygen (oxyhemoglobin or deoxyhemoglobin), were both attacked. During this process, the positions of orflab,
orf3a and orfl0 were different, indicating that greater quantities of hemoglobin increase the risk of disease [215].
Behavior of contacting residues present in ACE2, of the new deadly virus are, to a greater extent, favorable to
nonhuman primates as well cats, ferrets and pigs. Earlier, RBD of SARS-CoV was adapted efficiently with the
palm civet in their ACE2 [53]. Therefore, it is particularly important to screen bats and said animals in Wuhan
for COVID-19. The WHO should continue to engage with international organizations, its other groups, and
industries to implement travel-related health measures that are commensurate with public health risks and other
issues. Epidemic SARS-CoV-2 (COVID-19) crosses all international boundaries [195]. The initial conformation of
this virus in the human body will help us quarantine those affected and reduce further spread. At the same time, a
drug or vaccine is the only option that will eradicate it completely. As we know, the clinical trial process for a drug
or vaccine takes time; exactly how long will be recorded in history.

Future perspective

With the seemingly never-ending trend of the continually evolving coronavirus situation, it occurs to us that its
treatment, as well as containment, will be a long weary battle. However, a ray of hope is seen in the enormous
efforts put by researchers in the study of inhibitors and vaccination. A variety of inhibitors could soon be available
to help us contain the situation to a great extent, and with the advent of an effective vaccine, the current situation
woul slowly return to normal. However, the post-COVID-19 world will be a seriously changed world of new and
unique opportunities. What looks obvious is that the transformation of physical spaces that could soon wind up
being internationally connected internet spaces.

However, the treatment and containment of this pandemic over the next 5-10 years will largely depend upon
clearing all uncertainties regarding the virus—host cell interaction and life cycle mechanism of the virus. What is
imminent is the possibility of the existing virus configuration to mutate into several forms posing a constant threat
for human existence. Vigorous research and investigation of SARS-CoV-2 virus about its possible polymorphisms,
mutations and angle of evolution is the matter of immediate concern. Moreover, several alternative pathways need
to be established to inhibit their proliferation.

Supplementary data
To view the supplementary data that accompany this paper please visit the journal website at:
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Executive summary

e A thorough and comprehensive introduction gives a jumpstart to any researcher who wishes to indulge in
knowing the current situation as well as the background of this ongoing pandemic.

e Early and quick detection of the infected person will help control the spread of the virus.

e A neat summary of findings made in the understanding of life cycle mechanism, based on virus and host cell
interaction of the unique RNA replication process of SAR-CoV-2 virus.

e The stepwise inhibition mechanism will help the researchers to develop effective inhibitors that can break the life
cycle at its different stages.

e The statistical records indicate that the pandemic has made its mark in every region of the world, the way ahead
would be to network between all health centers of the world effectively and to create a global movement in
finding a permanent solution against this deadly virus.

e Until an effective and safe vaccine is developed, the rate of infection should be controlled as much as possible by
complying to the recommendations furnished by health organizations.

e More investment in the research of virus—host interaction and life cycle mechanism should be of topmost priority
in the future to effectively curtail the spread of the virus.
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