
 

 

Since January 2020 Elsevier has created a COVID-19 resource centre with 

free information in English and Mandarin on the novel coronavirus COVID-

19. The COVID-19 resource centre is hosted on Elsevier Connect, the 

company's public news and information website. 

 

Elsevier hereby grants permission to make all its COVID-19-related 

research that is available on the COVID-19 resource centre - including this 

research content - immediately available in PubMed Central and other 

publicly funded repositories, such as the WHO COVID database with rights 

for unrestricted research re-use and analyses in any form or by any means 

with acknowledgement of the original source. These permissions are 

granted for free by Elsevier for as long as the COVID-19 resource centre 

remains active. 

 



International Journal of Biological Macromolecules 179 (2021) 1–19

Contents lists available at ScienceDirect

International Journal of Biological Macromolecules

j ourna l homepage: ht tp : / /www.e lsev ie r .com/ locate / i j b iomac
Review
The human pandemic coronaviruses on the show: The spike glycoprotein
as the main actor in the coronaviruses play
Pedro F.N. Souza a,⁎,1, Felipe P. Mesquita b,1, Jackson L. Amaral a, Patrícia G.C. Landim a, Karollyny R.P. Lima a,
Marília B. Costa b, Izabelle R. Farias b, Luina B. Lima b, Raquel C. Montenegro b

a Department of Biochemistry and Molecular Biology, Federal University of Ceara, Brazil
b Drug research and Development Center, Department of Medicine, Federal University of Ceara, Brazil
⁎ Corresponding author at: Biochemistry and Molecula
60451, Fortaleza, CE, Brazil.

E-mail address: pedrofilhobio@gmail.com (P.F.N. Souz
1 Both authors contributed equally to this article.

https://doi.org/10.1016/j.ijbiomac.2021.02.203
0141-8130/© 2021 Elsevier B.V. All rights reserved.
a b s t r a c t
a r t i c l e i n f o
Article history:
Received 23 January 2021
Received in revised form 25 February 2021
Accepted 26 February 2021
Available online 2 March 2021

Keywords:
Coronaviruses
Spike proteins
SARS-CoV-2
SARS-CoV
MERS-CoV
RBD
Mutations
Three coronaviruses (CoVs) have threatened the world population by causing outbreaks in the last two decades.
In late 2019, the severe acute respiratory syndrome coronavirus-2 (SARS-CoV-2) emerged and caused the
coronaviruses to disease 2019 (COVID-19), leading to the ongoing global outbreak. The other pandemic
coronaviruses, SARS-CoV and Middle East respiratory syndrome CoV (MERS-CoV), share a considerable level of
similarities at genomic and protein levels. However, the differences between them lead to distinct behaviors.
These differences result from the accumulation of mutations in the sequence and structure of spike
(S) glycoprotein, which plays an essential role in coronavirus infection, pathogenicity, transmission, and evolu-
tion. In this review,we brought togethermany studies narrating a sequence of events and highlighting the differ-
ences among S proteins from SARS-CoV,MERS-CoV, and SARS-CoV-2. It was performedhere, analysis of S protein
sequences and structures from the three pandemic coronaviruses pointing out the mutations among them and
what they come through. Additionally, we investigated the receptor-binding domain (RBD) from all S proteins
explaining themutation and biological importance of all of them. Finally, we discuss themutation in the S protein
fromseveral new isolates of SARS-CoV-2, reporting their difference and importance. This reviewbrings into detail
how the variations in S protein thatmake SARS-CoV-2more aggressive than its relatives coronaviruses and other
differences between coronaviruses.
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1. Introduction

Coronaviruses (CoVs) belong to a family of positive-sense, single-
stranded, RNA viruses that are lipid-enveloped [1]. The classification
by virologists classified coronaviruses into four genera as alpha, beta,
gamma, and delta. The most famous are the ⍺- and β-coronaviruses,
given their ability to pass through the animal-human barriers, thus be-
coming clinically relevant to humans [2]. Nowadays, virologists re-
ported seven coronaviruses able to infect humans and named as
human coronaviruses (hCoVs). Of these, human coronavirus OC43
(hCoV-OC43), Severe Acute Respiratory Syndrome coronavirus (SARS-
CoV),Human coronavirusHKU1 (hCoV-HKU1),MERS-CoV are classified
into the beta-genera, and human coronavirus NL-63 (hCoV-NL63) and
Human coronavirus 229E (hCoV-229E) into the α-genera [1,3–6].

The hCoVs hCoV-HKU1, hCoV-OC43, hCoV-NL63, and hCoV-229E
are not that harmful to humans as their infection results in non-
symptomatic infection or, worse case, mild respiratory and less com-
mon gastrointestinal infection. Today, 5–30% of common cold cases
are attributed to these hCoVs. Therefore, humans did not give the neces-
sary attention to the hCoVs. However, in the last two decades, three out-
breaks caused by hCoVs made humans paymore attention to them. The
ongoing outbreak showed the human population how devastating
hCoVs could be and driven many researchers worldwide to find either
a vaccine or a treatment [1–6].

In December 2019, China warned the World Health Organization
(WHO) about pneumonia caused by a new virus in Wuhan [7–9].
Later, the new virus was grouped into the coronavirus family and
named severe acute respiratory syndrome coronavirus-2 (SARS-CoV-
2). SARS-CoV-2 spreads quickly worldwide, and in a few months,
more precisely in March 2020, the situation became worse and
established a pandemic state [9–11]. The pandemic situation was
followed by lockdown strategies adopted by the entire world. Despite
that, the health care systems around theworldwent through high pres-
sure, followed by the shutting down of the economic situation in many
countries [7].

Unlike the 2002–2003 SARS-CoV-1 outbreak, SARS-CoV-2 infection
reached all continents quickly, proving to be more contagious. Compar-
ing both viruses, the infection caused by SARS-CoV-2 is recognized by a
broader clinical spectrum that comes from asymptomatic infection to
severe viral pneumonia with respiratory failure and death [8,12,13]. In
contrast to SARS-CoV and MERS-CoV, many SARS-CoV-2-infected pa-
tients developed low-titer of neutralizing antibody, leading them to suf-
fer with prolonged severe symptoms and illness, suggesting a more
effective SARS-CoV-2 immune surveillance evasion than SARS-CoV
and MERS-CoV [14–18].

The ongoing outbreak caused by SARS-CoV-2 has taken many lives,
threatened thousands more, and destroyed entire families worldwide.
2

Indeed, SARS-CoV-2 (Coronavirus Disease 2019) is by far more trans-
missible than SARS-CoV-1 and MERS-CoV but is less lethal than they
are (Table 1). However, SARS-CoV-2 higher transmissibility has resulted
in 113,299,920 million of infected people with 2,512,823 million of
death as of 25 February 2021, by far a larger number compared to
other outbreaks [19,20].

The coronaviruses outbreak presented different spreads worldwide.
Starting in November 2002 in Foshan-China, until March 2003, the
SARS-CoV-1 outbreak has spread all over 29 countries (Fig. 1) [21,22].
The WHO status for SARS-CoV-1 today is controlled [21]. The MERS-
CoV outbreak started in April 2012 in Zarqa-Jordan, and by September
2012, spread to 27 countries (Fig. 1) [22–25]. The status of MERS-CoV
by WHO is sporadic continuous [24]. For SARS-CoV-2, as we know, the
status of the outbreak is ongoing and has already spread to 213 coun-
tries (Fig. 1) [26].

The higher transmissibility of the SARS-CoV-2 is probable due to the
higher number of accumulated positive mutations in the spike glyco-
protein (S), which led this protein to be 20 times more effective in rec-
ognized human receptors than the spike from SARS-CoV-1 and MERS-
CoV [27,28]. Based on that, the review is focused on the discussion
and tracking the mutations in the S protein in three recent
coronaviruses that posed outbreaks of SARS-CoV-1, MERS-CoV, and
SARS-CoV-2. Additionally, we intend to understand the contribution of
the S protein to the transmissibility of SARS-CoV-2 compared to SARS-
CoV-1 and MERS-CoV.

2. Coronaviruses taxonomy and linking to bats

The coronaviruses are one of the two genera belonging to the
Coronaviridae family. The other one is the toroviruses [29–31], both in-
cluded in the Nidovirales order. Coronaviruses are highly disseminated
among mammals in general, causing mild infections such as cold and
gastrointestinal. However, in some cases, theymight cause severe respi-
ratory infection. In the past, coronavirus was known the most by an in-
fection caused in animals such as bronchitis virus (IBV) in chickens and
pigs and Feline infectious peritonitis (FIP) in cats [7–11,32].

Nowadays, at least 60 coronaviruses have been isolated and de-
scribed,mainly from bats (BtCoVs).Most of the coronaviruses identified
belong to the betacoronavirus group. It has been accepted that the
power to flight of bats associated with the ability to migrate to regions
far from the original spot has imposed a strong selective pressure for
the coexistence with viruses [33–36]. Additionally, bats' immune sys-
tem is known as permissive, which means that bats can act as a reser-
voir to coronaviruses without developing the disease [37–40]. Bats, at
the same time, could act as a carrier to 10 up to 17 α-coronaviruses
and 7 up to 12 β-coronaviruses with the potential to jump to humans
passing interspecies barrier causing disease [41]. To corroborate that,



Table 1
Human coronaviruses (hCoV) related-symptoms and their case fatality rates.

hCoV Case fatality rate Symptoms Refs

SARS-CoV 9.6% Fever
Myalgia
Headache
Malaise
Chills
Nonproductive cough
Dyspnea
Respiratory distress
Diarrhea

[42,56,113]

MERS -CoV 35.5% Fever
Cough
Chills
Sore throat
Myalgia
Arthralgia
Dyspnea
Pneumonia
Diarrhea and vomiting
Acute renal impairment

[98,113]

SARS-CoV-2 6.8% Fever
Cough
Chills
Myalgia
Arthralgia
Dyspnea
Pneumonia
Diarrhea and vomiting

[9,111,113]
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long-term studies by genome sequencing revealed nucleotide similarity
between coronaviruses found in humans and bats using the same cell
entry, the Angiotensin-Converting Enzyme 2 receptor (ACE2) [38].
These studies [33–41] helped to track back the hCoVs to bats. For in-
stance, it is hypothesized that the MERS-CoV evolved from a progenitor
hosted in bats to infect dromedary and camels with the ability to di-
rectly infect humans [6].
Fig. 1.Worldwide view of Coronaviruses outbreak hotspots: spread locations of SARS-CoV 1, SA
CoV-2, blue represents dissemination of both SARS-CoV-1 and SARS-CoV-2, red represents diss
coronaviruses. Created with BioRender.com.
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3. The pandemic coronaviruses

3.1. SARS-CoV

In 2002, SARS-CoV-1 emerged in Guangdong Province, China,
that spread over five continents 29 countries, leading to 8098 cases
and 774 deaths in nearly September 2003 [42–44]. The SARS-CoV
was the first threat imposed by hCoVs to humankind that outbreaks
around the world. During the outbreak, the estimated case fatality
rate (CRF) was 9.6%, and the human-to-human transmission of
SARS-CoV was confirmed. On 30 January, WHO, warned by China
scientific council, declared the SARS-CoV outbreak as an interna-
tional public health emergency [21]. The first SARS-CoV cases
occurred in employees who worked in a restaurant that handled
wild mammals served as exotic food. Studies found that Chinese
horseshoe bats had sequences of SARS-related CoVs and hosted a
virus that shares similarities with SARS-CoV. Based on that, the
origin of SARS-CoV is believed to have occurred in Chinese horseshoe
bats [44,45].

The first suspected source of SARS-CoV was civets, a small mammal,
due to the detection of the virus in those animals. Nonetheless, these an-
imals are only transient hosts and found no evidence in wild civets [46].
Meanwhile, the evidence points to bats as hosts for SARS-CoV since they
are permissive to SARS-CoV-like viruses [46].

3.1.1. Origin and evolution of SARS-CoV-1
SARS-CoV belongs to β-coronaviruses (Fig. S1) of the Coronaviridae

family and is involved in zoonotic transmission and spread among
humans through close contact [47]. Itwas later reported the first patient
with SARS-CoV had prior contact with animals before developing the
symptoms. The causative agent of SARS was later found in palm civets.
However, strains isolated from handledmarket civets were transmitted
from other animals. This suggests civets only as an intermediate host.
Based on that, the hypothesis that the bat was the natural host of
SARS-CoV came back to the spotlight [48,49].
RS-CoV 2, andMERS-CoV around the globe. Yellow represents dissemination of only SARS-
emination of MERS-CoV and SARS-CoV-2, and green represents dissemination of the three
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Hu et al. [50] provided new information suggesting that the horse-
shoe bat (Rhinolophus sinicus) is the natural host of SARS-CoV. The au-
thors reached that conclusion after the isolation of SARS-like CoVs that
was homologous to SARS-CoV. Moreover, evidence shows the possible
origin of SARS-CoV was based on the recombination of different SARS-
like coronavirus in bats since some potential recombination sites were
identified around the S gene [50,51]. Rest and Mindell [52] tried to elu-
cidate the phylogenetic origin of SARS-CoV by comparing RNA depen-
dent RNA polymerase (RdRp) sequences between SARS-CoV and other
coronaviruses. The results showed that the SARS-CoV sequence is a re-
combinant virus. Recently, phylogenetic analyses showed a high simi-
larity (80%) between SARS-CoV and SARS-CoV-2 [53]. Regarding the S
gene, the similarity between SARS–CoV-2, and SARS-CoV is about 76%
[47,54].

Coronaviruses often undergo mutations and genetic recombination,
as they have error-proneRdRP, which results in a bigger diversity, adap-
tive evolution, and capacity to cause disease. Previous studies have
shown that SARS-CoVmutated over the 2002 and 2004 epidemic to bet-
ter bind to its cellular receptor (ACE2) and replication in human cells,
enhancing virulence [55]. The S1 subunit of S protein has a receptor-
binding domain (RBD) involved in the direct interaction with the
ACE2 receptor [47,53–55].

3.1.2. Pathogenicity
During the SARS-CoV epidemic in 2002, patients usually presented

fever, myalgia, headache, malaise, chills, cough, dyspnea, and respira-
tory distress generally 5 to 7 days later, resulting in death. In some
cases, the gastrointestinal tract, liver, kidney, and brain [56]. SARS-CoV
infection of the lungs leads to diffuse alveolar damage, epithelial cell
proliferation, and an increase in macrophages [57,58].

The high transmission efficiency of the SARS-CoV occurs because it
binds to a target (ACE2) on cells that are abundantly expressed, includ-
ing pneumocytes in the respiratory system. The virus enters and repli-
cates in these cells. Thus, mature virions are then released to infect
new target cells [47,52]. SARS-CoV-1 has an incubation period of
Fig. 2. Schematic diagram of coronaviruses genome and structural proteins of viral particles. A.
RNA polymerase involved in genome replication and two proteases involved in polyprotein pro
TheGenomes of coronaviruses also produce four structural proteinswith significant roles in tran
Created with BioRender.com.
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~5 days, and 95% of patients develop the diseasewithin 13 days of expo-
sure [46]. SARS-CoV was reported to cause the respiratory system and
the gastrointestinal and other organ systems [56]. This is because the
SARS-COV human receptor ACE2 is abundantly expressed in the lungs
and small intestine [55,57,58].

SARS-CoV has unique pathogenesis because it causes upper and
lower respiratory tract infections [55]. Common early symptoms are
fever, chills, coughing, malaise, myalgia, headache, and less common
symptoms, including diarrhea, vomiting, and nausea. In some cases,
not common, SARS-CoV is associated with thrombotic complications
and hematologic manifestations [42]. Abnormal chest X-rays are de-
tected in roughly 60% of patients infected with SARS-CoV. It was re-
ported that 20–30% of patients infected with SARS-COV require
intensive care and mechanical ventilation [59–61]. In addition, at that
time, it was noticed the SARS-CoV had developed high stability in aero-
sol and other surfaces, which had improved its transmissibility [62,63].

3.2. MERS-CoV

TheMERS-CoVwas primarily identified in Arabian Peninsula in 2012
as themajor agent of a severe respiratory condition with a high case fa-
tality rate (CFR) of ~35% (Table 1) [24]. Saudi Arabia was the first coun-
try to report MERS-CoV and the hotspot to its outbreak. MERS-CoV has
officially 2279 laboratory-confirmed cases with 806 associated deaths
in 27 countries (Fig. 1) [23,24,42,48,64,65]. Nowadays, there are yet re-
ported cases of MERS-CoV infection. For example, WHO [24] has re-
ported nine confirmed infection cases by MERS-CoV with five deaths
from April to September 2020. It is proposed that during replicating
the genome, themutation rate ofMERS-CoV is 4.81× 10−4 substitutions
per site per year [65,66]. MERS-CoV has the same genome size and pro-
duces the same proteins (Fig. 2) of SARS-CoV, which will be in-depth,
discussed later [67].

During the infection process, the S glycoprotein plays a central role
in cell recognition, attachment, cell entry, and infection [27,28]. Struc-
turally, the S protein is a trimetric protein with two subunits, S1 and
Genome of coronaviruses produces non-structural proteins (nsp), such as RNA-dependent
cessing, and structural and accessory proteins involved in composition of viral particles. B.
smission and pathogenesis: spike (S), envelope (E),membrane (M), and nucleocapsid (N).
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S2, in each monomer (Fig. 3A). The S protein from MERS-CoV binds to
the cellular receptor dipeptidyl peptidase 4 (DPP4/CD26) driven by S1.
At this point, the MERS-CoV infection differs from that presented by
SARS-CoV and SARS-CoV-2, which employ interactionwith ACE2 recep-
tor (Fig. 3B). SARS-CoV-2 is the only known CoV that could use both
ACE2 and DPP4/CD26 receptors. The second step of infection is the
same for the three pandemic coronaviruses, which involve the viral
membrane and host membrane fusion and virus arrivals into the cyto-
plasm [64]. The replication process inside the cytoplasm will be later
discussed in this review.

3.2.1. Origin and evolution of MERS-CoV
Since theMERS-CoV outbreak, research worldwide has put together

pieces of information to decipher the puzzle about MERS-CoV origin,
pathogenicity, and transmissibility. The zoonotic event played a non-
trivial part in MERS-CoV evolution and transmission [66]. Because a
serosurvey study revealed that dromedary camels have antibodies
against MERS-CoV, indicating that MERS-CoV has circulated in that
area a long time before the outbreak. Harbor viruses that are closely ge-
netically related to humans, the dromedary camels, constitute a source
of pathogens that can be harmful to humans [68–72]. However, as to
other coronaviruses, bats are believed to be the primary source of
MERS-CoV origin and still works as a reservoir host of MERS-CoV. Ge-
nome sequence data revealed a similarity of 99.2–99.5% between bat
and human MERS-CoV [23,48,68,69,71].
Fig. 3. Schematic representation of the SARS-CoV-2 spike protein. A. Spike protein consists of
receptor-binding domain which play a role in the viral entrance into the cell through ACE2 re
and 2 (HR1 and HR2), as well as the transmembrane domain and a short C-terminal domain.
cell receptor ACE2. Created with BioRender.com.
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By analyzing 5030 fecal specimens from bats, Annan et al. [73]
strongly suggested MERS-CoV likely comes from bats. Studies
employing phylogenetic analysis showed two main MERS-CoV clades:
A and B hosting camel and human MERS-CoV. MERS-CoV strains from
humans from Jordan and Saudi Arabia belong to clade A. In contrast,
clade B, divided into five groups (I to V), hosts MERS-CoV collected of
humans from other regions and camels. The MERS-CoV from bats and
hedgehogs forms a basal paraphyletic group to all camel and human
MERS-CoV clades. This result suggests that, in addition to bats, hedge-
hog could also be the ancestor of camel and human MERS-CoV [36,66].

Additionally, it is known that recombination events can create new
viral strains capable of infecting new hosts and evading immune re-
sponses from hosts. Overall, thosemutations affect the S protein involved
in both processes. There is evidence that recombination events on clade B
groups, involving camel MERS-CoV and human MERS-CoV of different
groups (I to V), produced different recombinant virus types (1 to
7) [66]. It was reported these recombination events might happen fre-
quently and involving group V might happen broadly. Additionally, mul-
tiple recombination events indicate double infection, persistent infection,
and superinfection during the transmission history [66].

The most recent common MERS-CoV ancestor was estimated as of
March 2012, consistent with initial case detection and the beginning
of the outbreak [74]. The genetic mechanisms underlying cross-
species jumping remain poorly understood. However, it was reported
that mutations on MERS-CoV S protein changed its surface charge,
the S1 and S2 units. In the S1 subunit, there is an extracellular N-terminal domain and a
ceptor. In the S2 subunit, there is the fusion protein (FP), heptapeptide repeat sequence 1
B. Open or closed three dimensional conformation of S protein implicate in the binding of

http://BioRender.com
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enhancing cross-species jumping and viral entry on cells through sub-
optimal DPP4 receptor [75–78].

The higher number of positive selections in the S protein is
completely comprehensive given the central role played by S protein
in MERS-CoV infection [66]. Most of the positive selection sites were
in the RBD of S protein. RBD has two portions, one binding region, and
one core region. Both are crucial to the virus recognizing and entering
host cells and it. It was observed at two sites of mutations in the binding
region of RDB, suggesting these amino acid substitutionsmight improve
MERS-CoV binding capability to bind to different host cells and thus fa-
cilitate its cross-species transmission [66]. Chen et al. [79] state that
most of the recombination and sequence diversity is in the S gene.
Those changes may affect the structural conformation of RBD and the
interactions with cognate human receptors.

As discussed before, the receptor used by MERS-CoV in the cells is
different from that employed by SARS-CoV and SARS-CoV-2. SARS-
CoV and SARS-CoV-2 employ the ACE2 receptor, MERS-CoV picked
DPP4 [80,81]. As SARS-CoVs, the S1 C-terminal (CTD) of MERS-CoV
acts as RBD, with two domains: the core and receptor-binding motif
(RBM) [79,82–84]. S1-CTD from MERS-CoV is structurally similar to
that from SARS-CoVs, composed of a major β–sheet scaffold. However,
while in SARS-CoVs, the RBM has many unordered structures forming
loops, theMERS-CoV RDMmainly contains stranded β–sheets. It is pos-
tulated these structural differences were responsible for receptor-
specificity between viruses [85].

3.2.2. Pathogenicity
The high similarities among the DPP4 from humans, camels, horses,

and bats allow MERS-CoV to infect them. However, mutations in the
DPP4 receptor from mice, hamsters, and ferrets prevent MERS-CoV in-
fection [86–88]. MERS-CoV isolates sampled from humans and camels
are highly similar to each other and use the human DPP4 receptor effi-
ciently [89]. Studies revealed that these mutations change critical resi-
dues in mouse DPP4 compared to humans DPP4 affecting host
specificity of MERS-CoV. Some of these residues mapped in mouse
and hamsters are different from humans; two residues 288 and 330 in
mouse DPP4, and five in 291, 295, 336, 341, and 346 in hamsters DPP4
lead to the incompatibility of DPP4 from mouse and hamster with
MERS-CoV S proteins thus preventing the infection [89].

Interaction between the residues 330 of DPP4 with MERS-CoV RBD
Y499 has been suggested as a key interaction [82,83]. Besides that,
Peck et al. [87] observed that the residue 330 mutation knocks out an
NXT glycosylation motif in mouse DPP4. These results show that glyco-
sylation acts as a determinant of DPP4-mediated host range and inhibits
infection by MERS-CoV. Other nonpermissive hosts (ferret, hamster,
guinea pig) also have a nonconserved glycosylation site in the region
of DPP4 that interacts with the MERS-RBD. Peck et al. [86] demonstrate
that glycosylation is an essential barrier to MERS-CoV infection, yet
other species-specific determinants are also responsible. Elegant exper-
iments involving mutations of these residues from mice and hamsters
to those correspondents in human DPP4 allow the MERS-CoV to infect
mice and hamsters [82–84,86,88,89]. As expected, S protein is a crucial
determinant factor of host range MERS-CoV and alteration either on
its structure or in its receptor dramatically affects virus success.

Overall, people infected and confirmed by a laboratory test for MERS-
CoVwere around 49 years old; 65% aremales. The hospitalization time for
patients to comeback healthywas about 41 days [90,91].MERS-CoVhas a
median incubation period of 5.2 days, reaching 12 days in normal people
conditions, and a more extended period in patients immunocompro-
mised and comorbidities [92,93]. The onset of symptoms to death
11.5 days. Even nowadays, the morbidity is still 36% (WHO, 2020), with
more than 50% of patients showing viral accumulation on lungs revealed
by radiography of the chest. Generally, the high viral loads on the lungs
lead to acute respiratory distress syndrome [92,94,95].

The clinical manifestations of MERS-CoV could be in three forms.
First, asymptomatic. Second, flu-like symptoms, cold, fever, cough,
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dyspnea, pneumonia, myalgia, diarrhea, vomiting, abdominal pain,
chills or rigors, andmalaise (Table 1). Third, acute progressive infection
leading to acute respiratory distress syndrome, septic shock followed by
multiorgan failure, and death [96–101]. Nearly 50% of patients develop-
ing either form 2 or 3 of MERS-CoV infection require intensive medical
care in the intensive care unit (ICU). From those, up to 70% typically
go to mechanical ventilation [100,101].

It is reported 50% of patients infected byMERS-CoV develop an atyp-
ical symptom called Acute Kidney Injury (AKI), which is a sudden kid-
ney failure or damage. From those, up to 70% will pass by renal
replacement therapy given the damage caused byMERS-CoV to kidneys
[102–105].MERS-CoV has been detected in upper and lower respiratory
secretions at relatively high virus load and fecal samples [106,107].

3.3. SARS-CoV-2

The outbreak of SARS-CoV-2 leading to theworld fully spreading the
COVID-19 caused more than 2,041,232 million deaths by now
[108,109]. After that, many other countries reported increasing
COVID-19 cases [110] (Fig. 1). Since WHO declared a pandemic status
in March 2020, the global spread rate has accelerated, and confirmed
cases are approaching 95,553,377 million infected people [109]. The
SARS-CoV-2 belongs to the beta-coronavirus (2B lineage) of the
Coronaviridae family, with a positive-stranded RNA genome composed
of 29,800 nucleotides in length allowing the production of the same set
of proteins seen in other coronaviruses (Fig. 2) [111].

The genome of SARS-CoV-2 is closely related to SARS-CoV-1 (79%)
and to a lesser extent of MERS-CoV (50%) (Supplementary Fig. 1B),
deadly human coronavirus described in recent years -Coronaviridae
Study Group of the International Committee on Taxonomy of Viruses
[112]. Although the infection mechanism between these three
coronaviruses is similar, the genome sequence reveals some differences
[113]. All these epidemics scenarios imposed by coronaviruses have
threatened human health, social, and economic context, leading to cat-
astrophic consequences.

3.3.1. Origin and evolution of SARS-CoV-2
SARS-CoV-2 belongs to the Beta-coronavirus B lineage, the same

evolutionary branch of SARS-CoV-1 and MERS-CoV, conferring several
structural, genetic, and pathogenic characteristics (Supplementary
Fig. 1A) [114–116]. Although there is a lack of conclusive evidence,
some studies have proposed a plausible explanation for the origin of
SARS-CoV-2. The full-length genomic sequence analysis, distinctive
phylogenetic distances on the major clade of SARS-CoV-2 provide a
clue to the evolutionary relationships among them [116]. However,
SARS-CoV-2 shares 79% sequence identity to SARS-CoV-1 and only
50% toMERS-CoV in the genomic sequence. In our genetic distance anal-
ysis of the S gene (Supplementary Fig. 1B), SARS-CoV-2 (NC_045512.2)
were compared against SARS-CoV-1 (NC_004718.3) and MERS-CoV
(NC_038294.1). The evolutionary distance analysis showed consider-
able differences between SARS-CoV-2 and MERS-CoV, mainly in the N-
terminal domain and RBD nucleotide sequence, which are involved in
recognizing the cellular receptor (Supplementary Fig. 1B) [117].

Zhou et al. [115] demonstrated SARS-CoV-2 likely evolved from nat-
urally SARS-like coronavirus colonizing bats. Results indicated the clos-
est relationship of SARS-CoV-2 with batCov RatG13 (from Rhinolophus
affinis), supporting the hypothesis that Bats are a reservoir for SARS-
CoV-2 progenitor. However, although these two coronaviruses are iden-
tical (96% of genome identity), RaTG13 S protein diverges in the RBD,
suggesting it may not bind to human ACE2 [118]. Pangolins (Manis
javanica) was considered the probable reservoir since the pangolin's
coronaviruses exhibit high similarity with RBD of S protein from
SARS-CoV-2 [119].

Still, neither bat nor pangolin coronaviruses have polybasic cleavage
sites, sequence responsible for determining viral infectivity and host
range, which raises the question about the possibility of these SARS-
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CoV-2 progenitors [120]. Mutations, insertions, and deletions can occur
near the S1–S2 junction of S protein from SARS-CoV-2, increasing the
probability of polybasic cleavage site acquisition, enhancing transmis-
sion crossing the mammalian-human line, and improving human-to-
human [121] (Fig. 3). Once acquired, adaptationwas fixed as a new fea-
ture in the SARS-CoV-2 genome and enabled the rapid spread of SARS-
CoV-2 to pandemic status.

3.3.2. Pathogenicity
Respiratory air droplets, aerosol, direct contact with contaminated

surfaces, and fecal-oral transmission drive human coronaviruses.
SARS-CoV-2 reaches the host via the respiratory tract, alveolar epithelial
cells, vascular endothelial cells, and alveolar macrophages are the pri-
mary targets of the viral entry (Supplementary Fig. 2) [122].

Cell entry of SARS-CoV-1 and SARS-CoV-2 depends on the S protein
binding with specific cellular receptors, ACE2 and TMPRSS2, playing a
crucial role in the entry of both viruses into the host cells [28]. Briefly,
the S protein of SARS-CoV-2 consists of two subunits, the S1 domain,
and the S2 domain. SARS-CoV-2 utilizes RBD of the S1 domain to bind
to the cellular receptor ACE2, which stimulates the TMPRSS2 to cleav-
ages protein S at the S1 and S2 sites, allowing the cell membrane fusion
and viral entry [27] (Fig. 3). Later, the role of S protein from three pan-
demic viruses in cell entry will be more in-depth discussed.

The clinical symptoms of SARS-CoV-2 infection are similar to SARS-
CoV-1 and MERS-CoV infections described, being pneumonia the most
described in the studies with abnormal chest CT examinations. How-
ever, patients infected with SARS-CoV-2 rarely have significant upper
respiratory signs indicating the targeted cell may exist in the lower re-
spiratory tract. Indeed, it has been reported SARS-CoV-2 infection
mostly triggers deep airway inflammatory reactions and alveolar dam-
age [123]. For SARS-CoV-2, the most common symptoms are cough,
dyspnea, chest pain, myalgia/arthralgia, diarrhea, nausea, vomiting,
and common systemic symptoms observed: fever, chills, fatigue [124].
Also, SARS-CoV-2 infects several human tissues, such as the lung,
intestinal tract, pharynx, heart, kidney, liver, brain, and blood
[125,126]. Nevertheless, further studies are necessary to evaluate the ef-
fects of SARS-CoV-2 in extra-pulmonary infection sites.

The immune systemmay play a critical role in the severity of COVID-
19. SARS-CoV-2 infection of pneumocytes induces a “cytokine storm”,
which is an activation cascade of auto-amplifying cytokine production
[116]. Local inflammatory responses promote the release of cytokines,
including transforming growth factor-β1 (TGF-β1), tumor necrosis
factor-α (TNF-α), interleukin-1β (IL-1β), IL-6, IL-2, IL-7, IL-10, granulo-
cyte colony-stimulating factor (G-CSF), monocyte chemotactic protein
(MCP), TNF-α and other chemokines to recruit leukocytes for the in-
flammation region leading to a multiple organ functional failure [116].

A recent study showed a plausible answer for this event: the direct
SARS-CoV-2 infection of vascular endothelial cells with concomitant ac-
cumulation of inflammatorymononuclear cells inmultiple organs in pa-
tients with severe COVID-19 [127]. Another plausible point is the
involvement of SARS-CoV-2 infection with multiorgan failure due to
theACE2 andTMPRSS2 expression distribution in several humanorgans
[125].

Another aspect is the higher proportion of macrophage and neutro-
phils observed in the patients with severe symptoms than those with
mild symptoms and the chemokine related to these cells [128]. Interest-
ingly, Zuo et al. [129] described the formation of neutrophil extracellular
traps (NET) inside themicrovessels of severe disease patients that could
be a potential factor for severity.

4. Molecular biology of coronaviruses

4.1. Coronaviruses genome organization

Viruses classified as coronaviruses possess a single-stranded, non-
segmented, large, and positive-sense RNA. The positive-sense RNA is
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an advantage acquired over the evolution process thatmimics the cellu-
lar mRNA making its translation easier. Like cellular mRNAs,
coronaviruses RNA possesses both 5′ cap and a tail at 3′ end [130,131]
(Fig. 2A). The viral RNA is way larger than cellularmRNA and even com-
pared to other viruses such as picornavirus (four times) and flavivirus
(three times). The larger size of the coronaviruses genome varies from
27.3 to 31.3 kb, classified as the bigger RNA molecules are known until
now [132].

Coronaviruses genome holds many ORFs (Fig. 2A), another differ-
ence compared to cellular mRNA. Precisely, the coronaviruses genome
has 10 ORFs. The two largest ORF1a and ORF1b are responsible for pro-
ducing up to 16 non-structural proteins (nsp) (Fig. 2A). Among those
are PL proteinase, 3CL protease, RNA-dependent RNA polymerase
(RdRp), and Helicase. The PL proteinase and 3CL protease are involved
in polyprotein post-translational processes (Fig. 2A) [67]. The other
ORFs are responsible for producing structural and accessory spike glyco-
protein (S), an envelope protein (E), membrane attached protein (M),
and nucleocapsid protein (N) (Fig. 2B). The genome of coronaviruses
produces five canonical proteins. The RdRp at the 5′ end and S, E, M,
and N at the 3′ end. This is a common sequence that RNA is translated
following the sequence 5′- RdRp-S-E-M-N-3′ (Fig. 2A) [130–132].

Holding a positive-sense RNA is an excellent advantage to any viruses.
For coronaviruses, it is not different. If only the RNA entry in a permissive
cell the infective process starts. These processes have been shown in
many studies over the years [131,133–135]. The most recent example of
that is the vaccine produced by companies Pfizer and BioNTech
(BNT162b2). BNT162b2 is a lipid nanoparticle–formulated, nucleoside-
modified positive sense-RNA encoding membrane-anchored SARS-CoV-
2 full-length S protein. Given the positive sense, when RNA is absolved
by the cell is promptly translated to viral S protein, which is exposed or
externalized by the cells and recognized by the immune system produc-
ing antibodies against it [136].

During coronaviruses infection, the genome acts as cellular mRNA
producing the larger replicase protein. The RNA from coronaviruses also
possesses an important site dedicated to a ribosomal frameshifting
event. After that, there is a ribosomal frameshifting site [137] (Fig. 2A). Ri-
bosomal frameshifting in the displacement of ribosomal frames, also
known as translation recording, is a biological phenomenon that results
inmultiple protein production froma singlemRNAmolecule (Fig. 2A). Al-
though it is common in viruses, it goes beyond them. Organisms from all
three kingdoms employ frameshifting to regulate gene expression
[137–142]. Next, as usual, the genome is a model for protein synthesis,
RNA replication, and assembly, producing new virus particles [143].

4.2. Virion particles

Coronavirus particles are spherical, pleomorphic (Fig. 2B) with di-
ameters varying from 80 to 120 nm [144,145]. Attached to it mem-
branes are found two types of the spike. One larger with projection
17–20 nm long produced S protein (Fig. 2B), and a smaller one
5–10 nm long today known as the hemagglutinin-esterase (HE) found
in a subset of coronaviruses [144,145]. Recently, the development of ad-
vanced microscopy techniques has clarified coronavirus morphology.

Ng and collaborators [146] catch three-dimensional (3D) images
from SARS-CoV moving out from the Vero infected cell. By employing
scanning electron (SEM) and atomic force (AFM) microscopies, it was
possible to notice the small cauliflowers-like structures assumed by
viral particles. To see the outside of the virus is not that hard. The prob-
lem is to evaluate the inside of a viral particle. To go that far, virion par-
ticles have been treated to nonionic detergents, allowing them to look
inside the coronavirus particles. It was revealed that coronaviruses pos-
sess helical symmetric nucleocapsids, which is not common to positive-
sense RNA viruses but for negative-sense RNA viruses. This is a great
point of discordance among virologists. However, a few published stud-
ies are reporting that, but only we know is that more studies are re-
quired to obtain a clear picture of coronavirus virion particles.
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5. The coronaviruses proteins

5.1. Membrane protein (M)

TheMprotein (Fig. 2B) is one of the threemain structural proteins in
coronaviruses. It is responsible for the viral particle conformation after
assembling [147–150]. The M protein holds a small N-terminal domain
extended to the outside of the viral particle, which is important to inter-
act with the endoplasmic reticulum during infection [151]. Right after
theN-terminal domain, there are three large, highly hydrophobic trans-
membrane domains followed by an even larger C-terminus domain,
which stands inside the viral particle.

The M protein has regular conservation into the coronavirus family.
The same is not applied to the coronaviruses groups. A consensus in all
groups is that M protein has multiple-glycosylated stages. The
preglycolysated stage of M proteins ranges in size from 25 to 30 kDa.
However, multiple glycosylations could lead to a high molecular Mass of
M protein [152]. Neuman et al., [147] reported the ability of M protein
to oligomerizes to form larger structures. In the same study, the authors
revealed two stages: the larger and compact. In the larger stage,Mprotein
forms a structure 8 nm long. In contrast, the compact form has structures
6 nm long. The oligomerization stages of M protein are involved in many
virion particle assemblies and even genome protection [147,153–155].
The interaction between transmembrane domains drives the interaction
betweenM proteins; this interaction is important to exclude any leftover
host membrane during the release of viral particles [147,156].

5.2. Envelope protein (E)

The E (Fig. 2B) is the smallest, membrane-integral, and less known
structural protein from coronaviruses. One quite intriguing point is
that E protein accumulates the most in the infected cells during viral
replication. Still, only a very small portion is inserted in the new viral
particle. The function of the excess of E protein in replication is obscure
[157,158]. Most of E protein is localized outside the viral particle. This is
because it is involved in the viral attachment to the ER and Golgi appa-
ratus controlling virus intracellular traffic [158–160]. Although not
knownhow the E protein is involved in the viral titers, viral particle pro-
duction, and maturation [159,161–168].

5.3. Nucleocapsid protein (N)

The N (Fig. 2B) protein holds a molecular weight varying from 43 to
50 kDa, larger thanMand E proteins but far smaller than S protein. It has
a quite essential function to coronaviruses. Interactingwith the RNA ge-
nome forms a helical structure like a necklacewith beads providing sta-
bility to the RNA genome [169]. N protein sequence is divided into three
domains. The highest part of themolecule has great amounts of Lys and
Arg residues leading to a positive charge, which is involved in the inter-
action with the negative charge of viral RNA. This portion comprehends
domains 1 and 2. For example, it was identified that the RNA bind ability
of MHV N is attributed to domain 2 [169–171].

An unusual feature of N proteins in the phosphorylation. N protein
from some but not all coronaviruses are phosphorylated. Some phos-
phorylation happens in a Ser and others in the N residues [172,173].
The biological function of phosphorylation in the N until today is ob-
scure. However, the hypothesis is that the phosphorylation helps N pro-
tein to recognize only viral RNA. Chen et al. [172], employing Mass
spectroscopic analysis and surface plasmon resonance, brought some
information about the biological importance of N phosphorylation.
The nonphosphorylated and phosphorylated N protein has the same
ability to bind to viral RNA. However, the phosphorylated N protein
binds only to the viral RNA. In contrast, the nonphosphorylated binds
to both viral and non-viral RNA. These experiments by Chen et al.
[172] revealed one biological effect of phosphorylation of N protein,
which is the recognition exclusively of viral RNA.
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5.4. Spike protein (S)

Now, after a brief explanation about coronaviruses and their pro-
teins. It will be deeply discussed about the protein that is the focus of
the review and plays essential roles during coronaviruses infection,
Spike glycoprotein (S). The S protein is the third protein component
and most abundant in the viral envelope (Fig. 2) [174]. The S protein
is the larger protein from coronaviruses with about 180–200kDa
[174]. It has a larger N-terminal region (90% of protein) exposed outside
the viral envelope and a shorter C-terminal region inside the viral enve-
lope. BetweenN- and C-terminal regions, there is a transmembrane sec-
tion liking both N- and C- regions (Fig. 3A) [174].

The S protein possesses high-level glycosylation on its structure. Be-
fore post-translational processing, themonomeric structure of S protein
that inserts carbohydrates on its structure is about 128–160 kDa. After
the glycosylation process, the size of S protein ranges between 180
and 200, which indicates a high amount of carbohydrates are inserted
in its structure, most of them N-linked [175]. It is proposed that the bi-
ological function of glycosylation in the S proteins is to evade the host
immune system during infection [176,177]. For example, a study from
Delmas and Laude [177] with the S protein from porcine transmissible
gastroenteritis virus revealed the glycosylation process coincides with
the translation. The authors also showed that the glycosylation precedes
the S protein trimerization. The glycosylation of TGEV S is essential to
correct the folding of monomers [177].

S protein is still a huge protein even in the monomeric stage with
1273 amino acid residues. The first 13 amino acids form the signal pep-
tide in the N-terminal site targeting the protein from the endoplasmic
reticulum to the viral envelope. The S1 subunit goes from 14 to 685
amino acid residues. The S2 subunit starts at the amino acid 686 until
the 1273 residue. Both regions are involved in cell recognition and
entry (Fig. 3A and Supplementary 3) [178,179]. Like other proteins,
the S protein is synthesized as an inactive precursor present in the
viral envelope. During cell infection, the S protein is cleaved by a cellular
protease releasing the S1 and S2 subunits activating it and allowing the
membrane fusion and virus entry (Fig. 3A) [28,180,181]. This will be
discussed later in this review.

5.4.1. The S1 subunit from S protein
The S1 subunit is smaller than the S2 subunit but has a quite relevant

coronaviruses function (Fig. 3A and Supplementary 3). The S1 subunit is
responsible for recognizing the cell receptor to allow virus entry into the
cell cytoplasm. The S1 subunit hosts the RBD responsible for binding to
ACE2 in the portionwhere the aminopeptidase cleavage point is present
[181–183]. The S1 region also contains the N-terminal (NTD) and C-
terminal (CTD) domains, both involved in the RBD recognition (Fig. 3A
and Supplementary 3). For comparison purposes, the SARS-CoV-2 S1
CTD has more amino acid residues (21 aa) directly involved with the
ACE2 interaction that SARS-CoV S1 CDT does (17 aa). Additionally, the
mutational analysis revealed amino acid substitution from I472 in
SARS-CoV S1 CTD for F486 SARS-CoV-2 S1 CTD strength interaction
with the ACE2 Y83, the establishment of aromatic-aromatic interaction
(15, 16). Yet, the substitution of E484 in SARS-CoV-2 S1 CDT instead of a
P470 residue in SARS-CoV S1 CTD increases the ionic interaction with
ACE2 leading to higher affinity to the receptor (Fig. S3) [182,183].

The RBD hosted by the S1 domain is critical for recognizing the ACE2
receptor by S protein. There are nine residues fully conserved in all
coronaviruses involved in the ACE2-RBD interaction. Given the impor-
tance of RBD for the coronavirus, it becomes a great target for the action
of neutralizing antibodies [27,28,180,182,183]. Our research group has
recently performed amolecular dockingwith synthetic peptides against
S protein from SARS-CoV-2 [184]. Out of eight, two peptides showed up
as promising themost to bind toward S protein. Indeed, the peptides do
not interact with the RBD domain. However, the interaction with S pro-
tein led to conformational changes in the S protein structures. The
docking simulation led to a wrong interaction with the ACE2 receptor,
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hence inhibiting virus entry in the cell [184]. In another study, Souza
et al. [185] designed four peptides from the amino acid sequence of
the ACE2 receptor. Those peptides specifically targeted the RBD domain
from S protein. After interaction with peptides, RBD presented changes
in the conformational structure impairing the correct interaction with
ACE2 protein, suggesting that peptides could prevent cell infection by
SARS-CoV-2.

5.4.2. The S2 subunit from S protein
The S2 subunit from the S protein hostsmany important domains for

S protein function. The first domain is the fusion peptide (FP) from 788
to 806 amino acid residues (Fig. 3A and Supplementary 3). FP is a short
fragment highly conserved in the coronavirus family. Its composition is
essentially made by apolar residues such as Gly and Ala, all-important
during the membrane fusion activity of the S2 subunit during viral in-
fection (Fig. 3A and Supplementary 3) [186] [13,23].

Right after the FP domain, two sequences called heptapeptide re-
peated sequence 1 (HR1) (912–984 residues) and heptapeptide re-
peated sequence 2 (HR2) (1163–1213) with, respectively, 72 and 50
(Fig. 3A and Supplementary 3) [187]. Both HR1 and HR2 are located at
the N-terminus portion of the transmembrane domain (TM) and follow
the same structure HPPHCPC where H designates a hydrophobic resi-
due, P regards a polar or hydrophilic, and C is any other charged residue.
The HR1 and HR2 are essential to the viral fusion and entry function of
the subunit in the cell [187].

The HR1 domains assemble to form a homotrimeric structure with
highly conserved hydrophobic surfaces. These hydrophobic surfaces
are exposed to the outside of the 3D structure of the S2 subunit to inter-
act with the HR2 domain. In turn, HR2 forms a rigid helix followed by a
highly flexible loop in the face that interacts with the HR1 domain. The
interaction between HR1 and HR2 domains is strong and supported by
hydrophobic and aromatic interactions forming a bigger domain fusion
core region [188].

The HR1 and HR2 are essential to infection establishment by hCoVs
and are thus highly conserved [188]. Given that, these domains are
targeted continuously by potential antiviral molecules. That happens
because another critical target, the RBD from the S1 domain of S protein,
is highly variable, so it is hard to develop a drug toward RBD. But the
high conservation of HR domains makes them a great target
[186–189]. For instance, Xia et al. [189] have developed an HR2-
derived peptide that targets the HR1 region and inhibits cell infection
by human coronaviruses.

6. Biological roles of the S protein

The S protein is the most important factor involved in viral infection.
Because of that, it stands exposed on the viral envelope surface. It is a
trimetric protein essential to receptor recognition, cell attachment, mem-
brane fusion and virus entry [28,38,54,80,83,85,126,179,182,184,191].
Given S protein roles, it is present in all kinds of hCoVs and other viruses
such HIV and Ebola [191] but with other names.

The S protein possesses two conformational states (Fig. 3B). The con-
formational dynamics of S protein is due to the flexibility of NTD and
RBD. The first is the closed state where the RBD domain cannot recog-
nize the ACE2 receptor (Fig. 3B). The closed state is also called perfusion
state because it precedes membrane fusion [192]. The closed state
(prefusion) of beta coronaviruses was determined by cryo-electron mi-
croscopy [193]. In general, the closed state of S protein from
coronaviruses is similar to the, considering higher complexity, hemag-
glutinin from influenza virus. In the closed state conformation, the
RBD domain is trapped into a pocket formed by the NTD region and
RBD itself, inhibiting the interaction with the ACE2 receptor [85,193].

Additionally, in the closed state, the S1 heads stand on top of S2 sub-
units to avoid the S2 conformational transitions. In the S2 domain, the
HRs domain assumes the helices form to stabilize the S2 subunit. In
the coronavirus fusion HR-1 domain, the hydrophobic residues support
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the formation of a small loop and helix, which are buried inside the
prefusion structure. The proteolysis is essential for the conformational
transition of S2, one at the S1/S2 border and the other at the N-
terminal region [194,195]. The S protein moves to the second stage
called an open state (Fig. 3B). In the open state, the RBD is now exposed
outside the S protein structure and can recognize and bind to the cellu-
lar receptor (Fig. 3B) [27,28,67]. In this stage, the RBD dynamics ismod-
ulated by proteolysis allowing the interaction with the ACE2 receptor.
After interaction by RBD-ACE2, the virus will start the process to enter
within the cell, and the S protein starts to change to another stage called
post-fusion, leading to the viral and cellular membrane fusion
[27,28,67,189,193–195]. Recently, Wang et al. [196] reported the S pro-
tein could have an alternative route to enter cells. Rather than interact
with RBD, S protein from hCoVs could interact with a CD147, which is
a transmembrane glycoprotein from the immunoglobulin superfamily.
It is known for the CD147 involvement in tumor development, bacterial,
virus, and Plasmodium invasion and infection [196–198].

Wang et al. [196] revealed Vero E6 andBEAS-2B cell lines either lack-
ing or blocked to CD147 or blocking presented no signal of SARS-CoV-2
amplification. Additionally, the expression of CD147 in SARS-CoV-2
non-permissive human cells allowed virus entry and infection. The au-
thors also found high viral loads in the mice lungs expressing human
CD147, but not in wild type mice. Indeed, the results presented by
Wang and co-authors [196] are quite interesting.

In the sameway, sinceNovember 2020, a newcellular receptor came
up as hosts in facilitating SARS-CoV-2 entry. Those receptors either en-
hance the ACE2-mediated entry of SARS-CoV-2 or act as alternative re-
ceptors for SARS-CoV-2 entry. SARS-CoV-2 could employ these
alternative receptors to enter the cell with a low expression of ACE2.
For instance, the tyrosine-protein kinase UFO (AXL) acts as a receptor
by interacting with the NDT domain of S protein, demonstrated by
in vitro cell culture model and COVID-19 patients samples [201]. An-
other in vitro model study showed the high-density lipoprotein (HDL)
scavenger receptor B type 1 (SR-B1) as a facilitator of ACE2-dependent
entry of SARS-CoV-2 through the interaction of the S1 subunit. Blocking
the S protein interaction with a specific monoclonal antibody against
cholesterol/HDL inhibits the HDL-enhanced SARS-CoV-2 infection
[202].

Cantuti-Castelvetri et al. [203] and Daly et al. [204] revealed that
neuropilin-1 (NRP1), which is known to bind furin-cleaved substrates,
potentiates SARS-CoV-2 infectivity. The NRP1 protein is highly
expressed in the respiratory and olfactory epithelium, with the highest
expression in endothelial and epithelial cells. Those cells present a low
expression of ACE2 receptors, which is why SARS-CoV-2 employs this
protein to enter the cell [203,204]. Amraei et al. [205] reported that
CD209L and CD209 are members of the C-type lectin superfamily and
could act as mediators of SARS-CoV-2 entry cell and increase viral path-
ogenesis. The CD209L is highly expressed in human type II alveolar cells,
lungs, and liver, whereas CD209 protein is expressed in alveolar macro-
phages. Both CD209L and CD209 interactwith the RBDof S protein from
SARS-CoV-2 to enter cells. The mechanism of these proteins is quite
similar to ACE2-mediated cell entry by SARS-CoV-2.

Recently, in an elegant experiment, Tang et al. [206] revealed a new
candidate molecule used by SARS-CoV-2 to enter cells. ACE2-knockout
mice are not protected from SARS-CoV-2 infection. The authors showed
that the transferrin receptor (TfR) is the target by S protein to allow
SARS-CoV-2 entry on cells. Even though new finding supports alterna-
tive molecule employment to invade cells by SARS-CoV-2, little is
known about the role of these receptors for SARS-CoV-2 entry on cells.
Based on that, the discussion below will be mainly focused on the
ACE2-S protein interaction, which there more information allowing a
deeper discussion has been supported by the literature.

Most of the CoVs enter cells by interacting with the RBD domain
from S protein with the ACE2 receptor [199]. The ACE2 receptor is a
widely expressed protein in the cell membrane of many tissues such
as lungs, heart, kidney, renal, cardiovascular, and intestine [200].
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Discovered in 2000, ACE2 holds 61% of similarity with ACE. Structural
analysis of ACE2 protein revealed an N- and C-terminal followed by a
unique transmembrane ɑ-helix domain followed by an intracellular
portion [113]. The difference between ACE and ACE2 is themost related
to their activity. At the time, ACE catalyzed the conversion of angioten-
sin I in angiotensin II. ACE2 acts in angiotensin II conversion in two
forms: angiotensin 1–1 and angiotensin 1–9 [201]. Until the pandemic
situation imposed by the coronaviruses, ACE2 moves from the shadow
to light as an important protein to viral infection. Now, it is quite clear
that SARS-CoV-2 and other coronaviruses employ the ACE2 to come
into a cell and start an infection.

The infectious process starts when a coronavirus-infected person
sneezes, releasing air droplets containing virus particles into the envi-
ronment (Fig. 4). Without a social distancing, a healthy person intake,
by natural breathing, the contaminated air allowing the air droplets in-
fectedwith the virus to reach the lungs (Fig. S2). At that point, the S pro-
tein becomes the principal actor in the coronavirus infection by driving
viral recognition and entry on cells. The S1 subunit from the S protein
starts the process by promoting RBD interaction with ACE2 (Fig. 4 - 1).
After the attachment of the virus supported by S protein and low pH
conditions act as targets to the viral fusion ofmembranes [178,179,182].

After the attachment, the S protein, driven by the S2 subunit, pro-
motes the viral fusion, which is the fusion of the viral membrane with
the host cell membrane. The trigger to initiate the membrane fusion is
the proteolytic action suffered by S protein after the attachment to the
receptor. As a result of the cleavage, the S protein is separated into
two parts, S1 and S2, by cellular proteases. Even after the cleavage, the
subunit S1 and S2 remain non covalently bonded to ensure the mem-
brane fusion follows through [202,203].

Hasan et al. [203] and Millet et al. [202] revealed that in the SARS-
like coronaviruses such as SARS-CoV and SARS-CoV-2, the S protein
has an uncleaved state. In contrast, other coronaviruses possess S pro-
teinmainly in the cleaved state. Additionally, themutational analysis re-
vealed that SARS-CoV-2 had accumulated mutations increasing the
number of cleavage sites on S protein, leading to higher cleavage rates
and cell entry and infectivity [202,203]. Many studies over the years
[28,180] revealedhost proteases involved themost in S protein cleavage
are TMPRSS2 and trypsin, even for SARS-CoV and SARS-CoV-2. The S
protein from SARS-CoV and SARS-CoV-2 are essentially the same. How-
ever, the high number of cleavage sites in the SARS-CoV-2 S protein
might be involved in higher contagious levels of SARS-CoV-2 compared
to SARS-CoV.

Back to viral fusion, the domains FP and both HR on S2 is critical to
viral fusion. The cleavage of S protein exposes the FP domain, which
is, in turn, inserted in the host membrane triggering the viral fusion
[114,178,191]. Once anchored in the host membrane by the FP domain,
the distances between viral and host membrane are dramatically re-
duced, and HR1 stands close to the cell membrane, and HR2 is yet an-
chored in the viral membrane. Now starts the last and crucial process
in membrane fusion. The HR2 domain turns up toward the HR1. Both
domains form a helix structure to produce a fusion core, and the viral
membrane is pushed over toward the cell membrane tightly, and both
membranes fuse. The virus reaches the cytoplasm. Now it is just a mat-
ter of making the cell work in virus replication. Once inside the cyto-
plasm, the virus hijacks cellular proteins and supplies to replicate the
genome and produce thousands of new viral particles [204,205].

Inside the cell, the positive-sense RNA from coronaviruses, which
works as mRNA, is released, and translated by the cellular ribosomes
(Fig. 4 - 2). The first protein produced is the huge replicase polyprotein
complex (Fig. 4 - 3). The positive-sense RNA is then used as a model by
the replicase to produce the negative-sense RNA, the subgenomic RNAs,
and thus new positive-sense RNA molecules (Fig. 4 - 4). The
subgenomic RNAs were used to produce S, E, M, N proteins (Fig. 4 - 5
and 6). The proteins S, E, and Mmove to the ER and attach to its mem-
brane. At the same time, theN protein interacts with the RNAmolecules
to form the nucleocapsid particles (Fig. 4 - 7). Now, induced by
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structural membrane-bounded protein, the membrane of ER suffers
conformation changes to assume a spherical formatwith the nucleocap-
sid particle inside, which is the new virion particle. The new viral parti-
cle moves now out to infect new cells (Fig. 4 8–9). This is the common
way of CoVs replication. S protein is not called here as a principal
actor without a motive. In some cases, during CoVs, the infection can
lead to the formation of syncytia [206–208].

Syncytia are giant infected cells induced by some viruses, like
coronaviruses. All pandemic coronaviruses, SARS-CoV-1, MERS-CoV
and SARS-CoV-2 [206–208] have the ability to induce syncytia forma-
tion. Somehow, in coronavirus infection, the host cell showed the S pro-
tein on themembrane, which is a quite important function of S protein.
The S protein interacts with the ACE2 with neighboring healthy cells
and thus induces membrane fusion of many cells forming giant
known syncytia. By inducing the syncytia formation, the coronaviruses
can continuously infect cells withoutmoving out cells. This is an incred-
ible and essential ability acquired by S protein over evolution. The syn-
cytia formation induced by S protein allows the virus to keep spreading
without extracellular virus particles working as an evasion mechanism
of the immune system.

7. S protein in the pandemic coronaviruses

As discussed above, in the last two decades, the human king faced
three outbreaks caused by hCoVs. These coronaviruses have threatened
and taken many lives worldwide with different spreading rates, fatality
cases, and regions affected (Fig. 1 and Table 1). The pandemic hCoVs had
present different spread and human-to-human transmissible rates. That
factor could be attributed to the mutation in the S protein from all of
them. Over the years, hCoVs have accumulated many mutations, some
negative, some positive, which culminate in the current pandemic sce-
nario. This section will discuss the characteristics and differences of S
protein from the pandemic hCoVs. Most of the comparisons are made
between SARS-CoV and SARS-CoV-2 when pertinent MERS-CoV will
be included.

The mutations that lead to the change in amino acid in the S protein
could be important information to track the natural sources of CoVs,
allowing intra-species or inter-species jumping of the virus. For exam-
ple, genomic sequence experiments revealed that SARS-CoV-2 is closer
to bat CoVs than other hCoVs, which indicates its origin
[37,51,62,69,115,117,121,190,209]. The RatG13, CoV from bats, has a
similarity of 93.1% in the gene and 98% in the protein sequence of S pro-
tein with SARS-CoV-2. In contrast, SARS-CoV-2 has only 80% similarity
in the S protein with other hCoVs [37,51,62,69,115,117,121,190,209].

In contrast to other CoVs, SARS-CoV-2 has accumulatedmanymuta-
tions in S protein conserved regions (Fig. S3). Because of that, evenwith
some similarities, SARS-CoV-2 is much sufficiently different from
SARS-CoV and SARS-like coronaviruses [40,47,51,111]. In comparison
to pandemic hCoVs, SARS-CoV-2 is, indeed, closer to SARS-CoV than
MERS-CoV (Fig. S1A) [45,93,98,178]. Even though evolutionary studies
put SARS-CoV-2 and SARS-CoV in the same group, they still hold re-
markable variations between them [111]. Wu et al. [111] revealed
high similarities between SARS-CoV-2 and SARS-CoV at the polyprotein
level, but many significant alterations exist. For instance, the most re-
markable is the absence of protein 8a in SARS-CoV-2 and its presence
in the SARS-CoV, which indicates a mutation that deletes or produces
a truncated inactive 8a protein in SARS-CoV-2. For sure, the absence of
8a did not affect SARS-CoV-2 fitness [111].

To have a better picture of the S protein changes of the pandemic
hCoVs, we performed an alignment comparing the entire sequence of
S protein from MERS-CoV (accession number K9N5Q8), SARS-CoV-1
(accession number P59595), and SARS-CoV-2 (accession number
P0DTC2) deposited in the UniProt database (Supplementary Fig. 3). By
analyzing the results, the first point noticed was the length of S protein
in all viruses. The MERS-CoV S protein has a higher number of amino
acid residues, 1345. In contrast, S protein from SARS-CoV and SARS-



Fig. 4. Schematic model of coronavirus entry in cell. Coronaviruses bind to the host cell surface and release their RNA genomes into the cell through endocytosis. The positive-sense RNA
genome is translated to produce the RNA-dependent RNA polymerase (RdRp) complex. Then the RdRp complex produces negative-sense RNA from the RNA genome, which provides the
template for synthesis of positive-sensemRNAs. Then these subgenomicmRNAs are translated into structural and accessory proteins for viral particle assembly in endoplasmic reticulum.
Finally, The enveloped virion is then exported from the cell by exocytosis. Created with BioRender.com.
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CoV-2 has, respectively, 1243 and 1261 amino acid residues (Supple-
mentary Fig. 3). That might be a result of many deletions in S protein
from both SARS-CoV and SARS-CoV-2.

The S protein alignment from the pandemic hCoVs revealed that
compared to the MERS-CoV S protein, the S protein from SARS-CoV-1
and SARS-CoV-2 has 14 points of deletions. Probably, because of those
deletions, the S protein from SARS-CoV-1 and SARS-CoV-2 are smaller
than theMERS-CoV S protein (Supplementary Fig. 3). Of these, 12points
of deletions are present in the S1 subunit and 2 on the S2 subunit. Most
of the point mutations are situated in regions that have no important
domains for the infection process. But somehow alter the 3D of S pro-
tein, making it more compact in both SARS-CoV and SARS-CoV-2 than
MERS-CoV.

Another great difference between S protein from SARS-CoV and
SARS-CoV-2 is the pattern of glycosylation [210–212]. The presence of
an additional glycosylation spot in Asn370 in SARS-CoV-2 compared to
S protein from SARS-CoV provides an additional glycosylation state in
S protein from SARS-CoV-2. This spot belongs to a domain involved in
the membrane attachment and thereby enhances the interaction with
the receptor and membrane fusion [211]. Point mutations in SARS-
CoV-2 S protein are said to increase virulence through the instability
of the viral machinery and altered viral-to-cell-membrane fusion (Sup-
plementary Fig. 3).

It is already known that the amino acid composition change does not
reflect protein structure changes and thereby function. To check that,
we provide a root mean square deviation (RMSD) calculation of the
atomic position on S protein from the pandemic hCoVs (Fig. 5). The
RMSD provides a value: If the value is 0, the atoms from both structures
are in the same position, with no alteration in the 3D structure. How-
ever, if the value is anyone higher than zero, it indicates the atoms are
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in different positions, and this value is high, the structures are very
different.

To perform the structural alignments was used the 3D structures
from S proteins MERS-CoV (PDB ID: 5X5C), SARS-CoV-1 (PDB ID:
5X58), and SARS-CoV-2 (PDB ID: 6Z97) deposited in the UniProt data-
base deposited in the Protein Data Bank (PDB, https://www.rcsb.org/).
By performing a structural alignment, it is possible to see structural
changes. Fig. 5 shows the structural alignment between the S proteins
from MERS-CoV and SARS-CoV. It is possible to analyze in many posi-
tions the differences in both proteins. The RMSD value for this align-
ment was 12.93 A, indicating both atomic positions are quite different.
The comparison between S protein from MERS-CoV and SARS-CoV-2
is more interesting (Fig. 5). In some regions such as NDT, the arm of
S1 and HR is possible to evaluate that the S protein structure from
MERS-CoV is more prominent than S protein than SARS-CoV-2. It
seems the S protein from SARS-CoV-2 is more compact with a lower
atomic distance than MERS-CoV (Fig. 5). The RMSD value for the struc-
tural alignment of S protein fromMERS-CoV and SARS-CoV-2 is 15.90 A,
which indicates both structures are quite different. Despite the differ-
ences in S protein it is important to remember both viruses employed
different receptor to come inside the cell. Together these differences
are responsible for complete behaviors regarding the spread, infectivity,
and severity of the disease.

The RMSD analysis of S protein from SARS-CoV and SARS-CoV-2
(Fig. 5) revealed a lower value, 9.21 A, than that obtained in the
comparisons of SARS-CoV x MERS-CoV and SARS-CoV-2 x MERS-CoV.
It is important to notice that even the S protein from SARS-CoV and
SARS-CoV-2 are similar, they share many differences. By looking at
amino acid sequence alignment (Supplementary Fig. 3) it is possible
to noticemany changes in the amino acid residues at the same position.

https://www.rcsb.org/
http://BioRender.com


Fig. 5. Three-dimensional structure comparison of Spike protein among SARS-COV-1, MERS-CoV and SARS-COV2 through protein alignment. The spike protein of SARS-CoV-1 is
represented in red, MERS-CoV in green and SARS-CoV-2 is blue. The 3D structures from S proteins MERS-CoV (PDB ID: 5X5C), SARS-CoV-1 (PDB ID: 5X58), and SARS-CoV-2 (PDB ID:
6Z97) deposited in the UniProt database deposited in the Protein Data Bank (PDB, https://www.rcsb.org/). RBD: Receptor-binding domain; NDT: N-terminal domain; HR1 and HR2:
heptapeptide repeat sequence 1 and 2; FP: fusion peptide of subunit 1 and 2 are identified in the images. The structural alignments were performed in the Pymol program with the
educational license.
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These changes could be responsible for the altered structures revealed
by RMSD analysis.

It is important to notice that some pointmutations occur on the RBD
site (Supplementary Figs. 3 and 4). To have a better overview itwas per-
formed an alignment comparing the sequence of RBD extracted from
the sequence of S protein from MERS-CoV (accession number
K9N5Q8), SARS-CoV-1 (accession number P59595), and SARS-CoV-2
(accession number P0DTC2) deposited in theUniProt database (Supple-
mentary Fig. 4). For example, the sequences 536EDCDYYRKQLS546,
575VQYC578, and 587KLEFAN592 are present in the S protein from
MERS-CoV absent in that one from SARS-CoV and SARS-CoV-2 (Supple-
mentary Fig. 4). Deletion points were not an exclusivity from SARS-CoV
and SARS-CoV-2. The S protein fromMERS-CoV presents 4 points of de-
letion than SARS-CoV and SARS-CoV-2 (Supplementary Fig. 3).

The RBD portion has nine cysteine residues able to form four disul-
fide bonds. Comparing the location of these disulfide bonds in the
SARS-CoV, MERS-CoV, and SARS-CoV-2, it was possible to see if the po-
sitions of disulfide bonds are similar SARS-CoV-2 and SARS-CoV, but in a
different position in comparison both with MERS-CoV (Fig. 5 and Sup-
plementary Fig. 3) [183]. This result suggests a closedmodeof action be-
tween RBD from SARS-CoV and SARS-CoV-2 but not too close to the
action of RBD from MERS-CoV.

Regarding S protein,most of the amino acid changeswere in RBD, af-
fecting the conformational flexibility of the protein or binding interac-
tions with ACE2 [213]. The mutations accumulated by SARS-CoV-2
lead to five amino acid residues that are different than those in SARS-
CoV. In SARS-CoV, the residues are Tyr455, Leu486, Asn494, Asp495,
Tre501, and Tyr506. In contrast, in SARS-CoV-2, the residues are Leu455,
Phe486, Glu494, Ser495, Asn501, and Tyr506 [214] (Supplementary Fig. 4).
These differences in the SARS-CoV-2 RBD domain allow it to bind to
ACE2 with an affinity 20 times higher than SARS-CoV [214].

A keymutation in theRBD fromSARS-CoV-2 compared to SARS-CoV is
the presence of a Lys417. The core region of RBD from SARS-CoV-2 has a
unique residue of Lys417, forming a salt-bridge interaction with a residue
of Asp30. This interaction strengthens the energy bind of SARS-CoV-2 RBD
with ACE2. In contrast, this position of RBD from SARS-CoV holds a Val
residue that did not allow such type of interaction (Supplementary
Fig. 4) [183]. Indeed, thepresence ofVal residue interrupts the interaction,
thus weakens the interaction with ACE2. Besides, the presence of Lys417

provides a positively charged patch providing an electrostatic surface,
which is not present in theRDB fromSARS-CoV [183]. Besides strengthen-
ing the SARS-CoV-RBD::ACE2 interaction, the Lys417 is also important to S
protein immunogenicity (Supplementary Fig. 4). The substitution of a Val
to Lys in the RBD from SARS-CoV-2 hinders the interaction of anti-SARS-
CoV antibodies and thus the neutralization of SARS-CoV-2 by anti-SARS-
CoV antibodies (Supplementary Fig. 4) [183].
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The RMSD analysis revealed some important information about the
structure of all S proteins from pandemic hCoVs. However, the S protein
is a huge protein with a complex structure (Fig. 5). To obtain a better
view of the alteration in RBD, it was performed an RMSD analysis of
only the RBD portion, comparing in all pandemic hCoVs. The RMSD
allowed a more in-depth evaluation of differences (Fig. 6). To perform
the structural alignments was used the 3D structures of RBD from
MERS-CoV (PDB ID: 6L8Q), SARS-CoV-1 (PDB ID: 2AJF), and SARS-
CoV-2 (PDB ID: 6VW1) deposited in the UniProt database deposited in
the Protein Data Bank (PDB, https://www.rcsb.org/). The comparison
between RBD fromMERS-CoV and SARS-CoV revealed at least three po-
sitions with a high variation in the structure (Fig. 6 arrows). The RMSD
value was 10.34 A. Corroborating the results from S protein RMSD anal-
ysis of MERS-CoV and SARS-CoV-2 (Fig. 6), the RBD analysis domain
presented a high RMSD value of 11.6 A, indicating the structures were
quite different. The arrows highlighted the most prominent differences
(Fig. 6).

Regarding the RMSD analysis of RBD follows the same pattern of S
protein for SARS-CoV and SARS-CoV-2 (Fig. 6). Although there are
many differences in the amino acid sequence of RBD showed by the
alignment (Fig. S4). The conformational structure of RBD from SARS-
CoV and SARS-CoV-2 is quite similar as represented by the RMSD anal-
ysis with a value of 2.09, which is very low compared to other RMSD
analysis (Fig. 6). The similarity between RBD sequences from SARS-
CoV and SARS-CoV-2 is around 74% allowing both viruses to use ACE2
receptors to a different extent in the cell [118]. Indeed, RBD from
SARS-CoV-2 can form a higher number of interactions with ACE2 than
RBD from SARS-CoV, supporting the high affinity of SARS-CoV-2 RBD
to ACE2 than SARS-CoV. This is possible because RBD from SARS-CoV-
2 performs more atomic interaction with the ACE2 compared to SARS-
CoV. Experiments have shown the RBD from SARS-CoV-2 binds to
ACE2 in an nM scale concentration, with dissociation at 4.7 nM. In con-
trast, theRBD fromSARS-CoVhas a constant of dissociation about 31 nM
[28,178,183].

All these differences in the atomic arrangement led to suitable differ-
ences in S protein are directly involved in the interactionswith theACE2
receptor and thus binding affinities. Based on that, it is feasible to sug-
gest that those alterations are responsible for the higher affinity of
SARS-CoV-2 RBD than SARS-CoV RBD by the receptor, and thereby
higher transmissibility [28,178,183]. Experimental analysis using ani-
mals is an important source of information if the mutations on RBD af-
fect COVID-19 symptomatology and may provide information about
the origin of the pandemic situation [215]. Based on RBD sequences'
similarities, there have been discussions of convergent evolution be-
tween SARS-CoV and SARS-CoV-2 RBD structures enhancing the affinity
of SARS-CoV-2 by ACE2 [183,215].

https://www.rcsb.org/
https://www.rcsb.org/


Fig. 6. Three-dimensional structure comparison of Receptor-Binding Domain (RBD) of Spike protein among SARS-COV-1, MERS-CoV and SARS-COV2 through protein alignment. The RBD
of SARS-CoV-1 is represented in red, MERS-CoV in green and SARS-CoV-2 is blue. Structural differences are indicated by arrows. To perform the structural alignments was used the 3D
structures of RBD from MERS-CoV (PDB ID: 6L8Q), SARS-CoV-1 (PDB ID: 2AJF), and SARS-CoV-2 (PDB ID: 6VW1) deposited in the UniProt database deposited in the Protein Data Bank
(PDB, https://www.rcsb.org/). The structural alignments were performed in the Pymol program with the educational license.
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Albeit everybody looks for a mutation in the RBD given its interac-
tion with ACE2 receptor, other regions. For example, it was reported
thatmanymutations changed amino acid sequences in the HR1 domain
of SARS-CoV-2 compared to SARS-CoV, whichmight be associated with
improved and more robust interaction with the HR2. Thereby enhanc-
ing the membrane fusion ability of S protein, which increased SARS-
CoV-2 infectivity (Fig. S3) [181,189,193,195]. Comparing SARS-CoV
and SARS-CoV-2, the S2 domain is well preserved in both N- and C-
terminal domains. All regions involved in viral particle fusion such as
FP, HR1, HR2, TM, cytoplasmic portion have similarities, respectively,
of 93%, 88%, 100%, 93%, and 97% (Fig. S4) [216].

It was already described how mutations favoring SARS-CoV-2 S pro-
tein cleavage improve viral loads and the higher efficiency of spread com-
pared to other hCoVs [27,181,216]. Thesemutations increase the number
of proteases that could cleavage the extracellular portion of S protein from
SARS-CoV-2, increasing its infectivity and virulence [118,181,213]. Muta-
tional studies showed that compared to other coronaviruses S protein,
one from SARS-CoV-2 has a higher number of hotspots for glycosylation.
It is quite possible that SARS-CoV-2 is using these new sites of glycosyla-
tion to evade immune system surveillance, making it S protein less anti-
genic than those from other coronaviruses do and thereby contributing
to its pandemic spreading [118,181,207,213,217,218].

8. Mutations in S protein from SARS-CoV-2

Based on all discussion made above, it is quite clear the high muta-
tional rates in hCoVs. Most of the discussion focused on the mutations
in the pandemic hCoVs SARS-CoV, MERS-CoV, and SARS-CoV-2. In this
topic, the focus will be the mutations that happened in the S protein
from SARS-CoV-2 since the beginning of the outbreak.

Mutations are a process intrinsic to all RNA viruses. There are some
results from mutation: (1) mutations are a natural process resulting
from the errors made by the RNA polymerase during RNA replication;
(2) Mutations could be induced by RNA-editing system as a natural de-
fense system from the host; (3) genetic variation from recombination of
two viral lineages 8,9,11,12,13. To viruses, mutations could be neutral,
which is the majority, harmful or to a less extent represent some
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advantages to virus [219]. In SARS-CoV-2, the mutations have a lower
rate, an estimated 1–2mutations permonth [220], because the RNA po-
lymerase has an unusual proof-reading mechanism [221]. Even so,
many mutations have been related to SARS-CoV-2 since the outbreak
has started [222,223]. The mutations in SARS-CoV-2 are the most listed
in S protein and associated with higher transmissibility and virulence
[222,223].

At the beginning of the outbreak, in January of 2020, WHO recog-
nized the circulation of a SARS-CoV-2 variantwith a D614G substitution
in the S protein (Fig. 7). [7,26,109]. According to WHO [7,26,109], the
D614G variant was first identified in China and became the dominant
variant worldwide by June 2020. The D614G variant, compared to
other SARS-CoV-2, has enhancements in infectivity and transmission
[222] but does not lead to higher illness.

The D614Gmutation changes a Gly residue by Asp residue at 614 po-
sitions located at the C-terminal region of S1 subunits fromSprotein, a re-
gion directly associated with S2 subunit [222,223]. The advantage of
D614Gmutation is thehigh transmission, infectivity, andviral loads in pa-
tients with COVID-19 [222,223]. Experiments performed by Plante et al.
[224] showed that sera from hamsters infectedwith thewildtype slightly
neutralized the D614G variant. This is a concerning result because it has
implications in the vaccine efficacy and thus in antibody therapy.

As happens to other mutations discussed in SARS-CoV-2, the D614G
is not in the RBD domain and does not improve the affinity of S protein
by ACE2. Indeed, the D614G results in a more stable S protein than wild
type S protein and increases the assembly of more functional S protein
outside viral particles. Both these advantages increase SARS-CoV-2 in-
fectivity [222–224].

Last December 2020, WHO recognized a new SARS-CoV-2 mutant
discovered in the United Kingdom from samples collected 20-Sept-
2020 in the county of Kent and another on 21-Sept-2020 from London
[225]. This mutant was named SARS-CoV-2 lineage B.1.1.7 (SARS-
B117). The mutant SARS-B117 has 17 mutations. Of these, eight muta-
tions were found in the gene responsible for S protein production
[225]. The mutations in the S protein were: two deletions: HV 69–70
and Y144 (Fig. 7). The deletions in the 69 and 70 position of the S pro-
tein are related to the evasion of S protein from the immune response.

https://www.rcsb.org/


Fig. 7. Schematic diagram of mutations in the Spike protein from SARS-CoV-2. All relevant mutations in the Spike protein that lead to the new variants of SARS-CoV-2 are in the RBD.
Among those, the most relevant are deletion: HV 69–70 and Y144. Substitutions: K417N, E484K, N501Y (RBD), D614G, and P681H. Created with BioRender.com.
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Probable, the deletions change the shape of the S protein to make it
harder for antibodies to attach. Besides, very recent experiments
showed these deletions enable the SARS-B117 to infect cells more effi-
ciently than its wildtype counterpart [225].

The other two mutations in SARS-B117 have biological significance.
The Mutation N501Y in RBD (Fig. 7) is said to increase its affinity by
ACE2 receptor, increase the transmissibility and infectivity, and make
SARS-B117 more contagious. The N501Y mutation changes an amino
acid residue of Asn by one of Tyr on the top of each S monomer protein.
The region that makes keeps in touch with ACE2 on human cells. In a
typical CoV, the top of the S protein is like a fitting puzzle piece. Even
though it can catch onto human cells, but the fit is so loose that the
virus sometimes falls away and fails to infect the cell. The N501Ymuta-
tion came to fix that by making the shape sharp of the puzzle piece,
allowing a tighter touch, and enhancing the chance of a successful infec-
tion [225]. A new variant of SARS-CoV-2 N501Y·V2 (B.1.351) has
emerged in South Africa and is rapidly replacing pre-existing variants.

The othermutation, P681H (Fig. 7), creates a new cleavage site in the
intersection of S1 and S2 in the S protein. This cleavage site S1/S2 is
unique to SARS-CoV-2, being not present in other related coronaviruses
and increase the infection of epithelial cells by SARS-B117 [225]. There-
fore, the new virus SARS-B177 has some advantages compared to al-
ready circulating SARS-CoV-2 is less immunogenic and has a higher
affinity to ACE2 ability to enter within cells. These results revealed the
potential and brought concerns about the control of SARS-CoV-2. As of
30 December 2020, the SARS-B117 has spread to 31 other countries
proving the high transmissibility of this new variant.

Recently, now in January 2021, the researchers from Oswaldo Cruz
Foundation (FIOCRUZ) reported a new variant of SARS-CoV-2, name
SARS-CoV-2 B.1.1.28 (SARS-B1128) [226]. The SARS-B1128 was first
identified in Amazonas, but there are reports of the same variant, Ma-
naus making a new clade of viruses that emerged in Brazil. The analysis
of 69 genomes collected at the hospital from Amazonas states revealed
this variant SARS-B1128 still maintains the N501Y mutation and ac-
quired two new mutations K417N and E484K S protein (Fig. 7). Specif-
ically, those mutations are in the RBD portion of the S protein.

By now, there is no scientific or experimental support, but thesemu-
tations may have enhanced the ability of SARS-B1128 to bind to ACE2,
increasing the transmissibility rates. Based on that, it is feasible to sug-
gest that this high transmissibility is behind the dramatic increase of
COVID-19 cases in the state of Amazonas that led to the collapse of the
public health system and taken many lives.
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Since the beginning of the outbreak, the COVID-19 pandemic has
reached every continent in the world. The faster COVID-19 spreads
started the run to develop vaccines. Today, some vaccines are already li-
censed in humans after passing by phase 3 clinical trials. These are the re-
combinant spike glycoprotein: either mRNA based (the Moderna and
Pfizer–BioNTech vaccines), via an adenovirus vector (the Oxford–
AstraZeneca, CanSino, and Johnson & Johnson vaccines), or via injection
of the protein itself (theNovavax vaccine). The rapid development of vac-
cines is a breakthrough in the history of vaccines. However, one question
arises: Are these vaccines effective against the SARS-CoV-2 new variants?

All the vaccines available today are based on the original SARS-CoV-
2 that came up inWuhan. So, in theory, it is feasible to suggest that var-
iants of SARS-CoV-2 could evolve with resistance to immunity induced
by recombinant spike protein vaccines once themutations lead to a new
different type of Spike protein. For instance, a 2020 preprint (non-peer-
reviewed manuscript) revealed that a convalescent plasma for hCoV
229E does not neutralize the mutant hCoV 229E leading to individuals
less able to neutralize new strains.

From this point, this data suggests that mutations in SARS-CoV-2
could lead to new variants not affected by the vaccine. The length of
the spike protein used by licensed vaccines is relatively short (~1270
amino acids), leading to vaccines concentrated only in two sections
NTD and RBD domains. Based on that, the antibody response is so fo-
cused on some parts of the spike protein. Spike protein mutations
might be driven by antigenic drift or even by the selection, either during
natural infection or due to the vaccine itself. It is already known that a
virus grown under the selective pressure imposed by a single monoclo-
nal antibody targeting a single epitope of a viral protein, mutations in
that protein sequence will lead to the loss of neutralization. Addition-
ally, notable showed that SARS-CoV-2 could mutate to escape neutrali-
zation by polyclonal antibodies.

Undoubtedly, the spike glycoprotein mutations can affect the effi-
ciency of SARS-CoV-2 neutralization by antibodies, either mono- or
polyclonal. Besides the effect in the humoral response, mutations in
the spike protein could affect cellular responsemaking the cytotoxic ef-
fect of T cells useless. However, only clinical trials with vaccine patients
could bring to light this concern.

9. Conclusion

As discussed, all over in this review, the S protein play as a principal
actor to SARS-CoV-2 became known and spread worldwide in the last
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year, causing the third outbreak of coronaviruses. All the new features
available to SARS-CoV-2 that led to a higher pathogenesis spectrum,
transmissibility, and high affinity to human receptors were enhanced
by mutations accumulated by the S protein from SARS-CoV-2 it more
efficient than that one from SARS-CoV and MERS-CoV. Even though
SARS-CoV and SARS-CoV-2 share similarities, there are differences,
which may explain both viruses' completely different behaviors. Most
mutations accumulated by S protein from SARS-CoV-2 are hosted in
the RBD domain, which is noticeably different from SARS-CoV and
MERS-CoV RBD. Here we discuss some mutations that change the
amino acid content and atomic location of molecules leading to differ-
ences in the S protein from SARS-CoV, MERS-CoV, and SARS-CoV-2.
These differences made S protein from SARS-CoV-2 more efficient to
bind host receptors than SARS-CoV andMERS-CoV. Mutations also pro-
vided an additional cleavage in S1/S2 exclusively from SARS-CoV-2 im-
proving membrane fusion. The unique glycosylation pattern is another
advantage accumulated by SARS-CoV-2 S protein playing essential
roles in viral tropism, pathogenesis, transmissibility, and evasion of
the immune system. Therefore, S protein from pandemic coronaviruses
is an essential factor in the show presented by them. Based on that, in-
depth studies are required to investigate and understand more about S
protein to develop potent drugs and vaccines to eliminate these threats.
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