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Review

COVID-19 variants that escape vaccine immunity: Global
and Indian context—are more vaccines needed?
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The COVID-19 pandemic that emerged around December 2019 claimed millions of lives. For vaccine
development, S protein on viral envelope that binds to ACE2 receptor on cells for entry was identified as
vaccine candidate. S protein consists of Receptor Binding Motif (RBM) in the S1 subunit followed by the S2
subunit with an intermediate furin cleavage site. A stabilized version of S protein with 2 proline residues was
used as antigen. Overall, most vaccines exhibited efficacy between 80 and 95%. However, being a RNA virus
that is prone to mutations along with selection pressure on S protein and frequent use of convalescent plasma
led to evolution of variants. These variants are responsible for multiple waves of infection observed globally. In
our review, we discuss current data on vaccines and its efficacy in neutralizing SARS-CoV-2 from Wuhan and
its variants. Further, our docked mutations observed in variants on the ACE2-S complex cryo-EM structure
show that mostly the S1 domain is under selection pressure where major mutations occur in the N terminal
domain (NTD), RBM and junction near S1-S2 subunit. Therefore, this review would be a reference for
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development of new candidate antigen(s) with better efficacy against variants.
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1. Introduction

With the identification of SARS-CoV-2 responsible for
COVID-19 in 2019, the virus has been under constant
surveillance and discussion with regards to its origin,
evolution, transmission, mutation, disease symptoms as
well as its effective mechanism of hijacking the host
immune system. Using genomic and taxonomic evi-
dence, it has been clearly proved that it belongs to
order Nidovirales, family Coronaviridae, subfamily
Coronavirinae, genus Betacoronavirus, and subgenus
Sarbecovirus. Similar to other viruses of the genus
betacoronavirus, SARS-CoV-2 is an enveloped virus
with positive-sense, sSRNA genome of ~30kb size
and it is ~80% homologous to SARS and ~50% to
MERS (Kim et al. 2020; Zhou et al. 2020).
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The SARS-CoV-2 genome consists of non-seg-
mented RNA and encodes 13—15 open reading frames
(ORFs). The RNA encodes for 7096 amino acid long
polypeptide that is cleaved by viral proteinases to yield
two non-structural proteins replicase and protease at the
5" end. The remaining polypeptide at the 3’ end
encodes for structural proteins like Spike (S), Envelope
(E), Membrane (M) and Nucleocapsid (N) protein, and
5 accessory proteins (ORF3, ORF4a, ORF4b, ORF5
and ORF8) important for formation of capsid and
envelope of the virus (Kim et al. 2020).

Being from the betacoronavirus genus, the virus
originated from bats and was thought to be transmitted
to humans with the help of an intermediate animal.
However, even after a year since the identification of
this virus, none of the studies have been able to provide
experimental proof about the identity of the interme-
diate host. Along with this, though the S protein from
SARS-CoV-1 and SARS-CoV-2 are 75% similar, the
latter consists of a furin cleavage site that is a signature
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of Influenza virus (Gralinski and Menachery 2020;
Zhou et al. 2020). The absence of conclusive evidence
of its mode of reaching humans and the presence of a
furin cleavage site in S protein raises the concern of
alternate theory of lab leak from a lab in Wuhan, China.
However, this theory still needs to be scientifically
established. It is also important to note that this furin
cleavage site is from the Influenza virus that is known
for its high transmission rates (Andersen et al. 2020).
This suggests that the presence of this site might be the
reason why SARS-CoV-2 has higher transmission rates
as compared to previous SARS and MERS epidemics
that were far more contained.

2. What should be a vaccine candidate?

For an antigen to be a successful vaccine candidate, it
should be able to block the first step of infection, that is
the entry of the virus into the cells. The ACE2 recep-
tors present abundantly on the epithelial cell surface of
the oral mucosa, human lungs and small intestine act as
receptors for S protein on the viral envelope. The initial
interaction between the SARS-CoV-2 and host occurs
at the surface of the epithelium, with the attachment of
S protein to the ACE2 receptor. The S protein consists
of two subunits S1 and S2 that are cleaved by a pro-
tease at the furin cleavage site. After cleavage, S1
contains the Receptor Binding domain (RBD) that
binds to ACE2 while S2 subunit mediates fusion of
viral envelope to cells. This fusion leads to release of
the viral genome that is followed by replication and
proliferation of virus inside the cells (Pallesen et al.
2017). This hijacking of host cell machinery and
immune system for its multiplication is responsible for
the pathogenic symptoms associated with SARS-CoV-
2 like lung inflammation, pneumonia and even death.
Thus in order to stop the infection and pathogenesis
of SARS-CoV-2, the vaccine efforts should focus on
abrogating the binding of S protein to the ACE2
receptor. The S protein belongs to Class I fusion pro-
teins, and its cryo-EM structure revealed that it exists in
trimeric form similar to the S protein from MERS virus
(Wrapp et al. 2020; Pallesen et al. 2017). However, in
the case of SARS-CoV-2, one of the RBD domains was
found to be ‘up’ while the other two were in ‘down’
position. The binding of RBD in ‘up’ position with
ACE?2, induces the movement of remaining RBDs to
‘up’ position, forming a multimeric binding interaction.
After binding, S1 is shed by a protease, while S2 forms
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a prehairpin intermediate, followed by fusion and entry
of the virus into the host cell (Wrapp et al. 2020).

Though the structure of S protein identified the mode
of binding and its subsequent establishment of infec-
tion in host cells, in order to design S protein as a
successful antigen for vaccine, it was necessary to
obtain detailed information on the S protein-ACE2
interaction. Therefore, efforts were made for structure
based antigen design by solving the structure of RBD
in complex with ACE2 using cryo-EM. The structure
was of high resolution (3.5 A) and revealed that the
interacting site was enriched in tyrosines and is
hydrophilic in nature with 13 hydrogen bonds and 2
salt bridges. Although the structure is similar to the
RBD of SARS-CoV-1, there is an additional interaction
site (K417) outside the RBD domain that interacts with
D30 of ACE2. Further there is presence of positively
charged patch contributed by K417 that might be
responsible for the higher binding affinity of SARS-
CoV-2 RBD to ACE2 than SARS-CoV-1 RBD. It is
interesting to note that although the binding mode and
structure is similar between these two viruses, the
neutralization antibodies of SARS-CoV-1 did not
neutralize SARS-CoV-2, suggesting its implications on
variants of SARS-CoV-2 (Lan et al. 2020; Xu et al
2021).

3. Vaccine efforts

The structure of the S protein and S-ACE2 complex
was critical for vaccine efforts and accelerated the
vaccine development process. However, the major
challenge was to design a construct that would render
the protein stable in vivo. Additionally, the presence of
a protease target site made it amenable to degradation.
In this aspect, the studies from MERS virus were quite
helpful where it was observed that incorporation of 2
proline residues stabilized the protein (Pallesen et al.
2017). Similar approach was taken for S protein of
SARS-CoV-2, where S protein was expressed from
amino acids 1-1208 and proline was introduced at
amino acid positions 986 and 987. Further furin
cleavage site (RRAR) was mutated to ‘GSAS’ (Wrapp
et al. 2020). This structure based design proved suc-
cessful and is the backbone of the vaccine constructs
from various manufacturers like Moderna (mRNA-
1273), Pfizer (BNT162b2), Novavax (NVX-CoV2373)
and Janssen (Ad26.COV2.S). Different manufacturers
decided to use different strategies for delivery of
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antigen but all of their constructs use S protein with 2
proline substitutions.

In the quest to further improve the design of vaccines
that have enhanced stability, Hsieh C et al., also came
up with various changes in the S protein such as
disulfide bridges, addition of prolines, salt bridges and
cavity filling approach. Of all these, cavity filling and
proline approach worked better and now combining all
these works, they have come up with a combinatorial
antigen that has the advantage of stability with
increased expression capacity (Hsieh et al. 2020).

Although this combinatorial antigen still needs to
be tested, in order to limit the number of COVID-
19 infections and mortality, various companies
already initiated the efforts for vaccines by
bypassing the traditional steps of vaccine develop-
ment (Deb et al. 2020). Most of the companies in
different countries have taken the approach of using
S protein as the antigen with inactivated replication
deficient transfer vector. Moderna and Pfizer used
the mRNA approach, and they were among the
initial companies that started vaccinations in the
USA. Russia developed Sputnik V and India
developed Covishield in collaboration with Oxford
University, UK. Most of the vaccines have been
estimated to have 80-95% efficacy against SARS-
CoV-2 (table 1). Although most of the candidates
were considered safe in Phase I trials, ongoing
vaccinations demonstrate the side effects of these
vaccines. The vaccine from Janssen was stopped
due to cerebral venous thrombosis (CVST) with
thrombocytopenia after vaccinations (Sadoff et al.
2021). Covishield was also associated with blood
clotting (https://'www.publichealth.hscni.net/publicat
ions/blood-clotting-following-covid-19-vaccination-
information-health-professionals) while Pfizer vac-
cine was found to have long term implications in
heart inflammation (Marshall et al. 2021).

In contrast to the above mentioned manufacturers,
Sinopharm from China and Bharat Biotech in collab-
oration with Indian Council of Medical Research
(ICMR) India, applied the conventional strategy of
using inactivated virus as the antigen. Both of them
used B-propionolactone for inactivation of the virus
(Wang et al. 2020; Ella et al. 2021a, b), though the
viral strains were different (Ganneru et al. 2021). Based
on the press release from Bharat Biotech, Covaxin is
currently predicted to be successful against clearing
infection with 78% efficacy, with minimal side effects
(Ella et al. 2021a, b; table 1). However, it is still early
to conclude about its effects on the population and the
ongoing Phase III trials will provide more information.

B Deb et al.

Figure 1. Analysis of mutations in the S region of SARS-»
CoV-2 variants. (A) Sequence alignment of S protein of
variants sequenced till date. The mutations are mapped to the
RBM, S1 and S2 region of the protein. (B) Docking of
mutations observed in S protein of variants in complex with
ACE2. The S protein-ACE2 complex cryo-EM structure
(PDB ID: 7DF4; Xu et al. 2021) is used for mapping
mutations.

4. Response of humans to vaccination

Due to high infection rates and mortality, and with a
large proportion of the population falling in the vul-
nerable category, vaccine initiatives started quite early
in the USA and UK. Pfizer and Moderna in the USA
and Covishield in the UK administered vaccines as two
doses separated by several weeks. The Pfizer
(BNT162b2) vaccination led to generation of a strong
antibody response and the response generated after the
2nd dose was comparable with that of the people who
contracted COVID-19 and were given the 1° dose of
vaccine (Ebinger et al. 2021). However, the studies
with the same vaccine showed that the antibody
response decreased by 6 weeks after the 2nd dose,
suggesting that the immune protection is not long
lasting and tends to fade away eventually. Also, older
males showed decreased vaccine efficacy (Naaber et al.
2021). On a positive note, recent data from vaccina-
tions in Israel conveyed that BNT162b2 was able to
reduce hospitalizations and severe disease by 87% and
92% respectively and prevented 94% of the symp-
tomatic COVID-19 cases. Similar results were obtained
from vaccinations performed in Scotland with Cov-
ishield from Oxford university, where total effective-
ness was around 81% (Dagan et al. 2021).

For India, due to its large population, it would have
been difficult to depend on foreign sources for vaccina-
tions. As India already had expertise and facilities in
making vaccines for many diseases, it successfully
developed its own vaccines. Initial efforts were majorly
from Covishield manufactured by Serum Institute in
collaboration with Oxford University and Covaxin from
Bharat Biotech in collaboration with ICMR. At first,
during vaccine development, it was not clear which
strategy would be successful, so India focused on Cov-
ishield that used an adenoviral vector delivery method
and Covaxin which relied on an inactivated virus
method. Both of the antigens showed a high seroposi-
tivity rate of 79.3% after the first dose of vaccine and no
differences were observed with age and gender. Also,
Covishield showed better response to anti-Spike protein
as compared to Covaxin (86.8% vs 43.8%) but
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S1
MEVFLVLL TNSETRGVYYPDKVF HSTQDLFLPFFS ~ 60  NGVEGENC: FELL CGPKKSTNLVKNKCVN 540 TLVKQLSSNFGAISSVLNDILSRLDKVEAEVQIDRLITGRLOSLQTYVTQQLIRAREIRA
MEVFLVLL TNSETRGVYYPDKVF HSTQDLFLPFFS ~ 60  NGVKGENCYFPL( FELLHAPATVC KNKCVN 537 KQLSSNFGAISSVLNDILARLDKVEAEVQIDRL RAAEIRA
MEVELVLLE' 23 TRGVYYPDKVFRSSVLHSTQDLELPEFS 60 TYGVGYQPYR PKKSTNLVKNKCVN 537  TLVKQLSSNFGAISSVLNDILSRL DRL TRAAEIRA
MEVFLVLLPL TRGVYYPDKVF HSTQDL FLPF} 50 FELL CGPKKSTNLVKNKCVN 540 TLVKQLSSNFGAISSVLNDILSRLDKVEAEVQIDRLITGRLOSLQTYVTOQLIRAREIRA
MEVFLVLLPL! TRGVYYPDKVFRSSVLHSTQDLELPFFS 60 NGVQGFNCYFPLQSYGFQPTNGVGYQPYRVVVLSFELLHAFATVCGPKKSTNLVKNKCVN 535 TLVKQLSSNEGALSSVLNDILSRLOKVEAEVOIDRLITGRLOSLOTYVIQOLIRAAELRA
MEVFLVLLE; PP TRGVYYPDKVFRSSVLHSTQDLFLPFFS 60  NGVE( FELLHAPA N 540 KQLSSNFGAISSVLNDILSRLDKVEAEVQI DRL ITGRLQSLQTYVTOQLIRARETRA
MEVFLVLLPL TRGVYYPDKVE HSTQDLFLEFFS 60 NGVKGFNCYPPL FELL CGP! N 540 TLVKQLSSNFGAISSVLNDILSRLDKVZRZVQIDRLITGRLQSLQTYVTQQLIRRAEIRA
MEVELVLL: 23 TRGVYYPDKVFRSSVLHSTQDLFLPFFS ~ 60  NGVKGENCYEPL( N 537 KQLSSNFGATSSVLNDILSRLDKVEAEVQI DRL ITGRLOSLOTYVTOQLIRAREIRA
MEVFEVLLPLVSS TRGVYYPDKVFRSSVLHSTQDLFLPFFS 60 YR FELL TVCGPKKSTNLVKNKCVN 540 TLVKOLSSNEGAL SSVLNDLLSRLDKVEAEVOI DRLITGRIQSLOTYV IQQLIRAAE LA
MEVFLVLLPLVSS TRGVYYPDKVFRSSVLHSTQDLELPFFS 60  NGVKGENCYEPL SFELLI CGP! N 540  TLVKQLSSNFGAISSVLNDILSRL TRAAEIRA
MEVFLVLLPLVSS TRGVYYPDKVFRSSVLHSTQDLELPFFS 60  NGVEGENCYSPL SFELLI CGP! N 533 TLVKQLSSNFGAISSVLNDILSRLDKVZAZVQIDRLITGRLQSLQTYVTQQLIRAAEIRA
MEVELVLLP: 23 TRGVYYPDKVFRSSVLHSTQDLELPFFS 60  NGVEGENCYEPL FELL CGP! N 540  TLVKQLSSNFGAISSVLNDILSRLDKVEAEVQIDRLITGRLQSLQTYVTQQLIRAREIRA
MEVELVLL: 23 TRGVYYPDKVFRSSVLHSTQDLFLPFFS 60 TYGVGYQPYR PKKSTNLVKNKCVN 540  TLVKQLSSNFGAISSVLNDILSRL DRLT TRAAETRA
MEVFLVLLPLVSS TRGVYYPDK HSTQDLFLPFFS ~ 60  NGAEGENC FELL CGPKKSTNLVKNKCVN 540 TLVKQLSSNFGAISSVLNDILSRL DRLT TRAAEIRA
MEVFLVLL FTRGVYYPDKVF} HSTQDLFLPFFS ~ 60  NGVEGENCYEPL( SFELL /P! N 540  TLVKQLSSNFGAISSVLNDILSRLDKVEAEVQIDRLITGRLQSLQTYVTQQLIRAREIRA
NVTWEHAT PENDGVYFASTEKSNIIRGWI FGTTLDSKTQSLL 120  FNENGLTGTGVLTESNKKFLI EILDITPCSFGGVSVITP 600  SANL "LHVTYVPAQEKNFTTAP.
VT EER T sGTNKR EQNEVLEENDGY Y EASIEKSNTTRWT EGTTLSKIQSLLTY 118 L EILDITPCSFGGVSVITP 597  SANL HI LHVTY
NVTWFHATHVSGTNGTKRFANPVLPENDGV Y FASTEKSN I TRGHI FGTTLDSKT 120  ENENGLTGT RDPQTLEILDITECSFGGVSVITE 597  SANL LHVT TTAPA
NVTWFHATHVSGTNGTKRFDNPVLPENDGV Y FASTEKSN I TRGHI FGTTLDSKT i 120 GVLTESNKKFLPF( EILDITPCSFGGVSVITP 600  SANL "LHVTYVPAQEKNFTTAPA
NVTWEHAT] LPENDGVYFASTEKSNIIRGHI FGTTLDSKTQSLLIV 120 ‘GVLTESNKKFLPF( EILDITPCSFGGVSVITP ~ 598  SANL /LGQSKRVDFCGKGYHL! SAPHGVVFLHVTYVPAQEKNFTTAPA
NVTWFHAT PENDGVYFASTEKSNITRGHI FGT LLIV 120  ENENGLTGTGVLTESNKKFLEF RDPQTLEILDITPCSEGGVSVITE 600  SANL P "LHVTYVPAQEKNFTTAPA
NVTWFHAT KSNIIRGWIFGT 120 L EILDITPCSFGGVSVITP 600  SANL HLMS FEQSAPHGVVFLHVT YVPAQEKNFTTA!
NVTH) SCTNGTKRFDNEVLEENDGVY FASTEKSNT TRGHT FOTTIDSKTOSIITY 116 L EILDITPCSFGGVSVITP 597  SANL GKGYHI "LHVTYVPAQEKNFTTAP:
NVTWFHATHVSGTNGTKRFGNPVLPENDGV Y FASTEKSNI IRGWI FGTTLDSKTQSLLIV 120 FNENGLTGTGVLTESNKKFLI RDPQTLEILDITECSEGGVSVITE 600  SANLAATKMSE! P LHVT TTAPA
e fsomfe e vLPENDGY YEASHEKSNITRGHI FGTTLDSKIQSLLLY 120 ENFNGLIGIGVLTESNKKEL RDPQTLEILDITECSEGGVSVITE 600  SANL "LHVTYVPAQEKNETTAE/
N LPENDGV Y FASTEKSN T IRGHI FGTTLDSKT 120 ESNKKFLI EILDITECSFGGVSVITP 593  SANL LHVTYVPAQEKNFTTAP:
NVTWFHAIHVSGTNGTKRFDNPVLPFNDGVYFASTEKSNIIIGWIEGTTLDSKTQSLLIV 120 EILDITPCSFGGVSVITP 600  SANL GKGYHI LHVT TTAP:
NVIWFHATHVSGTNGTKREDNPVLPENDGVYFASTEKSN T IRGUL FGTTLDSKTQSLLIV 120 FNENGLTGTGVLTESNKKEL RDPQTLEILDITECSEGGVSVITE 600  SANLAATKMSE! P LHVT TTAPA
% PEN TEKSNITRGHI FGT IV 120 FNFNGLTGTGVLTESNKKFLI EILDITPCSFGGVSVITP 600  SANL "LHVTYVPAQEKNETTAE/
NVTWFHAT PFNDGVYFASTEKSNIIRGHIFGTTLDSKTQSLLIV 120  FNENGLTGTGVLTESNKKFLI EILDITPCSFGGVSVITP 600  SANL HI LH
nwATVYLKyCEFQPONferLEv] YSSANNCTFEYVSQPFIMDLE 180 LYBDVNCTEVEVATHADQLTETWRVYSTGSNV EQTRAGCLL 660 1 TQRNFYEPQI ITTDNTEVSG) IGIVNNTVYDP
NNATNVVI EYVSQPFLMDLE 177 YQGVNCTEVE PTWRVYSTGSNVFQTRAGCLI 657 I REGVEVSNG TORNEYEFOT T THNTEV SGNCDVY IGTVNNTVYDE
NNATNVVI! LGVY EYVSQPFIMDLE 180 T OGUNCTEYPVATHADOL TP TRV Y STGSNY FOTRAGET T 657 I TORNEYEEQITTINTEVSONCOUVIGTINTY 402
NNATNVVI! FLGVY NNCTFEYVSQPFLMDLE 180 LYQGVNCTEVEVATHADQLTPTHRVYSTGSNV FQTRAGCLT 660 IC TQRNFYEPQIITTDN IGIVNNTVYDP
NNATNVV IKVCEFQFCNDPFLDVY YSSANNCTFEYVSQPFLMDLE 178  GTNTSNQVAVLYQGVNCTEVEVAIHADQLTPTWRVYSTGSNVFQTRAGCLI 658 I REGVEVSNG TORNFYEPOTITTONTEV SGNCDVY IGTVNNTVYDE
NNATNVV IKVCEFQFCNDPFLGVY YSSANNCTFEYVSQPFLMDLE 180 LHADQUIETHRV Y STSNV EGTRAGCLT 660 1 TQRNFYEPQIIT DVVIGIVNNTVYDP
NNATNVY IKVCEFQECNBPFL SV YSSANNCTFEYVSQPFLMDLE 180 TEVP RVYSTGSNV FQTRAGCLI 660 1 TQRNFYEPQIIT DVVIGIVNNTVYDP
NNATNVV EYVSQPFIMDLE ~ 177 GINTSNQVAVLYQGVNCTEVE LHADOLTETURYY STGSNVFOTRAGCLE 657 I TQRNFYEPQI ITTDNTEVSGN TVNNTVYDP
NNATNVVIK LGVY YSSANNCTFEYVSQPFLMDLE 180 GTNTSNQVAVLYQGVNCTEVEVAIHADQLTPTWRVYSTGSNVFQTRAGCLI 660 I REGVEVSNG TQRNFYEPQI ITTDNTEVSGNCDVVIGIVNNTVYDP
NNATN Y YSSANNCTFEYVSQPFLMDLE 180 HADQLTPTWRVYSTGSNV FQTRAGCLI 660 1 TQRNFYEPQI ITTDNTEVSGNCDVVIGIVNNTVYDP
NNATNVVIchzsnrcNuPrLu ¥ NNCTFEYVSQPFLMDLE 180 TEVP PTWRVYSTGSNV FQTRAGCLI 653 1 TQRNFYEPQI ITTDNTEVSGNCDVVIGIVNNTVYDP
NNATNVVIK Y YSSANNCTFEYVSQEFLMDLE 180 GINTSNGVAVLYMDVNCTEVEVATHADGLTPTIRYY STGSNY FOTRAGCLE 660 I TQRNFYEPQI ITTDNTF TVNNTVYDP
NNATNVVIK LGVY YSSANNCTFEYVSQPFLMDLE 180 GTNTSNQVAVLYQDVNCTEVEVAIHADQLTPTWRVYSTGSNVFQTRAGCLI 660 I REGVEVSNG TQRNFYEPQI ITTDNTEVSGNCDVVIGIVNNTVYDP
NNATNVVIK LGVY YSSANNCTFEYVSQPFLMDLE 180 LYQDVNCTEVPVATHADQLTPTWRVYSTGSNVFQTRAGCLIGAEYVNNSY 660 I RNFYEPQIITTDNTEVSGNCDVVIGIVNNTVYDP
NNATNVV IKVCEFQFCNDPFLGVY NNCTFEYVSQPFLMDLE 180 YQDVNCTEVEVAT PTWRVYSTGSNV FQTRAGCLT 660 IC TQRNFYEPQT ITTDNTEVSGNCDVVIGIVNNTVYDP
S2
Cleavage*
GKQGNFKNLREFVFKNIDGYFKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITRFQT ~ 240  ECDIPIGAGICASYQTQTNSE] VASQSITAYTMSLGAENSVAYSNNSIAIPINFTI 720  LQPELL DISGINASVVNIOKET D
FKNIDGYFKIYSKHTPT GFSALEPLVDLPIGINITRFQT ~ 237  ECDIPIGAGICASYQTQTN VASQSIIAYTMSL IAIPIN 717 LQPELDSFKEEL DISGINASVVNIOKET 03
GKQGNFKNLREEVFKNIDGY FKIYSKHTPINLVRGLPQGFSALEPLVDLPIGINITREQT ~ 240  ECDIPIGAGIC VASQSIIAYTMSL IAIPINFTI 717  LOPELDSFKEEL DISGINASVVNIQKET 13
GKQGNFKNLSEFVFKNIDGY FKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITREQT ~ 240  ECDIPIGAGIC VASQSITAYTMSL IAIPINFTI 720  LQPELDSFKEELI DVDLGDISGINASVVNIQKEI! DL
GKQGNFKNLREFVFKNIDGY FKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITREQT ~ 238  ECDIPIGAGIC VASQSIIAY’ IAIPINFTI 718  LQPELDSFKEELDKYF T I D
REFVFKNIDGYFKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITRFQT ~ 240  ECDIPIGAGICASYQTQTNSE) VASQSIIAYT TAIPINFTI 720  LQPELDSFKEELDKYF T I D
GKQGNFKNLREEVFKNIDGY FKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITREQT ~ 240  ECDIPIGAGIC VASQSIIAYTMSL IAIPINFTI 720  LQPELDSFKEEL DISGINASE T D)
GKQGNFKNLREFVFKNIDGY FKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITREQT ~ 237  ECDIPIGAGIC VASQSIIAY! IAIPINFTI 717  LOPELDSFKEEL DISGT T 1)
GKQGNFKNLREFVFKNIDGY FKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITRFQT ~ 240  ECDIPIGAGICASYQTQTNSE] VASQSTIAYT IAIPINFTI 720  LQPELDSFKEELDKYF T I b
REFVFKNIDGYFKIYSKHTPT POGFSALEPLVDLPIGINITREQT ~ 240  ECDIPIGAGIC] VASQSTTAYTMSL IAIPINFTI 720  LQPELL DISGINASEVNIOKET 103
GKQGNFKNLREEVFKNIDGY FKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITREQT ~ 240  ECDIPIGAGIC VASQSITAYTMSL IAIPINFTI 713  LQPELL DISGINASVVNIQKET 103
GKQGNFKNLREFVFKNIDGY FKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITREQT ~ 240  ECDIPIGAGIC VASQSIIAY! IAIPINFTI 720  LOPELDSFKEEL DISGT T 1)
PKNIDGYFKIYSKHTPT POGFSALEPLVDLPIGINITRFQT ~ 240  ECDIPIGAGIC VASQSIIAY! IAIPINFTI 720  LQPELDSFKEELDKYF T I DL
GKQGNFKNLREEVFKNIDGY FKIYSKHTPINLVRGLPQGFSALEPLVDLPIGINITREQT ~ 240  ECDIPIGASIC VASQSITAYTMSL IAIPINFTI 720  LQPELDSFKEEL DISGT T o
GKQGNFKNLREEVFKNIDGY FKIYSKHTPINLVRDLPQGFSALEPLVDLPIGINITREQT 240  ECDIPIGAGIC VASQSITAYTMSL IAIPINFTI 720  LOPELDSFKEEL DISGT T 13
Furin recognition
motif
LLALHRSYL YVGYLQPRTFLL TTDAVDCALDPLSETK 300 SVITEILPVSMTKTSVDCTMYICGDSTECSNLLL NRALTGIAVEQDKNTQE 780 QELbN EQYIKWPWY TWLGFIAGLIAIVMVT IMLCCMTSCCSCLKGCCSCGSCCKFDEDD
LLALHRSYL GYLQPRTFLL DCALDPLSETK ~ 297 ~SVTTEILPVSMTKTSVDCTMYICGDSTECSNLLL NRALTGT gn 777 TKWPWY TWLGFTAGLIAIVMVT IMLCCMTSCCSCLKGCCSCGSCCKFDEDD
YLOPRTFLL CALDPLSETK ~ 297 SVITEILBVSMIKTSVDCTM: NRALTGI 777 TKWEWY TWLGFTAGLIAIVMVT IMLCCMTSCCSCLKGCCSCGSCCKEDEDD
YLOPRTFLL CALDPLSETK 300 SVTTEILEVSMTKTSVDCTMYICGDSTECSNLLLQYGSECTQLNRALTGIAVEQDKNTQE 780 QELGKYEQYIKWPWYIWLGFIAGLIAIVMVT!MLCCMTSCCSCLKGCCSCGSCCKFDEDD
YVGYLQPRTFLL CALDPLSETK ~ 298  SVITEILBVSMTKTSVDCTMYICGDSTECSNLLL 778 QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKFDEDD
GYLQPRTFLL DCALDPLSETK 300 SVTTEILPVSHTKTSVDCTMYICGDSTZCSNLLLQYGSECTQLNRALTGIAVEQDKNTQE 780 QELGKYEQYIKVEIVTULGETAGLIAVMVTIMLCCHISCCSCIKGCOSCGSCCKFDEDD
GYLQPRTFLL DCALDPLSETK 300 SVTTEIL ICGDSTECSNLLLOYGSF 780  QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIML
YLQPRTFLL CALDPLSZTK 297  SVITEILEVSMIKISYDOTMYICGDSTECSNLLLOYGSFCTOLNRALTGIAVEODINTOE 777 QELGKYEQYIKWPWYIWIGFIRGLIAIVMVTIMECCMTSCCSCLKGCCSCGSCCKFDEDV
LLALHRSYLTPGGSSSGHTAGARAYYVGYLOPRTFLLKYNENGTITDAVDCALDPLSETK 300  SVITEILPVSMTKTSVDCTMYICGDSTECSNLLLOYGSFCTQLNRALTGIAVEQDKNTQE 780  QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKEDEDD
ALHRSYL GYLQPRTFLL DCALDPLSETK 300 SVTTEILPVSMTKTSVDCTMYICGDSTZCSNLLLQYGSE‘CTQLNN\LTGIAVEQDKNTQE 780 QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKFDEDD
LIAL: YLOPRTFLL LDPLSETK 293 SVITEIL Ic 773 QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKEDEDD
LLALHRSYL YLQPRTFLL LDPLSETK 300 SVTTEILEVSMTKTSVDCTMYICGDSTECSNLLLQYGSECTQLNRALTGIAVEQDKNTQE T80 QELGKYEQYIKNENYIWLGFIACLIAIVMIT INLCCHISCCSCTKGOCSCGICEKFEDD
LIALHRSYL TAGAAAYYVGYLOPRTFLL DCALDPLSETK ~ 300 SVTTEILBVSMTKTSVDCTMYICGDSTECSNLLLQYGSFCTQLNRALTGIAVEQDKNTQE 780  QELGKYEQYIKWPWYIWLGFIAGLIAIVMVT LKGCCSCGSCCKEDEDD
LLALHRSYL YVGYLQPRTFLL ITDAVDCALDPLSETK 300 SVTTEIL ICGDSTECSNLLLOYGSF 780 QELGKYEQYIKWPWYIHlGFIRGLIAIVMVTIMECCMTSCCSCLK CSCGSCCKFDEDD
LLALHRSYL 'GYLQPRTFLL DCALDPLSETK 300 SVTTEILPVSMTKTSVDCTMYICGDST LLL TQLNRALTGIAVEQDKNTQE 780 QELGKYEQYIKWPWYIWLGFIAGLIAIVMVTIMLCCMTSCCSCLKGCCSCGSCCKFDEDD
CTLKSFTVEKGIY ESTVRFENITNL RE ISN 360 VFAQVKQIYKTPPI TEDLLFNKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSFTVEKGIYQTSNFRVQPTES IVRFPNITNLCPFGEVENATRFASVYAUNRKRISN 357 VFRQVKQIYKTPPIKDEGGFNFSQILPDPSKPSKRSFIZDLLFNKVTLADRGFIKQYGEC 837  SEPVLKGVKLHYT 1270
CTLKSFTVEKGIYQTSNFRVQPTES IVRFENITNL RE 1 357 VFAQVKQIYKTPPI L TEDLLENKVTLADAGFIKQYGDC ~ 837  SEPVLKGVKLHYT 1270
CTLKSFTVEKGIYQTSNFRVQPTES IVRFPN ISN 360 VFAQVKQIYKTPPI L TEDLLFNKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSF FENT 358 VFAQVKQIYKTPPI L TEDLLFNKVTLADAGFIKQYGDC ~ 83  SEPVLKGVKLHYT 1271
CTLKSFTVZKGIYQTSNFRVQPTESIVRFPNITNLCPFGEVFNRTRFASVYAHNRKRISN 360 VFAQVKQIYKTPPI 1 TEDLLENKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSFTVEKGIYQTSNFRVQPTES IVRFPN ISN 360 VFAQVKQIYKTPPI L TEDLLFNKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSFTVEKGIYQTSNFRVQPTES IVRFEN ISN 357 VFAQVKQIYKTPET L EDLLENKVTLADAGFIKQYGDC ~ 837  SEPVLKGVKLHYT 1270
CTLKSFTVEKGIYQTSNFRVQPTESIVRFPNITNLCEFGEVENATRFASVYAUNRKRISN 360  VFAQVKQIYKIPPI 1 TEDLLFNKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSFTVEKGIYQTSNFRVQPTES IVRFPNITNLCPFGEVENATRFASVYAUNRKRISN 360 VEAQVKQIYKTPPI 1 TEDLLENKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSFTVEKGIYQTSNFRVQPTES IVRFPN I 353 VFAQVKQIYKTPPI L TEDLLENKVTLADAGFIKQYGDC ~ 833  SEBVLKGVKLHYT 1266
CTLKSFTVEKGT TES TVRFPNITNLC ISN 360 VFAQVKQIYKTPPI L IEDLLENKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSFTVEKGIYQTSNFRVQPTES VRFEN ISN 360 VFAQVKQIYKTPPI! L TEDLLENKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSETVEKGIYQ! TESTVRFENITNI RE ISN 360 VFAQVKQIYKTPPI EDLLENKVTLADAGFIKQYGDC ~ 840  SEPVLKGVKLHYT 1273
CTLKSETVEKGIYQ! TESTVRFENITNI RE T8N 360 VEAGUKQIYKTEETKDPGGRNFSOTLPDESKESKRSFIEDILENKVIIADAGETKOYGOE 840  SEEVIKGVKLAYT 1273
CVADYSVL PTKLNDLCFTNVYADSFVIRGDEVRQIAPGQTGKIAD 420  LGDIAARDLICAQKFNGLIVLPPLLTDEMIAQYTSALLAGTITSGWTEGAGRALQIPEAM 900
CVADYSVLYNSASFSTFKCYGVSPTKLNDLCETNVYADSFVIRGDEVRQIAPGQTGKIAD 417  LGDIAARDLICAQKENGLIVLPPLLTDEMIAQYTSALLAGTITSGWTEGAGARLQIPEAM 897
CVADYSVL TFKCYGVSPTKLNDLCFTNVYADSFVIRGDEVRQIAPGQTGNIAD 417  LGDIAARDLICAQKFNGLIVLPPLLTDEMIAQYTSALLAGTITSGWTEGAGARLQIPEAM 897
CVADYSVL TFKCYGVSPTKLNDLCFTNVYADSFVIRGDEVRQIAPGQTGEIAD 420  LGDIAARDLICAQKFNGLIVLPPLLTDEMIAQYTSALLAGTITSGWTEGAGARLQIPFAM 900
CVADYSVL TEKCYGVSPTK FINVYADSEVIRGDEVRQIAPGQTGKIAD ~ 418  LGDIAARDLICAQKFNGLTVLPPLLTDEMIAQYTSALLAGTITSGWTEGAGAALQIPFAM 898
CVADYSVLANSASFTEKCYGYSE THINDL CETNVYADS Y TREDEVRO TAPGOTGKTAD 420 L0DTARRDLICAOKENGLIVEL PP LTDEMI AQYTSALIAGTI TGHTECAGRALOTEERM 500
CVADYSVLINSASESTEKCYGVSETKLNDLOFTNVIADSEVIRGDEVRQIAPGOTGKIAD | 420 LGDIAARDLICAQKENGLIVLELLTDENIAQY TSALLAGT [ TSGTEGAGARLOIP M 900
CVADYSVL TFKCYGVSPTKLNDLCFTNVYADSFVIRGDEVROIAPGQTGKIAD 417  LGDIAARDLIC LLTDEMIAQYTSALLAGT: 897
CVADYSVLYNSASFSTFKCYGVSPTKLNDLCETNVYADS FVIRGDEVROIAPGOTGKIAD 420 LGDIAARDLICAQKFNGLNVLPPLLTDEMIAQYTSALLRGTITSGWTFGRGRRLQIPFAM 900
CVADYSVLYNSASFSTFKCYGVSPTKLNDLCETNVYADSFVIRGDEVRQIAPGQTGKIAD 420  LGDIAARDLICAQKFNGLTVLPPLLTDEMIAQYTSALLAGTITSGHTEGAGAALQIPEAM 500
CVADYSVLYNSASFSTFKCYGVSPTKLNDLCETNVYADSFVIRGDEVRQIAPGQTGKIAD 413  LGDIAARDLICAQKFNGLNVLPPLLTDEMIAQYTSALLAGTITSGHTFGAGRALQIPFAM 893
CVADYSFL TFKCYGVSPTKLNDLCFTNVYADSFVIRGDEVRQIAPGQTGKIAD ~ 420  LGDIAARDLI TVLPPLLTDEMIAQYTSALLA GUTE QIPFAM 900
CVADYSVL TFKCYGVSPTKLNDLCFTNVYADSFVIRGDEVRQIAPGQTGKIAD ~ 420  LGDIAARDLIC PPLLTDEMIAQYTSALLAGTITSG! PEAM 500
CVADYSVLUNSASESTEKCYGVSETKLNDLCEINVIADSEVIRGDEVRQIAPGOTGKIAD | 420 LGDIAARDLICAQKENGLIVLEELLTDENIAQYTSALLAGTITSGUTEGAGRALQIEERH 500
CVADYSVLYNSASFSTFKCYGVSPTKLNDLCETNVYADSFVIRGDEVRQIAPGOTGKIAD 420  LGDIAARDLI: ¢VLPPLLTDEMIAQY* ALLA HTE! QIPFAM 500
RBM N
YNYKLPDDETGCV IAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTEC 480 QMAYRFNGIGVTONVLYENOKLIANQFNSAIGKIQDSLSSTASALGKLODVVNQNAQALN 960
YNYKLPDDFTGCV TAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQRGSTEC 477 ~ QMAYRENGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLODVVNONAQRLN 957
YNYKLPDDETGCV IAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTEC 477 ~QMAYRENGIGVTONVLYENOKLIANQENSAIGKIQDSLSSTASALGKLODVVNQNAQALN 957
YNYKLPDDFTGCV TAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQRGSTEC 480 ~QMAYRENGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLODVVNONAQALN 960
YNYKLPDDFTGCV TAWNSNNLDSKVGGNYNYRYRLFRKSNLKPFERDISTETYQRGSKEC 478  QMAYRENGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLONVVNONAQRLN 958
YNYKLPDDFTGCV IAWNSNNLDSKVGGNYNYRYRLFRKSNLKPFERDISTEIYQAGSTEC ~ 480 ~QMAYRENGIGVTONVLYENQKLIANQENSAIGKIQDSLSSTASALGKLODVVNONAQAIN 960
YNYKLPDDETGCV IAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTPC ~ 480 QMAYRFNGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLODVVNQNAQALN 960
YNYKLPDDFTGCV IAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTETYQRGSTEC 477 ~ QMAYRENGIGVIONVLYENOKLIANQFNSAIGKIQDSLSSTASALGKLODVVNONAQALN 957
YNYKLPDDFTGCV TAWNSNNLDSKVGGNYNYRYRLFRKSNLKPFERDISTEIYQRGNTEC 480 QMAYRENGIGV ENQKL TANQENSAI GKIQDSLSSTASALGKL 960
YNYKLPDDFTGCV IAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTEC 480 ~QMAYRENGIG ENOKLIANQFNSALGKIQDSLSSTASALGKL Nooe0
YNYKLPDDFTGCV IAWNSNNLDSKVGGNYNYQYRLFRKSNLKPFERDISTETYQAGSTPC 473  QMAYRENGIGVTQNVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLQDVVNONAQALN 953
'YNYKLPDDFTGCV IAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDI STEIYQAGSTPC 480 QMAYRENGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLQDVVNQNAQALN 960
YNYKLPDDFTGCV TAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTEIYQAGSTEC 480 QMAYRENGIGV ENQKL IANQENSAIGKIQDSLSSTASALGKL N9
YNYKLPDDFTGCV TAWNSNNLDSKVGGNYNYLYRLFRKSNLKPFERDISTETYQRGSTEC 480 ~QMAYRENGIGVTONVLYENQKLIANQFNSAIGKIQDSLSSTASALGKLROVVNONAQALN 960
YNYKLEDDFTGCV TAWNSNNLDSKVGGNYNYRYRLFRKSNLKPFERDISTEIYOAGSTEC 480 960

OMAYRFNGIGVTONVLYENQKLIANQFNSAT GKIQDSLSS TASALGKLODVVNQNAQALN
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B Alpha (UK) Beta (South Africa) Gamma (Brazil) Algelta (India)

Figure 1. continued



COVID-19 variants that escape vaccine immunity

Covishield recipients have somewhat higher adverse
effects as compared to Covaxin after immunization (46.7
vs 31.2%) (Singh et al. 2021). Later, in order to ramp up
the vaccination process, two new Indian vaccines from
Zydus Cadila (ZyCoV-D) and Biological E have also
entered the production phase.

5. A hurdle to vaccination-emerging variants —
Why so many variants?

SARS-CoV-2 being a RNA virus belongs to the
group of the fastest mutating pathogens in the world.
The mutation rate in the Dengue virus is 2.64 X
10> mutations per site per generation, while for HIV
and Influenza it is 4 x 107> and 1.35 x 107
mutations per site per generation respectively. The
exceptionally high mutation rates provide the RNA
viruses with remarkable capabilities for adaptation to
combat selection pressures. The main reason for the
high mutation rates is the lack of proofreading
activity in the reverse transcriptase enzymes of these
viruses. However, the mutation rates are low in
SARS CoV-1 (9.0 x 107 mutations per nucleotide
per replication cycle) and SARS CoV-2 (1 x 1077
substitutions/site/year). It was reported that coron-
avirus nspl4 acts as a 3’-5" exoribonuclease on both
single-stranded and double-stranded RNA and redu-
ces the mutational defects in the corona viruses
(Carrasco et al. 2017).

Although the mutation rate of SARS-CoV-2 is not as
high as HIV and Influenza, the situation of emerging
variants through mutations has been aggravated by the
extensive use of convalescent plasma therapy. In this
therapy, plasma from recovered patients, termed as
convalescent plasma, is used for the treatment of newly
infected patients as it consists of neutralization anti-
bodies. This therapy was successful in treating patients
and reduced the severity of disease, which led to preva-
lent use of convalescent plasma among patients. How-
ever, it was observed that such mass usage of this therapy
led to evolution of variants such as D796H substitution in
S2 domain and deletion AH69/A79 in the S1 domain of
the protein (Kemp ef al. 2021). Importantly with the
reduction of passively transferred antibodies, the domi-
nant virus also diminished, suggesting that the virus is
co-evolving based on the host immune responses. Fur-
ther this double mutant virus showed less recognition
with convalescent plasma but maintained the same
infectivity rates (Collier ez al. 2021).

Since most of the neutralization antibodies are against
the S protein, this protein is under tremendous immune
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pressure from the host. It was observed that mutations in
the S protein were responsible for the second and third
waves of infection in most, if not all the countries.
Notably, the second and third waves’ peaks were higher
with faster transmission rates and higher mortality
among humans as compared to the first peak. From the
sequencing of these viruses during the peak of infection,
it was observed that a dominant mutation in the S protein
is the cause of such infection rates and the virus is con-
tinuously evolving based on the immune pressure or
demographics. For example, it was observed that, in
India during the first wave, mostly older people with
diabetes and cardiovascular disease were the vulnerable
population. However, the second wave affected a con-
siderable amount of people in the 25-45 age group; and
the third wave is expected to affect children. Therefore,
due to their continuous evolution, WHO is closely
keeping record of all the mutations globally and classi-
fying them as Variant of Concern (VOC) or variant of
interest (VOI) based on their infection pattern. Mutants
which have been recognized to cause community trans-
mission/multiple COVID-19 cases/clusters, or have
been detected in multiple countries are assessed to be a
VOI by WHO in consultation with the WHO SARS-
CoV-2 Virus Evolution Working Group. Along with
these characteristics if the virus poses one or more severe
public health concerns like-increased transmissibility,
virulence, change in the course of epidemiology, change
in clinical presentation or evading the effectiveness of
diagnostics, vaccines, therapeutics, it can be grouped
under VOC. Below is the list of variants responsible for
larger second and third waves of infection in many
countries (table 2, figure 1).

5.1 Alpha variant, B.1.1.7 (UK)

This mutant virus was found to be more contagious
than the wild type and harbors multiple mutations. The
major mutations in the spike protein of B.1.1.7 were
deletions 69—70, 144 in N terminal domain (NTD) and
substitutions N501Y, A570D, D614G, P681H, T716I,
S982A, D1118H in RBD and S1/S2 region of S protein
(table 2, figure 1). However, some of the patients also
had E484K, S494P, K1191N substitutions.

Further, this mutant showed decreased neutralization
with BNT162b2 (Pfizer), or with antibodies from
patients recovered from COVID-19. Moreover, the
emergence of E484K in the B.1.1.7 background led to
significant loss of neutralization activity as compared to
the control Wuhan virus (Collier et al. 2021).
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5.2 Beta (South Africa), B.1.351

The substitutions in this variant, DS0A, D215G, K417N,
E484K, N501Y, D614G, A701V and deletions in
241-243 (table 2; figure 1) emerged in a background of
high HIV prevalence accompanied with high rates of
population exposure (Tegally et al. 2020). The trans-
mission was found to be 1.5 times higher for this variant
where nearly 80% of the sequenced cases in Feb 2021
belonged to this mutant. /n vitro data suggest that this
variant may be able to establish infections in rats and
mice (Yao et al. 2021), which seems to have been con-
firmed in vivo (Montagutelli et al. 2021).

Since most of the mutations were concentrated in
the RBM and S1 region (figure 1B), as expected
there was decreased neutralization of this mutant
with convalescent plasma as well as with monoclonal
antibodies (etesevimab, bamlanivimab, REGN10989)
used for clearing the viral infection. Using pseu-
dovirus that had all mutations of the Beta variant, it
was observed the mRNA-1273 showed reduction in
neutralization of this mutant by 6.4-fold (Wu et al
2021). Similarly Astrazeneca vaccine did not confer
any protection against this variant (Madhi et al
2021). However, BNT162b2 from Pfizer was 100%
effective against this variant (https:/www.busin
esswire.com/news/home/20210401005365/en/Pfizer-
and-BioNTech-Confirm-High-Efficacy-and-No-Serious-
SafetyConcerns-Through-Up-to-Six-Months-Following-
Second-Dose-in-UpdatedTopline-Analysis-of-Landmark-
COVID-19-Vaccine-Study).

5.3 Gamma, P.1 (Brazil)

This variant has been estimated to be 2.6 times more
transmissible (Coutinho et al. 2021) and mostly con-
sists of substitutions in the S1 region (L18F T20N,
P26S, DI138Y, RI190S, K417T, D614G, H655Y,
E484K, N501Y,T10271; table 1 and figure 1B) and no
deletion of amino acids were observed. Similar to the
Beta variant, this one can also infect mice and rats (Yao
et al. 2021; Montagutelli ef al. 2021). The studies using
convalescent plasma and BNT162b2 demonstrated
reduced neutralization activity with this mutant strain
(Garcia-Beltran et al. 2021).

5.4 Delta, B.1.617 (India)

This variant is considered a ‘double mutant’ virus as
this is the only variant that has L452R and the E484Q
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substitutions in RBM domain of S protein. Both of
these mutations are responsible for reduced recogni-
tion by neutralization antibodies mediating immune
escape.

Based on the mutations in B1.617, it has been classified
into three sub-lineages. B.1.617.1 possesses E484Q
mutation, while B.1.617.2 lacks E484Q but contains
D157,158 and T478K not present in the other two variants.
B.1.617.3 has E484Q and D157,158 changes that can also
be found in B.1.617.1. Recently in March 2021, substitu-
tion V382L was also found in around 15-20% of the
sequenced viral genomes. Though it’s too early to predict
its effect on pathogenesis, this is the first time a substitution
has been seen in this region that belongs to RBD but is nota
part of RBM in S1 (https://www.pib.gov.in/Press
releaseshare.aspx?PRID=1707177 30 march 2021;
figure 1B). Although these sub lineages have different
mutations, it is interesting to note that most of the mutations
have occurred in the same S1 region, suggesting a selective
pressure at this region in India (table 1 and figure 1).

Since B.1.617.2 was majorly responsible for the second
wave of COVID-19 in India and because it got rapidly
transferred to the UK as well, a study was conducted from 5
April to 16 May to analyze the effectiveness of two vaccine
candidates- Pfizer and AstraZeneca against the B.1.617.2
variant compared to B.1.1.7. Based on the press release
from Public Health England (PHE), both vaccines were
33% effective after 3 weeks of the second dose against the
B.1.617.2 variant while it was 50% with B.1.1.7. But after 2
weeks of the second dose, Pfizer demonstrated effective-
ness of 88% on the B.1.617.2 compared to 93% effec-
tiveness against B.1.1.7. However, AstraZeneca did not
show as major differences as Pfizer where it was 60%
against B.1.617.2 and 66% against B.1.1.7. (https.//mww.
gov.uk/government/news/vaccines-highly-effective-agai
nst-b-1-617-2-variant-after-2-doses).

Similarly, Covaxin conferred 65-2% protection
against the Delta variant. The trial reported no adverse
effects and zero death due to vaccine administration
(Ella et al. 2021a, b).

5.5 Epsilon, B.1.429/427/Cal20-C (USA)

This variant that originated in March 2020 was highly
prevalent in southern California, USA and accounted
for 50% of the sequenced viral genomes. This variant
showed higher (18-24%) transmission rates (Deng
et al. 2021), but as compared to other mutants showed
only 4 substitutions in the S protein with no deletion of
amino acids.
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5.6 Zeta, P2 (Brazil)

This variant originated in Brazil but was detected before the
Gamma variant and has only 4 substitutions where D614G
and E484K are the common substitutions that were also
found in the Gamma variant. Similarly this variant is linked
to reductions in neutralizing antibody titres of convalescent
plasma or vaccine sera (Garcia-Beltran et al. 2021). A
recent study from ICMR estimated the efficacy of Covaxin
against this variant and found that a reduction of 1.09 and
1.92 fold in neutralization titres with sera from individuals
with natural infection from this variant or from Covaxin
vaccine recipients (Sapkal ef al. 2021).

5.7 Eta, B.1.525 (Nigeria/UK)

This variant has been reported in several countries at
low frequency, and possesses deletions in spike pro-
tein- AH69—V70 and A144, and substitutions E484K,
Q677H and F888L. The independent emergence of
Q677H in this variant and in some USA variants pro-
vides strong evidence of adaptation, potentially
through an effect of this mutation on the proximal
polybasic furin cleavage site, although exact effect of
this mutation is yet unclear (Harvey et al. 2021).

5.8 Lota, B.1.526 (USA)

This variant that originated in November 2020 showed
increased prevalence in the North-East USA and was
associated with patients being more frequently hospital-
ized (Annavajhala et al. 2021). Currently, this mutant
virus exhibits the maximum number of changes that is in
contrast to the Epsilon variant that originated in the USA
in March 2020. Importantly the mutations were found to
be present throughout the ordered structure of the protein
(figure 1B), indicating that the virus is evolving very fast
to combat immune pressure from the host. The Epsilon
virus with D614G background has two sub-variants;
E484K and S477N mutations. The studies with conva-
lescent sera and vaccine-elicited antibodies from the USA
showed that S477N mutant is completely neutralized
while a 3.5-fold decrease was observed with E484K
variant compared to D614G as control (Zhou et al. 2021).

5.9 Theta, P.3, Philippines

This variant notably contains the E484K, N501Y and
D614G mutations that are found in the three variants
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classified as VOCs by the WHO (Alpha, Beta and
Gamma), which have been linked to increased ACE2
affinity/transmissibility, ability to use the ACE?2 in rats and
mice, as well as decreased effectiveness of monoclonal
antibody, etesevimab (Yao et al. 2021; Wang et al. 2021).

5.10 Lambda, C.37, Peru

This variant has substitutions in L[452Q, D614G
F490S, T859N, G75V, T76I, and deletion from
246-252. However, no data is available on the effect on
its neutralization with convalescent sera and vaccine
elicited antibodies.

5.11 A4.23.1, Uganda

This variant is notable for its lack of the D614G
mutation, with a Q613H mutation instead that may be
functionally similar. Apart from this, it has substitu-
tions in F157L,V367F, P681R, R1021* (table 2). The
substitution at F157L was found to reduce the neu-
tralizing ability of the mAb CoV2-2489 against this
variant (Harvey et al. 2021). It replaced previously
circulating viruses in Uganda within 2 months, sug-
gesting higher transmissibility but its clinical impact is
still not clear (Bugembe et al. 2021).

5.12 B.1.621, Columbia

This is a recently evolved variant with mutation in
E484K and N501Y.

5.13 B.1.616, France

This variant emerged during a nosocomial outbreak in a
geriatric ward with substitutions- H66D, D215G,
V483A, H655Y, G669S, Q949R and N1187D (table 2).
Many cases were severe and most patients were above §1
years of age. This variant is notable for yielding weaker
RT-PCR positives, along with a lower detection rate from
nasopharyngeal samples, indicating the possibility of
altered tropism. The infection was mostly localized to
Brittany, France. Transmission beyond Brittany there-
fore seems limited, but notably it does possess a mutation
linked to transmission in felines (Braun ez al. 2021).

5.14 HMN.19B Henri Mondor, France

This variant was first detected in immunocompromised
patients and contains the L452R and N501Y mutations,
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both of which were found to be linked to increased
transmissibility. This variant is from clade 19B, that had
become rare from early 2020 and lacks the common
D614G mutation; thus its resurgence in this variant may
indicate that these mutations confer increased transmis-
sibility (Fourati et al. 2021; Volz et al. 2021).

6. Conclusion

Although variants showed different mutations that
would be dependent on the general immunity of the
population or demographics of countries, we observed
that some mutations in S protein were common irre-
spective of their origin, indicating that these mutants
might provide the selective advantage to the virus. One
of the most common mutations is D614G that was
observed in almost all the variants. Using in vitro
infection studies with the mutated virus, this substitution
was either associated with enhanced viral replication,
stability (Plante et al. 2021) or decreased S1 shedding
and higher density of S protein in the virion (Zhang et al.
2020). The virus with N501Y substitution possessed
higher affinity towards ACE2 that led to better infection
in humans. Similarly, the substitution of E484 to either K
or Q was associated with increased ACE2 affinity and in
addition was also responsible for immune escape.
Another common variant is L452R that is linked to
transmissibility or immune escape from a monoclonal
antibody, bamlanivimab used for COVID-19 treatment
(Starr et al. 2021). Besides substitutions, deletions of
amino acids were also observed and deletion in two
aminoacids (A69 and A70) in NTD domain of S1 is
responsible for increased infectivity rates and decreased
serum neutralization (McCarthy et al. 2021; Kemp et al.
2021). In contrast, substitution of K417 to either N or T
substitutions in some patients led to moderate decrease in
ACE2 binding affinity but that was somehow compen-
sated by N501Y substitution (Boehm et al. 2021).
Combining these observations together, the virus is
mostly preparing itself to increase its affinity towards
ACE2 receptor or immune escape. Therefore, the next
generation of candidate antigen(s) should be able to
accommodate at least these mutations, in order to elicit
antibodies that can neutralize the virus effectively. It
has been suggested that the use of combinatorial anti-
gen by Heisch et al. could provide an enhanced
immune response. Currently, another alternative is to
vaccinate with a mixture of vaccines. However, this
needs to be considered in regards to safety and side
effects shown by various vaccines. Further the above
strategies would only lead to stronger immune response
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against the wild-type S protein rather than providing
neutralization of the variants that have changes in the
sequence of S protein. Therefore, booster vaccination
doses with S protein containing major prevalent
mutations could be a feasible strategy to effectively
provide immunity to the population against mutant
viruses.
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