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A B S T R A C T

Corona virus disease 2019 (COVID-19) endemic has havoc on the world; the causative virus of the pandemic is
SARS CoV-2. Pharmaceutical companies and academic institutes are in continuous efforts to identify anti-viral
therapy or vaccines, but the most significant challenge faced is the highly evolving genome of SARS CoV-2,
which is imparting evolutionary selective benefits to the virus. To understand the viral mutations, we have
retrieved nine hundred and thirty-four samples from different states of India via the GISAID database and
analyzed the frequency of all types of point mutation in all structural, non-structural proteins, and accessory
factors of SARS CoV-2. Spike glycol protein, nsp3, nsp6, nsp12, N and NS3 were the most evolving proteins. High
frequency point mutations were Q496P (nsp2), A380V (nsp4), A994D (nsp3), L37F (nsp6), P323L & A97V
(nsp12), Q57H (ns3), D614G (S), P13L (N), R203K (N), G204R (N) and S194L (N).
1. Introduction

Wuhan, China, was the site for the COVID-19 outbreak in December
2019. Around the world, the endemic had spread to 206 countries and
territories, with 19,73,15,905 confirmed cases as of July 31, 2021, and
42,07,830 deaths. In India 31,612,794 confirmed cases and 423,842
deaths as of July 31, 2021 were reported [1]. The World Health Orga-
nization (WHO) has declared the novel Corona virus (COVID-19) out
break a global pandemic on March 11, 2020. Corona viridae (CoVs) are
the largest known positive-sense, single-stranded RNA viruses with 30
kbp genome. This novel beta-CoVs corona virus (2019-nCoV) originating
from Wuhan, China, has been linked to severe respiratory infections in
humans. The genome of SARS CoV-2 comprises of 5’ and 3’ un-translated
regions constituting 265 and 358 nucleotides, respectively. The 5’ 20 kb
region of the genome encodes for two ORFs (ORF1a/1 ab) which contain
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16 non-structural proteins (nsp’s) from nsp1-16 required to form the
virus replication and transcription complex. The 3’ proximal region en-
codes additional factors and, four structural proteins spike glycoprotein,
envelop, membrane and nucleocapsid (Fig. 1) [2].

Research institutes and pharmaceutical industries worldwide
continuously conduct clinical trials to identify the suitable drug/vaccine
against SARS CoV-2. The most potential drug target receptor identified as
ACE2 receptor [3,4], Trans membrane protease serine 2 (TMPRSS2) [4],
3CLpro (3C like protease) [5], and RdRp (RNA dependent RNA poly-
merases) [6]. Even after vigorous trials and studies, a potential break-
through is not achieved; the most likely reason attributable is rigorous
rate in which mutations occur in the SARS CoV-2 genome. Yadav et al.
reported the DFT andMD simulations of drug molecules and inhibition of
SARS-CoV-2 proteins recently [7–11].

GISAID has developed a unique vocabulary of hCoV-19 virus centred
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Fig. 1. Genomic representation of structural, non-structural, and accessory proteins of SARS CoV-2.
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on variation markers dividing SARS CoV-2 in eight clads, G, GH, GR, GV,
GRY, S, L and others [12]. GISAID clads are formed by the statistical
calculation of genome distance in phylogenetic clusters and by further
merging small linages into major clads based on variation markers [13].
Clad GRY consist linage B.1.1.7, GR (B.1.1.1), GV (B.1.177), GH (B.1.*),
G (B.1), L(B), V(B.2), S(A) [14].

It is essential to know the frequency of mutations/variations in all the
significant proteins of the SARS CoV-2. It will help to understand the
conserved (protein with fewer mutations) and rapidly evolving (protein
with high number of conversions) proteins. This information might help
researcher to know the effect of mutations on resistance to antiviral
therapy. Hence, we planned the study to account for the mutation rate
per protein by collecting Indian samples from GISAID database.

2. Material and methods

2.1. Data collection

The genomic sequences of SARS-CoV-2 COVID-19 patients were
retrieved from the GISAID database between September to October 2020
[15]. Samples included in the study should be SARS CoV-2 sequencing
samples collected from the host human, complete (above 29 KDa), high
coverage whole genome sequence. All the COVID-19 isolates that
occurred at the start of every Indian location will be collected.
Fig. 2. Sample distribution (a) Number of sa
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We took a total of nine hundred and thirty four (934) complete and
high coverage whole genome sequences of COVID-19 isolates from
nineteen states of India (number of samples) namely Gujarat (100),
Odisha (100), Delhi (100), Karnataka (100), Maharashtra (100), Telan-
gana (100), West Bengal (100), Uttarakhand (55), Haryana (54), Madhya
Pradesh (41), Tamil Nadu (28), Uttar Pradesh (27), Rajasthan (7), Punjab
(7), Ladakh (6), Bihar (4), Andhra Pradesh (2), Assam (2), Nepal (1),
Jammu and Kashmir (1) (Fig. 2a). In Indian data, identified clades were
seven and, the sample’s per clad were G (321), GH (104), GR (308), S
(19), V (2), L (7), and others (173) (Fig. 2b). Common variations among
clads were detected using bioinformatics web tool Venn of Bioinfor-
matics and Evolutionary genomics [16].

India form GISAID database; (b) Clad wise distribution of samples; (c)
Comprehensive view of dispersal of samples in the seven clades in Gujrat,
Odisha, Delhi, Karnataka, Maharashtra, Telangana and West Bengal.
2.2. Data extraction from GISAID

We used the Epicov server to search Indian COVID-19 isolated state-
wise; the filters used were complete and had high coverage. Manually
Indian COVID-19 sample data mutation details were collected and
recorded location wise 10 per time using the CoVserver tool of the
GISAID database for all the 25 structural and non-structural proteins of
the SARS CoV-2. The sample sequences compared with the reference
mples collected from different states of.
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genome “hCoV19/Wuhan/WIV04/2019” (it is the sequence of the
initially identified SARS CoV-2 isolate from Wuhan, China) simulta-
neously via CoVserver.
2.3. Mutation frequency calculation

We imported the list of mutations of all the nine hundred and thirty
four samples in the R3.6 environment. R base package “table” function
calculated the frequency of mutations for all the 25 structural and non-
structural proteins. Its function “sort” sorted it in decreasing order to
get the highest frequency per protein. Formula used for frequency
calculation was:

Frequency¼
X

COVID� 19 cases of }point mutation'}

2.4. Mutated protein selection criteria

Two phases of the selection criteria set: In the first phase, all the
proteins with mutations in more than 200 COVID isolates were selected
(Fig. 3), and in the second phase, the selected proteins were further
analyzed and segregated based on the frequency of mutations per protein
(cut off set to 100 point mutations per protein). We grouped the SARS
CoV-2 proteins into conserved and evolving proteins based on mutation-
selection criteria defined earlier. Evolving proteins are proteins in which
more than 200 samples recorded modifications and the rate of frequency
of point mutations was crossing over 100. Conserved proteins definition
is vice versa of evolving proteins.

3. Results

3.1. CoVserver result

The CoVserver compared all the COVID-19 isolates selected, with the
reference genome “hCoV19/Wuhan/WIV04/2019” (it is the sequence of
the initially identified SARS CoV-2 isolate from Wuhan, China), and we
got the list of changes in amino acid for all the genome searched along
with the clad information.
Fig. 3. The number of samples with m
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3.2. Data description

We collected nineteen (19) Indian states data from the GISAID con-
sortium. Till November 4, 2020 total of 2458 samples of sequencing data
was submitted for all the 19 states in the database, out of which we
analyzed 934 sample data. Clads identified in India were G, GH, GR, S, V,
L and others. Samples collected from clads were G (321), GH (104), GR
(308), S (19), L (7) and others (173). Dominant clad of SARS CoV-2 found
were G and GR (Fig. 2c).

Gujarat had 610 submitted samples till November 4, 2020 and we
analyzed 100 COVID-19 samples. All the 100 SARS CoV-2 samples were
of clad G.

Odisha had 610 submitted samples till November 4, 2020, and we
analyzed 100 COVID-19 samples. The distribution of SARS CoV-2 sam-
ples along clads G (30/100), GH (9/100), GR (44/100), S (8/100), L (2/
100) and other (7/100).

Delhi had 147 sequence data and we analyzed 100 COVID19 samples
data. Dominant clad in Delhi was other (64/100 samples) followed by G
(24/100), GH (5/100), GR (3/100), S (2/100) and V (2/100).

Karnataka data in the GISAID consortium was 115 COVID 19 sam-
ples and for the mutation analysis, the team collected 100 sample data.
The highest SARS CoV-2 samples were of GR clad (44/100), other (22/
100), G (17/100), GH (15/100), L (2/100).

Maharashtra had a high number of COVID 19 samples, followed by
Gujarat and Telangana, 457, and we scrutinized 100. The state had the
GR (62/100) SARS CoV-2 dominant variant, followed by G (25/100) and
GH (13/100).

Telangana submitted 539 COVID-19 sample data to the GISAID and
analyzed among them were 100. Maximum SARS CoV-2 samples were
from GR clad (94/100), GH (5/100), G (1/100).

West Bengal had 187 COVID-19 samples, and analyzed among them
were 100, G clad had 81/100, S (8/100), GR (7/100), other (3/100), GH
(1/100).
3.3. First phase selection criteria

SARS CoV-2 proteins mutations noted from 934 COVID-19 isolates
were: nsp1 (56 samples), nsp2 (360 samples), nsp3 (827 samples), nsp4
(204 samples), nsp5 (65 samples), nsp6 (231 samples), nsp7 in 14, nsp8
utations, distributed per protein.
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in 35, nsp9 in 16, nsp10 in 25, nsp11 in 9, nsp12 in 891, nsp13 in 119,
nsp14 in 185, nsp15 in 110, nsp16 in 159, Spike glycoprotein (s) in 847,
ns3 in 314, Envelope (E) protein in 41, Membrane (M) protein in 58, ns6
in 19, ns7a in 71, ns7b in 39, ns8 in 64 and Nucleocapsid (N) in 686
samples (Fig. 3). The first phase selection criteria with mutations in more
than 200 COVID 19 isolates were nsp2, nsp3, nsp4, nsp6, nsp12, ns3,
Spike glycoprotein and Nucleocapsid (N) protein.
Fig. 4. Frequency of mutations in various proteins of SARS CoV-2: nsp1, nsp2, nsp4, n
ns7b (no mutation identified), M and E proteins have less frequency of mutations h
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3.4. Second phase selection

Second phase selection – criteria are selecting protein-based on point
mutation frequency calculated for all the SARS CoV-2 proteins. In nsp2,
213 types of point mutations were present; the highest frequency was for
Q496P (39 samples). The nsp4 had 165 varieties of conversions, and the
highest frequency was for A380V (55). The nsp3 had 540 types of mu-
tations, and the highest frequency was for A994D (132 samples). The
sp5, nsp7, nsp8, nsp9, nsp10, nsp11, nsp13, nsp14, nsp15, nsp16, ns8, ns6, ns7a,
ence considered conserved protein.
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nsp6 had 60 types of mutations; L37F had the highest frequency (140
samples). The nsp12 had 272 types of mutations, and the highest fre-
quency mutations were P323L (414) and A97V (132). The ns3 had 112
types of mutations; the highest frequency mutation calculated was Q57H
(159). Spike glycoprotein (S) had 478 types of mutations; D614G (669)
had the highest frequency. Lastly, the Nucleocapsid (N) protein had 171
mutations, and the highest mutational frequency was for P13L (123),
R203K (291), G204R (312), S194L (137). The nsp2 and nsp4 did not
meet the second phase selection criteria hence were excluded. After the
complete analysis, we found nsp3, nsp6, nsp12, ns3, Spike and N proteins
to be evolving proteins (Fig. 4) and nsp1, nsp2, nsp4, nsp5, nsp7, nsp8,
nsp9, nsp11, nsp13, nsp14, nsp15, nsp16, ns6, ns8, ns7a, ns7b, M, E were
conserved proteins (Fig. 5).

3.5. Variations common among clads

GISAID consortium has it system of nomenclature for the hCoV-19
virus, segregating viral strain in eight clads. Our study included five
central clads G, GH, GR, S and Others (O), including all the B.1 linages
and B.2(S) and mother of all the diversity. We studied the common
variations present in clads for Spike protein (considered a major virulent
factor). G GH GR shared five common variations tabulated in Fig. 6, G GH
(4), G GR (13), G O S (5), O S (4), G O (13), GH O S (2), GH O (4), G O
(13), GH O S (2), GH O (4), O S (2), GR O S (2), GR O (9), O S (2) and
common between all five clad G GR GH O S are two mutations namely
D614G and S943X.

4. Discussion

SARS CoV-2 is a rapidly evolving genome. The study showed that the
highest number of point mutations was in Spike glycoprotein followed by
nsp12, N, ns3, nsp6 and nsp3 in the order mentioned. These proteins play
an essential role in the life cycle of viruses and are also potential thera-
peutic targets. Elevated amounts of point mutations in the proteins might
be the reason behind the failure of the drugs explored as a possible
therapy.

Spike protein is a tri-meric protein containing 21 to 35 N-glycosyla-
tion sites giving the virus the characteristic crown-like structure. The
outer region of spike protein has an S1 domain at N-terminal comprising
receptor-binding domain (RBD) and S2 domain at C-terminal contain
fusion peptides. Spike RBD binds to the host cell’s ACE2 receptor,
resulting in proteolytic cleavage of S1 and S2 domain, exposing fusion
peptides which then inserts in the host plasma membrane and thus
Fig. 5. Frequency of mutations in various proteins of SARS CoV-2 proteins: nsp3, n
hence considered mutated proteins.
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facilitating the entry of the virus into the host cell [17]. Spike protein is
the main virulence factor triggering an antigenic immune response;
therefore, it is a potential antiviral therapy target. The fast-evolving
genome of SARS CoV-2 consistently changes the spike protein,
rendering it stable and resistant to antiviral treatment.

Two-thirds of the SARS CoV-2 genome comprises two reading frames
ORF1a and ORF1b encoding two poly protein pp1a and pp1b or one poly
protein pp1ab. The poly proteins process into 16 non-structural proteins
and most of them are part of the replication and transcription complex
(RTC) of the virus. RTC is a compartment where replication and trans-
lation of virus occur. It’s clearly formation is essential to protect the viral
genome from host immune response, which results in increased repli-
cation proficiency [18].

Non-structural protein (nsp3) is the most significant multi-domain
protein, approximately 200 kDa of RTC of SARS CoV-2. The nsp3 has
many roles to play; (i) It has a papain-like protease domain which helps it
to release from poly peptide pp1ab [19]; (ii) It also lowers the effect of
host immune response by interfering in cytokine expression [20]; (iii)
nsp3, 4 and 6 all are trans membrane proteins involved in the convolu-
tion of endoplasmic reticulum membrane forming double-membrane
vesicle (DMV) causing the formation of replication sites [21].

RNA dependent RNA polymerase (RdRp or nsp12) is a catalytic unit
complex with cofactors nsp7 and nsp8 [22]. As its name signifies, its
primary function is the replication of the viral genome. It might be the
conserved domain amongmost RNA viruses, but the SARS CoV-2 genome
shows an elevated frequency of mutations in the protein rendering more
survival advantages to the virus [23].

The nsp6 is a trans-membrane protein that functions to induce auto
phagosomes from the endoplasmic reticulum and reduces their size. This
help virus escapes lysosomal degradation [24]. The ns3 is an accessory
protein encoded by ORF8 which is a hyper variable protein evolving
rapidly. Its function in masking virus from class I MHC (major histo-
compatibility factors) thereby overwhelming the type I interferon
response [25].

Nucleocapsid (N) protein plays various vital roles in the virus life
cycle. Still, the most crucial part is the packaging of the viral genome in a
protected, flexible shell called ribonucloprotein (RNP) complex, which
further ensures viral genome timely replication [26]. It is present in
replication and transcription complex (RTC), where it is associated with
nsp3 and facilitates viral RNA replication [27]. Amongst all the 25 pro-
teins of SARS CoV-2, the conserved protein could prove to be a better
therapeutic target, which might impart success to combat the COVID-19
challenge.
sp6, nsp12, Spike, N, and ns3 proteins have a high frequency of mutations and



Fig. 6. Venn diagram of Spike protein for all the clads, 6.1.a)Venn diagram of interaction in G GH GHR clad; 6.2.a) Interactions between G O S; 6.3.a) Interactions
between GH O S; 6.4.a) Venn of GR S O: Part b of figures, 6.1, 6.2, 6.3, 6.4: Tables of common variations in the area of interest; 6.5) Table depicting two common
variations shared by all the five clads analyzed, G, GH, GR, O, S.O: others.
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5. Conclusion

Analysis of the SARS CoV-2 virus genome revealed and proved the
changing character of the virus, which is a well-known fact. Viruses
evolve very rapidly to the changing environment that favours their sur-
vival. The history states the disasters caused by the Polio virus, H1N1,
SARS CoV, HIV etc., and all the so far known viruses use different stra-
tegies to combat the human immune system. GISAID data base platform
had allowed studying the SARS CoV-2 protein mutations. SARS CoV-2
proteins involved in combating host immune response or developing a
protective shell around the virus are rapidly changing, a probable reason
for the survival advantage for SARS CoV-2 and failures of the potential
drugs tested. We found that most of the mutations are substituted, fol-
lowed by few deletions. These mutations and their patterns might help in
devising strategies to overcome the problem caused. The low efficacy of
vaccines tested so far show the high evolution rate of the virus.
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