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A B S T R A C T   

The COVID-19 pandemic caused by SARS-CoV-2 poses a significant adverse effects on health and 
economy globally. Due to mutations in genome, COVID-19 vaccine efficacy decreases. We used 
immuno-informatics to design a Multi epitope vaccine (MEV) candidate for SARS-CoV-2 variants 
of concern (VOCs). Hence, we predicted binders/epitopes MHC-I, CD8+, MHC-II, CD4+, and CTLs 
from spike, membrane and envelope proteins of VOCs. In addition, we assessed the conservation 
of these binders and epitopes across different VOCs. Subsequently, we designed MEV by 
combining the predicted CTL and CD4+ epitopes from spike protein, peptide linkers, and an 
adjuvant. Further, we evaluated the binding of MEV candidate against immune receptors namely 
HLA class I histocompatibility antigen, HLA class II histocompatibility antigen, and TLR4, 
achieving binding scores of − 1265.3, − 1330.7, and − 1337.9. Molecular dynamics and normal 
mode analysis revealed stable docking complexes. Moreover, immune simulation suggested MEV 
candidate elicits both innate and adaptive immune response. We anticipate that this conserved 
MEV candidate will provide protection from VOCs and emerging strains.   

1. Introduction 

The COVID-19 pandemic caused by severe acute respiratory syndrome coronavirus-2 (SARS-CoV-2) has adversely affected humans 
and the economy globally. SARS-CoV-2 is a (+) sense-enveloped RNA virus belonging to the family Coronaviridae and genus Beta CoV 
[1]. Genomic analyses indicated immunologically important SARS-CoV-2 genes subjected to increased selective pressure because of a 
change in the host environment [2]. SARS-CoV-2 is continuously evolving with various variants worldwide, which are classified as 
variant of interest (VOI), variant of concern (VOC), and variant under monitoring (VUM) [3]. In addition, variants with more mu
tations were emerging compared to previously circulating variants [4]. Consequently, with the emergence of new variants of 
SARS-CoV-2, the population’s infection rate is rapidly increasing [5]. Due to a large number of mutations, new variants are emerging, 
leading to enhanced transmissibility or severity along with plausible depletion in the vaccine’s efficacy [6]. Various mutations were 
associated within the spike protein (RBD region), responsible for increased transmissibility, reduced sensitivity for neutralizing 
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antibodies, and resistance against immunization [6–8]. According to researchers, a rapid increase in the SARS-CoV-2 variants can 
evade neutralization by antibodies [9,10]. Current scenarios suggest that crucial mutations in SARS-CoV-2 variants may impact their 
overall structure-function. Therefore, it is also harmful for immunization programs when various mutations in proteins cause protein 
structure changes. 

In this context, various vaccines developed by PfIzer-BioNTech, Moderna, J&J Janssen, which largely controlled SARS-CoV-2 
globally [11]. However, Jamie et al. reported 74.5 % and 67.0 % effectiveness of the ChAdOx1 nCoV-19 vaccine among persons 
infected with alpha and delta variants, respectively [12]. Zhou et al. suggested no vaccine can be applied to all situations or cases due 
to the emergence of new variants therefore suggested to upgrade and develop vaccines promptly [13]. Henceforth, there is a 
requirement to identify conserved epitopes and design a multiple epitopes vaccines (MEV) against existing and emerging variant of 
concerns of SARS-CoV-2. 

Therefore, we adopted an integrated immune-informatics approach to predict putative immunogenic epitopes derived from various 
proteins, viz., spike, membrane, envelope proteins from different SARS-CoV-2 VOCs. In addition, we also assessed the conservancy of 
these binders and epitopes for different VOCs. Eventually, 23 conserved CTL epitopes and 7 HTL (CD4+) epitopes derived from S- 
protein were used to design the MEV candidate that might be capable of inducing innate and adaptive immune responses. The 
advantage of MEV containing conserved epitopes is that they may protect against SARS-CoV-2 omicron and other emerging VOCs. 

2. Materials and methods 

2.1. Data collection 

The present work aims to predict immunogenic epitopes among the SARS-CoV-2 variants of concern and design a MEV candidate. 
We utilized distinct SARS-CoV-2 VOCs for this work mentioned in Supplementary Table S1. 

2.2. T-cell epitope prediction 

MHC-I and MHC-II binders, CTL epitopes, CD8+ and CD4+ immunogenic T-cell epitopes were predicted from spike, membrane and 
envelope protein sequence. For the prediction of MHC-I and MHC-II, we have utilized MHC-I binding prediction tools available on the 
IEDB epitope analysis web page using the consensus method [14,15]. Similarly, MHC-II binders were predicted utilizing the IEDB 
recommended 2.2 method, species/locus (Human), Full HLA reference set, and default length [14]. Further, Binder peptides were 
sorted based on low-affinity value (IC50 < 50 nM) and percentile rank [16]. The schematic representation of MHC-I and MHC-II 
binder’s prediction from proteins of SARS-CoV-2 VOCs are shown in Supplementary Figs. S1–S2. 

The IEDB Class I Immunogenicity tool with default parameters was utilized to predict the CD8+ immunogenic peptides [17]. This 
tool predicts the immunogenicity based on amino acid position in the peptide sequences and amino acid properties. The potential 
MHC-I epitopes were used as input sequences to predict CD8+ immunogenic peptides. It gives output in the tabular form consisting of a 
peptide, length, and score. The higher the score, the more likely it is induce an immunological response [17]. 

CD4+ T cell immunogenicity tool on the IEDB web page used for immunogenicity prediction of MHC-II restricted epitopes [18]. The 
IEDB-recommended (combined) approach was adopted to predict the CD4+ immunogenic epitopes, which gives results by combining 
the output of the 7-allele and immunogenicity methods [18,19]. The potential MHC-II epitopes were used as input sequences to predict 
CD4+ T cell immunogenic epitopes. The low values indicate more immunogenic peptides and vice versa [20]. An illustration depicting 
the immunogenic prediction of CD8+ and CD4+ from proteins of SARS-CoV-2 variants of VOCs is given in Supplementary Fig. S3. 

CTL epitopes were predicted for all HLA supertypes using NetCTLpan [21]. Predicting CTL epitopes considers multiple sequential 
processes like proteasome cleavage, TAP binding, and MHC-I binding [21]. CTL epitopes were predicted at default parameters (Peptide 
length 9 mers, weight on C terminal cleavage 0.225, and weight on TAP transport efficiency 0.025). The methodology and flowchart of 
CTL epitope prediction is given in Supplementary Fig. S4. 

2.3. B-cell linear epitope 

The B-cell epitope tool based on antigen sequence properties available at IEDB was used to predict linear B-cell epitopes [22]. 
BepiPred 2.0 method adopted for B-cells epitope prediction. It relies on the random forest algorithm. It considers epitope amino acids 
and non-epitope amino acids from crystal structure of antigen-antibody complex [22]. A group of amino acid residues with a score 
higher than the standard cut-off value 0.5 is called an epitope [22]. The schematic representation of B-cell linear epitope prediction 
from proteins of VOCs is shown in Supplementary Fig. S5. 

2.4. Antigenicity prediction 

VaxiJen v2.0 server [23] was utilized to accomplish antigenicity prediction of filtered CTL epitopes, B-cell epitopes, MHC-I, and 
MHC-II binders. VaxiJen employs an alignment-independent approach based on peptide sequences ACC transformation [23]. To 
predict the antigenicity of these peptides, antigenicity prediction was done using the standard cut-off of 0.4 for viral antigens [23]. 
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2.5. Toxicity prediction 

ToxinPred webserver was used to predict the toxicity of antigenic epitope (VaxiJen score >0.4). This web server relies on a 
quantitative matrix, SVM, and numerous peptide properties [24]. Here, we adopted the SVM (Swiss-Prot) method for prediction at 
default parameters except for SVM threshold of 0.4. 

2.6. Interferon-gamma (IFN-γ) 

Interferon-gamma (IFN-γ) secreted from T-helper cells plays a very crucial role in the clearance of viruses from host cells [25]. For 
the prediction of IFN-γ-inducing peptides, the IFN-epitope web server was utilized at default parameters except the SVM model [20]. 

2.7. Allergenicity prediction 

AllerTOP v. 2.0 was used to predict the allergenicity of non-toxic epitopes. This method involves transforming protein sequences 
into vectors of uniform length through auto cross-covariance to differentiate allergens from non-allergens [26]. 

2.8. Population coverage analysis of MEV candidate 

Different populations possess polymorphic HLAs of varying frequencies, which can lead to biased coverage of epitopes on some 
HLAs in populations [27]. Therefore, it is necessary to consider population coverage when designing vaccines to avoid decreasing their 
applicability in some populations [28]. IEDB population coverage tool was used to analyze the predicted epitopes and the associated 
HLA alleles [28]. At least one T-cell epitope from the collection will likely trigger an immune response in individuals in a population 
[30]. 

2.9. Designing of MEV candidate 

We designed a MEV candidate that contains 23 conserved CTL epitopes with 7 CD4+ immunogenic epitopes from S-protein of VOCs. 
Various linkers help in epitope separation and assist epitope presentation to MHC class I and II receptors [29]. Two different types of 
linkers, AAY and GPGPG, were used to join various CTLs and CD4+ immunogenic epitopes for immune responses [29,30]. The AAY 
linker efficiently separates CTL epitopes within cells, reducing immunogenicity at the junctions [31]. Additionally, the GPGPG linker is 
used with CD4+ immunogenic epitopes to induce an HTL immune response and restore each epitope’s immunogenicity post-processing 
[32]. The bi-lysine (KK) linker ensures that the epitopes maintain their autonomous immunogenic functions within the vaccine. These 
linkers were thus crucial in developing our MEV candidate [33]. Further, CTxB adjuvant linked to the N-terminal region of a MEV 
candidate using EAAAK linker to enhance the immune response [34]. Eventually, to boost the immunogenicity inside the host, thirteen 
amino acids PADRE sequence (AKFVAAWTLKAAA) was added at C-terminal end. 

2.10. Physiochemical properties of MEV candidate 

ExPasy ProtParam tool was utilized to evaluate the putative MEV candidate physiochemical properties [35]. The number of amino 
acids, aliphatic index, isoelectric point (pI), total atoms number, molecular weight, and projected half-life of the relevant sequence 
were calculated. 

2.11. Secondary and tertiary prediction of MEV candidate 

The secondary structure was investigated utilizing the SOPMA [36] and PSIPRED 4.0 [37] self-optimized prediction methods. 
Transmembrane helices, globular areas, random coil, and coiled-coil regions, allare shown in a graphical fashion using these servers. 
Additionally, Protein–Sol was used to predict the solubility of putative MEV candidate [38]. Protein–Sol server developed to predict 
the solubility of proteins. It utilizes available data on E. coli protein solubility in a cell-free expression system to calculate properties 
derived from the protein sequence. Tertiary protein structures provide vital information for understanding molecular processes at the 
atomic level. Raptor-X [39], a template-based protein structure modeling server, was applied to predict the tertiary structure of a 
putative MEV candidate. Further, the predicted structure was refined using GalaxyWEB Server [40]. 

2.12. Tertiary structure validation of MEV candidate 

The tertiary structure of putative MEV candidate protein model was validated using primarily three web-based servers: ProSA [41], 
ERRAT [42], and PROCHECK [43]. The ProSA server confirmed the protein’s tertiary structure [39]. Further, model protein 
non-bonded interaction was statistically analyzed using the ERRAT tool [42]. Finally, for Ramachandran plot analysis, we used the 
PROCHECK [43]. 
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2.13. Di-sulfide modifications in MEV candidate 

Disulfide by Design 2 (DbD2) tool [44] utilized to decreased conformational entropy and enhanced protein stability. This tool 
measure uncertainty or unpredictability that affects 3D conformations of modeled vaccine construct by adding new disulfide bonds 
[44]. 

2.14. Molecular docking of MEV candidate 

To analyze putative MEV candidate binding affinity for various antigenic receptors that exist on the immune cell surface like Toll- 
like receptor-4 (PDB ID: 3FXI), HLA class I histocompatibility antigen, B-8 alpha chain (PDB ID: 6P2F), and HLA class II histocom
patibility antigen, DR alpha chain (PDB ID: 3C5J). We used the ClusPro server to perform molecular docking. The models were 
generated using ClusPro based on electrostatic interactions and desolvation energy [45]. Subsequently, the binding of putative MEV 
candidate to various antigenic molecules were validated via. HDOCK server [46]. 

2.15. Molecular dynamic simulation 

We performed a molecular dynamics simulation of a putative MEV candidate and HLA class II histocompatibility antigen, DR alpha 
chain. Molecular dynamics simulation of HLA class II and putative MEV candidate docked complex was performed by WEBGRO server 
[47] to examine the binding stability of the complex [48]. Water molecules were used to solvate the whole complex. In addition, the 
system was neutralized, and 0.15 M NaCl salt was added using GROMOS96 43a1 force field parameters. An energy decrease of 5000 
steps resulted from the sharpest descending strategy. Equilibration was done using constant quantity, volume, temperature, and 
pressure (NVT/NPT). A simulation was conducted at 300K temperature and pressure of 1.0 bar for a simulation time of 50ns with 1000 
frames per simulation. Simulation parameters were calculated as the Root Mean Square Deviation (RMSD) and Root Mean Square 
Fluctuation (RMSF). 

2.16. Normal mode analysis (NMA) of MEV candidate 

The collective functional movements of biological macromolecules are naturally reproduced by NMA based on dihedral co
ordinates [49]. NMA based on internal coordinates to display the cooperative movement of the MEV candidate was performed using 
the iMODS webserver [49]. 

2.17. Immune simulation profiling of MEV candidate 

The C-ImmSim web server [50] was used to characterize our putative MEV candidate’s immune responses. In this study, some 
parameters were adjusted at 12345, 1000, and 25 for random seed, simulation step, and simulation volume. We used three injections at 
different time interval (0, 30, and 60 days) to accomplish the immunological simulation in this model. The default settings were used 
for the remaining parameters [51]. 

2.18. In silico cloning of MEV candidate in pET28a (+) vector 

The protein sequence was reverse translated and optimized using the Java Codon Adaptation Tool server [52] for continual pu
tative MEV candidate expression in the (E. coli) system. The restriction sites XhoI and BamHI were attached at the N and C-terminal of 
the sequence. Further, the sequence was incorporated into the pET28a (+) vector between XhoI and BamHI restriction sites. Snap gene 
version 6.0 was used for the in-silico cloning experiment. 

2.19. Conservancy of CTLs epitopes 

The conservancy of 23 CTL epitope were examined in major sublineages of VOCs using MEGA software. Further, MSA was per
formed using a muscle alignment algorithm. 

3. Results 

3.1. Prediction for MHC-I binders and CD8+ immunogenic epitope 

12 potential MHC-I binders were predicted from S-protein among all SARS-CoV-2 VOCs. ALQIPFAMQMAYR and RSYLTPGDSSSGW 
binders were found across all VOCs and the Wuhan strain. The binder FSTFKCYGVSPTK was identified in five VOCs; it was absent in 
the omicron variant due to the substitution of FSTFK to VKLHY. Additionally, three novel binders found exclusively in omicron, namely 
SVLYNLAPFFTFK, YSVLYNLAPFFTF, and VLYNLAPFFTFKC, as a result of the mutations indicated by S372L, S374P, and S376F 
respectively. In the context of the M protein, 10 MHC-I were predicted, out of which six epitopes were common across all VOCs, 
whereas only three were observed in five VOCs. Specifically, the IATAMACLVGLMW sequence was present in delta variant. The 
detailed list of MHC-I binders predicted from M proteins of VOCs was given in Supplementary Table S2. 
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Using the "IEDB Class I Immunogenicity Tool" with the default parameters, we identified CD8+ immunogenic epitopes for different 
proteins restricted to MHC-I. S protein has 12 CD8+ immunogenic epitopes, as mentioned in Table 1. For the S protein, all variants of 
concern VOCs contained four CD8+ epitopes. The epitope FSTFKCYGVSPTK was found in five of the VOCs, with the exception being 
omicron. Conversely, seven epitopes were unique to a single VOC. Similarly, for the M protein, six epitopes were common across all 
VOCs, while three specific epitopes were identified in five of the VOCs. In a distinct case, the IATAMACLVGLMW epitope was 
exclusively observed in the delta variant. However, the E protein does not contain any CD8+ immunogenic epitopes Supplementary 
Table S3. 

3.2. Prediction for MHC-II and CD4+ immunogenic epitope 

41 potential binders from S protein were predicted from VOCs, as shown in Supplementary Table S4. Regarding the S protein, there 
were 16 binders common across all VOCs. Another set of nine binders were detected in five different VOCs. The binder 
LQYGSFCTQLNRALT was observed in four VOCs, while FLVLLPLVSSQCVNF was noted in two VOCs. Additionally, 14 binders were 
novel to a single variant. For the E protein, a total of nine binders were found to be conserved across all VOCs. In addition, 24 binders 
were identified from the M-protein, with LVIGFLFLTWICLLQ and LVGLMWLSYFIASFR being present in all VOCs. While twelve binders 
were identified in five VOCs, and ten binders were specific to just one VOC. In addition, the detailed list of MHC-II binders predicted 
from E and M proteins of SARS-CoV-2 VOCs was given in Supplementary Table S4. 

Using default parameters in the "IEDB Class II Immunogenicity Tool” we also predict CD4+ immunogenic epitopes for different 
proteins restricted to MHC-II. For the S protein, 8 CD4+ immunogenic epitopes were predicted in all VOCs Table 2. The epitopes 
AYYVGYLQPRTFLLK and RFASVYAWNRKRISN were identified across all variants of concern (VOCs). Additionally, there were three 
epitopes present in four different VOCs, and the epitope FLVLLPLVSSQCVNF was found in two VOCs. Meanwhile, two novel epitopes 
were detected in one VOC. For the E-protein, it was observed that all nine of its epitopes were conserved across all VOCs. On the other 
hand, the M-protein exhibited 12 immunogenic epitopes, with the epitope LVGLMWLSYFIASFR being common among all VOCs. 
Furthermore, six epitopes were common to five VOCs, and five epitopes was present in one VOC as given in Supplementary Table S5. 

3.3. Prediction for CTL epitope 

Using NetCTLpan, we predicted CTL epitopes from proteins among all VOCs. The S-protein revealed 41 CTL epitopes, including 23 
common epitopes across all VOCs as detailed in Table 3. Additionally, four epitopes were shared among five variants, while 
SPRRARSVA epitope identified in four variants. Moreover, twelve epitopes were present in only one variant. Similarly, for the E 
protein, a total of six epitopes were predicted, with five epitopes common across all variants. The SFYVYSRVK epitope was found in 
five variants. In the case of the M protein, 14 epitopes were predicted, with 11 epitopes conserved across all variants. Conversely, the 
LWPVTLACF epitope was present in five variants, while three epitopes were specific to individual variants. In addition, CTL epitopes 
form E and M protein were given in Supplementary Table S6. 

3.4. Linear B-cell epitopes 

Using the “IEDB B-cell epitope prediction tool” linear B-cell epitopes were predicted from proteins of VOCs. In the S protein, various 
epitopes show overlapping protein sequences in all strains, as shown in Supplementary Table S7. The result of B-cell epitope prediction 
for membrane and envelope proteins is also provided in Supplementary Tables S8–9. 

3.5. Designing of MEV candidate 

We design an MEV that contains 23 (4 novel) conserved CTL epitopes and 7 (5 novel) HTL (CD4+) immunogenic epitopes from 

Table 1 
Predicted CD8+ Epitopes from S Protein of SARS-CoV-2 Omicron and Other VOCs; higher Scores Indicate increased immunogenicity.  

Allele Peptide Score Wuhan Alpha Beta Gamma Delta omicron 

HLA-A*11:01/HLA-A*03:01 SVLYNLAPFFTFK 0.32824 – – – – – +

HLA-A*03:01 VLYNLAPFFTFKC 0.24613 – – – – – +

HLA-A*23:01 YSVLYNLAPFFTF 0.24052 – – – – – +

HLA-A*01:01 VNFTTRTQLPPAY 0.08252 – – + – – – 
HLA-A*11:01 SVTTEILPVSMTK 0.01611 þ þ þ þ þ þ

HLA-A*23:01 AAYYVGYLQPRTF ¡0.003 þ þ þ þ þ þ

HLA-A*31:01 FKIYSKHTPIIVR − 0.0114 – – – – – +

HLA-A*01:01 VNFTNRTQLPSAY − 0.09184 – – – + – – 
HLA-A*31:01 ALQIPFAMQMAYR ¡0.18062 þ þ þ þ þ þ

HLA-A*11:01 FSTFKCYGVSPTK − 0.20491 + + + + + – 
HLA-A*31:01 SYQTQTKSHRRAR − 0.29788 – – – – – +

HLA-B*57:01 RSYLTPGDSSSGW ¡0.36741 þ þ þ þ þ þ

(+) sign Indicate the presence of CD8+ epitope while (− ) Indicate the absence of CD8+ epitope. Conserved CD8+ epitopes in all SARS-CoV-2 VOCs are 
shown in bold. 
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Table 2 
The table presents predicted CD4+ immunogenic epitopes derived from the S protein of SARS-CoV-2 Omicron variant and other VOCs. The alleles, 
peptides, combined scores, and their presence (+) or absence (− ) with different variants are listed.  

Allele Peptide Combined _score Wuhan Alpha Beta Gamma Delta Omicron 

HLA-DRB1*15:01 
HLA-DRB5*01:01 
HLA-DRB1*01:01 

FQTLLALHRSYLTPG 40.50464 + + – + + +

HLA-DRB1*11:01 GNYNYRYRLFRKSNL 42.80992 – – – – + – 
HLA-DRB5*01:01 

HLA-DRB1*01:01 
GINITRFQTLLALHR 43.57824 + + – + + +

HLA-DRB5*01:01 
HLA-DRB1*11:01 

RFASVYAWNRKRISN 45.3264 þ þ þ þ þ þ

HLA-DRB4*01:01 IGINITRFQTLHRSY 45.57656 – – + – – – 
HLA-DRB1*01:01 FLVLLPLVSSQCVNF 45.75596 – – + + – – 
HLA-DRB5*01:01 

HLA-DRB1*11:01 
RAAEIRASANLAATK 45.87236 + + + – + +

HLA-DQA1*05:01 
HLA-DQB1*03:01 

AYYVGYLQPRTFLLK 47.8952 þ þ þ þ þ þ

(+) Indicate the presence of CD4+ epitope; (− ) Indicate the absence of CD4+ epitope; Conserved CD4+ epitope in all SARS-CoV-2 VOCs are shown in 
bold. Low combined score indicate more immunogenic epitope. 

Table 3 
CTLs immunogenic epitopes predicted from S protein of SARS-CoV-2 omicron and other VOC.  

Allele Peptide Wuhan Alpha Beta Gamma Delta Omicron 

HLA-A*24:02 YYHKNNKSW + – – – – – 
HLA-A*01:01, HLA-A*26:01, HLA-B*58:01 WTAGAAAYY þ þ þ þ þ þ

HLA-A*01:01 LGAENSVAY þ þ - þ þ þ

HLA-A*01:01 STECSNLLL þ þ þ þ þ þ

HLA-A*02:01 FVFLVLLPL þ þ þ þ þ þ

HLA-A*02:01,HLA-A*26:01 FTISVTTEI þ þ þ þ þ þ

HLA-A*02:01 LLFNKVTLA þ þ þ þ þ þ

HLA-A*02:01 VVFLHVTYV þ þ þ þ þ þ

HLA-A*03:01 GVYFASTEK + + + + + – 
HLA-A*03:01 TLADAGFIK þ þ þ þ þ þ

HLA-A*03:01 VLKGVKLHY þ þ þ þ þ þ

HLA-A*24:02 VYHKNNKSW  + – – – – 
HLA-A*24:02 TFEYVSQPF þ þ þ þ þ þ

HLA-A*24:02 PYRVVVLSF þ þ þ þ þ þ

HLA-A*26:01, HLA-B*08:01 ESNKKFLPF þ þ þ þ þ þ

HLA-A*26:01, HLA-B*39:01 WTFGAGAAL þ þ þ þ þ þ

HLA-B*07:02 LPFNDGVYF þ þ þ þ þ þ

HLA-B*08:01 KIYSKHTPI þ þ þ þ þ þ

HLA-B*08:01 FNATRFASV þ þ þ þ þ þ

HLA-B*08:01 FRKSNLKPF þ þ þ þ þ þ

HLA-B*08:01 NSHRRARSV  + – – – – 
HLA-B*27:05 VRFPNITNL þ þ þ þ þ þ

HLA-B*39:01 YQPYRVVVL þ þ þ þ þ þ

HLA-B*40:01 FEYVSQPFL þ þ þ þ þ þ

HLA-B*40:01 AEIRASANL þ þ þ þ þ þ

HLA-B*40:01 KEIDRLNEV þ þ þ þ þ þ

HLA-B*58:01 TSVDCTMYI þ þ þ þ þ þ

HLA-B*58:01 FAMQMAYRF þ þ þ þ þ þ

HLA-B*58:01 YIKWPWYIW þ þ þ þ þ þ

HLA-A*24:02, HLA-B*58:01 IAIPTNFTI + – + + + +

HLA-B*07:02 SPRRARSVA + – + + – – 
HLA-B*07:02 IPTNFTISV + – + + + +

HLA-A*03:01 GTIADYNYK – – – + – – 
HLA-A*01:01, HLA-A*03:01, HLA-B*58:01, HLA-B*15:01 RSYSFRPTY – – – – – +

HLA-A*03:01 GVYFASIEK – – – – – +

HLA-A*03:01 NLAPFFTFK – – – – – +

HLA-A*03:01 VLKGVKLHY – – – – – +

HLA-A*24:02 IYSKHTPII – – – – – +

HLA-A*24:02 YNLAPFFTF – – – – – +

HLA-B*08:01 QLSSKFGAI – – – – – +

HLA-B*15:01 SVLYNLAPF – – – – – +

(+) Indicate the presence of CTLs epitope; (− ) Indicate the absence of CTLs epitope; Conserved CTLs epitope in all SARS-CoV-2 VOCs are shown in 
bold. 
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SARS-CoV-2 spike protein, as shown in Fig. 1. 

3.6. Population coverage of a putative MEV candidate 

We used the IEDB tool to analyze population coverage of MHC-I and MHC-II alleles based on epitopes. MHC-I and MHC-II epitopes 
obtained from all VOCs showed promising results from the population coverage analysis, as shown in Supplementary Fig. S6. 

3.7. Physiochemical properties of a putative MEV candidate 

Several physicochemical parameters were calculated using the ProtParam tool. The putative MEV candidate with molecular weight 
~63.20 kDa and theoretical isoelectric (PI) ~ 9.71 shows an aliphatic index of 87.92, indicating the protein is thermostable. Moreover, 
the protein was classified as stable based on the instability index (II) value of 25.38. In addition, a putative MEV candidate estimated 
half-life in different organisms, viz., >10 h in E.coli, >20 h in yeast, and 30 h in mammalian reticulocytes. The putative MEV candidate 
shows a suitable physicochemical landscape for a stable, safer MEV candidate. 

3.8. Secondary and tertiary structure prediction of a putative MEV candidate 

The putative MEV candidate secondary structure was predicted using the SOPMA secondary structure prediction method. The 
putative MEV candidate has an alpha helix of 49.83 %, an extended strand of 20.63 %, a beta-turn of 7.34 %, and a random coil of 
22.20 %, as shown in Supplementary Figs. S7(A–B). Further, the putative MEV candidate solubility was predicted via a protein-sol 
server. The putative MEV candidate showed a scaled solubility value of 0.503) Supplementary Fig. S7(C). The putative MEV candi
date raw tertiary and refined tertiary structure were shown in Supplementary Figs. S7(D–E). Furthermore, PSIPRED server 4.0 also 
showed a suitable secondary structure of a putative MEV candidate as shown in Supplementary Figs. S8(A–B). 

3.9. Tertiary structure validation of a putative MEV candidate 

The putative MEV candidate refined structure was validated using PROSA, ERRAT, and PROCHECK web servers. ERRAT server 
reveals an overall quality factor 86.28 % of a putative MEV candidate, as shown in Supplementary Fig. S9(A). The PROSA server output 
suggests putative MEV candidate have a good protein structure, having a z-score value of − 7.17 Supplementary Figs. S9(B–C). The 
Ramachandran plot obtained from the PROCHECK server showed that 93 % of residues belonged to the most favoured region, 4.9 % in 
the additional allowed area, 1 % in the generously allowed region, as shown in Supplementary Fig. S9(D) and only 0.6 % lied in the 
disallowed region as given in Table 4. 

3.10. Di-sulfide modifications in a putative MEV candidate 

For disulfide modification, the DbD2 server showed 63 pairs of residues capable of making disulfide bonds. We have used only 
residues with less than 2.5 values for disulfide bond formation in a putative MEV candidate. Five disulfide bonds were formed, 
satisfying the above criteria, as shown in Supplementary Fig. S10. 

3.11. Molecular docking of a putative MEV candidate 

Molecular docking of a putative MEV candidate was carried out to evaluate the binding with Toll-like receptor-4 (TLR-4 PDB 
ID.3FXI), HLA molecules, namely HLA class I histocompatibility antigen, B-8 alpha chain (PDB ID. 6P2F), and HLA class II histo
compatibility antigen, DR alpha chain (PDB ID. 3C5J). With a putative MEV candidate, the ClusPro server predicted 29 models each for 
TLR-4, HLA class I histocompatibility antigen, and HLA class II histocompatibility antigen. Minimum binding scores of − 1337.9, 
− 1265.3, and − 1330.7 were achieved in the case of TLR-4, HLA class I histocompatibility antigen, B-8 alpha chain, and HLA class II 
histocompatibility antigen respectively. Furthermore, the binding of a putative MEV candidate among different antigenic receptors 

Fig. 1. Schematic representation of the developed multi-epitope vaccine (MEV) candidate. The N-terminal region consists of CTxB, which is linked 
to the PADRE sequence using an EAAAK linker. Moreover, two different types of linkers, AAY and GPGPG, were used to join various CTLs and CD4+

immunogenic epitopes. Additionally, a KK linker was used to join CTLs and CD4+ immunogenic epitopes. The C-terminal region has a PADRE 
sequence which is linked to CD4+ immunogenic epitopes via a KK linker. 
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was validated using the HDOCK server. It provided the best models for TLR-4, HLA class I histocompatibility antigen, and HLA class II 
histocompatibility antigen, having minimum binding energy of − 386.28, − 329.64, and − 286.44, respectively Fig. 2(A–F). 

3.12. Molecular dynamics simulation analysis of a putative MEV candidate 

The RMSD value obtained from the WEBGRO server ranges from 0.4 to 1.25 nm on 50 ns runs and has stable confirmation. The 
stability of the complex is higher due to the presence of many stable bonds in HLA class II histocompatibility antigen and a putative 
MEV candidate. The molecular dynamic simulation of HLA class II histocompatibility antigen, and putative MEV candidate complex 
RMSD, RMS, is shown in Supplementary Figs. S11(A–B). 

3.13. Normal mode analysis (NMA) of a putative MEV candidate 

Normal mode analysis (NMA) is a powerful computational method. A variety of new algorithms have been developed in recent 
years, especially the coarse-grained NMA, which enables simulations of supramolecular complexes at unprecedented levels of reso
lution and length scales [53]. The normal mode analysis of HLA class II histocompatibility antigen with putative MEV candidate 
revealed various properties like deformability, B-factor, elastic network, Eigenvalue, variance, and covariance map. The Eigenvalue 
was 9.593398e-05, which indicated the motion stiffness of molecules. The complex elastic map, as shown in Fig. 3(A–D), represents the 
relationship between the atoms of big molecules. Moreover, normal mode analysis performed for the HLA class I histocompatibility 
antigen, and TLR-4 molecules showed a similar pattern with TLR-4 and MEV candidate Supplementary Figure S12(A-D)-13(A-D). 

Table 4 
Ramachandran plot illustrating the amino acid residue distribution of a vaccine candidate.  

Amino acid positions Residue number Percentage % Total 

In most favoured region 477 93.5 477 
Addition allowed region 25 4.9 25 
Generously allowed region 5 1 5 
Disallowed region 3 0.6 3 
End-residues NA 2 
Glycine residues 33 
Proline residues 27 
Total residues   572 

NA: Not Available. 

Fig. 2. Docked poses of a putative MEV candidate with different immunological receptors molecules. (A) Docked complex of putative MEV 
candidate (green colour) with HLA class I histocompatibility antigen, B-8 alpha chain (blue colour) using ClusPro server. (B) Docked complex of 
putative MEV candidate (green colour) with HLA class I histocompatibility antigen, B-8 alpha chain (blue colour) using HDOCK server (C) Docked 
complex of putative MEV candidate (green colour) with HLA class II histocompatibility antigen, DR alpha chain (blue colour) using ClusPro server 
(D) Docked complex of putative MEV candidate (green colour) with HLA class II histocompatibility antigen, DR alpha chain (blue colour) using 
HDOCK server (E) Docked complex of putative MEV candidate (green colour) with TLR-4 (Blue colour) using ClusPro server (F) Docked complex of 
putative MEV candidate (green colour) with TLR-4 (Blue colour) using HDOCK server. 
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3.14. Immune simulation profiling of putative MEV candidate 

C-IMMSIM web server was utilized to evaluate the ability of a putative MEV candidate to induce various types of immune cells, 
namely T-cells, B-cells, Natural killer cells, etc. After the putative MEV candidate administration, antibody concentration rapidly 
increased, thereby indicating an immune response. Additionally, the B-cell population was expanded and showed memory B-cells after 
administration. Similarly, the number of Cytotoxic T-lymphocytes elevated after 8 days of putative MEV candidate administration and 
declined after ~20 days, as shown in Fig. 4(A–L). 

Consequently, the TH-cell population surged after the putative MEV candidate administration. Moreover, the number of TH-cells 
remains at ~1000 after 350 days of administration. In correspondence with T-cells and B-cells, the number of natural killer cells and 
dendritic cells also increased after putative MEV candidate administration. Apart from various immune cells, cytokines like IFN-g, 
TGF-b, and IL-10 were also elevated. The level of the IFN-g showed a high concentration of about ~1 × 106 ng/ml after the first 
dose of a MEV candidate. 

3.15. In silico cloning of MEV candidate in pET28a (+) vector 

In the course of codon adaptation, the Java Codon Adaptation Tool server was used, and the protein sequence was reverse tran
scribed into nucleotide sequences and optimized for cloning and expression in E. coli (K12 strain), as shown in Supplementary Fig. S14. 
Consequently, optimized sequences showed CAI-value ~0.912 and GC% ~51.22 %. 

3.16. Conservancy of MEV epitopes in SARS-CoV-2 VOCs and omicron sublineages 

In designing our putative MEV candidate, we utilized 23 CTL epitopes, which were conserved across the Wuhan, alpha, beta, 
gamma, delta, and omicron variants as provided in Supplementary Fig. S15. These CTL epitopes are 100 % conserved in the afore
mentioned reference sequences of VOCs. In case of CTLs epitopes, 207 amino acid residues are predicted as a part of the epitopes; 
however, 04 amino acid residues were changed due to point mutations. Additionally, we evaluated the conservancy of these CTL 
epitopes within the sublineages of the Omicron variant, finding that the overall conservancy rate is approximately 93.66 %. 
Furthermore, our putative MEV design incorporates 7 HTL epitopes, with 2 epitopes being conserved across the Wuhan, alpha, beta, 

Fig. 3. Normal mode analysis of docked complex of putative MEV candidate with HLA class II histocompatibility antigen, DR alpha chain to show 
their stability. (A) Deformability plot of putative MEV candidate with HLA class II histocompatibility antigen, DR alpha chain docked complex 
reveals that maximum deformability in atom index ~750. (B) The putative MEV candidate with HLA class II histocompatibility antigen, DR alpha 
chain docked complex associated to each normal mode represents the motion stiffness. The higher Eignvalue of docked complex indicate large 
amount of energy required to deform structure. (C) The elasticity network model of putative MEV candidate with HLA class II histocompatibility 
antigen, DR alpha chain docked complex represent the connections between pairs of atoms using springs. Each node in the graph represents a spring 
connecting two atoms, with the node’s color indicating the spring’s stiffness. Darker nodes represent stiffer springs, while lighter nodes indicate 
softer springs. (D) The covariance matrix of putative MEV candidate with HLA class II histocompatibility antigen, DR alpha chain docked complex 
demonstrates the interdependence between pairs of residues, indicating whether they exhibit correlated (red), uncorrelated (white), or anti- 
correlated (blue) anti-correlated (blue colour) in motions. 
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gamma, delta, and omicron, as well as omicron sublineages. Subsequently, 126 amino acid residues are predicted as a part of the 
epitopes. However, 08 residues were alerted due to point mutation and deletion. In addition, the total percentage of amino acid 
residues conservancy in putative MEV candidate epitopes is about 97 %. 

3.17. Comparison of the putative MEV candidate with other candidate 

Our proposed putative MEV candidate shows a suitable landscape to provide protection against the omicron and other SARS-CoV-2 
VOCs. Further, we compare the various properties of our designed putative MEV candidate with the existing studies, as shown in 
Supplementary Table S10. 

4. Discussion 

With the increased number of SARS-CoV-2 variants, there is a need to identify conserved epitopes against existing and emerging 
SARS-CoV-2 variants. Using bioinformatics tools to design peptide-based vaccines has become increasingly important due to the 
advancement of computational-aided sequence-based technology. A potential pipeline of viral targeting tools has already been 
demonstrated with peptide-based vaccines, such as those developed for dengue, chikungunya, and rhinovirus [54]. Several mutations 
in the genome of SARS-CoV-2 result in multiple resistance against various vaccines. Therefore, this study focuses on designing a MEV 

Fig. 4. In-silico immune simulation of putative MEV candidate using C-IMMSIM server using 3 injection at different time interval (0th, 30th and 
60th day). (A) initially on 0th day MEV candidate (~700000 antigen count/mL) the level of immunoglobulin (IgM, IgG1, IgG2, IgM + IgG, and IgG1 
+ IgG2) Ab titers were low at arbitrary scale, later on 30th and 60th days the level of immunoglobulin (IgM, IgG1, IgG2 IgM + IgG, and IgG1 +
IgG2) Ab titers increases significantly about ~200000 and ~320000 respectively at arbitrary scale. (B) In case of B lymphocyte population, the 
number of B-Memory cells (y2) increases after the each injection while the number of B-not Memory cells decline. Additionally the number of B- 
isotype IgM cells population increases. (C) In total population of different types of B-cell (cells per mm3); the number of active and duplicating B- 
cells population increases after each injection. (D) The population of TC lymphocyte count increases ~1115 after the 0th day injection and comes to 
normal level (E) The number of the active TC-cells increases after the 0th day injection and remained high during the 30th and 60th day injection 
while the number of resting TC-cells declined after 0th, 30th and 60th days injection. (F) The population of T-helper (TH) lymphocyte after 0th day 
injection the number of TH not Mem increases more compare to the TH mem (Y2) cell type while after 30th and 60th days injection the number of 
TH mem (Y2) remain high in compare to TH not Mem cell type. (G) Total number of TH cells: after 0th day injection the number of active and 
duplicating TH cells increases while the number of resting TH cells declined after 30th day injection. (H) Total population of Natural killer cells 
(cells per mm3), after 0th, 30th and 60th day injection the population of Natural killer cells increases (I) Dc cells population per state mm3 

(internalized, presentating-1, presentating-2, active, resting). (J) MA population (cells per stage mm3) after the each injection the population of 
active and resting MA cells population increases. (K) In case of EP population (cells per state mm3) there is no much variation was observed in active 
EP population. (L) Concentrations of cytokines and interleukins after three injections (0th, 30th and 60th day); After the each injection the IFN-G 
concentration ~1 × 106 ng/mL while the TGF-b concentration about 2 × 105 ng/mL. Additionally, the concentration of the concentration of IL-2 
~1.8 × 106 after 30th day injection. 

A. Rastogi et al.                                                                                                                                                                                                        



Heliyon 10 (2024) e35129

11

candidate that contains conserved epitopes in different SARS-CoV-2 VOCs. 
In this study, 12 MHC-I binders were predicted from S-protein. From 12 MHC binders, we found 2 binders, namely AAYYV

GYLQPRTF and SVTTEILPVSMTK, have previously been experimentally reported in IEDB [55]. Moreover, the FSTFKCYGVSPTK and 
SYQTQTKSHRRAR binders were identified through computational analysis [56,57]. Additionally, the remaining eight binders were 
not previously reported and are considered novel binders. In the case of M protein, RLFARTRSMWSFN binder was experimentally 
validated in IEDB. Furthermore, the remaining nine binders have not been reported prior to this study and are therefore identified as 
novel. 

In the case of CD8+ immunogenic epitopes, we found 12 immunogenic epitopes from S-protein that included eight novel immu
nogenic epitopes, and the remaining four epitopes were reported in various studies. SVTTEILPVSMTK and AAYYVGYLQPRTF 
immunogenic epitopes were reported experimentally in IEDB [55] while two epitopes, FSTFKCYGVSPTK and SYQTQTKSHRRAR 
computationally reported [56,57]. Additionally, eight binders had not been reported before and are consider as novel. The details of 
CD8+ immunogenic epitopes from E and M proteins are in Supplementary Table S3. 

For MHC-II, 41 binders were anticipated from S-protein, from which eight were novel, and 33 were reported in IEDB [58]. We 
found five of the eight novel binders exclusively in the delta variant. The FLVLLPLVSSQCVNF binder was present in two VOCs, while 
the IGINITRFQTLHRSY binder was detected solely in the beta VOC. Moreover, the QYGSFCTQLKRALTG novel binder was uniquely 
present in the omicron VOC. Similarly, 12 new binders for the M-protein were identified, among which the LVIGFLFLTWICLLQ binder 
was found in all VOCs. The EQWNLVIGFLFLTWI binder was present in five VOCs. Conversely, the ITGGIATAMACLVGL binder was 
exclusively detected in the delta variant. Furthermore, Nine MHC-II binding epitopes were novel and exclusively found in the Omicron 
variant. The binders for M-proteins are listed in Supplementary Table S4. 

In the case of CD4+ immunogenic epitopes, a total of 8 immunogenic epitopes were predicted from S-protein that include three 
novel immunogenic epitopes viz. IGINITRFQTLHRSY, and GNYNYRYRLFRKSNL and FLVLLPLVSSQCVNF. However, five CD4+

immunogenic epitopes were experimentally reported in IEDB. Additionally, we identified nine epitopes within the E-protein, which 
have been reported in multiple studies [59–62]. In case of M protein, 12 CD4+ immunogenic epitopes were predicted out of which, 
seven epitopes were reported. Five novel epitopes TCFVLAAVYRINWIT, TLTCFVLAAVYRINW, LTCFVLAAVYRINWI, 
PVTLTCFVLAAVYRI, and IKLIFLWLLWPVTLT were present only in omicron. 

Moreover, 41 CTL epitopes were predicted from S-protein, out of which eight epitopes were novel, and the remaining were reported 
in the literature and IEDB [63–65]. From the 8 epitopes, two novel epitopes were common in all VOCs and Wuhan strain: three epitopes 
in omicron, 1 epitope in Alpha, one epitope in Wuhan and alpha, one epitope in gamma. The RSYSFRPTY epitope was found in only 
omicron due to the substitution of Q494R, G497S, and Q499R. Moreover, the GVYFASIEK peptide epitope was identified due to the 
mutation of T96I. In addition, six and 14 CTL epitopes were predicted from the E and M protein respectively.in case of M-protein novel 
LWPVTLTCF epitope present in omicron VOC. Remaining all the CTLs epitopes were experimentally validated. In addition, the details 
of E and M protein CTL epitopes were provided in Supplementary Table S6. 

In addition, S-protein CTL epitopes and HTL immunogenic epitopes were used to design the putative MEV candidate against all 
VOCs and the Wuhan strain. Our designed putative MEV candidate included common CTL epitopes (23) and 7 HTL (CD4+) immu
nogenic epitopes derived from all VOCs as well as the Wuhan strain along with various adjuvants (CTxB, PADRE sequence) and peptide 
linkers. Moreover, EAAAK linkers were used to join the CTxB and the PADRE sequence to the N-terminal, followed by an epitopes. The 
PADRE sequence also plays a significant role in boosting CTL reaction against various antigens [34]. Furthermore, multiple linkers like 
AAY, GPGPG, and KK were used to fuse epitopes. 

ExPasy ProtParam server output reveals that the putative MEV candidate was stable according to the aliphatic index of 87.92; since 
the aliphatic index was higher, this implies greater thermostability of the MEV candidate [66]. In addition, the instability index of a 
putative MEV candidate is 25.38 based on an instability index of less than 40; it represents the stable character of the MEV candidate 
[66]. Moreover, the Prot-Proam result indicates that the design putative MEV candidate physiochemical properties are better than the 
previously reported studies [67,68]. Protein-sol reveals that the putative MEV candidate is water-soluble, comparable to previously 
reported similar results [34]. 

The SOPMA and PSIPRED reveal that putative MEV candidate form a good-quality secondary structure. Additionally, our proposed 
putative MEV candidate shows a better ERRAT score (86.28) and Z-score (− 7.17) than previously reported studies [34,67,69–71]. 
Furthermore, the Ramachandran plot showed a preferable structure. The molecular docking analysis reveals that the putative MEV 
candidate effectively binds with three molecules: Toll-like receptor-4, HLA class I histocompatibility antigen, B-8 alpha chain, and HLA 
class II histocompatibility antigen, DR alpha chain. TLR-4 significantly contributes to the induction of pro-inflammatory response, and 
both MHC-I and MHC-II help in antigen presentation for immune cells [72]. The ClusPro model showed the lowest binding score of 
− 1337.9, − 1265.3, and 1330.7 for TLR-4, HLA class I histocompatibility antigen, B-8 alpha chain, and HLA class II histocompatibility 
antigen, DR alpha chain, respectively. The HDOCK server also provided models with the lowest docking scores, − 386.28, − 329.64, 
and 286.44 for TLR-4, HLA class I histocompatibility antigen, B-8 alpha chain, and HLA class II histocompatibility antigen, DR alpha 
chain. The results of clusPro (− 1337.9) and HDOCK (− 312.89) for TLR-4 were better than the previously reported lowest binding score 
[34,71,73]. 

The NMA provides properties like Eigenvalue, deformability, B-factor, covariance, and elastic network. In each NMA, an eigenvalue 
is assigned to represent the stiffness of the motion. Eigenvalues are directly related to the energy needed to deform a structure. 
Deformation becomes easier with a lower eigenvalue. Moreover, molecular dynamics and normal mode analysis revealed a stable 
docking complex. 

Interestingly, our putative MEV candidate can induce an immune response against all the SARS-CoV-2 VOCs. Additionally, the 
putative MEV candidate induced a significant secondary response compared to the primary response. Even after 300 days, the 
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population of memory T-cells and B-cells remains ~1000 and ~200 (cells per mm3), respectively. The C-IMM-SIM results indicated the 
immune response of the putative MEV candidate and compared this result with the previously reported study [34]. Furthermore, we 
have checked the putative MEV candidate epitopes amino acid residue conservancy in omicron variant sublineages. The overall 
conservancy of amino acid residues in a MEV candidate is about 97 % in omicron sublineages. The major advantage of the study is that 
we have predicted binders/epitopes from spike, membrane and envelope proteins and analyze their conservancy among SARS-CoV-2 
VOCs. Our predicted novel binders/epitopes increase the repertoire against all VOCs of SARS-CoV-2. Furthermore, 23 conserved CTL 
epitopes and 7 HTL (CD4+) epitopes derived from spike protein were used to design a MEV candidate that might be capable of inducing 
innate and adaptive immune responses. The advantage of our designed putative MEV candidate containing conserved epitopes is that 
they may protect against SARS-CoV-2 omicron and other emerging VOCs to mitigate the COVID-19 pandemic. 

5. Conclusion 

In this study, we have predicted various peptides/epitopes from various proteins of SARS-CoV-2 VOCs. We compared our predicted 
binders/epitopes in the Immune Epitope Database (IEDB) and literature. We found experimental evidences of about 79 out of 208 
epitopes/binders in IEDB. This demonstrate the utility of our approach for predicting epitopes/binders. Furthermore, in this study 
there are 71 novel epitopes/binders are identified. These include novel 17 MHC-I, 20 MHC-II, 17 CD8+, 8 CD4+, and 9 CTLs epitopes/ 
binders. In addition, we have also developed a putative MEV candidate against recently emerged VOCs and the Wuhan strain. Our 
designed putative MEV candidate has antigenic, non-allergic, and relevant physicochemical properties that fulfill vaccine re
quirements. Additionally, the validation of its structural integrity reveals a stable structure. Moreover, molecular docking and mo
lecular dynamics analysis reveal that putative MEV candidate shows binding affinity and stable interactions with various immunogenic 
receptors. The immune simulation analysis has shown that putative MEV candidate can elicit a good immune response. Subsequently, 
the overall conservancy of amino acid residues in a MEV candidate is about 97 % in sublineages. However, MEV candidate must be 
validated through in vitro and in vivo tests on animals and human clinical trials to ensure its efficacy. A conserved putative MEV 
candidate may effectively combat present VOCs and future emerging strains of SARS-CoV-2. 
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