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Abstract
Objectives: To predict the structure of L-HBsAg envelope protein of Hepati-
tis B Virus and its evolutionary relationship. Methods: Bioinformatics Com-
putational methods were used for the structure prediction and evolutionary
conservation analysis of large envelope protein of Hepatitis B virus (L-HBsAg).
Structure prediction L-HBsAg envelope protein was done using Multi-template
homology modeling method using Schrodinger software. Phylogenetic tree
was constructed by MEGA tool to identify protein similarity of L-HBsAg protein
with other genotypes of HBV. Findings: Modelled structure of L-HBsAg pro-
tein shows that this protein has single alpha-helix and loop structure. Multi-
ple sequence alignment result shows that L-HBsAg belongs to family of vMSA
(pfam00695, major surface antigen from hepadnavirus) conserved domain.
Phylogenetic tree reveals that L-HBsAg shows similarity with other proteins of
HBV protein like preS protein and envelope protein. Novelty: Structural anal-
ysis identifies the binding properties of L-HBsAg protein. This study concluded
that large envelope protein of HBV can be potent drug target for designing a
novel drug.
Keywords: LHBsAg; HBV; evolutionary analysis; structure prediction; dane
particles

1 Introduction
Hepatitis B is infection of liver caused byHepatitis B Virus (HBV) and it infectsmillions
of people worldwide. (1) Infections can be transferred from infected person to healthy
person and can cause severe illness. (2)It can be caused by contaminated needles, body
fluids, blood contact, mother to infants, semen’s etc. Infected people show different
symptoms like illness, vomiting, headache, fatigue, jaundice, fever, weakness etc. (3)

Hepatitis BVirus is aDNAvirus and that encodes proteins responsible for its survival
and development. HBV Genome carries genes that encodes outer envelope and inner
core of the virus. (4) HBV outer core include surface proteins called as HBV surface
antigen protein or HBsAg. It can be easily detected in blood of infected persons and
positive test indicates infections with HBV virus. (5)

Inner core of HBV contains core protein called as HBcAg that encodes for the
functional proteins that are responsible for HBV survival, replication and infection (6).
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HBV genome and its lifecycle has been highly studied to understand the mechanism and mode of infection. HBV infects the
liver and then its integrates into the nuclear genome of liver cell and uses its mechanism for the production of more HBVs and
causes severe infection (7). Even though the genome andHBVhas been highly studied but itsmode of infection is not completely
understood (8). Despite the availability of vaccine against HBV infection there are cases wherein people get infected hence more
research is required to completely understand the genome complexity and mechanism of HBV.

It is important to study all the proteins that are expressed by HBV to unlock the potential of these proteins as drug targets
and possibility that these target proteins can be used for drug development. HBV proteins can be categorized into core proteins,
surface proteins, polymerase and Polymerase proteins (9)Figure 1 shows the HBV genome as retrieved from KEGG genome
database it shows the different class of proteins that are expressed by HBV genome. The envelope is made up of three proteins
the large HBsAg (L-HBsAg), middle (M-HBsAg), and major HBsAg (S-HBsAg) all encoded by S gene. Among it the L-HBsAg
protein and the M-HBsAg are minor proteins and S-HBsAg is the major protein. (10) The three proteins are embedded in a lipid
bilayer originating from the host cell. Each surface protein has a glycosylation site in the S domain. Additional modifications of
the L and M proteins occur at the pre-S2 domain with an N-linked oligosaccharide and a myristic acid at the amino-terminal
glycine residue of the pre-S1 domain. (11)

Fig 1. Genome of HBV retrieved from KEGG Database (PATHWAY: map05161, https://www.genome.jp/entry/pathway+map05161)

The large and the middle envelope protein are majorly involved in viral infection process. In HBV-infected patients, the
content of circulating pre-Si antigen is paralleled by that of viral DNA suggesting that the LS protein has a role in the assembly
of Dane particles. (12) The structures of the three envelope proteins suggest that they interact with each other to allow the
assembly of particles, but the mode of this interaction and the role that each protein plays in the assembly process have not
yet been elucidated. (13) Therefore, it is of interest to document the structural and evolutionary conservation analysis of large
envelope protein molecular model of Hepatitis B virus (L-HBsAg) and Table 1 shows the list of proteins that are widely studied,
and information has been submitted in protein database UniProt (https://www.uniprot.org/).

Table 1. List of HBV proteins and gene encoding, length of protein and UniProt Accession ID
S.No Protein Name Gene Name Length (amino acid) UniProt ID
1 HBc antigen HBc C 183 A0A679DQ48
2 External core antigen (HBe antigen) c 80 A0A0N9JUK8
3 Large Envelope Protein S PreS1, preS1, preS1/S2/S, preS2 400 Q99HV3
4 Main protein S OG17, OG18, OG22, OG25, OG27 226 Q9W966
5 Surface protein (S protein) OG34 OG26, OG30, S, s 226 Q9DHB4
6 HBsAg S s, HBVgp2 226 Q9PX80
7 Small surface antigen s 226 Q04258
8 Polymerase protein P 843 Q69028

Detailed study of HBV genomes and proteins in protein databases shows that despite of sequence deposition and detailed
sequence information there is no structure information for proteins (14). Protein structural details are very important to
examine the functional property of proteins. Proteins structures gives detailed information about functional and binding
property of protein. To elucidate the drug protein interaction prediction of protein structure becomes very important when
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the experimental structure from X-ray or NMR is not available.
Sequence information decodes all the information required for the survival, production, and existence of any organism and

so with viruses also. Sequence information can be used for prediction of sequence similarity and phylogenetic analysis. Current
research had been done to understand the origin and diversity of HBV and to study genome conservation and variation.

Bioinformatics has enabled us to study the proteins’ structure, function, evolutionary relationship etc. with significant
analysis and careful investigation critical functions can be studied that can be helpful in wet lab experiments and can be used
for drug design also. With this in this current research detailed analysis of HBV protein has been done to elucidate the protein
structure function and evolutionary relationship of L-HBsAg.

2 Materials and Methods
The protein sequence of L-HBsAg envelope protein was retrieved from UniProt database (https://www.uniprot.org/) with
UniProt id A8CEJ1 of L-HBsAg envelope protein. Structure prediction of L-HBsAg was done by multi-template homology
modelling method using Schrodinger software. (15) Methodology along with the software’s used for structure and phylogenetic
tree prediction has been shown in Figure 2. Structural verification of modeled structure and statistical analysis was done by
Ramachandran plot using SAVES server (https://saves.mbi.ucla.edu/ ) (16)

Fig 2.Methodology adopted for homology modeling and evolutionary analysis

BLASTP tool (https://blast.ncbi.nlm.nih.gov/ ) was used to identify homologs of L-HBsAg protein, and Multiple Sequence
Alignment (MSA) was done between homologous sequences obtained from BLASTP using CLUSTAL omega tool (https://ww
w.ebi.ac.uk/Tools/msa/clustalo/) (17). MSA data was used to construct phylogenetic tree using clustal phylogeny tool (http://w
ww.ebi.ac.uk/Tools).

3 Result and Discussion

3.1 Homology Modeling of L-HBsAg

Homology modeling of L-HBsAg protein was done using Multi Template Homology Modeling Method using Prime tool (18) of
Schrodinger software. This method was used to build structure of query protein on the basis of three homologous proteins
structures because different regions show similarity with different protein. So to obtain complete protein structure three
templates were used. Three templates viz, 1WZ4_A, 1KCR_P and 4HIC_A were identified for structure prediction of L-HBsAg
envelope protein. Details of these template proteins were shown in Table 2 and alignment between these templates are shown
in Figure 3.

Figure 4 shows the modeled structure of L-HBsAg envelope protein. Structural analysis shows that this protein has single
alpha-helix and loop structure. Structural verification of modeled L-HBsAg was done using Ramachandran plot analysis using
SAVES server and shown in Figure 5. Ramachandran plot analysis of L-HBsAg envelope protein shows that only two amino
acids viz Asp -133 and Gly-144 were in disallowed region and all the other residues are in allowed region. It shows that modeled
structure is stable and can be used for further study like docking, ligand identification, ligand -protein interaction study etc.
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Table 2. List of templates used for homology modeling of L-HBsAg envelope protein
S.
no

Template
id

Description Identi-
ties

Posi-
tives

1 1WZ4_A Solution Conformation of adr subtype HBV Pre-S2 Epitope 95% 100%
2 1KCR_P Crystal Structure of antibody PC283 in complex with PS1 peptide 93% 93%
3 4HIC_A Crystal structure of the potential transfer protein TraK from Gram-positive conjugative

plasmid pIP501
92% 92%

Fig 3.Multi templatehomology modeling of L-HBsAg envelopeprotein ( UniProt Id A8CEJ1)

Fig 4.Modeled structure of L-HBsAg envelope protein

Fig 5. Ramachandran plotanalysis of L-HBsAg envelope protein for structural verification andidentification of outlier amino acids. As shown
in Ramachandran plot only twoamino acid viz Asp -133 and Gly-144 were in disallowed region.
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3.2 Multiple Sequence Alignment (MSA)

MSA of L-HBsAg protein was done using MEGA tool (19) and shown in Figure 6. Phylogenetic tree was constructed to identify
protein similarity of L-HBsAgproteinwith other genotypes ofHBV.BLASTP andMultiple SequenceAlignment (Figure 6) result
shows that L-HBsAg belongs to family of vMSA (pfam00695, major surface antigen from hepadnavirus) conserved domain.

Fig 6.Multiple sequence alignment of L-HBsAg envelope protein that shows the conserved region (green) and gap region (white)

Phylogenetic tree was constructed using UPGMA method and detailed analysis of this evolutionary tree reveals that L-
HBsAg shows similarity with other proteins of HBV protein like preS protein and envelope protein as shown in Figure 7

Fig 7. Phylogenetic tree of L-HBsAg envelope protein and its similarity with other organism

4 Conclusion
In this research, structural and evolutionary conservation analysis of large envelope protein molecular model of Hepatitis B
virus (L-HBsAg) was done since is it is important protein that causes infection. Detailed analysis was done to gain insight in to
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the evolutionary biology of L-HBsAg protein that can help to design potential inhibitors. Further Phylogenetic analysis shows
that L-HBsAg protein is conserved in wide family of Hepatitis Viruses. Evolutionary analysis shows that L-HBsAg is evolved
from Tibetan frog hepatitis B virus. This study concluded that large envelope protein of HBV can be a potent drug target for
designing a novel drug for Hepatitis B.
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