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Abstract - Wolbachia surface protein (WSP) is an eight beta-barrel, trans-membrane structure, which participates in host immune
response, cell proliferation, pathogenicity and controlled cell death program. The current study employs the bio-informatics tool to
unravel the structural and functional properties of the WSP infecting drosophila. The present study was focused on sequence analysis,
insilico prediction of the secondary and tertiary structure of wsp sequence. Sequence analysis and physiochemical properties revealed
that this protein is highly stable, negatively charged and having more hydrophobic regions. SOPMA was used to predict secondary
structure of wsp, which revealed that the protein contains more of random coils and extended strands than alpha helix and beta sheets.
SVM prot analysis revealed the functionality of protein including the details of metal binding sites. Multiple sequence alignment was
performed using MUSCLE server which revealed highly conserved regions. The RNA structure was predicted by using Genebee
service software, a set of homologous sequences as the stems with their free energy. The protein orientation and trans-membrane
region was predicted using TMpred, which will be useful for drug designing. The predicted 3D model was analyzed using Swiss
Model which will be helpful for further structure based studies.
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INTRODUCTION

The genus Wolbachia (Rickettsiaceae) is a group of intracellular, gram-negative and endosymbiontic bacteria that belong to the order
Rickettsiales in the o-subdivision of the class Proteobacteria [35]. The genus Wolbachia comprises a group of maternally inherited
intracellular bacteria that have been identified in a wide range of arthropod hosts. They are parasitic bacteria of invertebrates including
insects, chelicerates, crustaceans, nematodes and dipterans.

Although, Wolbachia usually is vertically transmitted, there are cases of horizontal transmission even across host species [36 & 19].
Wolbachia infection commonly causes reproductive disorders such as feminization, parthenogenesis and cytoplasmic incompatibility,
but also direct morbidity such as neural tissue invasion and destruction [21].

The fruit fly Drosophila melanogaster, offers the ideal opportunity to investigate the host-parasite interaction. Not only is it an
extremely powerful model host for investigating all aspects of infection and immunity [6 & 23], it is also one of the best-developed
model systems for behavioral ecology and genetics [30 & 24]. Wolbachia is present in most natural population of D.melanogaster,
although with variable frequencies of infection [25].

Wolbachia surface protein (WSP), an abundantly expressed protein of Wolbachia, was identified in the endobacteria of
Drosophila spp, and has been characterized for Wolbachia residing in D. immitis [5 & 3]. WSP is a low-molecular-weight protein of
22 kDa. WSP belongs to pfam0617, primarily defined by antibody recognition.

Wolbachia surface protein (WSP) is an eight beta-barrel transmembrane structure which participates in host immune response, cell
proliferation, pathogenicity and controlled cell death program. Recombination has a large impact on diversity of this protein including
positive selection, which is major constraint on protein evolution. In Wolbachia, increased recombination is observed in ankyrin
proteins, surface proteins and in some hypothetical proteins.

The wealth of Wolbachia surface protein sequence information that has been made publicly available in recent years requires the
development of high-throughput proteomics approaches for its analysis. Characterization of proteins of interest from a particular
biological study requires the application of suitable bioinformatics tools to process, annotate and prioritise the data in order to gain
maximum benefit from the results generated.

From a protein function standpoint, transfer of annotation from known proteins to a novel target is currently the only practical way to
convert vast quantities of raw sequence data into meaningful information. New bioinformatics tools now provide more sophisticated
methods to transfer functional annotation, integrating sequence, family profile and structural search methodology.

Present study explored the physicochemical nature, three dimensional structure and detail of interactions and functions of the wsp
structure. The structural characterization of WSP would provide the clues to its biological function, physiological role and is a
prerequisite for the development of new drug targets. The physicochemical and the structural properties of the proteins are well
understood with the use of computational tools by through insilico analysis. The statistics about a protein sequence such as number of
amino acid, frequency is predicted by CLC work bench. Simple Modular Architecture Research Tool (SMART) is a biological
database that is used in the identification and analysis of protein domains within protein sequences [29 & 17]. Sequence length, and
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the physico-chemical properties of proteins such as molecular weight, extinction coefficient, GRAVY, aliphatic index, instability
index, etc., can be computed by ProtParam. The TMpred program makes a prediction of membrane-spanning regions and their
orientation. The algorithm is based on the statistical analysis of TMbase, a database of naturally occurring transmembrane proteins.
The prediction is made using a combination of several weight-matrices for scoring [15]. MUSCLE stands
for Multiple Sequence Comparison by Log- Expectation. The protein 3D model and its characteristics can be predicted by Swiss
model server [32]. Protein homology modeling and analogy recognition is made through Phyre2 online server. Further Computer-
aided techniques for the efficient identification and optimization of novel molecules with a desired biological activity have become a
part of the drug discovery process.

Bioinformatics has revolutionized in the field of molecular biology. The raw sequence information of proteins and nucleic acid can
convert to analytical and relative information with the help of soft computing tools. Prediction of protein function is important
application of bioinformatics. The amino acid sequence provides most of the information required for determining and characterizing
the molecule‘s function, physical and chemical properties. Sequence analysis and physicochemical characterization of proteins using
biocomputation tools have been done by many researchers and reported [2, 18, 26, 20, & 34].

The extensive knowledge available on Drosophila provides a solid base on which to test new hypothesis on host-Wolbachia
interactions. The main objective of this study was to perform physiochemical characterization of the wsp in Drosophila, which are
very much necessary in understanding the Wolbachia -host interactions with special reference to parasitic Wolbachia, which causes
different reproductive anomalies in arthropod hosts. The structural characterization would provide the clues to its biological function,
physiological role and is a prerequisite for the development of integrated pest managements.

Materials and Methods:

Protein sequence retrieval : The Protein Sequences of wolbachia surface protein(15 sequences) were retrieved in FASTA format
from NCBI database (Tablel) .

Amino acid Composition: The amino acid composition of selected proteins were computed using the tool CLC free workbench
(www.clc.bio.com/..../clc-main-workbench), tabulated in (Table-2).

Primary structure analysis: Counts of hydrophobic and hydrophilic residues were calculated from the primary structure analysis by
CLC workbench (Table-3).

Physiochemical parameters: The physiochemical parameters such as theoretical isoelectric point (Ip), molecular weight, total
number of positive and negative residues, extinction coefficient, instability index [8] aliphatic index [7] and grand average hydropathy
(GRAVY) [16] were computed using the Expasy‘s ProtParam server (http://web.expasy.org/protparam/) [22], and tabulated in (Table-
4).

Secondary structure prediction: The secondary structure was predicted by self-optimized prediction method with alignment by
SOPMA server (https://npsa-prabi.ibcp.fr/cgi-bin/npsa_automat.plpage=npsa_sopma.html) [2] (Table-5).

Domain architecture analysis: Domain organization and domain composition was analyzed using Simple Modular Architecture
Research Tool (SMART) (http://smart.embl-heidelberg.de) (Table-6).

SVM prot analysis: The protein function prediction and classification of proteins were analyzed using SVM Prot
(http://jing.cz3.nus.edu.sg/cgi-bin/svmprot.cgi.) (Table-7).

Transmembrane region  prediction;:  Transmembrane helices were predicted by the TMpred software.
(http://www.ch.embnet.org/software/TMPRED_form.html) (Fig-1) (Table-8).

Sequence Homology Analysis: The sequence homology was analyzed by MUSCLE (http://www.ebi.ac.uk/Tools/msa/muscle/) (Fig-
2).

Tertiary structure Prediction: Tertiary structure prediction (Fig-3) of wolbachia surface protein was performed using bioinformatics
tool Phyre2 (www.shg.bio.ic.ac.uk/phyre2/index.cgi).

RNA structure prediction: The protein sequences were reverse transcribed to DNA using Sequence manipulation suite (SMS)
(http://www.bioinformatics.org/sms2/rev_trans.html). The reverse transcribed DNA was converted to RNA using transcriptional and
translational ~ tool  (http://www.attotron.com/cybertory/analysis/trans.html). ~ RNA  structure ~ was  predicted  using
(http://www.genebee.msu.su/services/rna2_reduced.html) (Fig-4).

Swiss model: SWISS-MODEL is a fully automated protein structure homology-modeling server, accessible via the EXPASy web
server or from the program Deep View (Swiss Pdb-Viewer) (http://swissmodel.expasy.org/). The purpose of this server is to make
Protein Modeling accessible to all biochemists and molecular biologists worldwide. (Fig-5)
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(Table 1) - Wolbachia Surface Protein Sequences Retrieved from NCBI

51 Species D Length Protein Sequence
No
1 Drosophila | ABDT5 | 189 VELQYNGEILPLFTEVDGATGARKEKTADTDTTTDLYEASFMAGGGAFGYE
sechellia 4021 DDIEVDVEGLYSQLSEDTLDVAPTPATADSL TAFSGLVINVY YDIAIEDMPITP
YVEVEVGAAYISTPLATAVISQONGEFAFAGQARAGVSYDITPEIEL Y AGAR
YFGSFCAHFDEDTAAASEDEGELEVLYSTVGAEA
2 Drosophila | ABDT5 | 186 VELQYNGEILPLFTEIDGIQETEGEEEDSPLEASFVAGGGAFGY EMDDIRVD
sturtevanti | 4911 VEGLYSWINEDADVVGDTVADNLTAISGLVNVY Y DVAIEDMPITPYIGV GI
GAAYISTPLETAVNEQN SEFGFAGOVEAGVSYDVTPEIELYAGARYFGSY G
AHFDESEEVDEAVGGEETEVTEDAYEVLYSTV
3 Drosophila | ABDT5 | 189 VELQYNGEFLPLFTEIDGITNATGEEED SPLEASFIAGGGAFGY EMDDIREVD
nikananu 490.1 VEGLYSQLSEDTTIINTSEENVADSLTAFSGLVNVY Y DIAIEDMPITPY VGV G
VGAAYISTPLEPAINEQNSEFGFAGQVEAGVEYDVIPEIELYAGARYFGSY G
AHFDESEEVDEAGGGEETEVTEDAYEVLYSTV
4 Drosophila | ABDTS | 183 VELOYNGEVLFFETEIDGIEYEKGTEVHDPLEASFMAGGAAFGY EMDDIEWV
mauritiana | 488.1 DVEGLY 3QLNENDVSGATFTPTTVANSVAAFSGLVN VY Y DIATEDMPITPYV
GVEVGAATISNPSEASAVEDQEEFGFAY QAKAGVSYDVTPEIELY AGARYTF
GEYGASFWEEAVEATEEINVLYSAVGAEA
= Drosophila | ABDT5 | 189 VELOQYNGEFLPLFTEVD GITYEEDESDYSPLEPSFIAGGGAFGY EMDDIREVD
ananassae | 4841 VEGVYSYILNENDVEDVTIFDPANTIADSVTAISGLVNVY Y DIATEDMPITFYIG
VOVGAAYISTPLEPAVNDQESKFGFAGQVEAGVEYDVTPEVELY AGARYF
GEYGANFDGEETDPEDSTEQVIDAGAYEVLY STV
6 Drosophila | ABDT5 | 189 VELQYNGEFLPLFTEVDGITYEEDESDYSPLEPSFIAGGGAFGY EMDDIRVD
arawakana | 4831 VEGVYEYLNENDVEDVTIFDPANTIADEVTAISGLVN VY Y DIAIEDMPITEYIG
VEVGAAYISTPFLEPAVNDQESEFGFAGOVEAGVEYDVIPEVEL Y AGARYF
GEYGANFDGEETDPEDETEQVIDAGAYEVLY STV
7 Drosophila | ABDT5 | 189 VELQYNGEFLPLFTEVDGITYKEEDESDYSPLEPSFIAGGGAFGY EMDDIRVD
simulans 4821 VEGVYSYLNENDVEDVIFDPANTIADSVTAISGLVNVY Y DIATEDMPITFYIG
VOEVGAAYISTPLEPAVNDQESKFGFAGQVEAGVSEYDVIPEVELY AGARYF
GEYGANFDGEETDPENSTGQAADAGAYEVLY STV
8 Drosophila | ABD7S | 189 VELQYNGEFLPLFTEVDGITYKKDESDYSPLEPSFIAGGGAFGY EMDDIEVD
melanogast | 481.1 VEGVY SYLNENDVEDVIFDPANTIADSEVTAISGLVN VY Y DIATEDMFITFYIG
er VEVEAAYISTPLEPAVNDQESEFGFAGOVEAGVEYDVIFEVELYAGARYF
GEYGANFDGEETDPENS TGQAADAGAYEVLY STV
9 Drosophila | ABD7S | 189 VELQYNGEFLPLFTEVDGITYKKDESDYSPLEPSFIAGGGAFGY EMDDIEVD
tropicalis 47901 VEGVYSYLNENDVEDVIFDPANTIADSVTAISGLVN VY Y DIATEDM PITPYIG
VEVGATYISTPLEPAVNDQESKFGFAGQVEAGVSYDVIPEVELYAGARYFG
SYGANFDGEETDPEDSTRQVIDAGAYKVLY STV
10 | Drosephila | ABDT7S | 189 VELOQYNGEFLPLFTEVDGITYEEDESDYSPLEPSFIAGGGAFGY EMDDIEVD
willistoni 478.1 VEGVYSYLNENDVEDVIFDPANTIADSVTAISGLVIN VY Y DIAIEDM PITPYIG
VEVGATYISTPLEPAVNDOQESKFGFAGOVEAGVSYDVIPEVELYAGARYFG
SYGANFDGEETDPEDSTREQVIDAGAYEVLY STV
11 | Drosophila | ABDT5 | 181 VELQYNGEILPLFTEVDGITYEEDNSDYSPLEASFIAGGGAFGY EMDDIEVD
peeudotaka | 4741 VEGVYSYINENDVIDAEFTPDTIADSLTAISGLVNVY YDIAIEDMPITPYIGY
hashii GVGAAYISTPLEDAVNDQESEFSFAGOQVEAGVSYDVIPEVELYAGARYFGS
FGAHFDEDAAAGEDEGELEVLYSTV
12 | Drosephila | ABDT73 | 187 VELOQYNGEVLFLFTEVDNMEIEEGTDDVDPFEASFIGGGAAFGYEMDDIEY
bicornuia 47311 DIEGLYSQINENVNNDEVLTPD TVAGSLTAISGLVNVY YDIAITEDMPITPY VG
VEVEAAYISTPLEDAVNDQESEFGFAGOVEAGVEYDVAPEVELY AGARYF
GEYGANFDESGGEEDEGGHTVLY STVGAEAGVA
13 | Drosephila | AAUDS | 187 SYYVELQYNGEVLPLFTEVDNMEIEEGTDDVDPFEASFIGGDAAFGY EMD
Jumipennis | 6441 DIEVDIEGLY SQLNEN VNN GEALTPDIVAGSLTAISGLVNVY YDIATEDM SITP
YTVEVEVGAAYISAPLNDAVNGQESKEFGFAGQVEAGVSYDVIPEVELYAGA
RYFGSYGANFDESSGEENKEGGHTVLY STVGAEA
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14 | Drosophila | AFPE60 | 182 VELOYNGEILPLFTEIEGIEY EEATDIHNPL EASFIAGGGAFGYEMDDIEVDW
suzukii 12.1 EGLYSQINENDVTGAAFNPDTVADSLTAISGLVN VY Y DIAIEDMPITPFY VGV
GVGAAYISTPLEDAVNDOQESEFGFAGOQVEAGVEYDVTPEVELY AGARYFG
SFGAHFDEDTAAASKEDEGELEVLYSTV
15 | Drosophila | AFPE30 | 184 VELOYNGEFLPLFTEVDGITNATGEEED SPLEASFIA GGGAFGYEMDDIEVD
nigrocirrus | 88.1 VEGLYSWINEDADVVGDTVADNLTAISGLVNVY Y DVAIEDMPITPYIGV GV
GAAYISTPLETPINDQESEFGFAGOQVEAGVSYDVIPEIKL YAGARYFGSY GA
NFDGEETDPEDSTEQVIDAGAYEVLYSTV

(Table 2)- REPRESENTATION OF FREQUENCY OF AMINO ACIDS of WSP

S1No | Amin | AB AB AB AB AB AB AB AB AB AB AB AB AA AFP | AFPS
o D75 (D75 (D75 (D75 (D75 | D75 (D75 (D75 | DTS (D75 | D75 | DTS | U95 | 5601 | 5988,
acid 492, | 491, | 490. | 488, | 454, | 483, | 482, | 481. | 479, | 478, | 474, | 473, | 644, | 21 1

1 1 1 1 1 1 1 1 1 1 1 1 1

1 Alami 014 | 009 ( 009 | 013 | 008 | Q08| Q09| Q09| QO7 | 007 | Q09 | Q09| 009 011 | 0092
ne 3 1 1 3 3 5 3 a9 a9 a9 [ [
(A)

2 Cyste | 0.00 0 0 0 0 0 0 0 0 0 0 0 0 0 0
ne 5
(%)

3 Agpar | 002 ( 00% | 006 | 005| 009 | Q09 ( Q00| OO0 | 009 | Q0O | QOO | QOB | 007 | 008 | 0092
fic 3 1 a 3 3 3 3 3 o G 3 2
Acid
(D)

4 Gluta 0035 | 004 003 ) 006 | 002 Q02| 002 | 002 Q02| 002 | 002 | Q03| 003 003 | 0027
mic 2 g 2 [ [ [ B [ [ g T 7 g
Acid
(E)

5 Pheny | 004 | 003 | 004 | 004 | O04 | 004 | 004 | 004 | 004 | CO04 | 005 | 004 | 004 | 004 | 0043
lalani g g 2 a9 g g 4 g g g 3 3 a9
ne (F)

6 Glyei 010 | 011 | 011 | Q09| 010 Q10| O10| 010 Q10| 010 | Q09| Q12| 012 | 010 | 0.114
ne 1 3 1 g 1 1 & 6 1 1 ] 2 3 4
(@

7 Hiztid | 000 | Q.00 | 000 | 0.00 0 0 0 0 0 0| 000 (| 000 | 000 | 001 0
e 5 5 5 5 [ 5 5 1
{H)

5 Isolen | 004 | Q05| 006 | 004 | QO35 ) 005 | 003 | Q05 ) 005 003 | 006 | 004 003 | 006 | 0034
cine g a 3 a 3 3 3 3 3 3 1 g 3
(0]

o9 Lysin | 006 | 009 | 008 | 006 | 00% | 00O% | 00O% | 002 | QOB | OO% | QO% | OO2 | 007 | 008 | 0027
e(K) o 7 5 [ 5 5 5 5 5 5 g 5 2

10 Leuca | 006 | 003 005 004 004 | 004 | 004 004 | 004 ) 004 | 006 | 005 | 005 006 0.06
ne(L) o ] g 4 g g 2 g g g 1 a ] [

11 Meths | 001 | 001 001 | 001 | 001 001 | 001 | Q01| 001 | 001 | Q01| 001 | 001 001 | 0011
omne [ 1 1 [ 1 1 1 1 1 1 1 [ [ 1
(M)
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12 Aszpar | 001 | 003 | 003 | OO4 | 003 | 003 | 004 | 004 | 003 | 003 | 003 ) 004 | 005 | 003 | 0032
agine 6 2 7 4 T 7 2 2 7 7 3 3 9 3
)

13 Prolin | 003 | 003 | 003 | 003 | 005 | 005 | 005 | 005| 003 | 005 | 003 | 003 | 003 | 003 | 0043
e(F) 7 2 i g 3 3 3 3 3 3 q 7 2 g

14 Gluta | 002 | 002 | 002 | 002| 002| 002 | 0O02| 002 002| 002 001 | 0O2| 002 | 002 | 0022
mine 1 2 1 2 1 1 1 1 1 1 7 1 1 2
Q)

15 Argm | 002 )| 001 | 001 002 | 002 | 002 | 001 | Q01| 002 | Q02| 001 | 001 | 001 | 001 | 0016
e 1 [ [ 2 1 1 [ 6 1 1 i 6 & [
&)

14 Senn 006 | 005 | 006 | 007 | 006 | 006 | 006 | 006 | 006 | 006 | 006 | 003 | 007 | 003 | 0034
e(S) 3 4 9 1 3 3 3 3 3 3 & 3 5

17 Threo | 002 | 005 | 006 | 004 | 006 | 006 | 005 | 003 | 006 | 006 | 005 | 004 | 004 005 | 0071
nine 5 q q q 3 3 g g q q 5 g 3 5
o)

18 Valn | 007 | 010 | CO%| 010)| 010 | 010| 010| 020 | 0210 | 010 | 009 | 011 ) 010 | 009 | 0098
e (V) 4 2 5 4 (i (i 1 1 (i (i 4 2 2 3

19 Trypt 0| 000 0 0 0 0 0 0 0 0 0 0 0 0| 0003
ophan 3
W)

20 Tyros | 006 | 007 | 006 | 007 | OO% | 002 | Q02| OO% | OO | OO0% | 007 | Q06| 007 006 | 0071
ine 3 9 7 5 5 5 5 5 5 7 4 5 &
{Y_}

(Table 3)-Hydrophilic and hydrophobic residues computed by CLC WORK BENCH

Accession Number

Counts of hydrophilic residues

Counts of hydrophobic residues

ABD75492.1 43 101
ABD75491.1 44 06
ABD75490.1 50 03
ABD75488.1 43 07
ABD75484.1 51 93
ABD75483.1 51 05
ABD75482.1 51 97
ABD75481.1 51 97
ABD75479.1 52 04
ABD75478.1 32 04
ABD75474.1 43 03
ABD75473.1 44 101
AATD5644.1 50 08
AFP36012.1 43 97
AFP85088.1 47 26
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(TABLE 4) — Physiochemical Parameters Computated by Expasy ProtParam

Accession PI Mol Wt -R +R EC I Al Gravy
Number

ABD75492.1 483 199194 22 17 17880 17.51 81.16 0.011
ABD75491.1 525 20060.7 24 21 24870 2183 86.45 0.151
ABD75490.1 496 203318 24 19 19370 2341 8101 -0.185
ABD75488.1 491 195789 21 16 20860 27.06 7945 -0.066
ABD75484.1 499 20503.0 23 20 23840 22,68 7836 0216
ABD75483.1 499 20503.0 23 20 23840 2268 7836 0216
ABD75482.1 497 203448 22 19 23840 20.59 77.88 -0.194
ABD75481.1 497 203448 22 19 23840 20.59 77.88 0.194
ABD75479.1 499 205330 23 20 23840 22.68 77.83 0229
ABD75478.1 499 20533.0 23 20 23840 2268 77.83 -0.229
ABD75474.1 498 195490 23 19 20860 1721 84.59 -0.112
ABD75473.1 487 198143 23 18 17880 16.89 8390 -0.112
AAU95S644.1 498 199313 21 17 20860 17.78 82.89 -0.124
AFP86012.1 3.16 19525.0 22 18 17880 21.78 8736 -0.065
AFP85988.1 497 197272 22 19 24870 18.03 82.12 -0.154

(TABLE 5)- Representation Of helix, sheets, turns, coils by Garnier peptide Analysis through online tool by SOPMA

Accessio | Helix(H | Percentag | Sheet(E | Percentag | Turns Percentag | Coils Percentage

n ) ) ) e(®) | (@)  |e(®)  |Residue | (%)

Number | Residue Residue Residue Totals

Totals Totals Totals

ABD754 45 2381 50 3122 23 12.17 62 32.80
92.1

ABD754 52 2796 58 3118 22 11.83 54 2003
91.1

ABD754 39 2063 &0 31.73 22 11.64 62 3308
90.1

ABD754 61 3333 49 26.78 24 1311 49 26.78
§8.1

ABD754 26 13.76 62 35908 23 12.17 T2 38.10
§4.1

ABD754 26 13.76 63 3398 13 12.17 72 38.10
§3.1

ABD754 31 16.40 65 3439 21 11.11 1z 38.10
8.1

ABD754 31 16.40 63 3439 21 11.11 72 38.10
§1.1

ABD754 24 12.70 63 3598 23 12.17 74 3915
79.1

ABD754 24 12.70 63 3398 13 12.17 T4 39.15
78.1

ABD754 32 17.68 61 33.70 27 1492 61 33.70
74.1

ABD754 38 2032 50 3155 24 12.83 66 35129
73.1

AATU9546 36 1925 58 3102 24 12.83 60 36.90
44.1

AFPE601 43 2473 &0 3297 25 13.74 52 2837

11
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AFPE598 32 1739 71 3850 19 10.33 62 3370
8.1
(TABLE 6) - SMART ANALYSIS
NAME START END E-VALUE
ABD75492.1 14 34 MN/A
ABD75491.1 103 166 336
ABD75490.1 Mo domam Mo domaimn Mo domain
ABD75488.1 4 26 1640
ABD75484.1 No domain Mo domain Mo domain
ABD75483.1 Mo domam Mo domain Mo domain
ABD75482.1 Mo domam Mo domaimn Mo domain
ABD75481.1 Mo domamn Mo domain Mo domain
ABD75479.1 MNo domamn Mo domain Mo domain
ABD75478.1 Mo domam Mo domam Mo domam
ABD75474.1 Mo domam Mo domain Mo domain
ABD75473.1 Mo domam Mo domain Mo domain
AATO5644.1 Mo domam Mo domain Mo domain
AFPSoa012.1 33 20 2260
AFP5E5985.1 Mo domam Mo domam Mo domam
(TABLE 7)- SVMPROT ANALYSIS
Accession Protein Family
Numhber
Metal Binding Zine Binding All Lipid Protein Outer Membrane
E P E P 24 P R P
ABD73492 1 1.0 586 14 713 - = - =
ABDT7T3491.1 1.0 586 = = 13 685 1.0 386
ABDT73490.1 1.1 622 37 o70 - = 1.0 586
ABDT75488.1 1.0 586 3.2 052 B B B B
ABD75484.1 1.0 586 - = 1.3 738 - =
ABDT73483.1 1.0 586 = = 1.5 738 = =
ABDT73482.1 1.0 586 13 635 1.3 738 - =
ABDT7T3481.1 1.0 586 13 685 1.5 738 = =
ABD73476.1 1.0 586 - = 1.6 762 - =
ABD73478.1 1.0 386 = = 1.6 762 = =
ABD7T3474.1 1.0 386 1.2 654 1.2 654 - =
ABDT5473.1 1.0 586 16 762 = = = =
AATD5644 .1 1.0 586 14 713 - = - =
AFPE6012.1 = = 1.7 784 20 3309 1.0 586
AFPE30EE.1 1.0 586 20 30 1.0 622 1.0 586

(TABLE 8)- Transmembrane region scoring showing helices (ABD75481.1)
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Helices { 73- 91 (19} 466) { 76- 94 (19} 33%)
{103- 121 (19) 303 ) (98- 113 (18) 427 +)
(TABLE 9)- RNA structure stems with free energy (ABD75481)
Stemmo | 1 2 3 4 5 [ 7 8 9 10 11 12 13 14 15 16 17 1§ 19
Free = = = = = = = = = = = = = = = = = = =
energy( 16. |14, (13 | 13. |15  (12. | 11. |11, (10 |94 |80 (89 (84 |83 |73 (70 |67 |66 |61
Ekal'mo | 300 | 600 | 500 | 200 | 200 | 700 | 400 | 300 | 000 | QOO | QOQOQ | 000 | OO0 | QOQOQ | 000 [ QOO0 | QOQOQ | Q00 | 000
1) Q00 | 000 | 000 | QOO0 | 000 | 000 | OO0 | OO0 | 000 | OO 00 00 00 00 00 00 00 00 00
Ek |Ek Ek Ek |Ek Ek | Ek |Ek | Ek Ek |Ek Ek | Ek |Ek |[Ek |Ek | Ek | Ek | Ek
mol | mol | mol | mol | mol | mol | mol | mol | mol | mol | mel | mol | mol | mol | mol | mol | mol | mol | mol

(Fig-1) Transmembrane region prediction (ABD75481.1)
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(Fig-2) MUSCLE-Multiple sequence alignment of wsp drosophila

Conserved sequences for hierarchical clustering, primary constructions, identity percentage strong and weakly similar sequences is
predicted.

gi| 89515329 | gb|LBDT75488.1 |
gi| 28515337 |gb|LBDT75492.1]
gil29515299 gk |RRD75473.1]
gi| 53854523 |gh | LLUS5644.1]
gil29515335 |gh | RRDT75451.1)
gi| 89515333 | gb|2BDT75490.1]
gil400365113 |gb|AFP25922.1|
gi| 89515317 |gb|2BDT75482.1 |
gi| 28515315 gh|LBDT5451.1]
gil29515321 |gb|RRDT75424.1)
gi|8851531% | gh|LBDT5483.1]
gil29515311 | gh | RRDT75475.1]
gi| 89515309 |gb|2BDT75478.1]
gil 88515301 |gb|ZBDT75474.1]
gil400365161 |gb|AFFE6012.1|

Alignment data;
Primary Construction. KKYMFYPDFLCKQPSE2C, Alignment length:

Identity (*): Strongly similar (;): Weakly similar (.)

(Fig- 3) RNA Structure prediction (ABD75481.1)
Free Enerqgy of Structure = -107.4 kkal/mol
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(Fig- 4) Protein Homology/analogy recognition by Swiss model (ABD75481.1)

Model 1 Model 2 Model 3

(Fig-5) Model building using SWISS model of (ABD75481.1)

Model #01 File Built with Oligo-State Ligands GMQE QMEAN4
gy" POB ProMod Version 3.70 MONOMER None 0.44 -5.94

QmEANd 54T 2 )

cp 3.62 : ! L I } A ———

All Atom 2730 ‘ i AR [ i

Solvation 3080 l ¥ Ly i e

Torsion 415 R ! ‘ ¥

Templata Seq ldentity Oligo.state Found by Maethod Resolution Seq Similarity Range Coverage Description
2maf 1.4 2619 monomer  HHblits ~ NMR NA 0.33 31-157 067  Opacity protein opAGD
The template contained no ligands
Target VRLQYNOEFLPLFTKVDOITYKKDKSDYSPLKPSF TAGOOAFOYKNDDIRVOVEGY =YY LNKNDVE = == =DVTF === ==
2m8F .1, A s eseeeescececeeeccaseaaaan IRTRSVHPRVSVGYDFGGURIAADYARYRKWNNNKYSVNIENVRIRKENG
Target -~ ~DP--ANTIADSVTAI-SGLVNVYYDIATEDMPITPYIGYGVGAAYISTPLEPA ===« =semccoemmcnan e

2maf. 1. A TRIDRKTENQENGTFHAVASLOLSAIVDFQIND-KFKPYIGARVAYGHVAHSIDS TEKTIEVTTVRPSNAPNGAVTTYNTD

Target  cc-ee VNDQESKFOFAGQVEAGVEYDVTPEVIKL YAGARYFOSYGANFDGKETDPENSTGQAADAGAYIKVLYSTV
2maf . 1.A PKTQNDYQSNSIRRVGLGVIAGVGFDITPKLTLODAGYRYHN === === - s e s e e e e e e e e e e e e e

(Fig - 6) 3D View Of The Structure With Ligand Binding: (ABD75481.1)
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DISCUSSION:

Annotation of protein function is one of the key problems in post genomic era. This demands bioinformatics and computational
biology to predict the function of unannoated hypothetical proteins by using various efficient tools and web servers. In our study, the
analysis of Wolbachia surface protein was done using various bio-informatics tools and servers. The sequence and structural features
of wsp and its complexities was annotated. The results of which allows for the designing of desired drugs. The results are discussed
under following heads;

Amino acid composition:

The physiochemical analysis of amino acids of wsp in drosophila was analyzed by CLC workbench, which revealed the sequence
length of all amino acids which is found to be 180-189 amino acids, tabulated in (Table 1). The most abundant amino acids present in
this protein were Glycine, Alanine and Valine which are tabulated (Table 2).This abundancy of these amino acids in the protein
reveals that the protein is hydrophobic in nature since these amino acids has side chains and has small dipole moments.

Residues of cysteine and tryptophan are absent which predicts the absence of Sulphide Bridge in the protein.
Primary sequence analysis:

The primary sequence analysis predicted by CLC work bench revealed that the Wolbachia surface protein are hydrophobic in nature
as its percentage is more which ranges between 93-101 (Table 3).

Physiochemical Analysis:

Physiochemical properties of WSP by ProtParam tools are presented in (Table 4). Results show that wsp has a molecular weight of
20533 Daltons, which has highest sequence length of 186 aa (ABD75479.1) and least was found to be 19525 Daltons with its
sequence length of 182 aa (AFP86012.1).

Isoelectric point is the pH at which the surface of a protein is covered with charge but net charge of protein is zero. The computed Pl
value reveals that the protein is basic in nature, due to its least soluble property. Computed isoelectric point of proteins > 7 soluble is
acidic buffers. Isoelectric point is predicted which ranges from 4.25 - 5.25 (Table 4).Useful for developing buffer system for
purification of proteins and separating the protein on a polyacrylamide gel by isoelectric focusing.

Extinction co-efficient of wsp at 280nm is ranging from 17880-24870M™t Cm~. This infers that the protein can absorb the light at
280nm.The extinction co-efficient can be used to calculate the concentration of a protein in solution.

Stability of wsp was studied by analyzing the values for instability index, aliphatic index and Grand average of hydropathicity
(GRAVY) index.

A protein whose instability index is below 40 is predicted as stable, and a value above 40 leads to structural instability. Here the
instability index ranges from 16.89 to 27.06 thereby classifying the protein as stable. The aliphatic index refers to the relative volume
of a protein that is occupied by aliphatic side chains and contributes to the increased thermo stability of protein. Aliphatic index of
wsp was 77.83-87.36 which indicates that the proteins are thermo stable. GRAVY index indicates the solubility of proteins, GRAVY
index of wsp was -0.011 to -0.229. A negative GRAVY value for wsp describes it to be hydrophobic in nature. This indicates
interaction with water. Though it can play a role in substrate recognition. Here the protein sequences showing negative value indicate
the stability of protein. In particular, hydrophobic amino acids can be involved in binding/recognition of ligands.

Secondary Structure Prediction:

SOPMA was employed for calculating the secondary structural features of the selected protein sequences considered in this study.
This method calculates the content of a-helix, B-sheets, turns, random coils and extended strands. SOPMA is a neural network based
methods; global sequence prediction may be done by this sequence method [22].

High percentage of helices in the structure makes the protein more flexible for folding, which might increase protein interactions.
Moreover the predicted secondary structural information of wsp was considered to improve the target-template alignment and for
building 3D model of the wsp.

The secondary analysis showed that wsp contain more of random coils and extended strands (range: 20-40%) than alpha sheets and
beta sheets. High percentage of random coils and extended strands in the structure makes the protein more flexible and which might
increase protein interactions.
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Being hydrophobic, glycine prefers to be buried in protein hydrophobic cores. It also shows a preference for being within extended
strand more so than in beta strands. The very high coil structural content of wsp is due to the rich content of more flexible glycine and
hydrophobic. Proline has a special property of creating links in polypeptide chains and disrupting ordered secondary structure. The
consequence in which most of the amino acid side chains of trans membrane segments is non-polar (e.g. Gly, Ala, Val ,Asp, Serinr,
leu, Phe) and the very polar CO-NH groups (peptide bonds) of the polypeptide backbone of trans membrane segments which
participates in hydrogen bonding (H-bonds) in order to lower the cost of transferring them into the hydrocarbon interior. This H-
bonding is most easily accomplished with alpha-helices for which all peptide bonds are H-bonded internally. The distribution of
amino acids in WSP complex protein (Table 5) shows random distribution of alpha helix, beta turns, extended strands and more
distribution of random coils from all these organisms.

Domain Analysis:

SMART Analysis-

Many proteins are multidomain in character and possess multiple functions that often are performed by one or more component
domains. A Web-based tool (SMART) has been designed that makes use of mainly public domain information to allow easy and rapid
annotation of signaling multidomain proteins. The tool contains several unique aspects, including automatic seed alignment
generation, automatic detection of repeated motifs or domains, and a protocol for combining domain predictions from homologous
subfamilies. The ability of SMART to annotate single sequences or large datasets is exemplified by the cases described in wsp. Expect
value (E) a parameter that counts the number of hits one can "expect” to see by chance for a database of a particular size. It decreases
exponentially as the Score (S) of the match increases. Here it is in the range 536, 1640, 2260 (ABD75491.1, ABD75488.1, and
AFP86012.1) respectively (Table 6).

SVM prot Analysis-

Support vector machines method for the classification of proteins with diverse sequence distribution. SVMProt shows a certain degree
of capability for the classification of distantly related proteins and homologous proteins of different function and thus may be used as
a protein function prediction tool that complements sequence alignment methods. It has been employed in protein studies including
protein—protein interaction prediction, fold recognition, solvent accessibility and structure prediction. The prediction accuracy ranges
from 1.1 to 99% in this study. Thus SVM classification of protein functional family, a potentially developed into a protein function
prediction tool to complement methods based on sequence similarity and clustering. In wsp metal binding sites, revealed through this
server was Zinc Binding, All Lipid protein and outer membrane protein family was found in only four species of drosophila which
was 1.0 is the R value and 58.6 is the P value.(ABD75491.1, ABD75490.1, AFP86012.1 and AFP85988.1) (Table 7).

Based on the Classification of proteins of our interest and its values, we predict that , these proteins may act as drug targets ,
Metal binding sites, bonding involved ligation and integrated pest management is concerned.

Transmembrane region prediction

The difference between the value of sequence scored and the threshold indicates the possibility of the protein being an outer
membrane protein. TMbase is a database of transmembrane proteins and their helical membrane- spanning domains. Possible
transmembrane helices, of the accession number (ABD75481.1), the sequence positions inside to outside 2 helices is found and
outside to inside 2 helices is found. Transmembrane topology suggestions are purely speculative and should be used with extreme
caution since they are based on the assumption that all transmembrane helices have been found. In most cases, the prediction plot (Fig
1) that is created should be used for the topology assignment of unknown proteins.

The sequence positions in brackets dominate the core region. Only scores above 500 are considered significant (Table 8). So, looking
at these values we can interpret that they are insignificant because the score is below 500.

These results showed that wolbachia surface protein has two trans-membrane domains and it is a cytoplasmic protein having two
transmembrane regions (Table 8). This shows that wsp has membrane binding properties and can be involved in transport of materials
across the cell membrane.

Sequence Homology Analysis-

The identification of catalytic residues is a key to understanding the function of enzymes. MUSCLE server was used for multiple
sequence alignment of WSP of various drosophila species (Fig 2).With the information from other functionally similar sequences with
known crystallographic structures, we can identify the key catalytic residues. The compared sequences varied in length but essentially
conserved the key catalytic residues which have been highlighted with an asterisk (*) symbol.

Multiple sequence alignment of wsp sequences revealed significant conserved (glutamine, threonine and aspartic acid) and semi
conserved regions (valine, alanine and aspartic acid) are represented as strongly similar (;): Weakly similar (.) as shown in (Fig 2).
Multiple Sequence alignment is widely accepted method which provides the researchers for strain typing [10].
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RNA Structure Prediction

RNA is now appreciated to serve numerous cellular roles, and understanding RNA structure is important for understanding a
mechanism of action. This contribution discusses the methods available for predicting RNA structure (Fig 3). Secondary structure is
the set of the canonical base pairs, and secondary structure can be accurately determined by comparative sequence analysis. Secondary
structure can also be predicted. The most commonly used method is free energy minimization. The free energy of 19 stems are
tabulated (Table 9).The accuracy of structure prediction is improved either by using experimental mapping data or by predicting a
structure conserved in a set of homologous sequences. Additionally, tertiary structure, the three-dimensional arrangement of atoms,
can be modeled with guidance from comparative analysis and experimental techniques. New approaches are also available for
predicting tertiary structure.

Tertiary Structure Analysis:

The tertiary structure of the wsp was annotated using Swiss Modell server. The predicted complex structure was observed in Swiss
Model which shows steriochemical rotation of torsion angles. The identification of active site amino acids present in WSP complex
structure was predicted using Swiss Model. A greater number of variable active sites are present in these organisms and these protein
structures can be used for drug binding sites.

SWISS MODELL RESULTS: The 3D structure analysis of wsp were done by using SWISS-MODEL automated modeling server,
the three models are shown (Fig 4 & 5). Template selection, alignment and model building are done completely automated by the
server of the ID number. Predicting the protein 3D structures by this method are used which implements the four steps of the
homology modeling approach.

A. Template searching to identify the structure homology: Template search with Blast and HHBIits has been performed against the
SWISS-MODEL template library (SMTL, last update: 2015-09-23, last included PDB release: 2015-09-18).

The target sequence was searched with BLAST [1] against the primary amino acid sequence contained in the SMTL. A total of 10
templates were found.

An initial HHblits profile has been built using the procedure outlined in [27], followed by 1 iteration of HHblits against NR20. The
obtained profile has then been searched against all profiles of the SMTL. A total of 126 templates were found.

B. Template selection: For each identified template, the template's quality has been predicted from features of the target-template
alignment. The templates with the highest quality have then been selected for model building.

C. Model building: Models are built based on the target-template alignment using Promod-1l. Coordinates which are conserved
between the target and the template are copied from the template to the model. Insertions and deletions are remodeled using a
fragment library. Side chains are then rebuilt. Finally, the geometry of the resulting model is regularized by using a force field. In case
loop modeling with ProMod-I1 [9] does not give satisfactory results, an alternative model is built with MODELLER [28].

D. Model quality estimation: The global and per-residue model quality has been assessed using the QMEAN scoring function [4].
For improved performance, weights of the individual QMEAN terms have been trained specifically for SWISS-MODEL.

E. Ligand Modeling

Ligands present in the template structure are transferred by homology to the model when the following criteria are met (Gallo -
Casserino, to be published):

(@) The ligands are annotated as biologically relevant in the template library.

(b) The ligand is in contact with the model.

(c) The ligand is not clashing with the protein.

(d) The residues in contact with the ligand are conserved between the target and the template.

If any of these four criteria is not satisfied, a certain ligand will not be included in the model. The model summary includes
information on why and which ligand has not been included.
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It provides the details of ligand binding sites of wsp in drosophila. The results which were annotated by Swiss model server make the
protein modeling accessible to all biochemists and molecular biologists worldwide. A greater number of variable active sites are
present in these organisms and these protein structures can be used for drug binding sites.

Conclusion: Wolbachia are a diverse group of intracellular bacteria, that show impressive adaptations within invertebrate cells and in
manipulating the biology of drosophila. The mechanisms of Wolbachia-host interaction are important in understanding of the bacterial
life and their pathogenicity as well as generation of new drug targets. In the vinegar fly, genus drosophila, Wolbachia causes an egg
mortality phenotype known as cytoplasmic incompatibility (CI). Cl has been studied in several taxa including D. simulans [13,
14, & 12] and D. melanogaster [11 & 31]. Cl is manifest as severe egg mortality (up to 95%) when an infected male mates with an
uninfected female [35]. This property of the drosophila and Wolbachia relationship attributes for the researchers to study the parasitic
and mutualistic interactions.

Using the Drosophila model system, it should be possible to examine the cues affecting male killing. Annotation of the wsp in
drosophila allows the comparative studies into the mechanism of male killing. Beyond this, comparison of the mechanism of
Wolbachia male killing to that cytoplasmic incompatibility and parthenogenesis induction can be undertaken.

Present interpretation of the sequence and structural analysis of Wolbachia surface protein explored the physicochemical nature, three
dimensional structure and detail of interactions with wsp and drosophila. Insilico analysis of the wsp in drosophila species provides
the information of the mutualistic behavior which allows for further studies and in management of pests. Based on the findings, it
could be concluded that further characterization of wolbachia in drosophila is novel and will be important for evaluating the
functionality of the wsp protein which paves the path in strain typing.

The Biophysical characterization of the protein would provide the clues to its biological functions and physiological role. The
conformation of these requires crystal structure and complete functional description to elucidate the effects of non-synonymous
substitutions on protein structure and functionality. The comparative analysis will highlight the multiple roles of Wolbachia proteins
which extend to cytoplasmic incompatibility, feminization of genetic males, parthenogenesis induction and male killing. Further,
Structural characterization of WSP will be a break through towards gaining information on Wolbachia induced different phenotypes
and further this would be used for applied research such as i) Management of (Arthropod) pest that cause major damage in agriculture
industry. ii) Control of important vectors that cause the major diseases. iii) Enhancing the fitness and efficacy of Bio control agents.
IV) Development of new drug targets [33].

Insilico analysis of wsp in various drosophila species provides the details of the protein’s functionality and structural elucidation
details which help in the structural based studies. Further, the Insilco predictions of wolbachia surface protein complexes will help in
revealing the interactions with the host which greatly enhances the hypothesis and experimental investigations.
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