
Sanjeev Kumar Singh   Editor

Innovations and 
Implementations 
of Computer Aided 
Drug Discovery 
Strategies in 
Rational Drug 
Design



Innovations and Implementations of Computer
Aided Drug Discovery Strategies in Rational Drug
Design



Sanjeev Kumar Singh
Editor

Innovations and
Implementations of Computer
Aided Drug Discovery
Strategies in Rational Drug
Design



Editor
Sanjeev Kumar Singh
Computer Aided Drug Design and
Molecular Modelling Lab,
Department of Bioinformatics
Alagappa University
Karaikudi, Tamil Nadu, India

ISBN 978-981-15-8935-5 ISBN 978-981-15-8936-2 (eBook)
https://doi.org/10.1007/978-981-15-8936-2

© Springer Nature Singapore Pte Ltd. 2021
This work is subject to copyright. All rights are reserved by the Publisher, whether the whole or part
of the material is concerned, specifically the rights of translation, reprinting, reuse of illustrations,
recitation, broadcasting, reproduction on microfilms or in any other physical way, and transmission or
information storage and retrieval, electronic adaptation, computer software, or by similar or dissimilar
methodology now known or hereafter developed.
The use of general descriptive names, registered names, trademarks, service marks, etc. in this
publication does not imply, even in the absence of a specific statement, that such names are exempt
from the relevant protective laws and regulations and therefore free for general use.
The publisher, the authors, and the editors are safe to assume that the advice and information in this book
are believed to be true and accurate at the date of publication. Neither the publisher nor the authors or the
editors give a warranty, expressed or implied, with respect to the material contained herein or for any
errors or omissions that may have been made. The publisher remains neutral with regard to jurisdictional
claims in published maps and institutional affiliations.

This Springer imprint is published by the registered company Springer Nature Singapore Pte Ltd.
The registered company address is: 152 Beach Road, #21-01/04 Gateway East, Singapore 189721,
Singapore

https://doi.org/10.1007/978-981-15-8936-2


Contents

1 CADD: Some Success Stories from Sanjeevini
and the Way Forward . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 1
Ankita Singh, Shashank Shekhar, and B. Jayaram

2 Virtual Screening: Practical Application of Docking, Consensus
Scoring and Rescoring Using Binding Free Energy . . . . . . . . . . . . . 19
Sunita Gupta, Mohd. Waseem, Naveen Kumar Meena, Roopa Kuntal,
Andrew M. Lynn, and Smriti Mishra

3 Aspects of Protein Structure, Function, and Dynamics in Rational
Drug Designing . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 35
Daliah Michael, Namrata Bankoti, Ansuman Biswas, and K. Sekar

4 Role of Advanced Computing in the Drug Discovery Process . . . . . 59
Ajitha Mohan, Suparna Banerjee, and Kanagaraj Sekar

5 Protein Structure, Dynamics and Assembly: Implications
for Drug Discovery . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 91
Arangasamy Yazhini, Sohini Chakraborti,
and Narayanaswamy Srinivasan

6 Recent Trends in Computer-Aided Drug Design . . . . . . . . . . . . . . . 123
Seneha Santoshi and Puniti Mathur

7 Predicting Protein Folding and Protein Stability by Molecular
Dynamics Simulations for Computational Drug Discovery . . . . . . . 153
Ishwar Chandra, Chirasmita Nayak, and Sanjeev Kumar Singh

8 Magnitude and Advancements of CADD in Identifying
Therapeutic Intervention against Flaviviruses . . . . . . . . . . . . . . . . . 179
Murali Aarthy, Umesh Panwar, and Sanjeev Kumar Singh

v



9 Elucidating Protein-Ligand Interactions Using High Throughput
Biophysical Techniques . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 205
Nipanshu Agarwal, Vivek Chetry, and Krishna Mohan Poluri

10 In Silico Approach in Drug Design and Drug Discovery:
An Update . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 245
Neetu Jabalia, Atul Kumar, Vinit Kumar, and Reshma Rani

11 Biological Implications of Polyethylene Glycol and PEGylation:
Therapeutic Approaches Based on Biophysical Studies
and Protein Structure-Based Drug Design Tools . . . . . . . . . . . . . . . 273
Neha Raina, Amit Kumar Singh, and Asimul Islam

12 Molecular Dynamics Simulation in Drug Discovery:
Opportunities and Challenges . . . . . . . . . . . . . . . . . . . . . . . . . . . . . 295
Rohit Shukla and Timir Tripathi

13 Molecular Dynamic Simulation of Intrinsically Disordered
Proteins and Relevant Forcefields . . . . . . . . . . . . . . . . . . . . . . . . . . 317
Prateek Kumar, Nitin Sharma, Amit Kumar, and Rajanish Giri

vi Contents



About the Editor

Sanjeev Kumar Singh is currently Professor at Department of Bioinformatics,
Alagappa University, Karaikudi, Tamil Nadu, India. He received his graduation,
post graduation and Doctoral degree in Applied Theoretical chemistry from the
CSJM University, Kanpur. Prof. Singh possess extensive exposure in the area of
Computer Aided Drug Design and Molecular Modelling and achieved distinct
landmarks in Computational Drug Discovery to identify several therapeutics
against Viruses, Bacterial pathogens and Cancer. He received “ICMR - Lala RAM
Chand Kandhari Award” from Indian coouncil of Medical Research, Govt. of India.
He also honoured with ‘Fellow of Royal Society of Biology’, UK and ‘Biotech
research Society of India’. He is the Secretary General of Bioinformatics and Drug
Discovery Society (BIDDS), and Member of various prestigious societies like ‘The
National Academy of Sciences’, Indian Biophysical Society, Indian Science Con-
gress Association etc. He also published more than 170 research articles in highly
reputed journals.

vii



Chapter 1
CADD: Some Success Stories from
Sanjeevini and the Way Forward

Ankita Singh, Shashank Shekhar, and B. Jayaram

Abstract Sanjeevini, a comprehensive drug design software suite, has been devel-
oped for lead molecule discovery taking off from protein and DNA as potential
targets. Sanjeevini is a culmination of multiple modules of significance including
detection of active sites in proteins and DNA in an automated manner, screening of a
library of a million compounds for hit molecule identification, docking and scoring
using all atom energy based algorithms and various other utilities which assist in
designing hit molecules with desired affinities and specificities against the given
targets. A few of the modules of Sanjeevini software suite along with some of the
success stories are illustrated in this chapter.
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1.1 Introduction to Computer Aided Drug Design (CADD)

Drug discovery is considered to be a lengthy, expensive and technically intricate
process that has a limited number of matches in the entire R&D ecosystem.
Computer-aided drug design (CADD) methodologies are being routinely adopted
now by the pharmaceutical sector with an eye on both economy of scale and
economy of scope to accelerate the processes involved in the pipeline. On an
average, it takes approximately 10–15 years of time and 2.6 billion US dollars to
launch a new drug into the market from conception, with production and testing of
lead molecules contributing significantly to the entire process (Daina et al. 2017)
(Fig. 1.1). Thus, it is apt to apply methodologies related to computational approaches

Fig. 1.1 Conventional process of drug discovery and development (Daina et al. 2017)
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to identify hits and to eventually optimize the leads developed from the hits. This
exercise covers a wide chemical space while narrowing down the list of compounds
to be synthesized for further in vitro testing. Structure based docking analyses and
energy profiles for hit analogs, searching for new compounds using ligand-based
screening approach which have similarities in terms of chemical structures or having
improved predicted chemical affinities or better biological activities, estimation and
optimization of drug metabolism and pharmacokinetics (DMPK) and achieving
desirable absorption, distribution, metabolism, excretion, and toxicity (ADMET)
profiles (Shaikh et al. 2007) are all intrinsic parts of identification and optimization
of hit compounds using computational techniques. One of the major factors which
led to the wide range of acceptability and acceleration of the entire drug discovery
pipeline is the adoption of advancements and developments of technological inno-
vations in both software and hardware. In the context of qualities of the computa-
tional techniques, the contribution of computer aided drug discovery to the area of
life sciences is invaluable (Trott and Olson 2010; Yamada and Itai 1993; Khanna and
Ranganathan 2011; Xiang et al. 2012).

1.2 Active Site Prediction

1.2.1 Introduction

Active site is the region of a protein, an enzyme for instance, where the binding
partner or the substrate binds and performs the biological function. Active site has a
pocket/cavity located deep into the enzyme or at the interface between multimeric
enzymes (Kahraman et al. 2008). The site is lined up with a number of amino acid
residues which form chemical bonds or interactions with the substrate which
undergoes a chemical reaction, catalysis for instance. An active site can be easily
understood by considering a dynamic lock and key hypothesis; implying that an
enzyme has only an active site which can accommodate only a specific kind of
substrate. Bigger the pocket, more are the interactions polar and non-polar. Knowl-
edge of the active site inside the protein molecule is crucial to developing a blueprint
for a candidate lead/drug molecule in order to control the activity of that particular
protein.

1.2.2 Active Site Prediction Servers

Functionally relevant binding pocket or active site prediction from the tertiary
structure of proteins is one of the key steps in drug designing process (Szarecka
and Dobson 2019). Experimental evidence of the binding pocket of the target protein
molecule is beneficial but in case the experimental information on the active site is
not available, a large number of tools are freely accessible which can identify the
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cavities with high accuracies. Here we discuss our web-server AADS for active site
prediction.

AADS

AADS is a robust active site recognition, docking and scoring tool for proteins
(Singh et al. 2011). It predicts all cavities or potential binding pockets on the target
protein and ranks them based on a fuzzy score which utilizes the information and
properties of functional groups lining the active sites of the proteins. Physico-
chemical principles constitute the underlying properties. AADS was validated on
~620 proteins with varying amino acid lengths and known active sites and its
accuracy was 100% when the top ten cavities were considered. If the user wishes
to proceed further for automated docking, all top most 10 binding sites predicted are
then shortlisted for protein-ligand docking. An all atom energy-based Monte Carlo
method has been adopted for the development of the docking tool. Energy optimized
docked structures presenting varied positions and alignments of the candidate drug
molecule are preserved from different cavity points resulting in 80 docked structures
overall which are further optimized using an efficient free energy function to select
5 best docked structures (Fig. 1.2).

1.3 Virtual High Throughput Screening

Computational drug discovery relies heavily on screening of molecules against a
desired target (Lill 2013). The objective of virtual screening is to identify molecules
which bind to a macromolecular target with high affinity and specificity. With the
advent of faster computing devices, it is now possible to scan millions of compounds
in a relatively short period of time. Various techniques have been described using
which virtual screening can be achieved. Broadly these techniques can be divided
into two types: (a) on the basis of Ligand information and (b) on the basis of
Structural information. The success of these techniques can be measured in the
diversity they produce in identifying a small library of molecules which can poten-
tially bind to the biomolecule of interest. Ligand based methodologies rely on the
structural and binding information of previously known ligands. Perhaps the oldest
and the most popular method is of scanning using a pharmacophore. This technique
involves generation of a pharmacophore model using structures of bioactive mole-
cules against a target of interest. Scanning for a molecule with similar
pharmacophore is achieved using molecule libraries. Another methodology involves
identification of similar molecules using 2D comparisons. Techniques go a bit
further to compute 3D similarities and report similar molecules which could be
potentially active. Some methodologies involve breaking bioactive molecules to
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sub-structures and scanning a database of molecules for similar substructures to
eventually assemble newer molecules. In recent times, machine learning techniques
are also being harnessed to look for bioactive molecules (Macalino et al. 2015;
Hoque et al. 2017). Structure based methodologies use molecular docking programs
to dock every molecule to a known active site. These should ideally be the most
accurate but unfortunately are not applicable on large databases containing mole-
cules in excess of million. These methodologies are better suited for a smaller set of
molecules generated by other methods such as ligand-based methodologies (Imam
and Gilani 2017; Anderson 2003).

Fig. 1.2 Screen shot of the front-end of Automated Version of Active Site Prediction (AADS).
Web link: http://www.scfbio-iitd.res.in/dock/ActiveSite_new.jsp
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1.3.1 RASPD

To recall, the aim of computer-aided drug design is to attain desired affinities and
specificities with inhibitors in the form of small molecules which bind to target
proteins. Additionally, it must be cost-effective and time efficient while investigating
scaffolds in terms of their novelty and ADMET characteristics. In pursuit of these
objectives, we have developed RASPD, a fast and efficient computational screening
protocol which can suggest probable candidates for a given target protein
(Mukherjee and Jayaram 2013). The active site cavity where the candidate molecule
binds to the target protein is scanned for hydrogen bond acceptors and donors,
hydrophobic groups and number of rings. Similarly, a large database of small
molecules is developed with pre-stored information of these physico-chemical
descriptors. The protein-small molecule complementarily is set up via a QSAR
type equation in the descriptor space for binding energy estimation of each molecule
in the database without actually docking these molecules. The exciting feature of this
technique is that it takes 10–15 min to compute the binding affinities of a million
candidate molecules with the target protein, in contrast to the many minutes for a
single protein-ligand molecule taken in the conventional methods of docking and
scoring. The precision of this technique is analogous to traditional methods aimed at
selecting good candidates. The RASPD web-server (Fig. 1.3) is freely accessible for
scoring a million small molecules to find hit molecules for a specified protein target.

1.3.2 BAITOC

Druggable biomolecules are limited but number of small molecules capable of
moderating their activities is huge. Instead of searching for a molecule for a given
target, a new approach of finding a target for a known molecule can also be utilized.
There are many molecules which are synthesized in laboratories across the globe but
are never tested for their bioactivity. Also, cases exist where bioactive compounds
are known but their biomolecular targets are unknown. BAITOC is an application
software (Fig. 1.4) which aims to fill this gap, by a quick examination against a
databank of pathogen’s protein structures. The application screens thousands of
protein structures at a time against input molecules using the RASPD logic and
provides information on potential protein targets for molecules under investigation.

1.4 Docking and Scoring

In computational approaches, to identify hit compounds and to further optimize
them, the conventional and the most common method employed is docking the small
molecule in the active site of the macromolecular target and then scoring the pose in
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order to realize potential complementarities to binding sites (Meng et al. 2011).
Numerous drugs have been developed in recent times adopting structure based
virtual screening (SBVS) strategies. Conformational information of the ligand
along with its orientation in the targeted binding site is obtained using the docking
process (Evanthia et al. 2014; Pinzi and Rastelli 2019).

1.4.1 Protein-Ligand Docking Server

ParDOCK

ParDOCK is a docking software which has been developed using an all atom energy-
based Monte Carlo procedure. It utilizes Monte Carlo based pose generation and
evaluation method to generate the most probable configurations of the ligand in the
active site. The method is comprehensively validated on 226 protein-ligand

Fig. 1.3 Screen shot of the front end of RASPD webserver. Web link: http://www.scfbio-iitd.res.
in/software/drugdesign/raspd2.jsp
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complexes, resulting in a mean RMSD of around 0.53 Å. ParDOCK outputs best
8 energetically favorable poses. This is followed by 2500 steps of protein-ligand
complex energy minimization. The energy minimized complex is then evaluated
using BAPPL scoring function. The resulting top four poses are provided to the user
as top results (Gupta and Sharma 2007) (Fig. 1.5).

BAPPL

BAPPL is a binding affinity prediction software. It evaluates the binding energy of a
docked protein-ligand complex. The prediction is based on electrostatics, van der
Waals, entropic and hydrophobic characteristics (Jain and Jayaram 2005). The
predicted binding energy is expressed in kcal/mol. Workflow for BAPPL is shown
in Figs. 1.6 and 1.7.

Bappl+

More recently, we developed Bappl+, an improved methodology of BAAPL for
predicting the binding affinities of protein-ligand and metalloprotein-ligand com-
plexes. It computes binding affinity based on the most important energetic contrib-
utors such as electrostatics, van der Waals, hydrophobicity and entropy of protein
and ligand. For metalloprotein-ligand complexes, it uses the explicitly-derived
quantum-optimized charges for various metal ions (Zn, Mn, Mg, Ca and Fe). It
uses a Random Forest algorithm to derive the final score. This methodology
(implemented in web server mode (Fig. 1.8)) is widely tested on the PBD bind

Fig. 1.4 Screen shot of the front-end of BAITOC: Bioactivity information of organic compounds.
Web link: http://www.scfbio-iitd.res.in/baitoc
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datasets of 2007, 2013 and 2016 releases. Bappl+ achieves strong correlations with
respect to experimental affinities with all the core datasets with low standard
deviations and works better than most of the known state-of-the-art scoring functions
(Soni et al. 2020).

1.5 Sanjeevini

Sanjeevini is a collection of several modules, some of which are shown in Fig. 1.9
with linkages, to assist in lead molecule design. A user can input a bimolecular
(protein) target and a candidate drug molecule and upload them on the Sanjeevini
web portal. User may also decide to input a self-drawn molecule or opt to scan a
million compound library or a natural product library. The sub module of the
software AADS, predicts the potential active sites, whereas modules such as
ParDOCK dock and score the candidate drugs and gives back four best optimized
structures for each candidate molecule bound to the protein target. Also, estimates of
binding free energies can be obtained using one of the modules named BAPPL/
BAPPL+. The predicted four structures in the docked form represent the best
possible poses of the candidate drug molecule in the active site of the protein

Fig. 1.5 Screen shot of the front-end of ParDOCK webserver. Web link: http://www.scfbio-iitd.
res.in/pardock
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Fig. 1.6 A computational flowchart used for the calculation of binding affinities of protein–ligand
complexes
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biomolecule (Jayaram et al. 2012). Versatility of the methodologies of Sanjeevini are
partly captured in Fig. 1.9.

1.5.1 Sanjeevini’s Success Stories

(a) Anti-Cancer molecules
Breast cancer, in recent times, is considered as the most common form of cancer
found in women. Estrogen receptor (ER) is a popular drug target to discover

Fig. 1.7 Screen shot of the front-end of BAPPL web server. Web link: http://www.scfbio-iitd.res.
in/software/drugdesign/bappl.jsp
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agents known as selective estrogen receptor modulators (SERMs). Existing
known drugs show severe adverse effects and some have developed resistance
over time. Thus, there is a need for better therapeutic profiles with newer agents.
ERα and ERβ are two isoforms which share 56% similarity but show distinct
physiological functions and expressions in a number of tissues. With the help of
computational docking and molecular dynamics (MD) simulations, a few biphe-
nyl derivatives were designed, synthesized and successfully tested presenting
potential chemical agents for selectively targeting ERα (Bhatnagar et al. 2017).

(b) Anti-Alzheimer’s agents
In the progression of Alzheimer’s disease (AD), Acetylcholinesterase

(AChE) is considered as a vital enzyme and as a result it has been subjected to
intense drug discovery programmes. Using a multi-dimensional approach by
employing computational, chemical and biological pathways, a few derivatives
of pyrimidine with triazolopyrimidine based hybrid scaffold were developed as
AChE inhibitors for the treatment of AD disease (Kumar et al. 2018).

Fig. 1.8 Screen shot of the front-end of BAPPL+ web server. Web link: http://www.scfbio-iitd.res.
in/bappl+
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Fig. 1.9 Screen shot of the front-end of Sanjeevini webserver
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(c) Anti-Malarials
Plasmodium falciparum caused malaria is one of the dreadful diseases par-

ticularly because of the ineffectiveness of the available drugs for curing malaria
and emergence of extensive resistance. A few triazine based novel derivatives
were designed and synthesized based on docking studies against PfPMT target, a
protein unique to the pathogen, and were found to be good inhibitors. These
molecules against malaria causing parasites showed activity in the range of low
μ-molar to sub μ-molar. The strategies based on Molecular dynamics simulations
have developed insights on inhibition based mechanism of action of the new
inhibitors of PfPMT (Shandilya et al. 2017).

(d) Anti-virals
Hepatitis A Virus (HAV) belongs to Picornaviridae family of viruses and can

be transmitted feco-orally. A viable drug target for HAV is 3C protease, which is
also common to other picorna viruses, for post-translational proteolysis of viral
polyproteins and for inhibiting host innate immune pathways. Chemical synthe-
sis and experimental validation after computational screening resulted in iden-
tification of a few low micromolar compounds which could inhibit HAV 3C
activity. Further experimental testing with comparable results were obtained
when these compounds were tested against the 3C protease of Human Rhinovi-
rus which is a member of the same Picornaviridae family (Banerjee et al. 2019).
More recently, Sanjeevini protocols have also been used to repurpose drug
molecules against CHIKV (Tripathi et al. 2020)

(e) Anti-Fungal
Fungal resistance to existing azole drugs has been a cause of severe concern.

However, due to the absence of required molecular level knowledge of the
mechanisms of activation of genes by transcription activators associated with
the disease, the therapeutic targeting efforts have been hindered. After further
investigations on this, it was discovered that the feasibility of blocking tran-
scription factor-binding site in mediator with small-molecule could bring out a
unique therapeutic strategy to deal with anti-fungal resistance (Nishikawa et al.
2016).

1.6 Dhanvantri

Dhanvantri is a pipeline incorporating several novel scientific methods and highly
efficient algorithms that combine the principles of chemistry and biology with
information technology for accomplishing drug design as shown in Fig. 1.10. The
pipeline covers all aspects of the genes, proteins, the active sites etc. from the
genome to the proposed final lead molecule. Automation at each stage facilitates
use of the pipeline (with default parameters) that provides scientifically significant
output in most cases of the disease. Also, users are allowed to make any necessary
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changes to the pipeline parameters and enter at any stage of the pipeline as per their
requirement. The computational time required is ~6–12 h for the entire pipeline. In
short, this pipeline bridges the gap between diseases and their potential cures (Bhat
et al. 2020).

1.7 Sanjeevini Application in Android Mode

A mobile application developed for Sanjeevini software suite could be considered as
the portable version of our efforts in the area of computer aided drug discovery
(CADD) apart from the Web server version. The mobile application commonly
termed as Sanjeevini app comprises a variety of drug discovery modules for active
site prediction inside a protein molecule, screening hundreds or thousands of ligands
in little or no time, protein and DNA target based docking and scoring etc. It also
serve as a medium to connect to a million-molecule database developed on the basis
of physico-chemical properties. The application in its current form has an option to
use in-house developed software modules like ParDOCK, RASPD, AADS, DNA
Docking, Intercalator, BAPPL, BAPPLZ, SOM, TPACM4, PreDDICTA which are
already available in the Web server form for several years backed up by scientific
credibility though publications in peer reviewed journals (Fig. 1.11).

Fig. 1.10 Pipeline of the Dhanvantari Software suite. Web link: http://www.scfbio-iitd.res.in/
software/dhanvantari_new/Home.html
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1.8 Conclusions

New drug discovery is an important process to ensure human health. Recent
developments in this field have made it much faster, inexpensive and extremely
successful because of the amalgamation of computational techniques and biology
directed to the emergence of multiple tools and softwares. Sanjeevini provides a
viable option for structure-based computer aided drug discovery (CADD). The
software suite in its present form has been implemented on an 80-processor cluster
and is made freely accessible to the user community. The higher accuracies of the
individual modules, faster results through a nice graphical user interface enable the
users to design new lead compounds without much hassle. Building in toxicity filters
and further stringent experimental validations on a large number of targets could lead
to iterative improvements in Sanjeevini and in CADD in general.

Acknowledgement The authors are grateful to the National Supercomputing Mission adminis-
tered through CDAC and MEITY, Govt. of India for support to the Supercomputing Facility for
Bioinformatics and Computational Biology (SCFBio), IIT Delhi.

Fig. 1.11 Screenshot of Sanjeevini mobile app. The application is freely accessible from google
play store and can be installed by searching for “Sanjeevini – SCFBio - CADD”. Link to download
the Sanjeevini mobile application on the google play: https://play.google.com/store/apps/details?
id¼com.sanjeevini&hl¼en; Application Web link on SCFBio’s Web portal: http://www.scfbio-iitd.
res.in/sanjapp/webSearch/Sanjeevini_webpage.html
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Chapter 2
Virtual Screening: Practical Application
of Docking, Consensus Scoring
and Rescoring Using Binding Free Energy

Sunita Gupta, Mohd. Waseem, Naveen Kumar Meena, Roopa Kuntal,
Andrew M. Lynn, and Smriti Mishra

Abstract The chapter describes the development of a virtual screening workflow
involving open-source docking algorithms, consensus scoring, and rescoring using
binding energy estimation to identify hits in the drug discovery process. Plasmodium
falciparum dihydrofolate reductase (PfDHFR-TS, PDB 1J3I) is used as an example
to describe the Virtual Screening (VS) workflow.

The open-source docking algorithms included in the workflow are Autodock4,
Autodock Vina, and DOCK6. Post docking analysis is done using consensus scoring
to provide a standard scoring scheme across all methods. Sum rank, Sum Score, and
Reciprocal rank methods are evaluated. The results are visualized using enrichment
plots. Besides, the application of the molecular dynamics simulations to estimate
binding energy and rescoring is described.

2.1 Introduction

Virtual screening is a high-throughput computational technique adopted in a drug
discovery program to screen a library of ligands against a biological target and
identify the hit compounds. The screening method involves the evaluation of the
binding activity of the compounds to a target. Since it involves a virtual chemical
library, the chemical library to be screened in the experiment is easy to synthesize
and manage. Moreover, virtual screening reduces the time and cost to identify hits in
the drug discovery process. Virtual screening encompasses a plethora of docking
algorithms. Docking algorithms such as Autodock4, Autodock Vina, DOCK6,
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GOLD, and GLIDE are widely used in the virtual screening of small molecules
(Kitchen et al. 2004; Warren et al. 2006). Amongst them, Autodock4, Autodock
Vina, and DOCK6 are open-source docking algorithms. Moreover, Autodock4 and
Autodock Vina and DOCK6 are frequently used in academia. Besides, algorithms
such as Autodock Vina exhibit good performance and are preferred to commercial
docking algorithms.

Open source tools are free to use and involve less strict license requirements.
Besides, the application source code of open source tools is easily accessible, and
modification of the code is possible. Open source algorithms also exhibit good and
comparable performance to commercial algorithms (Pagadala et al. 2017). However,
commercial tools are accessible on payment, involve stringent license requirements,
and may be costly. Unlike open-source tools, modification of the code may not be
easy. Hence, open-source docking algorithms are encouraged to use in the virtual
screening process.

Docking algorithms, in conjunction with consensus scoring, improves docking
results. Consensus scoring function is performed to screen, rank, and rescore the
library of ligands in early drug discovery. Moreover, consensus scoring is preferred
to overcome the discrepancy in results associated with different scoring functions.
Besides consensus scoring, the estimation of binding energy in the virtual screening
process overcomes the limitations of the docking results (Feher 2006). Refinement
and rescoring using binding energy improves the docking results and generate
reasonable scores and conformations.

The performance of VS docking approaches is tested using a benchmarking
dataset. Benchmarking dataset available for testing of VS approaches include Direc-
tory of Useful Decoys (DUD), DUD-Enhanced (DUD-E), Virtual Decoy Sets
(VDS), G protein-coupled receptors (GPCRs) ligand library (GLL) and GPCRs
Decoy Database (GDD), Demanding Evaluation Kits for Objective in Silico Screen-
ing (DEKOIS) and DEKOIS 2.0 Nuclear Receptors Ligands and Structures
Benchmarking DataBase (NRLiSt BDB), DUD LIB VS 1.0, reproducible virtual
screens database (REPROVIS-DB) and Maximum Unbiased Validation (MUV)
(Xia et al. 2015; Lagarde et al. 2015).

In this chapter, the application of Autodock4, Autodock Vina, and DOCK6,
consensus scoring, and rescoring of the binding free energy in the virtual screening
process is emphasized.

2.1.1 Docking Algorithms: Autodock4, Autodock
Vina, DOCK6

Docking algorithms are designed to predict the biological activity of small molecules
in the drug discovery process. A typical docking program includes algorithms to
search the conformations and score using scoring functions. Different search algo-
rithms and scoring functions are used to sample the conformations and score the
receptor-ligand interactions. The search methods are designed specifically to manage
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ligand flexibility and, to some extent, protein flexibility. Ligand flexibility may be
treated using systematic, random/stochastic and simulations search methods. The
systematic search method involves incremental construction, conformational search,
and databases. Stochastic involves Monte Carlo, genetic algorithms, and tabu
(conformational space) search approach. Simulations involve molecular dynamics
and energy minimization. To score the receptor-ligand interactions force-field based,
knowledge-based and empirical scoring functions are integrated into the docking
tools (Kitchen et al. 2004). The search methods and scoring functions integrated into
Autodock4, Autodock Vina, and DOCK6 docking algorithms are summarized
below.

Autodock4
Autodock is a grid-based automated docking algorithm. Autodock4 is a new version
of Autodock and integrates the Lamarckian genetic search algorithm and empirical
force field scoring function of Autodock3. Besides the characteristics of Autodock3,
Autodock4 incorporates limited flexibility in the receptor to assess the covalent
bound ligands. Autodock4 also includes simulated annealing and traditional genetic
search algorithms.

Lamarckian genetic algorithm (LGA) selects conformations with the lowest
binding energy. Autodock4 uses empirical force field-based scoring function to
evaluate the receptor-ligand interactions involving the binding energy of the ligand
molecules. It evaluates unbound and bound energy states of the ligand, protein, and
complex to predict the binding free energy. Autodock4 also includes a charge based
desolvation method. The desolvation method involves a typical set of atom types and
charges. The algorithm also includes protein flexibility involving side chains of the
amino acids (Morris et al. 2009; Forli et al. 2016).

Autodock Vina
In comparison to Autodock, Autodock Vina is easy to use, exhibits better perfor-
mance, more accurate in the prediction of binding mode, includes automatic grid
map calculation, and is compatible with Autodock tools. The docking tool is fast and
reduces the processing time involving multithreading approach on the multiple cores
of the machine (AutoDock Vina—molecular docking and virtual screening program,
http://vina.scripps.edu/). The algorithm includes iterated local search global opti-
mizer and conformational dependent scoring function. Vina scoring function is
inspired by the X score. Iterated local search global optimizer involves a local
optimization method (quasi-Newton method). Besides, Autodock Vina includes
protein flexibility involving amino acid side chains (Trott and Olson 2009; Jaghoori
et al. 2016).

DOCK6
The DOCK algorithm involves geometric matching and incremental construction to
generate conformers of the ligand. DOCK6 integrates the previous versions of the
DOCK algorithm. The algorithm has improved sampling and scoring functions. The
scoring function integrated into DOCK6 is energy scoring (Allen et al. 2015).
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2.1.2 Consensus Scoring

Consensus scoring is used to enrich the number of active inhibitors at an early stage
of screening. The approach combines the individual scores, and the errors are
balanced. Consensus scoring integrates the results of the individual docking algo-
rithm. The method involves an average of the score or rank of each molecule
generated using the docking program. Popular consensus scoring approaches include
voting, coarse quantiles voting, rank voting, simple sum ranks, deprecated
sum-ranks, worst-best ranks, weighted sum ranks, regression schemes, and multi-
variate methods (Feher 2006; Palacio-Rodríguez et al. 2019).

2.1.3 Rescoring Using Binding Free Energy

The development of better algorithms and high-end computation accelerates the
process of estimating the binding (ΔGbind), contrary to the experimental procedure,
which is a time consuming and costly process in drug discovery. Therefore,
improved computational methods have been developed to reduce the cost and time
to discover new drugs. In structure-based drug design, molecular mechanics energies
along with Poisson-Boltzmann or generalized Born and Surface area continuum
solvation (MMPBSA and MMGBSA) are routinely adopted to estimate the free
energies of binding (ΔGbinding) of small molecules to biological macromolecules.

Binding free energy is estimated using the equation
ΔGbinding ¼ Gcomlex � Greceptor � Gligand. The free energy of each of the system
are calculated as a sum of molecular mechanics energy (EMM, the sum of the internal
energy of the molecule plus the electrostatic and van der Waals interactions in
vacuo), polar contribution to the solvation energy of the molecule (Gpsolv) and
nonpolar solvation free energy (Gnpsolv) as shown in the equation,
G ¼ (EMM) + (Gpsol) + (Gnpsolv). Gpsolv is calculated by solving the Poisson-
Boltzmann (PB) and Generalized-Born (GB) equations for MMPBSA and
MMGBSA methods. In contrast, Gnpsolv is calculated using the equation
Gnpsolv ¼ γ * SASA + b, where SASA is the solvent-accessible surface area
calculated using the linear combinations of pairwise overlaps or Molsurf methods.

MMPBSA approach is adopted to study relative free energies of macromolecules,
binding free energies between protein-protein, protein-ligand, and nucleic acid
systems (Kollman et al. 2000). However, the MMGBSA model involves Atomic
Born radii to calculate the approximations to the electrical polarization component
(Gpsolv) of solvation free energy. The MMGBSA approach is reported to give
comparable free energy with experimental results. In the estimation of binding free
energy, MMPBSA and MMGBSA involve a well-equilibrated system of small-
molecule-receptor complexes and explicit molecular dynamics (MD) simulations
(Genheden and Ryde 2015; Wang et al. 2018). The methods exhibit an accurate
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estimation of binding energy. But, the methods are time-consuming and cannot be
routinely used in the drug discovery process.

Hence, to reduce computational cost and time, Rastelli et al. 2009 developed a
method to rescore using binding energy (Rastelli et al. 2009). In this chapter, the
implementation of the method is described (Gupta et al. 2018).

2.2 Virtual Screening and Rescoring Workflow

2.2.1 Computational Requirements

All Computational studies are performed on a personal computer with Centos Linux
7 operating system involving Intel® Core™ i7-3770 CPU @3.40 GHz processor.
Molecular visualization is performed with Chimera 1.10.2 (UCSF Chimera Home
Page, http://www.cgl.ucsf.edu/chimera/). Open source tools—Autodock
(AutoDock—AutoDock, http://autodock.scripps.edu/), Autodock Vina (AutoDock
Vina—molecular docking and virtual screening program), Dock6 (UCSF DOCK,
http://dock.compbio.ucsf.edu/), MGLtools (MGLTools Website—Welcome —

MGLTools, http://mgltools.scripps.edu/), Putative Active Sites and Spheres
(PASS) (overview.html, http://www.ccl.net/cca/software/UNIX/pass/overview.
shtml; Brady and Stouten 2000), OpenBabel (Open Babel—Browse/openbabel/
2.3.2 at SourceForge.net, https://sourceforge.net/projects/openbabel/files/
openbabel/2.3.2/) Mayachemtools MayaChemTools: Home, http://www.
mayachemtools.org/), (About MODELLER, https://salilab.org/modeller/; Webb and
Sali 2016) and enrichvs (CRAN—Package enrichvs, https://cran.r-project.org/web/
packages/enrichvs/index.html) were downloaded and locally installed in the system.
Download and installation instructions are described in the supplementary document
(S1). R 3.2.3 is used to plot enrichment curves (R: The R Foundation, https://www.r-
project.org/foundation/).

2.2.2 Virtual Screening Using Docking

Virtual screening using docking involves a practical application of the Autodock4,
Autodock Vina, and Dock6 open-source docking programs. Plasmodium falciparum
dihydrofolate reductase PfDHFR-TS (PDB 1J3I) (Yuvaniyama et al. 2003) complex
consisting of NADPH and two water molecules (W1249 and W1250) are selected to
demonstrate the virtual screening workflow (Fig. 2.1). The virtual screening
workflow is described in the following sections. The steps and the scripts involved
in the execution of the workflow can be obtained from the Supplementary.

Briefly, docking with Autodock4 involving a grid size of 50 � 50 � 50 with
0.375 grid spacing, and �0.1465 dielectric constant is constructed. Lamarckian
Genetic Algorithm (LGA) is used as the search method. The Auto Grid program
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determines the affinity maps of grids. The docking parameters included a number of
genetic algorithm (GA) runs: 10, individual population size: 150, the maximum
number of energy evaluation: 2,50,0000, and the maximum number of generation:
27,000.

Perl wrappers are used to execute the python codes for the library of ligand and
decoy. The PDBQT format of transformed receptor and dataset is involved in
docking with Autodock4 and Autodock Vina. The workflow for Autodock4 and
Autodock Vina is shown in Fig. 2.2.

Flexible docking is performed with Dock6. DMS program of Dock6 determines
the molecular surface and active binding site of the transformed receptor. Sphgen
tool generates overlapping spheres to describe the shape of the molecule or molec-
ular surfaces. The active site is determined by using a 10 Angstrom radius with
reference to WR1092. Grid is generated using a Showbox tool. The Showbox tool
involves an energy scoring method to generate a grid. The Mol2 format of the
transformed ligand library is used for docking.

Preprocessing of the Receptor and Ligand Library

Preprocessing of receptor and ligand involved the transformation of the receptor and
ligand to 0.0 0.0 0.0 coordinates, adding hydrogens and charge to the PDB structure
and small molecules. Charges are required to enable interactions between the ligand
and receptor. Modeling of missing residues is performed using Modeller.

Receptor

The PDB structure of PfDHFR-TS PDB 1J3I (Yuvaniyama et al. 2003) is retrieved
from RCSB Protein Data Bank. Chain B of PfDHFR-TS (PDB 1J3I) is used for
docking studies. Modeller models the protein and ten homology models are gener-
ated. The best model based on the DOPE score is validated using PROCHECK
(PROCHECK—DOE-MBI Structure Lab UCLA, https://servicesn.mbi.ucla.edu/
PROCHECK/). All water molecules are removed from the protein except W1249
and W1250. W1249 and W1250 are in proximity to Asp54 residue of the active site.
The co-crystallized ligand WR99210 is removed from the complex. However, the
NDP cofactor is retained.

Ligand Library

The data set of PfDHFR-TS (PDB 1J3I) consists of ligands and decoys. It is obtained
from the directory of useful decoys in the SDF format (dhfr_ligands.sdf.gz and
dhfr_decoys.sdf.gz) (DUD—A Directory of Useful Decoys, http://dud.docking.org/
r2/). The dhfr_ligands.sdf file is split, and duplicates are removed from the library
using SplitSDFiles.pl script of Mayachemtools. The dhfr_ligands.sdf file is split into
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new SDF files of the ligands, and the name of each new SDF file corresponds to the
ligand name. Subsequently, hydrogen atoms and gasteiger charges are added to the
molecule using Openbabel. Openbabel also generates the 3D structure of the ligands.

Transformation of the Receptor and Ligand Library

The transformation of the receptor and ligand library is a significant step included in
the virtual screening protocol. It involves positioning the coordinate center of active
site points to the center of the active cavity. Thus, coordinates are positioned to 0.0
0.0 0.0 of the predicted active site.

PASS algorithm determines the active site point (receptor.asps) in the receptor.
The script transform-receptor.py transforms the receptor to 0,0,0 coordinates.

However, the transformation of the ligand library involves the Perl script (trans-
form-ligand.pl). The prepped transformed files of the receptor
(receptor_transformed.pdb), and ligand (ligand_transformed.pdb) may be used for
processing with different docking algorithms (see “Electronic Supplementary
Material”).

Processing

The transformed receptor and ligand are processed using Autodock4, Autodock
Vina, and Dock6 (Forli et al. 2016).

Preparing the transformed receptor and ligand in PDBQT format for processing
with Autodock and Autodock Vina

The transformed receptor and ligand library is prepared in the PDBQT
(receptor_transformed.pdbqt and ligand name_transformed.pdbqt) format using
python (prepare_receptor4.py) and Perl (prepare_ligand.pl) wrapper, respectively
(see “Electronic Supplementary Material”).

Autodock4

Processing with Autodock4 involves the preparation of the grid parameter file,
calculation of grid maps for each atom type in the ligand using autogrid4, and the
docking parameter file (specifies the files and parameters for the docking
calculation).

The grid parameter file is obtained using prepare_gpf.pl Perl wrapper. The size of
the grid (npts¼ ‘50,50,50’) is mentioned in the Perl wrapper. Subsequently, the grid
maps are generated and include all the possible atoms types in the ligand. The final
step of the processing involves the preparation (prepare_dpf.pl) of the docking
parameter file (.dpf). The docking parameter files (.dpf) are listed and on the
execution of the script prepare_dlg.pl, docking log files (.dlg) are generated (see
“Electronic Supplementary Material”).
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The results obtained using Autodock are evaluated using Perl script. Two direc-
tories (hi and hna) are created. The hi directory contains a copy of the docking log
files (.dlg). summarize_result.pl script. On the execution of the script
summarize_result.pl, a summary file including the root mean square deviation
(rmsd), Genetic Algorithm runs and calculated lowest energy is generated as an
output. The docking log files (.dlg) are processed and are converted to PDBQT
format using the prepare_write_complexes.pl. The prepare_pdbqt_to_pdb.pl script
may be used to convert PDBQT files to PDB format.

Autodock Vina

The receptor (receptor_transformed. pdbqt) and the ligand files (ligand
name_transformed.pdbqt) are processed using AutoDock Vina. A vina-folder direc-
tory is created. The vina-folder contains a copy of the recetor_transformed.pdbqt
and a directory lig_library. The lig_library contains a copy of all the ligands in the
PDBQT format (ligand name_transformed.pdbqt). The vina-folder also contains
vina_VS_input_final.sh and conf_input_final.py python script. A conf.txt file is
generated and mentions the grid parameters. Besides, a lig_lib is obtained containing
the docked files (see “Electronic Supplementary Material”).

DOCK6

DOCK6 algorithm compatible receptor and ligands are prepared. The transformed
receptor (receptor_transformed.pdb) and transformed ligand library in the PDB
format (ligand_transformed.pdb) is used as the input file. Receptor and ligands are
prepared as described in the DOCK6 tutorial. The transformed ligand library in PDB
format (ligand_transformed.pdb) is converted to MOL2 format and combined to a
single file (transformed_ligand.mol2).

Grid generation and processing are performed as described in the DOCK6 tutorial
(UCSF DOCK, http://dock.compbio.ucsf.edu/DOCK_6/tutorials/index.htm).

Consensus Scoring

Post docking analysis is performed by ranking all the docked ligand and decoy
molecules obtained by Autodock Vina, Autodock, and Dock6 in the descending
order (highest to lowest score). In the early recognition of active compounds,
consensus scoring is done using the sum score, sum rank, and reciprocal rank
method (Feher 2006).
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Sum Rank
sum rank (i) ¼ {1/(autodock_rank(i)/total no. of docked molecules) + 1/(vina_rank
(i)/total no. of docked molecules) + 1/(dock6_rank(i)/total no. of docked mole-
cules)}/total no of docking method

Reciprocal Rank
reciprocal rank (i) ¼ 1/{((1/(autodock_rank(i)/total no. of docked molecules) + 1/
(vina_rank(i)/total no. of docked molecules) + 1/(dock6_rank(i)/total no. of docked
molecules)/total no of docking method))/total no of docking method}

Sum Score
sum_score (i) ¼ {(autodock_score[i]/autodock_score_min) + (vina_score
[i]/vina_score_min) + (dock6_score[i]/dock6_score_min) }/total no. of docking
software

Enrichment Plot

Enrichment plots are drawn between the percentage of top-ranked database and
percentage of active compounds using enrichVS package. The performance of VS
open-source docking tools and consensus scoring approaches were evaluated using
the benchmarking dataset (ligands and decoys for PfDHFR-TS (PDB 1J3I). Sum
rank, sum score, and reciprocal rank were calculated using the docking scores of
Autodock, Autodock Vina, and Dock6. The performance of the open-source
docking tools and consensus scoring approaches were compared with GOLD and
GLIDE.

In the early recognition of the actives, the overall performance involving the
consensus scoring approach in the workflow was better than the open-source
docking tools. The open source tools in conjunction with consensus scoring
approach exhibits comparable performance. While the overall performance of
GLIDE and GOLD on the complete dataset is superior, the use of consensus scoring
actually provides better results for the detection of early hits. The number of actives
determined using the consensus scoring approach was approximately 65% in the top
10% of the ranked database. Amongst open-source docking tools, the performance
of AutodockVina was better than Autodock and Dock6 (Fig. 2.3).

.

2.2.3 Rescoring Using MMPBSA/MMGBSA

Rescoring using binding energy has emerged as an efficient tool to post-process the
docked poses. The approach was developed by Rastelli et al. 2009 and is popular as
Binding Estimation After Refinement (BEAR) (Rastelli et al. 2009). BEAR involves
a three-tier refinement (MM/MD/MM) process and rescores the ligands using
accurate scoring functions MM(PB/GB)SA (Rastelli et al. 2009; Anighoro and
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Rastelli 2013; Rastelli and Pinzi 2019). The refinement includes energy minimiza-
tion of the complexes followed by MD simulations. The approach allows the
movement of ligands and involves restrain on the receptor. The final step is the
re-minimization of the entire complexes (Degliesposti et al. 2011).

Preparation of the System: Receptor-Ligand Library Complex

Molecular docking yields receptor-ligand complexes. Post-processing is required to
filter the false negatives from the docking ensembles and to rank the top hits using
the binding free energy obtained via MM(PB/GB)SA (Sgobba et al. 2012). The
BEAR algorithm involves the pre-processing of docked complexes, refinement of
the complexes, and the estimation of binding free energy. The pre-processing
includes the parameterization of the receptor, ligands, and generation of complex
topology. Amber Molecular Dynamics package is used in the pre-processing, refine-
ment of the complexes, and estimation of the binding free energy (The Amber
Molecular Dynamics Package, http://ambermd.org/).

Fig. 2.3 Comparison of open source docking algorithms and open source docking algorithms in
combination with consensus scoring methods using the virtual screening workflow described in the
chapter. Y-axis represents the yield (percentage of the activities). X-axis represents the top
percentage of ranked database (pfDHFR data)
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Parameterization of Receptor and Ligand Library

The pre-processing step includes the addition of hydrogen atoms to the receptor. The
Leap module assigns Amber atom types and charges to the receptor using the
ff99SBILDN force field. The ligand library is parameterized and atomic charges
are calculated using the AM1-BCC model (Jakalian et al. 2002). The Antechamber
module builds molecular mechanics parameters of the ligands using Generalized
Amber Force Field (GAFF) (Wang et al. 2004). Parmchck assigns the missing
forcefield parameters.

Refinement of the Receptor-Ligand Complex

The refinement of the receptor-ligand complex involves the three-tier refinement
procedure. The initial MM energy minimization is performed on the entire receptor-
ligand complexes. It is followed by a short MD simulation involving restrain on the
receptor and the unrestrained movement of the ligand. In the last step, the entire
complex is re-minimized. The energy minimization of the complexes is performed
using the sander module of AMBER16 (Case et al. 2016) for 2000 steps. It involves
distance-dependent dielectric constant ε ¼ 4r and a cutoff of 12 Å. Subsequently,
100 ps MD simulation is performed and the ligand unrestrained. The final step is
again re-minimization and the entire complex is re-minimized for 2000 steps. The
MD is performed at a temperature 300 K. and involves SHAKE algorithm (Ryckaert
et al. 1977) to constrain the hydrogen atoms (time step of 2 fs).

Rescoring

A single conformation of each refined complexes is selected for estimating the free
energy of binding using MMPBSA.py script available in AMBER module. An
automated script including parameterization, system preparation, refinement, and
rescoring, can be obtained from the supplementary.

2.3 Conclusion

The VS workflow integrates open-source docking programs (Autodock4, Autodock
Vina and DOCK6), consensus scoring (sum rank, sum score, and reciprocal rank)
and rescoring using binding energy. The performance of the docking programs is
assessed by docking the PfDHFR-TS (PDB 1J3I) with a benchmarking dataset
downloaded from DUD. Consensus Scoring was done using sum rank, sum score,
and reciprocal method. The number of actives in early recognition was higher with
the consensus scoring method than with open source programs. Besides, rescoring
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using binding energy estimation enables the efficient sampling of receptor-ligand
complexes. It also allows us to accurately rescore the docking poses at reasonable
time. Hence, it can be routinely used in the drug discovery process.
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Chapter 3
Aspects of Protein Structure, Function,
and Dynamics in Rational Drug Designing

Daliah Michael, Namrata Bankoti, Ansuman Biswas, and K. Sekar

If we were to name the most powerful assumption of all, which
leads one on and on in an attempt to understand life, it is that
all things are made of atoms, and that everything that living
things do can be understood in terms of the jigglings and
wigglings of atoms.

-Richard Feynman, Nobel Prize in Physics, 1965

Abstract The availability of the first three-dimensional protein structure of myo-
globin, ever since, has changed the way drug designers approach the protein-drug
binding problem. Thereafter, the dogma shifted from the “lock and key” to the
“induced fit” and later the “conformational selection” model. This shift could be
attributed to the various experimental techniques used to solve the protein’s three-
dimensional structure and its function. The basis of this new ideology lies in the fact
that the atoms of the protein are not static but in constant motion. Furthermore, due to
the folding of the protein’s secondary structural elements to arrange themselves
spatially, there is a flexibility associated with the whole protein structure. In addition,
computational methodologies such as molecular docking and molecular dynamics
simulations have proved to be a boon to the drug designing process. This chapter
explains, in a nut shell, how protein dynamics and computer-aided drug design play
important roles in rational drug designing.
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3.1 Introduction

Proteins can be perceived as nanodevices/nanomachines that play many critical roles
in the body. They play a pivotal role in maintaining coordination in the structure,
function, and regulation of the cells, tissues, and organs through their function.
Proteins are made up of smaller units called amino acids, which are attached in a
linear sequence of peptide bonds to form long chains. Twenty naturally occurring
amino acids combine to form a protein. This linear arrangement of amino acids is
referred to as the primary structure of the protein. The sequence of amino acids in a
protein helps in determining its unique three-dimensional structure (Anfinsen and
Haber 1961) and its specific function. The different patterns adopted by these chains
based on the hydrogen bonds formed between the amino acids constitute the
secondary structure of the protein molecule. There are two major types of secondary
structures, alpha helix and beta-pleated sheets. It is interesting to note that long
before the first protein structure was made available, Linderstrom Lang (1952) had
postulated that protein sequences can form distinct structural motifs that will even-
tually fold into a three-dimensional structure. These motifs are nothing but the
secondary structural elements of the protein (alpha-helix and beta-pleated sheets).
Tertiary structure is when these features fold and arrange into three-dimensional
structures, which are actually the functional forms of the protein. Furthermore,
proteins can form larger macromolecule complexes to stabilize their structure and
function. This higher level of arrangement is referred to as the quaternary structure
of the protein. The best example to give here is that of the hemoglobin protein
structure (Fig. 3.1), a popular example that can be found in most textbooks. The
structure of hemoglobin was solved by Max Perutz in 1959 (Perutz et al. 1960) by
X-ray crystallography. Hemoglobin has a quaternary structure whose function is to
transport oxygen in the blood. It has two alpha chain and two beta chain subunits.

Based on structure, proteins can be broadly classified as fibrous and globular
proteins. (1) Fibrous proteins usually comprise a particular type of secondary
structural element in which the polypeptide units are arranged in strands or sheets.
Their function mainly lies in providing strength and support to vertebrates. Collagen
and keratin are two such proteins. (2) Globular proteins are made up of different
secondary structural elements, which are arranged in a globular shape. Enzymes and
most other functional proteins fall in the category of globular proteins; for instance,
hemoglobin, which isa protein that transports oxygen (Imai 1999). Globular proteins
are dynamic in nature and display a close relationship between sequence-structure
and function. Based on functions, proteins can fall into eight broad categories
(hormone, enzyme, structural protein, defensive protein, storage protein, transport
protein, receptor protein, and contractile Protein) out of which enzymes and receptor
proteins are crucial for drug designing (Geronikaki 2019; Marques et al. 2017;
Rekka et al. 2019; Yari et al. 2017).

From their function as detergents (Hasan et al. 2010) to complex ones (Sweeney
and Holzbaur 2018) in our body, enzymes are indispensable biological molecules
that are vital for a wide variety of functions in living organisms. Based on the
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Enzyme Commission (EC) number (Webb 1992), enzymes are classified into six
different categories (Koolman and Roehm 2005). These proteins are biocatalysts and
constitute different metabolic pathways in the cells.

In evolutionary related studies, the first impressions were that proteins having
high sequence similarity reflect high homology between proteins of different organ-
isms and thus have similar functions or have probably evolved from a common
ancestor. Later, after the relationship between sequence and structure was revealed
(Anfinsen and Haber 1961), it was established that if the sequences of proteins do not
share similarity, their three-dimensional structures were highly similar (Chothia and
Lesk 1986; Rost 1999; Sander and Schneider 1991). Such revelations led to the
affirmation that it was after all the structure of the protein that plays an important role
in determining its function. Proteins are dynamic molecules; they depict inter-
domain, secondary structure level movements (Biswas et al. 2017a, 2017b;
Chaudhary et al. 2018; Deocaris et al. 2009; Jana et al. 2011; Putri et al. 2019) for
their function. Homologous proteins display conservation in sequence, structure, and
dynamics levels and subsequently demonstrate similarity in function space. How-
ever, there are subtle differences in all these levels across homologous proteins,
which may lead to subtle changes in function as well.

Fig. 3.1 Depicting primary, secondary, tertiary, and quaternary structures of hemoglobin. (Source:
OpenStax College, http://commons.wikimedia.org/wiki/File:225_Peptide_Bond-01.jpg, cc by 3.0.)
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Often, proteins from pathogens are specifically targeted using small molecule
inhibitors in an attempt to design drugs against those pathogenic infections (Kumar
et al. 2019; Okuhira et al. 2017; Peixoto et al. 2017). Inhibitors are designed in such a
way that they do not target the homologous protein from the host. In this attempt, the
subtle differences in sequence, structure, and dynamics space across the homologues
are taken into account (Śledź and Caflisch 2018).

G-protein coupled receptors, more popularly known as GPCRs, form major part
of the human membrane proteins and constitute more than 1% of the human genome.
They comprise seven transmembrane helices that are conserved secondary structure
across all GPCRs. A recent survey revealed that approximately 40% of available
drugs have GPCRs as targets (Brink et al. 2004; Drews 2000; Klabunde and Hessler
2002). These drugs cover a variety of diseases ranging from diabetes, immune
disorders, cancer, and cardiovascular disorders. Furthermore, it is known that spe-
cific conformational changes in GPCRs activate them to cause intracellular signals
(Latorraca et al. 2017). Please refer (Lee et al. 2019) and (Lee et al. 2018) for further
reading on GPCRs. Thus, in recent years, this family of proteins has been involved in
various pharmacology studies (Wacker et al. 2017), especially in rational drug
designing.

3.1.1 Rational Drug Designing

Till around half a century ago, drug discovery was set upon the basis of “trial and
error” methods and the availability of basic materials. Ever since the three-
dimensional structures of proteins have been made available, over the years, the
basis of drug designing lies in studying the structure and function of the protein
target. The aim is to design drugs that are “tailor-made” compounds with high
specificity for the target protein, thereby specifically inhibiting the protein function
to obtain desired therapeutic effects. This procedure is known as “rational drug
designing.” This strategy requires the following steps: (1) a receptor molecule/
enzyme related to a disease, which is the target for the drug; (2) complete informa-
tion on the structure, function, and dynamics of the protein target; and (3) designing
potential and highly specificligands, which are suitable to bind to the target. The
structure and dynamics of the protein may decipher different aspects of ligand
binding––interacting residues and the types of interactions among their sidechains
and the small molecules, electrostatic properties of the binding site, and residue level
movements of the binding site (Guo et al. 2015; Naderi et al. 2019). These param-
eters are crucial in designing effective small molecule inhibitors. Current trends in
rational drug designing include computer-aided drug designing (CADD) techniques
as an integral part of the overall drug designing process.

An article, dating all the way back to 1986 (Hol 1986), states that ultimately it is
the precise three-dimensional structure of a protein complexed with many “lead”
molecules that provides the basis of drug design. The author states that taking into
account even the slightest conformational changes of the protein will result in the
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small molecules/ligands binding differently to the protein. This will eventually give
rise to active and effective “tailor-made” drugs, with a high degree of specificity.
However, obtaining a comprehensive view of protein dynamics requires the three-
dimensional structure of a protein as snapshots along the dynamic trajectory. Such
structures, as in the case of adenylate kinase, along the reaction coordinate solved
through X-ray crystallography, provide deep insights into the functionally important
movements during catalysis (Jana et al. 2011). Even a single structure comes with
the b-factor statistics of the atoms, which is a metric for atomic movements. Several
biophysical techniques, such as small-angle X-ray scattering (SAXS) and wide-
angle X-ray scattering (WAXS) (Lamba 2016; Walther et al. 2000), are able to
probe different protein dynamics in solution. Protein structure determination has
often been faced with the bottleneck of obtaining diffraction quality crystals. This
has partially been overcome by the advent of cryo-electron microscopy, which does
not require the crystalline state of the molecule for structure determination (Callaway
2015).

However, all these methods come with their limitations at different levels: (1) Pro-
teins should be of high purity and desired quantity; however, at times, during the
purification procedure, the protein expression becomes poor, leading to some
expressed eukaryotic proteins not containing functionally important glycans. (2) Pro-
tein purification, quite often, results in some impurity being retained, which is very
difficult to eradicate. (3) Highly dynamic regions of proteins often hinder the process
of crystallization, and crystallization trials are attempted with the deletion mutants of
protein samples, where those regions are deleted from the sequence. Therefore, the
crystal structures of the deletion mutants may not provide the dynamic information
of the full length protein. (4) Protein co-crystal structures with small molecules may
not be determined in certain cases (as in thymidylate kinase from Sulfolobus
tokodaii). Therefore, the specific interactions among residues and the small molecule
may not be determined, and the relative movements of protein binding site residues
with respect to the apo structure cannot be elucidated. (5) Expressing mammalian
proteins in a bacterial system results in proteins that are devoid of glycosylation.
However, glycans often play important roles in regulating protein functions in the
eukaryotic system (Corfield 2017; Varki 2017). Structures without glycans may not
provide full insight into protein dynamics.

CADD techniques may provide valuable insights about the system in the absence
of experimental insights. Homology modeling or ab-initio protein structure deter-
mination provides predictive three-dimensional models in the absence of crystal
structures. Thereafter, docking simulations can predict the possible ligand-bound
protein structures. Long molecular dynamics simulations of both apo and
co-structures provide possible trajectories of the functionally important movements
of protein structures. However, problems regarding drug design still persist owing to
the presence of experimental hurdles.
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3.2 Role of Protein Structural Biology in Rational Drug
Design

The first protein structure of myoglobin was solved using X-ray crystallography by
Max Perutz and John Kendrew in 1958 (Kendrew et al. 1958), which won them the
Chemistry Nobel Prize in 1962. Following this breakthrough, many other protein
structures have been solved by X-ray crystallography, of which the structures of
vitamin B12 and insulin, which won Dorothy Hodgkin the Nobel prize in chemistry
in 1962, are worth mentioning.

Structural biology is the study of the biochemical and biophysical characteristics
of protein structures after elucidating the three-dimensional structure. The three-
dimensional structure of proteins is determined, mainly, using X-ray crystallogra-
phy, amongst other techniques, and it is the atomic coordinates of the protein that
shed light on the function of the protein. The detailed analysis of the three-
dimensional structure of proteins facilitates the understanding of various structural
and functional roles of the proteins. For instance, the catalysis process that happens
at the enzyme active site, how or why two proteins interact with each other, and the
molecular basis of cell signaling. Such analyses provide us with immense knowledge
and open up avenues for further exploration of cellular machinery functions, such as
the viral or bacterial disease cycles.

Further advancements in X-ray crystallography, nuclear magnetic resonance
(NMR) spectroscopy, and electron microscopy (cryo-electronmicroscopy) tech-
niques have led to the phenomenal quantity and quality of information that can be
exploited to gain valuable insights into the structure, function, and dynamics of
protein structures. This treasure of knowledge will pave the way for precise and
specific drug designing. Therefore, since the determination of the first protein three-
dimensional structure, its knowledge has become crucial for the development of
drugs for protein targets.

As straightforward as it sounds, in reality, the information obtained from the
crystal structure of proteins is very complicated, plainly because the atoms of the
protein are not rigid/fixed but constantly “jiggle” and “wiggle.” Thus, a three-
dimensional structure is not a single snapshot of the protein but rather an ensemble
of different conformations. In other words, owing to the fact that protein molecules
are in constant motion, the structure of a protein can adopt different conformations.
This is the key ingredient to understand and study the protein conformational
dynamics and its effect on protein function and binding to drug molecules
(Eisenmesser et al. 2005; Frauenfelder et al. 1991; Zhuravleva and Gierasch
2015), and the drug Captopril is a successful example. Captopril is an angiotensin-
converting enzyme (ACE) inhibitor, which is being used to treat hypertension or
high blood pressure for decades. According to an early review article (Hol 1986), the
success of this inhibitor was based on the knowledge of the three-dimensional
structure of the proteins carboxypeptidase A (Rees et al. 1983) and thermolysin
(Holmes and Matthews 1982).
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3.3 Role of Protein Dynamics in Drug Design

Although enzymes are usually large globular protein molecules, only a part of it is
involved in its catalytic functionality. The active site (catalytic site + binding site) of
the enzyme is specific to its function as only a substrate with the particular shape will
fit into it. The three-dimensional structure of an enzyme has an important role in
determining the function of its active site, and any change in the amino acid
sequence could result in a change of its three-dimensional structure and function.

The active site of a protein/enzyme is mostly a cavity in the protein where a
substrate binds to activate a particular reaction (catalytic function). Active sites
comprise amino acids that are important for that catalytic function and are usually
highly conserved across protein families. These active site amino acids are respon-
sible for binding to the substrate to catalyze the chemical reaction. Amino acid
residues that are present on other areas of the protein also contribute to maintaining
the function, features, and properties of the protein and active site (Furst et al. 2019).
For instance, proteins fold and function via various interactions between the amino
acids, and these interactions in evolutionary times lead to a correlation between
residues. The residues that are situated around the active site of proteins are usually
conserved for ligand binding and catalysis. Structural studies have shown consider-
able interdomain movements in the protein active site during the course of catalysis.
For instance, studies on adenylate kinase (Jana et al. 2011) demonstrated how the
protein attains “open” to “closed” conformations along the reaction coordinate.
Combined with molecular dynamics simulations, it was also demonstrated how the
protein active site attains an intermediate “half open–half closed” conformation in its
dynamic trajectory (Adkar et al. 2011; Jana et al. 2011). Furthermore, several apo-
and co-crystallographic structures demonstrated the role of “allosteric regulation”
(described later in this chapter) in the function of Hsp70 (Stetz and Verkhivker
2017). Such studies enable us to identify the functionally important residues of the
protein. For proteins from pathogens, this helps to identify residues to be targeted for
highly specific inhibitor designing. Crystallographic structures of several sugar
binding proteins, such as lectins, and eukaryotic protein structures solved with
associated glycans demonstrate the molecular basis of cell to cell communication
(Varki 2017).

Moreover, conformational changes due to the binding of substrates/ligands in
these conserved sites are important factors for the study of information paths
between the substrates and protein (Singh et al. 2015). They help in identifying
the functionally important and correlated residues, which provide important insights
into the mechanism of enzyme catalysis (Chaudhary et al. 2018). Mutation of the
conserved residues during protein-protein interaction could have a detrimental effect
on the function of the protein. Thus, the concept of coevolving residues could be
used to study the compensatory mutation in the correlated residues, which can
restore the specificity of the protein, and the effect becomes neutral when together
or deleterious by itself (Adami 2004; Little and Chen 2009). Proteins undergo
considerable conformational changes in the cellular environment. Sometimes these
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conformational changes are triggered by the binding of some small molecules,
peptides, or proteins away from the site of interest. This is called allosteric regula-
tion. In combination with the protein structure network analysis of the trajectory of
protein dynamics, the functionally important residues both near the binding or active
site of the protein and away from the site of interest can be determined (Chaudhary
et al. 2018).

Active sites of proteins maintain a particular shape and size, which is suitable to
bind to specific substrates. It is to be noted that there are other binding sites on the
surface of the protein, which are shallower than the active site pocket. These binding
sites facilitate the binding of the protein molecule to other macromolecules, such as
protein-protein interactions and subunit associations. This is a very important step in
protein dynamics related to binding with ligands and substrates.

The earliest notion of protein-ligand binding was first presented as a “lock and
key” model (Fig. 3.2a) (Fischer 1894), where the active site of the protein is exactly
the shape of the rigid ligand so that it fits perfectly like a key into a lock. However,
when protein structures began to be solved by X-ray crystallography, as mentioned
earlier, protein molecules were found to be in constant motion and not rigid objects.
These movements can be at the atomic level, occurring in femtoseconds, or at the
secondary and tertiary structure levels, ranging from seconds to hours. The latter
refers to movements that occur during the event of protein folding and subunit
association. The flexibility and movement of these proteins affect the dynamics of
the active site, creating an ensemble of conformations and different cavity shapes.
Therefore, the limitations of the “lock and key” model theory were clearly seen.
Moreover, the “lock and key” model thrived during the era when protein three-
dimensional structures were not yet known. Soon, a new theory was introduced by
Koshland in 1958 (Koshland 1958), called the “induced fit” model (Fig. 3.2b).
According to this model, the shape of the protein binding site/active site changes
and adapts according to the ligand that binds to it. Also referred to as the “hand and
glove” model (Śledź and Caflisch 2018), the specific ligand induces a conforma-
tional change in the active site such that it perfectly binds to the respective ligand. In
layman’s language, the hand is considered as the ligand and the glove as the protein’s
binding pocket. When the hand is put into the glove, the latter adjusts its shape such
that it snugly fits over the former. Another model describes proteins possessing
several different conformations, and the ligand selects the most suitable conforma-
tion and binds to it. This form of selective binding is called the “conformational
selection” model (Fig. 3.2c). This was first observed when conformational changes
in the protein binding/active site were noticed consequential to the allosteric binding
of a ligand (Monod et al. 1965) (allosteric binding will be talked about later in this
chapter). Moreover, the “conformational selection”model has been widely observed
and studied in various research (Changeux and Edelstein 2011; Vogt and Di Cera
2012). Coming back to protein dynamics, it is to be noted that both intrinsic protein
flexibility and the active/binding site conformational changes are contributory fac-
tors to the protein-ligand binding process. Several studies have shown that the
magnitude of these movements affects the “time scale” on which they occur,
which in turn influences the choice of binding model (induced fit or conformational

42 D. Michael et al.



selection) during the protein-ligand binding process (Gianni et al. 2014; Hammes
et al. 2009; Zhou 2010). Readers are urged to read this excellent article on “Protein
binding pocket dynamics”(Stank et al. 2016) for further understanding. The article
clearly mentions that a binding pocket should possess certain features to suit the set
of ligands that is capable of binding to it. Firstly, the volume of the cavity should be
proportionate to the size of the ligand, so as to be able to house it. Secondly, the
physiochemical properties of the active site should be suitable for the potential
ligands to bind. These properties include electrostatics, hydrophobicity, and other

Fig. 3.2 Diagrammatic representation of the three types of binding models. (a) Represents the
“lock and key” model, (b) represents the “induced fit” model, and (c) represents the “conforma-
tional selection” model. Here, P Protein, L Ligand, PL Protein-Ligand complex
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interactions of the active site residues (Henrich et al. 2010; Schreyer and Blundell
2009). At this juncture, it would be appropriate to mention that each distinct
conformation is associated with a different energy; the lower the energy value,
the higher the stability, thereby making the conformations with lower energy values
more favourable for binding. Proteins transition between different conformations
and the chances of transitions highly depend on the energy variation between the two
conformational states; hence, the lesser the variation, the more probable is the
transition. Another important factor to be considered in the protein-ligand binding
process is the “druggability” of the active/binding site (Hopkins and Groom 2002).
Druggability may be defined as the ability of the protein’s active site to bind to a
drug, which also takes into account its physiochemical properties. Having realized
the utmost criticality and underlying role of dynamics in protein function, a research
group (Hensen et al. 2012) proposed the concept of “protein dynasome” based on the
hypothesis that proteins with similar functions display comparable dynamic proper-
ties and thus possess a common “dynamic fingerprint.” Interested readers are
encouraged to refer to the mentioned article for further reading.

An excellent article (Csermely et al. 2010) elucidating the different binding
models highlights a fourth model, which is “extended conformational selection.”
Several studies (Grunberg et al. 2004; Wlodarski and Zagrovic 2009) have demon-
strated that after following the “conformational selection” mode of binding, a
“conformational adjustment” was observed in the final protein-ligand complex.
“Conformational adjustment” is nothing but the “induced fit” action, which takes
place after the ligand selected the specific representation of the same. Ubiquitin’s
binding site is a perfect example of this mode of binding (Wlodarski and Zagrovic
2009), wherein the side chains of the residues in the binding site tend to adopt the
“induced fit” model, and the rest of the protein settles for the “conformational
selection” type. Another classic study (Silva et al. 2011) also demonstrates how
the LAO (Lysine-, Arginine-, Ornithine-binding) protein first adopts the “conforma-
tional selection” approach and then finishes off with the “induced fit” model during
ligand binding. This study includes computational methods that are used in drug
discovery and also talks about the effect of allostery in binding.

Allosteric binding is an important factor in the dynamics of the protein-ligand
binding process and is especially significant in drug designing (Nussinov and Tsai
2015; Stank et al. 2016). Allosteric binding refers to the binding of a ligand or a
macromolecule to the receptor protein at a site other than the active/binding site.
Allosteric binding contributes to the dynamics of the protein’s active/binding site
causing further conformational changes, which ultimately influence the type of
binding: induced fit, conformational selection, or a combination of both. How
does this work? Well, when a ligand binds to an allosteric site on a protein, it causes
a conformational change in the active site such that only a specific inhibitor or an
activator molecule will bind, such as the ligand-induced allosteric effects on myosin
V (Coureux et al. 2004) and Hsp70 (General et al. 2014). Similarly, during protein-
protein interaction of either the same or discrete macromolecules, the movement
caused in the entire protein complex affects the dynamics of active/binding site,
thereby making it a target or receptor for specific ligands. Please refer (Nussinov and
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Tsai 2015) for further reading. Protein (i.e., the target) flexibility is one of the main
factors that affect receptor-drug binding kinetics. For further reading, please see
reviews by Pan et al., (Pan et al. 2013) and Klebe et al., (Klebe 2015).

3.4 Role of Computer-Aided Drug Design (CADD)

The last few decades have seen a sudden stir in pharmaceutical and life science
companies where everyone is talking about “drug designing,” wanting to make their
mark in the field, and why not? The advent of computational methodologies in the
drug discovery pipeline has accelerated the process of the designing of drugs
(De Vivo 2011; Jorgensen 2004) and optimizing drug candidates. Methods such as
molecular dynamics (MD) and molecular docking are being used very frequently
and are becoming indispensable CADD tools in the drug discovery process. This can
be attributed to the fact that their basis for analysis is protein dynamics and entropic
effects. This provides drug designers and researchers with a more accurate scenario
in terms of protein-ligand binding (De Vivo et al. 2016). The drugs indinavir,
ritonavir, saquinavir (Van Drie 2007), and tirofiban (Hartman et al. 1992), to name
a few, have used CADD as an integral part of their development process, and many
more are continuing to (Hillisch et al. 2015; Muegge et al. 2017). As mentioned
earlier, protein dynamics is one of the key factors in deciding the type of ligands that
are to be used in binding to a particular protein in structure-based drug designing.
Keeping this in mind, a brief outline of the two most widely used computational
methods in CADD, “molecular docking” and “molecular dynamics simulations,” is
presented below.

3.4.1 Molecular Docking

Virtual Screening, a rational drug discovery approach, can be categorized into two
methods: ligand-based and structure-based. The ligand-based method is employed
when the ligand molecules are known, but the structure of the target protein is
unknown; hence, methods like QSAR (Quantitative Structure Activity Relationship)
and pharmacophore modeling are used. Whereas, in structure-based drug design, the
structure of the target protein is known, and the molecular docking method is
adopted (Kuntz et al. 1982). Structure-based virtual screening aims to identify new
potential ligands for the specific protein target, and many such projects have been
accomplished. The molecular docking approach is used to identify the interaction
between a small molecule and protein, which in turn gives an insight into the nature
of the small molecules in the binding site of the target protein (McConkey et al.
2002). During the process of docking, prior knowledge of the binding site adds to the
docking efficiency. In the event that the binding site is unknown, the information can
be obtained either by comparing the target protein with a class of proteins having
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similar structure and function or by using prediction tools and servers, such as GRID
(Goodford 1985; Kastenholz et al. 2000), POCKET (Levitt and Banaszak 1992), and
MetaPocket (Huang 2009). In some cases, docking is done without any knowledge
of the binding site and is referred to as “blind docking.” The docking process
involves two inter-related steps: (1) sampling method: prediction of conformations
of the ligand in the active site and (2) scoring schemes: evaluating the binding
affinity via the scoring function (Meng et al. 2011). Both these methods are briefly
explained below.

Sampling Algorithms

1. Matching algorithms—follow the principle of matching the shape and properties
of the ligand to that of the active site (Brint and Willett 1987; Fischer et al. 1993;
Norel et al. 1994).

2. Incremental construction methods—first breaks up the ligand into fragments at
their rotatable bonds. The fragment of highest binding significance is first docked
into the binding site followed by the addition of the remaining fragments, piece
by piece (Des Jarlais et al. 1986; Leach and Kuntz 1992; Rarey et al. 1996).

3. Stochastic methods—work by modifying the conformation of the ligand or group
of ligands, to identify the conformational space. The Monte Carlo (Goodsell et al.
1993; Hart and Read 1992) and Genetic algorithms (Jones et al. 1997; Oshiro
et al. 1995) are examples of stochastic methods.

Scoring Functions

Scoring function estimates the binding affinity between the protein and ligand,
thereby separating the correct orientations from incorrect ones. There are three
types of scoring functions:

1. Force-field based: evaluating binding energy based on non-bonded interactions
(electrostatic and Van der Waals).

2. Empirical scoring functions: Binding energy includes various energy compo-
nents (ionic interactions, hydrophobic effects, hydrogen bonds, and binding
entropy), and each contributes to the final score.

3. Knowledge-based scoring function: the distance between the ligand and protein is
obtained using the statistical analysis of protein-ligand complexes.

Thus, molecular docking is a method that is used to predict the binding of a
protein with potential ligands. Docking studies provide the best binding orientation
of the ligand to the protein’s binding pocket or active site. Docking can adopt two
strategies: structure-based and fragment-based. Structure-based docking is more
popular than fragment-based docking because the former uses the entire protein
structure in the process, while the latter uses only the binding pocket region. Since
protein flexibility and dynamics play an important role in protein-ligand binding, it is
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rather prudent to adopt the structure-based method. Furthermore, molecular docking
methods can either cater for the various conformations that the protein structure
might assume during the binding process (i.e., induced-fit mode) (Sherman et al.
2006) or use an existing ensemble of conformations (Erickson et al. 2004). This is
also known as “flexible docking,” which is a better strategy to employ rather than
“rigid docking.” The advantage of flexible docking is that the binding orientations
with the least binding energies can be preferred rather than being given only one
binding pose in rigid docking. A variation to the flexible docking mode is where
most of the protein is frozen, and only specific binding site amino acid residues are
left to “jiggle” and “wiggle” (Kuhn et al. 2016). Some of the most popular tools for
docking are Dock (Allen et al. 2015), GOLD (Jones et al. 1997), AutoDock (Morris
et al. 2009), Haddock (de Vries et al. 2010), and rDock (Ruiz-Carmona et al. 2014).

3.4.2 Molecular Dynamics Simulations

Molecular Dynamics (MD) (Cornell et al. 1995; Brooks et al. 1983; Weiner et al.
1984) is a computational method for studying the motion of atoms and molecules
and their interactions based on Newton’s physics. Though experimental techniques
like X-ray crystallography and NMR provide information about the various confor-
mations of protein structures, it is not sufficient in drug discovery, where the
knowledge of all possible conformations and motions is necessary for proper ligand
selection or specificity. This is where computational methods like MD step in to
make up for the existing lacuna.

The very first step is to develop a computational model of the molecular system
from experimental data (NMR, Crystallographic data, Homology modeling),
followed by the estimation of forces on each of the system atoms. The energy
parameters are made to fit quantum mechanical calculations and experimental data
to mimic the behavior of real molecules in motion (Durrant and McCammon 2011).
Together, these parameters describe the contribution of various atomic forces that
influence MD and are referred to as “force field.” AMBER (Cornell et al. 1995),
CHARMM (Weiner et al. 1984), and GROMOS (Christen et al. 2005) are some of
the common force fields used in MD simulations. After the calculations of the forces
acting on each of these system atoms, based on Newton’s law of motion, the
positions of these atoms are shifted. In the end, the simulation time is incremented
by one or two quadrillionths of a second, and this process is iterated millions of
times. This is the reason whyMD simulations require to be run on supercomputers or
clusters. Some of the popular MD software are AMBER (Case et al. 2005),
CHARMM (Weiner et al. 1984), NAMD (Kalé et al. 1999; Phillips et al. 2005),
and GROMACS (Pronk et al. 2013).

Since MD simulations cater for the flexibility and dynamics of both the protein
and ligand, it is often used to predict the near accurate conformations of the ligand
binding to the active site. Furthermore, in several cases, MD simulations have
predicted novel binding sites in a protein structure. One of the success stories
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based on this is the discovery of a new binding pocket adjacent to the known active
site of HIV integrase, which led to the designing of new inhibitors for
it. Spearheaded by Merck & Co., this project led to the development of the drug
Raltegravir (Summa et al. 2008).

In conclusion, when multiple conformations of both the ligand and protein are
considered during docking calculations, apart from the chance predictions of new
binding sites, the accuracy and efficacy of the interactions between the ligand and the
amino acid residues may provide valuable insights about the kinetics of the process.
Moreover, several studies have undertaken the evaluation of comparing and validat-
ing the MD data with experimental results (van Gunsteren et al. 2008), and a
substantial number of such cases are seen to be highly comparable (LaConte et al.
2002; Markwick et al. 2010; Peter et al. 2003; Showalter and Bruschweiler 2007). In
view of all these beneficial properties and the constant upgrade of computational
technologies, contrary to the old notion, molecular dynamics along with other
CADD techniques is becoming a standard feature in rational drug designing
(Borhani and Shaw 2012; Durrant and McCammon 2011). For the benefit of the
readers, a schematic, self-explanatory flow chart has been provided, which explains
the general process of CADD (Fig. 3.3).

3.5 Case Study: Computational Screening of Potential Lead
Molecules and Experimental Validation of Their
Anti-Influenza Effect

This case study is a published work (Liu et al. 2016), which has been used as an
example to demonstrate how CADD is an integral part of the drug designing
pipeline.

Influenza viruses, of the virus family Orthomyxoviridae, are one of the most
common causes of human respiratory infections. Influenza A virus eminently infects
the mucosa of the upper respiratory tract and might induce respiratory diseases
(Taubenberger and Morens 2008). Influenza viruses (A, B, C) are enveloped
negative-strand RNA viruses, consisting of seven to eight gene segments (Lamb
and Krug 1996), but all of them differ in host range and pathogenicity. All influenza
A viruses contain eight genes encoding for 12 different proteins (Gao et al. 2012).
The influenza A virus is classified into distinct subtypes based on the two proteins on
the surface of the virus: hemagglutinin (H) and neuraminidase (NA) (Smith et al.
2009). Previous studies have reported the crucial role of NA for the replication and
propagation of the influenza A virus; therefore, molecules inhibiting NA can act as a
potential anti-influenza A drug (Michiels et al. 2013; Nayak and Jabbar 1989).

At present, there are three anti-influenza drugs: amantadine, oseltamivir, and
zanamivir (Pica and Palese 2013), but owing to the emerging drug-resistant strains
of the influenza A virus, it has become critical to develop a new anti-influenza A
drug. This study demonstrates an in silico approach to identify potential anti-
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influenza molecules, followed by in vitro and in vivo experiments to validate the
anti-influenza effects of the screened molecules (Liu et al. 2016).

In the current scenario, the most efficient approach to start with drug development
is computational screening, i.e., the in silico approach. In this work, the NA of A/PR/
8/34 H1N1 has been taken as the target molecule. The NA structure of A/PR/8/34

Fig. 3.3 A schematic representation of a general Computer-Aided Drug Designing process
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H1N1 was computationally modeled using A/Brevig Mission/1/1918 H1N1 as a
template, by the SWISS-MODEL Workspace. The sequence alignment, employing
Clustal Omega, showed 93.25% identity for the two sequences, and the residues
crucial for NA activity were found to be conserved. The structure comparison
performed, using PyMOL, depicted close identity between the two structures, as
well as indicated the structurally conserved site for NA activity.

Next, the identification of potential anti-influenza small molecules was done.
Through literature survey, plants known to have anti-influenza effects were curated,
and fifteen bioactive components were gathered for further process. From the ZINC
database, the structures of small molecules were retrieved, and using the AutoDock
software, molecular docking was performed with the modeled NA structure as the
receptor. The binding energies calculated for the fifteen small molecules and
zanamvir depicted that the binding energies of chlorogenic acid and quercetin
were comparable with that of zanamvir. Further analysis of docking energies and
calculation of the inhibition constant indicated the significant NA inhibition ability
of chlorogenic acid and quercetin. Furthermore, the FAF-Drugs3 software was
employed for the chemical informatics analysis of Zanamvir, chlorogenic acid,
and quercetin. The results were promising as they indicated high drug-likeness of
the two small molecules. The two small molecules with high binding potential were
then further analyzed in vitro and in vivo to validate their NA inhibition ability.

3.6 Summary

It is evident that the knowledge of the three-dimensional structure and function of the
protein is indispensable for the successful prediction and selection of target-specific
drugs. This is where experimental techniques like X-ray crystallography, NMR, and
Cryo-electron microscopy share the throne. However, experimental methods are
usually very time consuming and cost intensive, and it is not certain that they will
result in the desired output. Thus, computational methods were sought after as a
means of reducing the time taken, especially in the case of virtual screening for
specific and suitable small molecules. Furthermore, computational methods cater for
and take into account the flexibility and dynamics of the target protein, as well as
those of the binding pocket and ligand. Molecular docking provides a user-friendly
and convenient yet reliable methodology for narrowing down to a set of ligands that
could bind specifically to the target protein, through various orientations. MD
simulations approach is gaining increasing popularity in drug designing, especially
owing to its ability to predict new binding pockets and take into account the various
movements in the protein molecule, even at the atomic level. Several successful
drugs, as mentioned above, are the consequence of this combined approach in drug
discovery, which is Computer Aided Drug Designing. As new pathogens are
emerging and evolving with higher virulence, the need of the hour is to develop
more robust computational tools to aid in the drug designing process.
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Chapter 4
Role of Advanced Computing in the Drug
Discovery Process

Ajitha Mohan, Suparna Banerjee, and Kanagaraj Sekar

Computers are incredibly fast, accurate, and stupid; humans
are incredibly slow, inaccurate, and brilliant; together they
are powerful beyond imagination.

–Albert Einstein

Abstract The classical experimental approach to drug discovery is a tedious task
for biological scientists as they are time-consuming and expensive. With the advent
of advanced computing techniques such as artificial intelligence and high-
performance computing, the problems of the traditional drug discovery approach
can be circumvented. In particular, computational approaches help in analyzing and
locating active binding sites and guide towards the selection of potential drug
molecules that can effectively and specifically bind to these sites. Once lead mole-
cules are identified, associated compounds can be chemically synthesized and tested.
So the iterative time-consuming process of identifying potential drug molecules can
be significantly reduced by implementing advanced computing techniques whereby
it controls the spread of pandemic diseases. This chapter gives some of the popular
high-performance techniques, automated statistical methods, and neural network
algorithms for data mining in the drug discovery process along with their scope
and application.
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4.1 Introduction

The field of drug design is a continuously developing area in which much progress
has been done in recent years and has been fueled by the completion of the Human
Genome Project and with the boom of genomic, proteomic, and structural informa-
tion. The potential of designing drugs rationally using protein structures in the early
1980s was considered as an impractical approach by many structural biologists.
Discovery of new lead drug targets is possible now due to enormous advances in
high-throughput crystallography, for instance, automation at all stages, magnet and
probe improvements in nuclear magnetic resonance (NMR), profound synchrotron
radiation, and new progress in phase determination which in turn have lessened the
timeline for structure determination. The availability of faster and relatively cost-
effective computer clusters has improved the pace at which drug leads can be
discovered and assessed in silico. The time committed to the drug design process
may designate only a fraction of the total time towards generating end drug products
for the market. Several years of research and development will be required to
transform a potential drug into an effective drug through clinical trials which will
be safe and tolerant for the human body. Based on the known structure of protein
molecules, computer-aided drug designing is broadly classified into the structure and
ligand-based drug designing (Fig. 4.1).

Fig. 4.1 Types of computer aided drug designing. This figure represents the types of Computer-
Aided Drug Designing Methods. Structure-based and DE Novo methods can be applied if the three-
dimensional structure of the protein is known. Ligand-based method can be applied if the ligand
structure is known
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4.1.1 Structure-Based Drug Designing Approach

Structure-based drug design is an iterative process and often continues through
several cycles before an optimized lead enters into clinical trials phase1. The process
starts with the cloning, followed by purification and eventually structure determina-
tion of the target protein by one of two principal methods: NMR or X-ray crystal-
lography. Protein Data Bank is a repository of solved protein structures; for proteins
that are difficult to isolate or crystallize, modeling methodology can be employed.

Comparative or Homology modeling is an approach that largely depends on
sequence homology between the target protein and at least one known structure.
This process involves the following steps: Template identification of protein having
known homologous 3D structure(s); Alignment of sequences of a template and
target proteins; Based on the alignment and 3D structure of the template, model
generation for the target is done, followed by refinement and validation; To ascertain
the rationality of modeled structures, few parameters have to keep under consider-
ation like stereochemistry, energy profile, residue environment, and structure simi-
larity (Huang et al. 2010).

Threading (Fold recognition) is a method that is used to model proteins that do
not have homology with available protein structures. In the threading protocol,
taking into consideration both protein surface area and the abode of residues
interaction (Mishra 2009) similarity search is performed using the given amino
acid sequence with the 3D structures in a database of known folds. From these
folds, the construction of the structure of the query protein is done. For the prediction
of unknown protein structure, if the aforementioned protocols fail, the ab initio
method can be very instrumental although it is less convincing in terms of accuracy
and identity (Huang et al. 1998). The ab initio method of modeling is also termed as
de novo modeling or physics-based modeling. The basic aim is the prediction of
native folds which starts with the primary amino acid sequence of the query protein
that is searched for various conformations. After fold recognition and prediction, the
model is assessed for verifying the quality of the predicted structure. Another
important aspect of structure-based drug design is the determination of the active
site of the ligand. By conducting cocrystallization studies, a good target site can be
determined such that the target macromolecule is crystallized with an initial small
molecule inhibitor. Active site verification by location mapping of a ligand in the
crystal lattice is not possible for proteins that cannot be crystallized. To circumvent
this problem, different types of binding site determination protocols have been
designed wherein small molecular fragments are used as probes to explore the
protein surface. One such example is FTMAP (Brenke et al. 2009) Spots, where
small molecular fragments are clustered and expected to be the advantageous
druggable sites.

After the identification of structure and target site, there are various ways both
experimental and computer-aided to develop a potential lead based on the target
structure. An instance of the experimental method is combinatorial chemistry along
with high-throughput screening, in which millions of compounds are tested with
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biochemical assays. Structure-based design and combinatorial chemistry when inte-
grated can guide the parallel synthesis of the resolved compound library (Antel
1999) The computer-aided methods can be categorized into three main classes:
inspection, virtual screening, and de novo generation. In the first category, modifi-
cation of known molecules that are reported to bind the target site is done to become
inhibitors based on augmenting complementary interactions. Target sites may reside
in enzymes such as substrates or cofactors or peptide forms in protein: protein or
protein: nucleic acid interactions. As per the procedure of virtual screening, data-
bases of identified compounds or fragments of compounds are docked into identified
regions of the structure using computational algorithms. The identified compounds
are ranked based on predicted steric and electrostatic interactions with the target site.
Programs such as DOCK, SLIDE, FlexX, or FlexE and other dock compound
databases and subsequently score them based on their interactions with the target
site. In de novo generation, in silico positioning of small fragments of molecules,
such as amino groups, carbonyl groups, benzene rings, etc. is done in the target site,
followed by scoring and finally linking is performed. Subsequently from these linked
fragments, synthesis of final compounds will be done. Examples of de novo lead
generation programs are LUDI, GRID, MCSS, CONCERTS, SMoG, etc. (Anderson
2003).

After identification of a small molecule that has the potential to bind specifically
to the target molecule, evaluation of the same has to be done before any further
proceeding. Since the model of the target: ligand interaction is intrinsically an
approximation, the rank assigned by the scoring function may not be suggestive of
a true binding constant. It may so happen that the molecules that topped scoring in
docking run may fail in vitro biochemical assays. Therefore, lead evaluation
followed by lead optimization must be practiced for improved affinity. To become
an orally bioavailable drug, “Lipinski’s Rule of 5” (Lipinski et al. 1997) must be
satisfied which proposes that good leads generally have less than five hydrogen bond
donors and less than ten hydrogen bond acceptors leads generally have less than five
hydrogen bond donors and less than ten hydrogen bond acceptors, a molecular
weight <500, and a calculated log of the partition coefficient (log P) <5. Veber
and colleagues (Veber et al. 2002) opine that to increase the potential for oral
bioavailability, the number of rotatable bonds should be <10. Various factors,
such as cytotoxicity, chemical, and metabolic stability and the ease of synthesis,
are also taken into consideration before proceeding with a particular candidate lead.
For final evaluation best compounds or leads are brought into the wet lab for
biochemical assays. Although even today it is still required to refine the process
with an aim of more perfection, SBDD (Structure-based Drug Design) has become a
fundamental part of most industrial drug discovery programs (Anderson 2003).
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4.1.2 Ligand-Based Drug Design Approach

The ligand-based drug design approach is crucial when there is an absence of the
three-dimensional structure of protein molecules which acts as a drug target. In this
approach, lead compound optimization can be done by two methods such as
Quantitative Structure-Activity Relationship study and pharmacophore modeling.
This study correlates the activity of lead molecules based on the study of their
molecular structures and drug properties adhering to the concept that the structure
of the lead molecule contains some clue regarding their biological activity, that can
be implemented for lead optimization. These approaches are carried out successfully
with the help of prominent drug properties of a molecule such as Absorption,
Distribution, Metabolism, Excretion, and Toxicity (ADMET) which plays a major
role in the creation of pharmacophore and QSAR models. Initially, all such types of
drug properties of a molecule will be collected from the available primary database.
If data are scarce, then they can be retrieved from the literature survey. Based on the
statistical analysis, the information which is not matching with the properties of a
drug molecule is removed from the list. From the existing information, the standard-
ization of Ki value was done initially, then 70% and 30% of that source data are used
as training and test data to build the model respectively. Now, the collected list of
information related to the structural and biochemical activity of the lead molecule
will be implemented in the Quantitative study of structure and activity relationship.
Finally, the performance of the model is evaluated with test data using cross-
validation methods. In the Pharmacophore modeling method, superimposition algo-
rithms are applied whereas, in the QSAR study, two types of renowned statistical
approaches such as Multiple Linear Regression and Partial Least Square Regression
were used eminently to build the model.

Pharmacophore Modelling

The International Union of Pure and Applied Chemistry defines the term
“Pharmacophore” as an ensemble of electronic and steric features of a ligand
molecule that is capable of binding to a target and alters its biological activity.
This type of modeling method works on the base of the main concept that even if the
two ligand is structurally varied, due to their ensemble steric and electronic features
they will bind to the same biological targets. This modeling method predicts the
novel ligand through the implementation of superimposition algorithms and the
virtual screening process. This modeling process involves various significant steps,
it initially screens the list of the known structurally diverse ligand. These data are
used as training sets that contain both inactive and active compounds based on
various features such as aromatic rings, hydrophobic centroids, anions, cations, and
the number of hydrogen bond donors and acceptors. For the screened training sets
the low energy conformations are identified for each molecule by several tools such
as Discovery Studio and LigandScout etc. From this conformation, the best fit active
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compound is optimized by the superimposition of molecular frameworks. Finally, by
including their ensemble features, all the raw data are transformed into the abstract
annotation of molecular characteristics that contains the key information for the
interaction of the biological molecule with that of a ligand. This method is mainly
applied in the field of computational chemistry for developing the pharmacophore
model (Prajapat et al. 2017).

The main role of advanced computing in generating the pharmacophore model is
to automatically learn the rules from known compounds available at SCRATCH and
design the new models by assembling the molecule based on the learned
pharmacophore features. Thus the combination of modeling 3D-pharmacophore
and Artificial intelligence results in the development of many academically free
tools that are capable of generating 3D pharmacophores for virtual screening. Such
type of generation takes place by including their hydration and thermodynamics
properties.

QSAR

Multiple Linear Regression

Multiple Linear Regression approach is implemented in the study of the relationship
between multiple sets of independent variables with the dependent variable. By
fitting the linear line in the scatter plot, it predicts the linear relationship of dependent
and independent values. The fitting of the line takes place on the following Eq. (4.1):

Y ¼ b0þ b1x1þ b2x2 ð4:1Þ

where b0 is the y-intercept, b1 and b2 are regression coefficients, x1 and x2 are
independent variables and Y is dependent query variable. This model is
implemented to measure the quantitative relation between the training variables
whereby the relativity of a query dependent variable can be predicted.

Partial Least Square Regression

Partial Least Square Regression works on the basic rules of principal component
analysis as it fits the line in the scatter plot by projecting the observed and expected
independent variables in new space with fewer dimensions. The models which are
created by applying this method are also known as Bilinear factor models. This
method is mostly applied in areas of computational biology, chemometrics, anthro-
pology, and Neuroscience. At the time of model evaluation, it chooses its best model
by identifying the least sum of squares between observed and predicted values.
Specifically, Partial Least Square was applied at the condition when the number of
features is higher than their observations. In this condition, multiple linear regression
cannot be applied and this condition is called “Over Fitting”. In most cases, the

64 A. Mohan et al.



validation process is done by applying LOO (Leave One Out) cross-validation
method and its accuracy level is measured by the PRESS (Predicted Residual
Error Sum of Squares) formula (4.2)

PRESS ¼ ΣðX � X̂Þ2 ð4:2Þ

where PRESS is the sum of the square of deviation of the observed mean value
(X) from the predicted mean value (X̂).

By the combo application of Multiple Linear Regression and Partial Least Square
Methods, a QSAR model is designed for 33 lists of alpha1-adrenoreceptor antago-
nists retrieved from antipsychotic sertindole (Mehmood et al. 2012). This application
disseminates the significance of properties of binding pockets such as polar interac-
tion, molecular flexibility, and steric fit which is essential for drug-ligand interac-
tions. These methods are considered and employed automatically using recent
advanced computing techniques in the field of cheminformatics to solve
3D-QSAR problems. By applying such techniques the size and complexity of the
massive source datasets can be reduced. Such that from the source of 240 million
datasets from the PubChem database, the rules are learned by the advanced com-
puting techniques and finally the new model can be built to predict the parameters
related to pharmacological characteristics successfully.

4.2 Data Mining in Drug Discovery

In early periods of the drug discovery process, pattern identification from known
data takes place by applying the Bayes Theorem and regression methods with
limitations of training data sets. As the complexity and size of the input data increase
tremendously, it reaches the stage that the manual extraction of data is not possible.
But the advent of advanced computing techniques overcomes such limitations and
initiates the automated process of data collection, manipulation, and analysis. Such
an automated process is successfully proposed by the ensemble of statistics, machine
learning, and database systems known as “Data Mining”. Data Mining extracts the
information from the large raw data by applying three approaches such as Artificial
Intelligence, Machine Learning, and Deep Learning (Fig. 4.2). Information from
Data Mining is applied successfully by all the researchers from various domains
such as Predictive Analytics, Informatics, Business Intelligence, web mining, and
the medical fields. In recent years, the drug discovery process is accelerated rapidly
due to the application of the data mining process. Due to the unprecedented progress
of biomedical records, there is a need to apply the data mining process in the
biological field which gives safety hints to patients. Based on the biochemical
records such as log (IC50) values and their pKi values, new models can be built
by the following five indispensable steps in data mining processes such as Data
preprocessing, Data splitting, Modelling, Evaluation, and Deployment.

4 Role of Advanced Computing in the Drug Discovery Process 65



In 2018, a novel model is developed using data mining process which predicts
drug properties, in which the model is trained with 762 compounds with thirty-five
physicochemical features such as binding energy to their target, exact mass, number
of carbons, molecular surface area, polar surface area, number of hydrogen bond
donors and acceptors, count of rotatable bonds, number of aromatic atoms and its
polar properties, etc. Based on the approved status of drugs from DRUGBANK,
366, and 396 compounds are discerned into drug and non-drug molecules respec-
tively from the 762 training data sets. As the first attempt in this model development
process, data visualization is carried out by using the t-Distributed stochastic neigh-
bor embedding method, as it is capable of analyzing the non-linear multi-dimen-
sional data (Yosipof et al. 2018). This method works with the background concept
that dissimilar and similar features are classified by the pairwise euclidean distance
of far and nearby points from centroids respectively, thus it is capable of reducing the
dimensionality of the training data. In specific, this work focuses on the disease
related to antineoplastic agents, cardiovascular and nervous systems. Evaluation of
this model is done and its calculated correlation rate is measured as 0.81. This model
is implemented in the field of the pharmaceutical era as it saves time and cost of
experimental drug design.

Fig. 4.2 Categories of data mining. This figure represents Data Mining that includes three
components such as Artificial Intelligence, Machine Learning, and Deep Learning. Machine
Learning is divided into three types such as supervised, unsupervised and reinforcement based on
the availability of Actual outputs
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4.2.1 Artificial Neural Network

Artificial neural networks resemble the structure of interconnected neurons frame-
work of the human brain. Latterly, it is highly used in chemoinformatics to design a
drug molecule based on the knowledge of 2D and 3D known chemical descriptors
of a compound. Such information can be retrieved from the database in the form of
PDB, MDL (Molfile), SDF (Structure Data Format) format. Due to the elevation of
descriptors data, these formats are simplified into line notation formats such as
SMILE (simplified molecular-input line-entry system), WLN (Wiswesser line nota-
tion, ROSDAL and SYBYL using ASCII codes by applying morgan algorithm. In
the computational-aided drug discovery process, MIF (Molecular Interaction Field)
is considered as a prominent chemical descriptor as it plays an eminent role in
binding with target molecules which can be predicted from the programs such as
PRODRG and RDKit (Lo et al. 2019). Artificial neural networks are applied in
3D-QSAR study to search compounds with similar chemical descriptors and finger-
prints by comparing their molecular interaction field (CoMIF), by the following
steps (Fig. 4.3).

Fig. 4.3 The architecture of artificial neural networks. This figure represents artificial neural
network which includes three layers such as Input (I), Hidden (H) and Outer layers (O). W and B
indicate the value of weight and bias in the feed-forward process. The error value can be rectified by
adjusting the value of weight in the backpropagation process
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Initialization of Weights

Neural networks are similar to interconnected neurons of the human brain. It consists
of three layers such as the input layer, hidden layer, and output layer and each layer
consists of their corresponding nodes. If the input data are images then the input
layer converts it to several pixel numerical data. Such types of artificial neural
networks are applied to predict mystery data based on the final output of numerical
data between 0 and 1, which indicates the probability of correct prediction. So
initially the available data is fed into the input layer which contains nodes labeled
as I1, I2, I3, these nodes are connected to the hidden layer by parameters known as
weight (W) and bias (B). To get closer to the expected output, these weights and bias
are initiated by random numbers and fed into the nodes of the hidden layer such as
H1, H2, H3 by the following formula (4.3)

Hi ¼
Xn

i¼1

Ii:Wi þ Bi

! 
ð4:3Þ

Multilayer Perceptrons

Multilayer Perceptrons are a type of artificial neural network in which the informa-
tion flows only in the forward direction from the input node to the output node. The
weighted sum of the inputs (Hi) with added bias (b) is explored in sigmoid or cost
activation function (φ) as shown in (4.4) to get the desired output value between
0 and 1 in the forward direction and they are fed into the nodes of output layers (O1,
O2, O3).

Activation Function ðφÞ ¼ 1=ð1þ e�HiÞ ð4:4Þ

If the output value is >0.5, mystery data is predicted to be the second category, if
it is<0.5 it is predicted as the first category. This process is iterated automatically by
algorithms for every training data sets which contain actual inputs excluding the
actual outputs and from the nodes of the output layer the final outputs are predicted.
Finally, the error of the network model can be predicted by the loss function which
predicts the difference between the actual and predicted outputs as shown in formula
(4.5).

Loss function ¼ actual output� predicted output½ �2 ð4:5Þ
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Backpropagation of Error

In this phase to reduce the error, weights and bias values are adjusted and passed
through the neurons in a backward direction known as back-propagation. By
adjusting the values several times until the final predicted output comes near the
actual outputs, back-propagation is done repeatedly to attain higher accuracy.
Finally, the minimum error value of a function is identified by the graphical method
by plotting weight versus loss function which is known as Gradient descent. The
correct weight is chosen based on the identification of the slope. A negative slope
indicates weight to be decreased and a positive slope indicates the weight to be
increased and this process comes to end when the zero slopes are identified. The
weight which gives us zero slopes is considered as the correct weight and now it can
be applied in the final model. Now the model is ready to predict the mystery data. By
applying the above steps a new model is developed, by which the ADMET proper-
ties of drugs can be predicted for the query molecule. Such types of artificial
intelligence techniques are proved as an eminent computing technique in the field
of drug discovery in recent scenarios. Their success rate mainly depends on the
characteristics of the input data such as the electronic medical report of patients
which is to be fed into the neural networks. Thus the large input data should be
compiled and annotated to learn the pattern automatically. Anyway to some extent it
needs the human decision to direct the target of recurrent neural networks. One of the
successful neural networks is ATOMWISE which learns the available structural
interaction patterns of ligand and protein from huge data to predict new lead
molecules and it performs better than the traditional drug discovery process.

4.2.2 Machine Learning

Machine Learning acts as one of the significant subgroups of Artificial Intelligence.
Over the last decade, machine learning plays an eminent role in handling huge
amounts of data and thus it is a boon to computer scientists. Especially, it accelerates
the drug discovery process in a tremendous way. As the successful outcome of
computer-aided drug discovery depends on various factors, for each issue different
machine learning techniques are applied. Machine learning techniques are broadly
categorized into two types such as supervised and unsupervised techniques which
include various phases (Fig. 4.4). If the input and output data are available for the
training of the model, then for prediction supervised machine learning techniques are
applied. In the reverse case, if the training data contains only the input data then
unsupervised techniques are applied. Thus in each issue, machine learning tech-
niques have their advantages and disadvantages, but this can be overcome by the
combination of machine learning techniques for model development.
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Supervised Machine Learning

In supervised machine learning techniques, the learning process depends on the pair
of input and desired output data. It is broadly divided into two types such as
Regression and Classification for quantifying and labeling problems respectively.

Regression

Regression is a type of supervised learning technique, which estimates the amount of
dependency of the dependent variable on the independent variable. It is widely
divided into linear and multiple linear regression based on the single and the multiple
numbers of independent variables.

Linear and Multiple Linear Regression

Linear and Multiple Linear regression can be applied to predict continuous data
using the linear function. It identifies the relationship between the dependent and
independent variables. Such a relationship is predicted based on the dependency
level of the dependent variable on the independent variable using a linear equation as
shown in (4.6). Over the decade, it is highly applied in the ligand-based drug
designing studies.

Fig. 4.4 Phases involved in machine learning techniques. This figure represents a supervised and
unsupervised model that can be deployed to identify the real value and anomaly detection
respectively
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Y ¼ mxþ c ð4:6Þ

where m is the slope. c is the y-intercept. x and Y are independent and dependent
variables respectively. c is the y-intercept.

Classification

Classification is a type of supervised learning technique, which is applied to predict
the discrete class labels based on their probability value. Predictions from this
method can be assessed by the accuracy level which is not applied in
regression analysis.

1. Logistic Regression
Logistic regression is a type of supervised classification method in which the

model is trained with the labeled information to predict the binary results using a
sigmoid function. As the outcome of the dependent test variable is discrete and
not continuous, the graph is plotted with a range of 0 to 1. The final prediction is
successfully proposed based on the threshold value which is set to be a default
value of 0.50. Recently in 2019, a novel model is developed using the biomedical
records of 2098 patients who have undergone treatment for Hepatitis B and
Hepatitis C virus in Kermanshah province to identify the factors associated
with drug use transition injection (Najafi-Ghobadi et al. 2019). After the valida-
tion process, the average accuracy of the model is calculated as 91% and finally, it
predicts some significant factors such as heroin, cocaine, and hallucinogens are
responsible for drug use transition injection.

2. KNN
The K-Nearest Neighbors (KNN) is a very significant method as it can develop

a model using the available training data sets without limitation, where K
indicates the number of nearest neighbor vectors that decide the categories of
the classification. But the disadvantage of this method is due to updates, if the
value of K changes, then the classification category also changes. Rather than this
issue, it has more advantages such as learning from an instance-based training
data set; thus it is time and cost-effective. Recently, it is proved that a combina-
tion of the k-nearest neighbor method along with the genetic algorithm improves
their accuracy level and even their drawbacks can be amended by this method
(Sarkate and Deorankar 2018). This combination strategy is successfully applied
to classify the unknown novel type of drugs and their bias is rectified by the
application of genetic algorithms. Thus, the K-Nearest Neighbor approach is
highly recommended in the integrated form in the biomedical field.

3. Random Forest
As the name indicates, random forest methods classify the input data based on

the various number of decision trees and random majority votes. These decision
trees are generated by applying bagging ensemble methods and its main advan-
tages are it can be applied for both classification and regression problems.
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Recently, these models are applied to predict the activity and inactivity of lead
compounds against tumor cells based on the huge mutational status data from
oncogenes (Lind and Anderson 2019). As this data from cancer patients indicates
the response of each person for a drug candidate, this data is used as training data
in random forest model generation. Due to its added advantages, novel random
forest regression models are successfully applied in the field of precision medi-
cine, where the log (IC50) values were used as training data set to optimize the
inhibitors with a Pearson correlation coefficient value of 0.86. Among all super-
vised learning techniques, this method is proved as a top rank holder as it decides
the final output by aggregating all the features of input training data sets.

4. Comprehensive Ensemble Methods
As a recent trend, the novel predictive models are built by the combination of

bagging (parallel training) and boosting (sequential training) ensemble methods
to predict the activity of drugs in the study of the QSAR approach. As evidence of
this comprehensive attempt in 2019, a novel ensemble method is proposed and it
is easily accessible on the specific website (Kwon et al. 2019). By applying the
second level-meta learning, this method breaks the caveats of single-subject
modeling. The assessment process is carried out successfully by applying
scaffold-based HIV data sets. This novel method proves that the accuracy level
of comprehensive methods is very high when compared to that of other methods
using ROC-AUC value.

5. Naive Bayes Classifier
Naive Bayes classifier applies Bayes theorem to classify the data set by

ignoring the dependency or correlation between the known input and output
data. Initially, the Bayesian network model is developed using training data,
and based on the conditional probabilities the classification of data takes place.
Recently, it is proved that Bayes classifier models are deployed to estimate the
activity of multidrug resistance reversal agents (MDRR) using 424 training data
sets, and its accuracy is proved to be 82.2%. In 2017, by applying this classifier
method, a novel model is proposed to predict the mutagenicity of drug sub-
stances. This model was rated by employing the k cross-fold validation, where the
k value is 5 and the accuracy of the model is proved to be 89% and 74% for
internal and external data (Zhang et al. 2017). This newly created model is
leveraged to assess the risk condition based on the probability score derived
from the list of mutagenic chemicals which plays a major role in the ligand-based
drug discovery process.

Similarly, in 2019, BANDIT is a new model which is proposed by applying
the Bayesian network approach where the model is trained with the 2000+
integrated public known drug-target data (Madhukar et al. 2019). Then this
model is deployed to predict the target of the ONC201-anticancer compound as
their target remains uncertain still now. As one of the investigation processes, this
model is used to predict latent kinase targets, and based on their outputs it is
confirmed that the newly developed model is capable of guiding the experimental
screens. The final results derived from the BANDIT model are compared with
that of experimental results and confirmed to be similar. One of the outstanding
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capabilities of this BANDIT model is it can augment even the upcoming diverse
binding kinetics data sets by calculating their direct probabilities, whereby its
predictive power can be increased. Thus in the medicinal field, it can be employed
to identify the side effects of uncharacteristic off-targets.

6. Support Vector Machine
A support vector machine is a type of supervised learning technique, in which

the trained model can be applied to classify non-linear data with help of kernels.
As this method is used as optimization of the logistic regression method, its
application is very high over the last decade. It is also known as the Equal margin
classifier. Classification is done by fixing the hyperplane to separate two distinct
classes and this hyperplane is fixed based on points that are close to the opposing
class which are known as support vectors (Fig. 4.5) and the remaining points in
the training data sets are excluded.

A function that takes input vectors from its original space and transforms it into
new vectors by their dot products in the feature space is called a kernel function or
kernel tricks. Its main advantages are its reliability and cost-effectiveness, due to this
reason this method is applied to classify the target data in recent periods. Usually,
Non-linear support vector machines take three or four supporting vectors from the
two classes. By applying the vectors in the mapping function, transformed new
vectors can be identified. Then the bias unit is augmented with the newly formed
vectors and applied in the linear equation. By applying the above kernel functions,
the biological and chemical features of active compounds are predicted based on the

Fig. 4.5 Hyperplane of support vector machine. This figure represents a support vector machine
that can be implemented to classify the non-linear data based on the support vectors which is
separated by the Hyperplane
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available ADMET properties. It is also proved that meta-classifiers of the support
vector machine approach overcome their limitations and speed up the drug discovery
process (Heikamp and Bajorath 2014).

Unsupervised Learning

Principal Component Analysis

Principal Component Analysis is a linear transformation of data and its main
application is the reduction of huge dimensions of data without loss of any signif-
icant features from training input data. It is a type of unsupervised learning tech-
niques as it trains the model only with the training input data due to the absence of
output data. The dimensional reduction is done by identifying highly correlated data
and it considers that data into a single cluster by removing the consistency as the
redundancy causes more bias. Final results are generally represented as a PCA plot
which is a 2-D graph, which is plotted by analyzing the correlations of the input data.
Based on the cluster in the graph, the highly correlated data can be identified, thus
the number of clusters in the graph represents the number of correlated data in the
training data sets. These clusters are formed based on the covariance value. If the
covariance value is positive, then we can conclude that the data are positively
correlated and vice versa. This covariance tells us only their associations and not
their strength of the relationship. Based on this value, possible similar characteristics
of training data are picked up and clustered into a group and thus many-dimensional
data can be converted and plotted into a two-dimensional graph by the following
steps.

1. Standardization of the Data
Standardization of the data is the process of converting all the variables of the

input data to a standard range as shown in formula (4.7)

Z ¼ ðVariable�meanÞ=standard deviation ð4:7Þ

2. Computing the Covariance Matrix
The covariance matrix is formed to identify the correlation between the

different variables in the data set based on the number of dimensions without
bias. It is a type of square matrix that contains variance values along their
diagonal, covariance values at their off-diagonals.

3. Calculating Eigenvectors and Eigenvalues
Eigenvectors and eigenvalues are calculated to compute the principal compo-

nents based on the following Eq. (4.8) If the resultant vector formed by the
product of a matrix and a vector, undergoes scaling function without any rotation,
then that vector is known as eigenvector. The scaling factor which supports the
eigenvector is known as an eigenvalue.
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Ax ¼ λx ð4:8Þ

where A stands for a matrix. x stands for eigenvector and λ stands for eigenvalue.
4. Computing the Principal Components

Principal components are the novel data sets which are formed after the
dimensional reduction. Principal components are ranked in such a way that the
first principal components contain the maximum number of variances compared
to others as they have maximum eigenvectors and eigenvalues.

5. Reducing the Dimensions of the Data Set
Replacement of initial data set with the newly formed principal component in a

specific arrangement reduces the dimensionality of data. Thus, all the principal
components are arranged in the order of high to low variance value. So that in
case of more dimensional data, the last few principal components can be removed
as it contains fewer variance data. Thus, there will not be any significant loss of
data. By following the above five steps, an algorithm is designed and applied to
decipher the multi-class mRNA expression data of control and PTSD (Post-
traumatic Stress Disorder) from stressed mouse hearts (Taguchi et al. 2015)

K-Means Cluster

Clustering is the method of grouping the data sets into different clusters based on the
possible similarity. This method is applied to develop a model with available input
data as a training data set. As these training data sets do not have any output data, it
belongs to the category of unsupervised learning. There are three types of clustering
such as exclusive clustering, overlapping clustering, and Hierarchical clustering.
K-means clustering comes under an exclusive clustering type, where the clustering is
done very exclusively in such a way that data points of two different clusters do not
overlap with each other. In contrast, overlapping will be there in overlapping
clustering between the data points from two different clusters and the C-means
clustering algorithm can be used to predict the overlapping clusters. Among the
overlapping clusters, similar data points are again categorized hierarchically which is
known as Hierarchical clustering. Over the last decade, the k-means clustering
algorithm is applied in most of the cases, where k stands for the number of clusters
or groups. It can be applied if the input data is continuous or numeric and it takes
them as training data sets and based on their similarity it segments the whole given
random data sets into clusters. Initially, for the segmentation process, it chooses two
data points randomly from the given input data (X1¼{i1,i2..i10}, and X2¼{j1,
j2. . .j10}) which is called as centroids ((i4,i7), (j4,j7)) Then it measures the Euclid-
ean distance between the centroids and each data point from the data sets. Based on
the range of distance, the data sets with minimum distance are grouped into the first
cluster and the maximum distance is grouped into the second cluster. From the mean
of these clustered data points, appropriate centroids are identified by the algorithm to
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form the new clusters. This process is iterated automatically by cluster algorithms
using python or R modules.

1. Elbow Method
The Elbow method is used to find the appropriate number of clusters for the

given input data set. A graph is plotted with cluster numbers versus distortions
derived from the iterated process. As the line graph looks like a human elbow, it is
named as elbow method. The specific cluster number where the bend of elbow
shape initiates is identified as the appropriate cluster number in the k-means
cluster algorithm.

2. Silhouette Coefficient Method
The Silhouette Coefficient method is applied to find the accuracy level of each

cluster formation which can be done by applying in (4.9)

Silhouette Coefficient ¼ ba=maxða, bÞ ð4:9Þ

where a is the distance between the centroids and data points and b is the distance
between two centroids from two clusters. Finally, a cluster formation with a higher
silhouette coefficient value indicates the higher accuracy level of the model. Based
on the above steps a novel k-means model is proposed to cluster similar drug
candidates based on their ATC (Anatomical Therapeutic Chemical) classification
(Hameed et al. 2018) and the final model is evaluated successfully by comparing the
clustered drug results (Thioridazine, Indomethacin, Chlorthalidone, and Metformin)
with known clinical results.

DB-Scan

DB-scan is a type of unsupervised clustering method, where the clustering is done by
the prototypes. These prototypes are derived from the squared error of the k-means
clustering method. Their performance level is low, when it is applied individually
due to its quadratic computational complexity. It’s better to combine with that of the
k-means clustering method (Edla et al. 2012). Over the last period, a novel model is
developed and validated successfully by the combo of DB-SCAN with the k-means
method to cluster the gene expression data.

Reinforcement Learning

Reinforcement learning techniques apply dynamic programming to train the model
by ignoring the labeled input data. But due to its complex functionality, it is less
preferred individually when compared to that of other machine learning techniques.
But with the combination of other methods, it shows significant results in the study
of inhibitory activity against the Janus protein kinase-2 (Popova et al. 2018).
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By applying both supervised and unsupervised methods, novel metaheuristic
algorithms were designed to propose new drugs for various health issues such as
to treat particular infectious diseases, cancer, cardiovascular disease, Rheumatoid
Arthritis, and Parkinson’s diseases, etc. By biomarker development, it abstains from
the time consumption and expenditure of the traditional approach tremendously due
to the implementation of quantum computers instead of supercomputers. All these
projects are done successfully due to the huge availability of source data such as
gene expression, proteome, and next-generation sequencing data.

4.3 Deep Learning

Deep learning is a subset of machine learning techniques, which uses the geometric
conversion of multi neural layers for prediction from the known input data. The
phrase “deep” is directly proportional to the number of layers in the neural networks.
In these multilayers, the upper layer reads the highly significant data and the lower
layer reads their edges. It is mainly applied in image processing, where each input
pixel is convolved to a significant value. One of the main significance of this method
is it automatically sorts the significant data from higher to lower level and it feeds
that data into their corresponding layers. This method is classified broadly into two
types as Convolution and Deep Belief Networks based on the presence and absence
of a convolved process respectively.

Recently in 2016, by feeding the data from Pubchem Bioassays and STITCH
database, a novel model is generated using a deep learning approach to predict the
interaction between the compound and the protein. Evaluation is done by comparing
the results of a deep learning approach with that of the outcome of classification and
regression models of machine learning techniques and concluded that deep learning
models have higher accuracy when compared to that of others. In 2019, a novel
ensemble model of Convolution and Deep Belief Networks are generated with the
merge of molecular fingerprints of binding molecules with that of protein primary
sequence. All such types of data are retrieved from IUPHAR, KEGG, and
DRUGBANK database. Even though the number of input data is about 32,000,
they are fed into the multilevel layers and all the features of the data are deeply
learned to predict the drug-target interactions (Lipinski et al. 2019).

A prominent DEEPSCREENING web server is also proposed in 2019, based on
the deep learning approach to overcome the lack of tools to instantly perform virtual
screening in CADD (Liu et al. 2019). Besides various open-source deep learning
tools such as PACCMAN, INTERACT, PIMKL were proposed to predict drug
sensitivity, decipher research publication, and phenotype prediction from omic
data. Thus these methods act as robotic prototype drug designers by the collabora-
tion of Biotech scientists with various pharmaceutical companies such as
GlaxoSmithKline, Bayer Science, Cloud Pharmaceuticals, GNS Healthcare,
Exscientia, etc. One of the main challenging tasks for implementing such novel
computing techniques in the field of drug discovery is getting patent rights.
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Thus, data science is an astrologer to the computational scientist as they predict
and tell us the possible outcome of the upcoming experimental event in the drug
discovery process in advance. Due to the advent of advanced parallelization com-
puting techniques, High-Performance Computing acts as an empower for Data
Mining Process.

4.4 High-Performance Computing in Drug Discovery

Advanced computing is an expansive term that is most commonly used to describe a
specific type of high-end computer and the associated processing undertaken on it to
solve a computationally-intensive problem. High-performance computing (HPC) is
the most prevalently used advanced computing paradigm. HPC is the facility to
process data and perform complex calculations at high speeds. Such problems are
either too large for standard computers or would take too long (Ge et al. 2013). For
instance, if HPC is not employed for a 10K chemical molecule repository, to carry
out only tens of nanoseconds of MD simulations will require years of computer time.
For an analogy, a modern laptop or desktop with a 3 GHz clock processor can
perform around 3 billion calculations per second. While that is much faster than any
human can achieve, it is insignificant in comparison to HPC solutions that can
perform quadrillions of calculations per second. Supercomputers are the best-
known example of HPC solutions. A supercomputer consists of thousands of
computing nodes that coordinate to finish one or more tasks in parallel. Powerful
supercomputers with state of the art sophisticated and complex algorithms can model
real-world phenomenon. They are also effectively used to compute the binding
energies between various small molecules and proteins. Few well-known HPC
architectures are (1) Computer Clusters; a set of interconnected computers controlled
by a centralized scheduler. (2) Grid Computing; a set of geographically distributed
and logically organized (can be heterogeneous) computing resources. (3) Grid
Computing; Dedicated parallel co-processor, used in computing data-parallel inten-
sive segment. (4) FPGA (Field Programmable Gate Array); Integrated circuits
containing an array of programmable logic blocks. (5) Cloud Computing; Pool of
computation resources (e.g. processing, storage) offered by a third party, attainable
on-demand, and ubiquitously over the Internet. (6) MIC (Many Integrated Core
Architecture); Dedicated parallel coprocessor installable in common desktop com-
puters, workstations, and servers.

In this section, we have focused our discussion on GPU and Cloud computing.
GPUs are multi-core processors originally optimized for 3D rendering and image
processing purposes. GPU devices are nowadays part of any desktop PC configura-
tions and they can be programmed with general-purpose programming languages as
well. These features make them easily accessible and cost-effective accelerator
platform. Today’s CPUs have 8, 12, 16, or even 32 cores, while GPUs have up to
512 cores or more in a single chip. Today’s computing applications typically have
data-intensive regions with scope of data computation parallelism. GPUs increase
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the speed of execution of parallel regions by spreading the calculation over hundreds
of cores. This strategy delivers significant speedups for many applications.

Cloud computing delivers HPC in the form of a service similar to other forms of
services that are already available in the cloud such as software as a service, platform
as a service, and infrastructure as a service. HPC users derive benefit from the cloud
in different aspects such as scalability, resources being available on-demand, fast,
and inexpensive. On the other hand, moving HPC applications to the cloud have
numerous challenges too. Few significant challenges are virtualization overhead in
the cloud, multi-occupancy of resources, and network latency issues. Research is
currently under progress to make HPC in the cloud a more realistic solution.
Depending on the requirements, it may be much cheaper to use a public cloud’s
high-performance computing service rather than replacing the high-performance
computing servers in the organization’s data center, so the cloud providers are the
ones buying lots of this high-end computation to keep up with the growing cloud
demand.

4.5 GPU Computing

Graphics Processing Unit is used as a co-processor in GPU computing which
accelerates the CPU’s usage for scientific and engineering computing. Besides, it
also accelerates the other programs running on the CPU by offloading some of the
in-depth portions of the computational code thereby it reduces the time consumption.
The user feels that the application is running faster because it’s utilizing massively
parallel processing power of the GPU to improve performance. A general-purpose
CPU typically has multiple cores where multiple threads can be run, and a large
cache for faster access to frequently used data, and also, sophisticated flow control
techniques such as branch prediction, data and instruction pre-fetching, and out-of-
order execution. Modern CPUs come with inbuilt floating-point ALUs which make
them very useful for generic scientific and engineering computing tasks. In contrast,
a GPU comprises a large number of execution units to process data in parallel. GPUs
lack sophisticated control flow mechanisms similar to CPUs, however, they can run
large numbers of threads, thereby providing large parallelism. If a program is split
into many threads all doing the same computation on different data, GPU perfor-
mance will be significantly faster than a CPU. On the other hand, if an application
contains complex control flow, performance on CPU is going to be significantly
faster than GPU. Programs that have leveraged the power of GPU computation have
found applications in the field of Bioinformatics and Computational Biology such as
sequence alignment, molecular dynamics, molecular docking, prediction and
searching of molecular structures, spatial-temporal simulation, spectral analysis,
cellular dynamics, genome-wide analysis, quantum chemistry, and Bayesian
inference.
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4.6 Parallel Programming Models

The availability of high-end computing hardware alone is not sufficient to improve
computation performance. Compilers and APIs that exploit the parallel features of
hardware should be available too. Parallel processing refers to the ability to tag the
segment of the code that can be executed in parallel and subsequent execution across
multiple processors or multiple cores. Broadly there are three types of parallel
categories: (1) Shared memory systems, i.e, systems with multiple processing units
attached to a common memory. (2) Distributed systems, i.e, systems comprising of
multiple computing units, each having its processing unit and physical memory, that
are connected with fast networks. (3) Graphic processor units (GPU), which are used
as co-processors for solving computationally intensive problems.

4.6.1 OpenMP

OpenMP is a parallel programming paradigm that is best suited for writing parallel
programs that are supposed to run on shared memory systems. It is not a program-
ming language but an add-on to an existing language, usually FORTRAN or C/C++
made available through an application programming interface (API). API of
OpenMP is a collection of (1) compiler directives, (2) run time callable functions,
and (3) environment variables. Compiler directives of OpenMP instruct the compiler
about the parallelism in the source code and provide instructions for generating the
parallel code. Supporting functions permit programmers to control and utilize
parallelism during the execution of a program. Environment variables permit the
adoption of compiled programs to a particular parallel system. OpenMP program
facilitates and coordinates various parallelization components, e.g. creating threads,
distributing computation among threads, and synchronizing work among threads.
OpenMP is significantly effective in parallelizing for-loops, where each thread is
assigned to execute a single iteration of the loop. OpenMP is supported by open
source community and major vendors, including AMD, IBM, Intel, Nvidia, Oracle.

4.6.2 Message Passing Interface (MPI)

Message Passing Interface (MPI) is a parallel programming model suitable for
distributed memory architectures. Each processor has access to its memory and
different processors are connected through high-speed communication interconnect.
MPI provides a set of language-independent and platform-independent communica-
tion protocols for parallel computing, featuring point-to-point message passing as
well as collective operations via user-specified processors. MPI standard prescribes
facility for process creation and management, language bindings for C, C++ and
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Fortran, point-to-point and collective communications, and group and communica-
tor concepts. Processes are created by discrete processors/computing nodes execut-
ing different sections of the code. Each process gets its local variables and the
memory space; the parallelism is achieved by establishing communications between
processes by sending and receiving messages.

4.6.3 Compute Unified Device Architecture (CUDA)

Compute Unified Device Architecture (CUDA), developed by Nvidia is a program-
ming model for facilitating general computing on its GPUs. CUDA comes to the
advantage of programmers to accelerate the speed of compute-intensive applications
by utilizing the computational features of GPUs for the parallelizable part of the
computation. Software developers can access the CUDA platform through CUDA-
accelerated libraries, compiler directives, and extensions to industry-standard pro-
gramming languages including C, C++, and FORTRAN. CUDA makes of two
abstractions, (1) Host—The CPU and its memory (host memory), (2) Device—
The GPU and its memory (device memory) Basic steps in a GPU program are
(1) Declaration and allocation of both the host and device memories, (2) Initialization
of the host memory, (3) Transferring data from Host memory to device memory,
(4) Executing GPU functions (aka kernels), (5) Transferring data back to the host
memory.

4.6.4 Open Computing Language (OpenCL)

Open Computing Language (OpenCL) is an open-source standard for parallel
programming for heterogeneous processors found in, servers, handset devices,
personal computers, and embedded platforms. OpenCL describes constructs for
writing programs that can execute across different platforms like central processing
units (CPUs), graphics processing units (GPUs), and other types of processors or
hardware accelerators. OpenCL standard consists of a set of APIs in C-like language
to control a host processor and a variety of parallel devices and accelerators. A
typical parallel application comprises of a C/C++ code for the host and a collection
of kernels and special functions written in OpenCL for the accelerators. The paral-
lelism is achieved at different levels, including SIMT (Single Instruction Multiple
Threads), work-items, which are the smallest execution units, and work-groups in
the order of increasing degree of coarse-grained parallelization level. Vendors such
as Intel, AMD, NVIDIA, Altera Corp, Qualcomm, Samsung support OpenCL for
their hardware.
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4.6.5 Application of Parallel Programming Model and Tools
in Binding Site Prediction and Docking

Knowledge of interactions of protein-ligand in the context of protein-ligand binding
sites and ligand binding site residues is significant for understanding cellular mech-
anisms and is critical to understanding responses to drugs. These methods consider
the knowledge about interaction energy and van der Waals (vdW) forces for binding
site mapping. From a computational point of view, it represents a search problem
where potential favorable binding sites need to be identified by scanning the entire
protein surface. eFindSite (Feinstein and Brylinski 2016) is a program that employs
OpenMP pragmas and dynamic workload balancing mechanism to launch parallel
tasks for finding protein binding sites and residues. As reported earlier (Sánchez-
Linares et al. 2012) BINDSURF leverages the power of CUDA based GPU parallel
computing. BINDSURF divides the whole protein surface into independent regions
called protein spots and then processes the divided spots in parallel. Such a proce-
dure results in the screening of a large ligand database against the target protein over
its whole surface simultaneously with docking simulations for each ligand being
performed simultaneously using the massively parallel architecture of GPUs for all
specified protein spots. As a result, new spots are found after analyzing the distri-
bution of scoring function values over the entire protein surface. As per the study
(Guerrero et al. 2011), the CUDA implementation of nonbonded interactions in
parallel like electrostatics and van der Waals forces resulted in a speed of 260 times
compared to the sequential version of the same algorithm. In another study (Guerrero
et al. 2012) the parallelization effectiveness of the non-bonded electrostatic interac-
tions kernel for Virtual Screening was benchmarked on three non-identical types of
parallel architectures: a shared memory system, a distributed memory system, and a
Graphics Processing Units (GPUs). Four combinations of implementations were
implemented and tested based on MPI, OpenMP, Hybrid MPIOpenMP and CUDA
programming models. The speed-up factor was significant to the sequential version
for the aforementioned parallel modes: shared memory speed factor was 72� using
OpenMP, for the MPI implementation and the Hybrid MPI-OpenMP implementa-
tion speed up factors were 60� and 229� respectively, and finally, speedup factor
for CUDA implementation on the GPU architecture was 213� outperforming all the
other implementations. AutoDock is a molecular modeling simulation program that
is particularly effective for protein-ligand docking. AutoDock4.2.6 version has
features implemented in OpenCL. The software utilizes the parallelism of its
Lamarckian genetic algorithm (LGA) by processing ligand-receptor poses in parallel
over multiple compute units. It targets platforms based on GPU as well as multi-core
CPU accelerators. FRODRUG (Sánchez et al. 2014) is a method that has used
spherical harmonic approximations method to increase the speed of the rotational
part of the docking search by deploying in multi-core and GPU systems. Astex
Diverse Set was used to benchmark the performance of the method. The speedup of
GPU implementation compared to a single CPU core was 30 times eventually
decreasing the docking time for a single ligand to only 50 ms. As per another
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study (Sánchez-Linares et al. 2011), the grid generation module of the program
FlexScren was implemented using the CUDA language for the GPU architecture.
For the ES and VDW grid calculations for proteins in the range of 1000 to 10,000
atoms, average speedups of up to 160 and 8 times respectively were obtained with
high accuracy in double floating-point precision. Bristol university docking engine
(BUDE) which is written in C++ and uses OpenMP and OpenCL is a general-
purpose molecular docking program that utilizes GPU acceleration to perform
(1) Virtual screening by docking of millions of small-molecule ligands, (2) Ligand
binding site identification on protein surfaces, (3) Protein-protein docking in real
space. MEGADOCK 4.0 is a structural bioinformatics software that implements
FFT-grid-based protein-protein docking and exploits the advantage of the massively
parallel CUDA architecture of NVIDIA GPUs and multiple computation nodes.
MEGADOCK 4.0, is implemented using a combination of hybrid CUDA, MPI, and
OpenMP parallelization.

4.7 Molecular Dynamics Simulation (MD)

MD is a computer simulation method that mimics the physical movements of atoms
and molecules presenting the real environment and helps in providing detailed
information on the fluctuations and conformational changes (Patodia et al. 2014) It
plays a pertinent role in the theoretical study of the structure, dynamics, and
thermodynamics of biological molecules and their complexes including the impact
of solvent molecules. Because of the huge molecular system size generally, it is
tedious to analyze such complex systems. Numerical methods in molecular dynam-
ics simulation can be employed to circumvent such analytic intractability. During the
simulation, the atoms are allowed to interact for a shorter period, which may help in
computing their trajectory in and around the protein molecule thus providing
intricate information about the individual motion of atoms as a function of time.
Firstly, MD simulation assumes a given potential energy function i.e the energy
function which allows us to calculate the force experienced by any atom given the
positions of the other atoms and secondly, relies on Newton’s laws that tell us how
those forces will affect the motions of the atoms. Using nuclear magnetic resonance
(NMR), crystallographic, or homology-modeling data, an initial model of the system
is obtained. The forces acting on each of the system atoms are estimated from force
field parameters that comprise of bonded and non-bonded interaction terms. Bonded
interactions include harmonic oscillator energy of bond lengths, bond angles, and
sometimes improper dihedrals and torsional dihedral, while non-bonded interactions
include Van der Waals and electrostatic interactions. Once the forces acting on
individual atoms are obtained, a basic MD algorithm is followed: calculation of
accelerations and velocities using classical Newton’s law of motion, updating the
positions of every atom, and subsequently, calculation of forces applied on the
investigated atom using inter-atomic potentials (Fig. 4.6).
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4.7.1 Applications of Advanced Computing in Molecular
Dynamics Simulation (MD)

From the computational point of view, MD is significantly intensive due to (1) gen-
eration of millions to billions of time steps before converging, (2) a substantial
amount of computation involved in each step, and dominated by nonbonded inter-
actions. The use of the graphical processing unit (GPUs) and sophisticated
algorithm-based optimization of energy calculation have significantly improved
the performance of MD simulations. The technology involved in the present gener-
ation of computers takes the benefit of parallelism and accelerators to speed up the
process. Modern simulation software packages, such as CHARMM, GROMACS,
AMBER, and NAMD are compatible with the Message Passing Interface (MPI),
which significantly facilitates the execution of complex tasks by software or program
executing concurrently on multiple processors. As per the study (Ge et al. 2013) on
three GPU based MD software AMBER, NAMD, and GROMACS, the speedup of
GPU instance of GROMACS was about 3324 times than that of GROMACS PC
instance. Significant speedups are reported for AMBER and NAMD as well. The
latest version of AMBER running on a single workstation which contains single
Titan-XP GPUs has achieved over 640 ns/day NVE benchmark. Consequent to an
increase in the number of GPUs to 8, the accumulated throughput of over 5.1μs/day
is possible.

Input Data

Compute potential and forces on atoms

Update co-ordinates and velocities according
to equations

Collect statistics and write energy and co-
ordinates to trajectory files

Converge

Yes Basic MD work flow

No

• Interaction function, Co-ordinates, velocities

1% of total computation

• Integration, constraints, etc

99% of total computation

• 90% non bonded forces

• 2% correction for excluded interactions

• 2% bonded forces (bonds, angles, etc)

• 5% PME

Fig. 4.6 Basic MD workflow. This figure represents the selection of initial conditions (positions,
velocities), Selection of ensemble (NVE, NVT, NPT) Selection of target temperature, density/
pressure. Performing simulation until equilibration is reached (property dependent), Performing
production simulation run to collect thermodynamic averages, positions, velocities
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4.8 Cloud Computing

Cloud computing is the facility to provide computing system resources, like data
storage, computation power, various application functionality being made available
on-demand, and without the need for management by the user. Cloud services are
flexible wherein a user can limit the utilization of a service as they want at any given
time, while the services are completely managed by the provider. The cloud allows
customers to gain enhanced capabilities without investing upfront in new hardware
or software. Instead, customers pay their cloud provider a subscription amount for
only the resources they use. Users or Computing resources can be augmented on the
fly. Some of the essential characteristics are (1) On-demand self-service, (2) Broad
network access, (3) Resource pooling, (4) Rapid elasticity, and (5) Measured service.
The array of available cloud computing services mostly fall into one of the following
categories listed in Fig. 4.7. Each of the services provides varying degrees of control,
flexibility, and management catering to the requirements of different categories of
users.

Depending on how the cloud services are made available to users, Cloud com-
puting models are classified into (1) Public cloud; this category of the model
supports all users who want on a subscription basis to make use of a computing
resource, such as hardware (OS, CPU, memory, storage) or software (application
server, database), (2) Private cloud; this category of the model is used internally by
an organization, (3) Hybrid cloud; an organization makes use of interconnected
private and public cloud infrastructure that is distinct yet bound together,

Fig. 4.7 Cloud computing services. This figure represents the cloud computing service model is
divided into 3 broad categories (1) Applications (2) Platforms and (3) Infrastructure, each offering
different levels of service abstraction for catering to the varying requirement of users
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(4) Community cloud; this model supports multiple organizations sharing comput-
ing infrastructure and resources that are part of a community (Fig. 4.8).

4.8.1 Applications of Cloud Computing in Drug Discovery

The application of advanced molecular simulation techniques comes with the cost of
additional advanced computational resources deployment and includes both hard-
ware and software. Running advanced molecular simulation and analysis tasks in the
Cloud eliminates the need for establishing in house advanced data centers or as well
as access to high chargeable access to supercomputing resources. Consequently, it
provides a cost-effective and practical solution for many modeling tasks for small
and moderate size molecular dynamics simulations. As per the study (Guerrero et al.
2014), a comparison was done on the cost-effective performance of BINDSURF
program in both HPC and cloud environment, processing 6000 different ligands.
Each simulation had 5000 Monte Carlo steps. The results showed that the usage of
local infrastructure should be significantly high, ranging between 50% and 100% so
that local infrastructure sustainability is profitable; otherwise, cloud computing is a
more cost-effective alternative. Cloud infrastructure is cheap upfront and expensive
long term but provides flexibility, whereas setting local HPC infrastructure is
expensive upfront but cheaper longer term, however, it is inflexible. Cost-benefit
analysis has to be carried to decide from the two approaches.

The fact that the cloud computing platform provides access to HPC clusters
through virtualization and abstractions of services is not abstracted enough. The
end-users who do not have computing knowledge still need to understand and
implement some details to configure an HPC cluster, install middleware and appli-
cations before making the system available for any scientific usage. A typical
VMD/NAMD consists of (1) prepare simulation input data in VMD on a host

Fig. 4.8 Cloud computing architecture. This is based on the type of services it is offering as well as
the environment where the user is located. It is divided into two models: (1) Service model which
supports different types of services like Saas, Paas, and Iaas, whereas, (2) deployment model which
includes Public, Private, Hybrid, and Community that supports the user depending on his access
criteria
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computer; (2) locate an HPC cluster and book a slot; (3) transfer the prepared
simulation input profile from the originating computer to the cloud-hosted HPC
cluster and start the simulation; and (4) move the result back to the originating
computer for analyzing in VMD.

VMD and NAMD have been integrated into a new software plugin for Amazon
EC2 and this plugin also supports NAMD simulations on the Cluster Compute
Instances. The plugin enables users to (1) quickly create an HPC cluster (2) submit
a NAMD simulation from VMD to Amazon EC2 Plugin, and (3) transfer results
from the Plug into the host computer running VMD for post-processing. Moreover,
the Plug-in can integrate with the Interactive Molecular Dynamics (IMD) plug-in,
which can make a standard simulation interactive and display the simulation in real-
time. This implementation hides completely the details of any NAMD simulation
deployment in the underlying HPC cloud.

AceCloud (Harvey and De Fabritiis 2015) is one solution that provides
on-demand service for molecular dynamics simulation. It is designed to make
possible secure execution of large group simulations on an external cloud computing
service. The AceCloud client has been integrated into the ACEMD molecular
dynamics simulation package. The client provides an interface that is easy to use
and abstracts all aspects of interaction with cloud services. The user experiences that
all simulations are running on their local machine, minimizing the time to learn the
details associated with the usage of high-performance computing services.
CovalentDock Cloud (Ouyang et al. 2013), is an algorithm to the model covalent
binding. It is accessible directly online through a web server without any local
installation and configuration. The application provides a user-friendly web interface
to carry out covalent docking experiments and analysis online. The user has to enter
the structures of both the ligand and the receptor or retrieve it from online databases
with valid access id. AceCloud discovers the potential covalent binding patterns
followed by carrying out the covalent docking experiments and eventually generates
a visualization of the result for user analysis.

4.9 Conclusion

In the modern era, apart from reducing time and financial cost, advanced computing
has proved their crucial role by identifying the various repurposing existing drugs
which improves the quality of pharmaceutical research. Still now nearby 43 Phar-
maceutical companies applied automated algorithms and parallelism techniques in
the drug discovery process and showed the conquest outcomes. As it reduces the
expenses of the Research and Development department of various Pharmaceutical
companies, in the future they are planning to still improve the computing techniques
whereby autonomous identification of promising drugs and novel pathways can be
done with zero human interference. To extend the benefit of advanced computing
they are also applied in the areas of personalized medicine based on the next-
generation sequencing data. Thus in the future, the whole drug discovery process
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is expected to be in the hands of intelligence algorithms and high-performance
techniques.
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Chapter 5
Protein Structure, Dynamics and Assembly:
Implications for Drug Discovery

Arangasamy Yazhini, Sohini Chakraborti, and Narayanaswamy Srinivasan

Abstract Most of the therapeutic drugs available in the market today, are targeted
against proteins. Drug molecules are designed to complement shape, size and
electrostatic fingerprints of the functional site of a target protein so that they can
bind to the protein and impede its molecular function. Details of functional site are
derived from 3-D structure of the protein obtained either through experimental
techniques or computational protein modeling and form the basis for structure-
based drug design. Knowledge derived from homologous proteins facilitates this
process by providing an understanding on common and unique features of the
intended target with respect to its close and distant relatives. This helps to design a
drug with high selectivity and affinity. Often inherent dynamic nature of proteins
facilitates inter-protein interactions and aid them to perform major cellular activities
as an assembled complex. With improved apprehension of structural biology,
consideration of multi-protein machineries and their associated conformational
dynamics is increasingly gaining importance in drug design and discovery. Suscep-
tibility of protein-protein interactions in disease conditions is progressively being
realized and this has attracted protein-protein interfaces as potential drug targets for
therapeutic intervention in the last few decades. In this chapter, we have discussed
the properties of protein structure, evolution, dynamics and protein complexes along
with explanations on how each factor contributes to the design of an effective drug
molecule that is safe and efficacious.
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5.1 Introduction

Proteins are workforces of cells. All the efforts in DNA recombinant techniques,
genome sequencing, structural genomics, etc., are eventually aiming for the holistic
knowledge of how proteins in the organism function and how to manipulate them for
human benefits. Proteins being the active rulers of cellular biomolecules, they use
nucleic acids to synthesize themselves, produce energy from carbohydrates and
guide lipids for energy storage. Therefore proteins play a dominant role in the cell
and their design by the nature should be such that proteins fit with successful life
stages of the organism during the course of divergent evolution (Pál et al. 2006). At
the atomic level, proteins comprise of thousands of atoms. To decipher recognizable
patterns, protein structures are described in hierarchical levels viz. primary, second-
ary, tertiary and quaternary. Further, proteins are intrinsically dynamic which is
influenced by aqueous surroundings and molecular crowding in the cellular milieu.
Proteins work independently and/or along with other biomolecules by forming
complexes and large assemblies. Hence, function of the protein depends on the
structure, dynamics and its assembly state in the cell.

Perturbation of the aforementioned factors could alter molecular recognition
between a protein and its interacting partners and may cause disease. In many
cases, undesirable modulation of protein function (which plays an important conge-
nial role for the disease condition) can be treated by administration of suitable
therapeutic agents (drugs) to alleviate the disease condition (Peng et al. 2019).
Due to the superior druggable properties of proteins among the kinds of biomole-
cules (viz. lipids, nucleic acids, carbohydrates etc.), most of the therapeutic drugs
available today are targeted against proteins. Receptors, enzymes, ion channels and
transporters are the group of proteins that are predominantly targeted by drug
molecules (Santos et al. 2016).

In this chapter, we describe the characteristics of protein structure, dynamics and
molecular complexes formed by protein-protein interactions. Understanding of
protein 3-D structure provides insights into characteristics of binding pocket of a
drug target. Such information is essential in drug design and discovery. Here, we
highlight a few successful examples of protein structure-based drug design (SBDD)
approach. We discuss how knowledge derived from homologs contributes to the
identification and characterization of target protein and for drug repurposing. The
relationship between protein dynamics and function is further explained with impli-
cations in protein-drug interaction studies. Subsequently, the properties of protein
complexes and their applications in drug discovery process are exemplified.
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5.2 Protein Structure

Primary structure of a protein governs the folding and functional tertiary structure
through formation of hydrogen bonds and other kinds of non-covalent interactions
among amino acid residues (Anfinsen 1973). A globular 3-D structure comprises of
stable secondary structures, namely α-helices and β-sheets that are characterized by
series of hydrogen bonds. These regular secondary structures are connected by
irregular turns and loops. In stable and compact three-dimensional (3-D) structure,
individual elements of secondary structure are arranged with one another through
tight packing of amino acid side chains. Depending on the composition of secondary
structures and their topology, different proteins may have different globular 3-D
structures (fold). Regardless of the nature of fold, water soluble proteins inevitably
possess a hydrophobic core as a result of clustering apolar residues in the interior and
a surface populated with polar residues.

An optimally folded 3-D structure holds functional residues at precise positions in
the active site which is essential for the protein to carry out its dedicated biochemical
functions. For example, alcohol dehydrogenase adopts GroES-like fold with
18 regions in α-helical conformation and 23 regions in β-strand conformation
(Fig. 5.1) (Li et al. 1994). Substrate binding site, co-enzyme (NAD+) binding
residues are placed in appropriate positions in the 3-D structure of this protein to
catalyze the conversion of variety of alcohols to respective aldehydes. Variations in
its amino acid sequence could affect the 3-D structure and consequently influence
substrate affinity and catalytic efficiency (Colby et al. 1998; Edenberg 2007). Hence,
protein 3-D structure is a key determinant of protein function by providing suitable
physicochemical environment for the active site and substrate binding residues.

In order to derive atomic details of protein 3-D structure, several experimental
methods or computational methods are used. X-ray crystallography is a common

Fig. 5.1 Example of protein structure. Cartoon representation of alcohol dehydrogenase structure
with annotation of critical residues (PDB code: 1ADG) (Li et al. 1994). Stick representation
highlights substrate binding residues in blue, co-enzyme (NAD+) binding residues in yellow
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technique to determine 3-D structure of proteins (Blundell and Johnson 1976). This
technique has significantly contributed to the availability of experimentally deter-
mined structures which are deposited in the protein structure repository (Protein Data
Bank or PDB). Since mid-1980s, nuclear magnetic resonance (NMR) technique too
is being employed to determine protein structure. It provides an ensemble of
structures representing slightly different conformations of protein that are adopted
under solution condition and hence helps us to study the dynamical nature of protein
(Wuthrich 1995). Recently, cryo-electron microscopy (cryo-EM) has emerged as
another technique to determine structure of proteins and biomolecular assemblies.
Cryo-EM has enabled us to study the structural details of large protein-biomolecular
complexes (Subramaniam et al. 2016; Cheng 2018).

Despite the development of these experimental methods, 3-D structure for innu-
merable proteins with known amino acid sequences available from exponentially
growing data of next generation sequencing, is still unknown. Structure determina-
tion of such large number of proteins by experimental methods with an equal pace to
sequence data is currently an unattainable task. In addition, some proteins may not
be amenable to experimental techniques due to their incompatible nature such as
intrinsic dynamics and size limitations for experimental conditions. To address this,
computational methods have been developed to predict 3-D structure of proteins.
Homology modeling or comparative modeling is a widely used method to generate
3-D structure of a protein. It uses structural information from homologous protein of
known structure as a template and models protein 3-D structure (this approach has
been explained in Sect. 5.3.2). Threading method based on a library of information
about solvent accessibility, secondary structural state and neighbor contacts of
known folds or ab initio modeling based on thermodynamics and potential energy
landscape can also be employed to predict protein structure (Baker and Sali 2001).
Recently, the application of artificial intelligence in protein structure prediction
based on co-evolution and residue contact distance potential has resulted in a method
called ‘alpha-fold’. It has the potential to build 3-D structure of proteins and to
recognize plausible new protein folds (Senior et al. 2020). Thus, using experimental
techniques or computational tools, knowledge on protein structures could be derived
that is essential to understand the molecular basis of protein function.

In the following section, we have discussed the use of protein structure in drug
design process for therapeutic treatment.

5.2.1 Use of Protein Structures in Rational Drug Design
and Discovery

Function of a protein in cellular context largely depends on its interactions with other
molecules, broadly referred to as ligands. These ligands can be macromolecules like
other proteins, DNA, RNA and/or small endogenous molecules like neurotransmit-
ters and ions or other organic molecules like carbohydrates. The feasibility and
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strength of such molecular recognitions mediated by binding of the partner mole-
cules (i.e., protein and ligand) are regulated by complementarity in shape and
electrostatic features of the interacting regions on the surface of each molecule
(Sowdhamini et al. 1995; Voet et al. 2013). These features, i.e., shape and electro-
static fingerprints, are presented by the arrangement of the amino acid residues in the
3-D structure of proteins.

A drug molecule intended to bind to a protein target modulates the function of the
target by altering its interactions with endogenous modulators. The drug molecules
targeting the orthosteric sites are designed in such a way that they mimic the shape
and electrostatic features of the endogenous modulators and can complement the
protein binding site, thereby engaging the protein in interactions similar to that of the
endogenous ligand. Understanding the features of the binding cavity helps the drug
designers to decorate the chemical scaffold of the ligand molecule with relevant
functional groups so that the interaction between the protein and the designed
molecule is optimal. For example, if the protein binding site harbours a hydrogen
bond donor (HBD), placement of a hydrogen bond acceptor (HBA) at a suitable
position on the designed molecule, is likely to optimize the protein-ligand interac-
tions. Similarly, when there is an aromatic amino acid residue in the binding cavity,
rational introduction of aromatic/cationic substituents on the ligand is generally
exploited to utilize the strength offered by π-π stacking or cation-π interactions,
respectively. Likewise, the placement of polar and non-polar substituent on a ligand
such that these groups are proximal to the polar and non-polar sub-pockets of a
binding cavity respectively would also aid in optimizing protein-ligand interactions.
It should be noted that such optimization of molecular interactions also considers
that two interacting species should never come too close to each other which can
result in steric clashes. Thus, if a sub-pocket of the protein binding site houses a
residue with bulky side-chain, a small substituent of appropriate size and shape needs
to be placed on the ligand’s scaffold.

How favourable is the interaction between a protein and a ligand, is quantified in
terms of free energy change (ΔG) associated with the binding event. A spontaneous
binding would result when ΔG < 0, indicating favourable accommodation of the
ligand in the desired binding cavity of the protein. Better the complementarity in the
shape and electrostatic features of the binding partners, stronger is the binding
affinity and results in lower value of ΔG (Patrick 2013). It can thus be well
comprehended that information (on shape, size and electrostatic features of the
binding cavity) derived from 3-D structures of a protein play a very important role
in designing the right ligand that fits favourably within the intended protein binding
cavity and elucidate the desired therapeutic benefits. This is an interesting area and is
commonly referred to as structure-guided/structure-based drug design or SBDD
which is primarily driven by computational techniques (Batool et al. 2019)
(Fig. 5.2). In the next section, we have provided a few examples of successful
application of SBDD.
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5.2.2 Overview of Drug Discovery Program and Few
Successful Examples of SBDD

The conventional drug discovery process takes nearly 15 years from the time of
target identification followed by target validation to its launching in the market after
successful clinical trials and it requires huge investments (~$one million dollars)
(Dimasi et al. 2010; DiMasi et al. 2016). With the advancement of computational
technology, SBDD has now become an integral part of any drug discovery program
which aims to reduce the overall timeline and investments required (Mohs and Greig
2017). In general, the first step in drug discovery programs involves the identification
and validation of a target to ensure that modulation of function of the identified target
would aid in addressing the disease condition. Once the target is validated, the hunt
for suitable ligands which would be able to bind to the target of interest begins.
SBDD principles play a vital role at this stage. The most popular technique that is
applied at the initial stage is molecular docking of large libraries of compounds to
identify the potential binders from a pool of non-binders (Abraham et al. 2010).
Thus, the primary requirement for docking exercise is the availability of a reliable
3-D structure of the target protein with information on the binding site. Experimen-
tally determined structures through X-ray crystallography (Petsko and Ringe 2010;
Maveyraud and Mourey 2020), Nuclear Magnetic Resonance (Sugiki et al. 2018),
Cryo-electron microscopy (Ceska et al. 2019) etc. serve as an important starting
point for SBDD. In the absence of a reliable experimental structure, computationally
generated models of the target protein are used (França 2015). In the recent times,
artificial intelligence/machine learning based techniques are also gaining popularity

Fig. 5.2 Drug-target complementarity. This figure shows a schematic representation of comple-
mentarity in shape and chemical features of a target protein binding site (grey; bottom) with a bound
drug (top) that enables a good fit. The HBA on the ligand complements the HBD region in the
protein binding site. Similarly, the hydrophobic (HYD) and negatively charged (NEG) regions on
the protein binding site are complemented by HYD and positively charged groups (POS) on the
drug, respectively. This figure has been generated using Microsoft Powerpoint software

96 A. Yazhini et al.



in the identification and generation of potential hits and leads (Mak and Pichika
2019; Vamathevan et al. 2019). The potential binders predicted from computational
studies (in silico hits) are then taken forward for experimental testing and the ones
(experimental hits) which show promising results are subjected to multiple cycles of
optimization to generate leads with improved pharmacokinetic and pharmacody-
namic properties by taking inputs from synthetic chemists, biochemists, pharmacol-
ogists, formulation scientists, regulatory experts and many more group of scientists.
A lead that passes all the criteria of preclinical phase is then considered as a drug
candidate eligible for clinical trials in humans. With successful completion of
clinical trials and approval from regulatory agencies, the drug can then make its
entry into the market (McNamee et al. 2017; Mohs and Greig 2017). Thus, a
successful SBDD is an iterative process that involves contributions from scientists
of diverse expertise. Indeed, a typical drug discovery program in the modern era,
definitely uses the principles of SBDD at some point of time during the entire cycle.

However, it is difficult to find plenty of well-documented scientific reports in the
public domain which discusses the development of drug that is primarily centred
around SBDD and have successfully made into the clinics. This, to a certain extent
can be due to the limitations associated with intellectual property rights. Also,
assimilating such data for a scientific report, would largely depend on the
diminishing recall of the entire crew of scientists involved in the project over a
long time span (~15 years or more) during the discovery, development and clinical
studies of the particular drug. Moreover, it is not easy to deconvolute the factors
attributing to the success of a drug discovery program and claim any one method-
ology (like SBDD only) to be the sole key to success unless it is predominantly
obvious. This is so because, as it has already been mentioned, a successful drug
discovery program is a result of combined efforts of a huge team of scientists with
diverse expertise. For brevity, here, we have discussed only a few of the many well-
known examples of successful SBDD programs.

The first successful case of SBDD dates back to the last decade of twentieth
century reporting a series of Food and Drug Administration (FDA) approved Human
immunodeficiency virus-1 (HIV-1) protease inhibitors (indinavir, saquinavir, etc.)
(Roberts et al. 1990; Wlodawer and Vondrasek 1998; Ghosh et al. 2016). Other
examples of successful story of SBDD involves the discovery of norfloxacin (anti-
biotic) (Rutenber and Stroud 1996), isoniazid (anti-tubercular) (Marrakchi et al.
2000), flurbiprofen (nonsteroidal anti-inflammatory agent) (Miller et al. 2015;
Dadashpour et al. 2015), amprenavir (anti-HIV) (Wlodawer and Vondrasek 1998;
Clark 2006), raltitrexed (anti-metabolite) (Anderson 2003). A major breakthrough in
SBDD is the discovery and approval of imatinib (BCR-ABL kinase inhibitor) in the
year 2001 for the treatment of chronic myelogenous leukaemia (Iqbal and Iqbal
2014). The history of discovery of imatinib has been a great example of learning for
all drug designers and therefore, no doubt why it is still called a ‘wonder drug’. The
underlying science behind the discovery of imatinib showed that how information on
conformational state (i.e., the inactive state which are less conserved among the
different kinases as compared to the active state) of the target protein derived from its
3-D structure can be helpful to understand the selectivity of the investigating
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molecule and therefore design a safer drug (Capdeville et al. 2002) (Fig. 5.3). There
are many other examples of successful stories of SBDD as reviewed elsewhere
(Batool et al. 2019). Notably, the success of a drug molecule does not solely lie in
understanding the structure of its intended target. Knowledge of structures of other
closely related proteins and evolutionarily aspects of structural features are also
crucial in drug design as discussed in the subsequent sections.

5.3 Applications of Knowledge Derived from Homologous
Proteins in Drug Design

Proteins that have diverged from common ancestor are referred as homologs.
Homologous proteins retain much of structural and functional features. This feature
of homologous proteins comes with both advantages and disadvantages in the

Fig. 5.3 Imatinib bound to inactive conformation of tyrosine kinase ABL complex. The protein
tyrosine kinase ABL is shown as transparent surface representation (grey) and the ligand (imatinib)
is shown as green (carbon atoms) stick (left panel). The binding site of imatinib is indicated in red
colour. The protein backbone is depicted in thin cartoon representation where the helices are in
cyan, beta sheets are in pink, and the loops are in orange. Enlarged view of binding site of imatinib
(right panel). The protein residues which offer polar contacts (shown as black dashes) to imatinib
are shown in stick representation (white carbon) and are labelled in black font. The image has been
generated using the PDB entry 1IEP in PyMOL (The PyMOL Molecular Graphics System,
Schrödinger, LLC)
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context of drug design and development. In the one hand, conservation of binding
site properties of homologous proteins could end up in off-target binding of a drug
causing adverse side effects. On the other hand, one can exploit the features of
protein homology in repurposing drugs when the known target of a drug for a disease
is homologous to a putative target in the context of a different disease. This section
highlights the application of knowledge derived from homologs in SBDD, in
understanding rationale behind off-target effects of a drug and in drug repurposing
(Fig. 5.4).

5.3.1 Homology Detection in the Identification of Potential
Drug Targets in Pathogens

Identification of homologs is an effective approach for drug target identification.
Proteins that are essential for the organisms' survival is conserved among closely
related species (Jordan et al. 2002). In general, for the treatment of infectious
diseases, targeting proteins that are essential to the pathogen for its survival could
be an effective way for managing therapeutic conditions. Homolog recognition helps
in this process to identify proteins that are conserved among related pathogenic
organisms which in turn, indicate their essentiality for the life-cycle of targeted
pathogen. At the same time, the identified target should ideally have no homolog in

Fig. 5.4 Flow chart depicting applications of knowledge derived from homologous proteins in
drug design
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the host system which further requires homolog recognition in host genome to
confirm that the target is unique to only pathogen. Such approach referred as ‘sub-
tractive genomics’ is commonly used for drug target identification of pathogenic
infections (Rath et al. 2016; Sudha et al. 2019). Similarly, in case of newly detected
pathogen, homolog search is used to understand whether the pathogen is similar to
any known clinical pathogen. If such relationship could be detected, conserved
proteins are further probed for identifying suitable drug targets in the newly emerged
pathogen. For example, main protease of the SARS-CoV-2 (SARS-CoV-2 Mpro) has
been identified as a potential drug target for the treatment of the ongoing pandemic,
COVID-19. Based on the evolutionary relationship studies, it has been found that
SARS-CoV-2 Mpro is closely related to main protease of SARS-CoV. The enzyme is
known to be critical in maintaining viral life-cycle. Notably, active site residues of
this protein is conserved among all closely related coronaviruses and does not have a
homolog in human (Anand et al. 2003; Needle et al. 2015). Hence, targeting this
protein is likely to be an effective strategy to kill the virus with least adverse effects
to the human host. Earlier studies have already shown that main protease is a good
drug target for treating SARS infection (Dai et al. 2020).

5.3.2 3-D Modeling of Drug Targets Using Structures
of Homologous Proteins

Homology detection is immensely useful in preliminary stages of drug design. If a
target protein does not have an experimentally determined 3-D structure, identifica-
tion of homolog with known 3-D structure is helpful to obtain 3-D structure. With
growing deposition of experimental protein structures in the PDB (Berman et al.
2002), sequence of drug target whose structure is unknown can be searched in the
database using algorithms such as BLAST (Hu and Kurgan 2019). If homolog is
detected with significant sequence similarity, comparative/homology modeling is
widely employed to model 3-D structure of the target protein using structure(s) of the
identified homolog(s) (Šali and Blundell 1993). A reliable 3-D model of target
protein forms the basis for virtual screening and molecular docking (Muhammed
and Aki-Yalcin 2019). Homology modeling provides a reliable 3-D structure of the
target protein when it shares high sequence identity with homologous proteins
(>60%) and use of multiple homologous structures have shown to improve the
model quality of both structure and dynamics features of proteins (Yazhini and
Srinivasan 2020). Whereas in case of poor sequence identity between target protein
and homologous protein, i.e. below 30%, the atomistic details of the generated 3-D
structure should be treated cautiously (Kryshtafovych and Fidelis 2009). Application
of homology models in SBDD is particularly useful for proteins which are difficult to
be solved by any experimental technique. For example, membrane proteins like
G-protein coupled receptors (GPCRs) are difficult to be crystallized. Even though
more than 800 GPCRs are encoded by human genome and these receptors form the
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leading drug targets, experimentally determined structures of GPCRs are available
only for a small fraction of the total space of druggable human GPCR targets.
Therefore, the GPCR community largely depend on homology models for SBDD
strategies (Cavasotto and Palomba 2015).

5.3.3 Homology and Drug Promiscuity

For a molecule to be a successful drug, it should have high efficacy and low toxicity.
Higher efficacy of a drug would result from its high binding affinity toward the
intended protein target and lower toxicity which means that the drug binds weakly to
off-targets. Now, one can have an obvious question that when a drug is designed to
bind to a particular target, why would it bind to off-targets/undesired targets? The
answer to this question again lies in understanding the 3-D structure of the protein. In
the course of evolution, protein structures are conserved better than sequences
(Chothia and Lesk 1986). Therefore, nature often repurposes protein folds leading
to retention of global structures and sometimes even local structures. Hence, by
virtue of similarity in local structures (shape and electrostatic features of binding
sites), many proteins might be capable of offering reasonably favourable, but
undesirable interactions to a given drug molecule (even though the drug molecule
was not designed to bind to these undesired targets) and leading to promiscuous
binding that results in adverse effects.

For example, protein kinases are a group of evolutionary related enzymes that
phosphorylates serine/threonine/tyrosine residues of their substrate proteins to medi-
ate multitude of signaling processes and hence become the second most attractive
drug targets after GPCRs. However, the main challenge in targeting kinase is to
achieve specificity. Since all typical serine-threonine kinases are known to adopt
conserved bi-lobal structure with common motifs for ATP and substrate binding, the
chances of cross-reactivity among different kinases for a given small molecule drug
become the leading issue in most drug discovery programs aiming to target protein
kinases (Shah et al. 2013). Hence, careful analysis of the binding site features is
required to understand the commonalities (conserved features) and differences
(diverse features) among binding sites with similar geometry and with similar
chemical groups. In this line, a recent study aimed at the identification of
off-targets by incorporating similarity search based on the 3-D target binding site
against the PDB. Using this approach along with transcriptome profile, data of
structure-activity relationships etc., isoforms of cyclin-dependent kinase and Glyco-
gen Synthase Kinase 3 Beta were recognized as off-targets for protein kinase C theta
inhibitor (A-1411735) which is used for chronic autoimmune and inflammatory
diseases (Rao et al. 2019). Likewise, other tools for identifying similar drug mole-
cule binding sites, such as PLIC (Anand et al. 2014) and ProBis (Konc et al. 2012),
are also available.
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5.3.4 Drug Specificity and Potency

The common features across similar binding sites in multiple proteins hint the
importance of such features in executing the respective functions of the proteins
which have been preserved during evolution. Engaging these conserved features in
optimal interactions would help in gaining potency and thereby aid in improving the
efficacy of the ligand. On the contrary, differences in certain features among the
apparently similar looking binding sites across multiple proteins suggest that such
features are not important from functional perspective of the proteins. However,
such differences offer tremendous opportunities to a designer in developing safer
ligands. Protein-ligand interactions which exploit the unique features of a binding
site is expected to be more specific and hence safer than those which fail to do
so. This is often the case with many new generations of drugs as compared to their
predecessors (Neu 1996; French and Gazzola 2011; Baldoni et al. 2014; Barnhart
and Shelton 2015; Chakraborty and Rhee 2015).

In this context, the recognition of unique and common features in a protein target
upon comparing it with homologs in sequence as well as structure space, requires
knowledge on evolutionarily history of the target protein. Let us again take the
classic example of kinase inhibitors to understand this concept. The hinge region in
kinases that connects the N-terminal lobe to the C-terminal lobe of the protein, are
the structurally conserved region among all kinases. The adenine ring of ATP forms
hydrogen bonds with the specific residues in the hinge region. This helps in placing
the ATP in a suitable conformation that facilitates phosphorylation of substrate
proteins. It has been observed that ATP mimetic agents which do not establish
hydrogen bonds with those hinge residues fail to inhibit the enzyme either
completely or partially. This signifies the importance of engaging functionally
conserved residues in protein-inhibitor interactions (Arris et al. 2000; Xing et al.
2015). However, the gatekeeper residue just preceding the hinge residues are
considerably variable among different groups of kinases and targeting the gatekeeper
residue for protein-ligand interaction is one of the strategies to achieve kinase
inhibitor selectivity (Huang et al. 2010). Further, specificity toward a particular
isoform (Aurora kinase-A) within the Aurora kinase family has also been reported
upon systematically targeting unique residue (Thr217) in the binding site sequence
of the highly similar isoforms (Aurora kinase-A/B/C) (Bouloc et al. 2010; Bavetsias
et al. 2013). Another interesting example in the area of achieving subtype specificity
among closely related proteins is targeting the GPCRs. Studies have revealed that
albeit there are universally conserved regions in GPCR which allow them to elicit a
highly similar activation mechanism, there also exists “selectivity barcode” which
facilitates uniqueness in molecular recognition. Such selectivity features include
distinct pattern of amino acid residues which could be exploited in designing subtype
specific modulators (Flock et al. 2017).
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5.3.5 Homologous Proteins in Polypharmacology

Identification of similar binding pockets is useful in designing a drug that targets
multiple related proteins involved in a given disease pathway without modulating
the functions of undesired targets. Indeed, this approach is beneficial for the treat-
ment of multigenic diseases such as heart diseases, type 2 diabetes, mental retarda-
tion, leukemia etc. (Anighoro et al. 2014). For example, sunitinib is a multi-targeted
tyrosine kinase inhibitor that act upon PDGF receptor, VEGF receptors (1 and 2),
fms like tyrosine kinase 3 and c-Kit. Such promiscuous nature of sunitinib is helpful
in treating drug-resistant gastrointestinal stromal tumour and metastatic renal cell
carcinoma (Faivre et al. 2007). This principle of targeting multiple proteins with a
single drug is termed as ‘polypharmacology’ and it is being systematically exploited
in drug repurposing/drug repositioning approaches (Jalencas and Mestres 2013;
March-Vila et al. 2017). Drug repurposing has become an important branch of
drug discovery which aims at identifying new use of an already existing drug.
These approaches are less time-consuming and involve less investment of resources
as compared to conventional drug discovery programs aiming to find a new chemical
entity. The fundamental basis of most drug repurposing approaches revolves around
the theory of neighbourhood behaviour where similar binding sites are expected to
recognize similar molecules and vice-versa. This is especially relevant in the current
scenario (at the time of writing this article, April 2020) when the world is facing a
global health challenge of COVID-19 caused by a newly emerged coronavirus,
SARS-CoV-2. Since conventional drug discovery programs aimed at identifying
novel chemical entities are time-consuming, it is unlikely that any novel drug to treat
COVID-19 will be available in the next few months. Therefore, the research
community around the globe are putting efforts in identifying promising candidates
from the repertoire of existing approved drugs which can be helpful in treating
SARS-CoV-2 infection (Sanders et al. 2020). In the recent past, research from our
group has helped in identifying potential drugs which could be repurposed against
infectious diseases like malaria, tuberculosis, fungal infections etc. by exploiting the
principles of protein evolutionary relationships (Ramakrishnan et al. 2015, 2017;
Chakraborti et al. 2019a, 2019b). In continuity, we have recently identified potential
anti-COVID-19 drugs using the principles of neighbourhood behaviour (Chakraborti
et al. 2020). Albeit drug repurposing approaches contribute toward rapid identifica-
tion of potential drugs, the greatest challenge of any drug repurposing program lies
in exploiting the benefits of polypharmacology with minimum or no toxicity
(Pushpakom et al. 2018).

In addition, it should be noted that under physiological conditions, the biological
molecules are in dynamic state and undergo vibrational as well as large domain
motions (Moroni et al. 2015). Thus, the degree of complementarity in shape and
electrostatic features between a drug and its protein target(s) may vary with time.
Knowledge derived solely from static structures as discussed so far, might not
provide complete picture of molecular basis of a drug action. Hence, understanding
the changes associated with protein-ligand complex structures with time, is central to
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any successful drug discovery program. In the following section, we introduce the
concept of protein dynamics and emphasize on how dynamics play a role in drug
design with examples of therapeutic drugs.

5.4 Protein Dynamics

Proteins are inherently dynamic that helps them to evolve and adapt to diverse
cellular conditions (Tokuriki and Tawfik 2009). Protein function relies on the
synergy between structure and dynamics. Therefore, a molecular level understand-
ing of protein function requires the atomic details in both 3-D space as well as time.
Protein dynamics can be viewed at multiple levels in timescale starting from fluid-
like motions of atoms about its mean positions at picoseconds to sampling different
conformational substates at milliseconds or seconds (Van Den Bedem and Fraser
2015). Large timescale dynamics drive proteins i) to be at equilibrium between
different functional states, ii) to bind ligands, iii) to transport molecules, iv) to
catalyze enzymatic reaction, v) to have allosteric regulations etc. In the following
subsections, we have provided details of examples on how dynamics drive protein
function, methods applied to study dynamics of protein and protein-ligand interac-
tions, evolutionary aspect of protein dynamics and role of dynamics in drug design.

5.4.1 Role of Dynamics in Enzymatic Function

Specific and tightly regulated molecular recognition is central to all biomolecular
interactions. It has been reported that binding of several therapeutic drugs involve
dynamical motions of target proteins (Copeland 2011). Besides the classical Fisher’s
‘lock-and-key’ and Koshland’s ‘induced-fit’ models, a model based on ‘conforma-
tional selection’ by Frauenfelder is the widely accepted theory for molecular recog-
nition (Frauenfelder et al. 1991). This model (and ‘induced-fit’ to some extent)
considers inherent nature of protein dynamics which is observed to be involved in
all binding events such as protein-small molecule, protein-protein, protein-DNA/
RNA as well as RNA-ligand interactions (Kumar et al. 2008). Conformational
selection process has been demonstrated in several enzymes including RNase A,
adenylate kinase, aspartate transcarbamoylase and dihydrofolate reductase (Boehr
et al. 2009). It explains the basis of molecular recognition as protein samples
ensemble of conformations which may differ in their energy state and ligand selects
a conformation that closely resembles the ligand-bound state (Frauenfelder et al.
1991).

Here, we have taken adenylate kinase as an example to explain how dynamics is
linked to molecular function of the protein. This enzyme follows conformational
selection for substrate binding (Kovermann et al. 2017). In addition, dynamical
motions at picosecond to millisecond timescale drives the catalytic activity of this
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enzyme. It is known to catalyze reversible interconversion of adenine nucleotides
and has three domains, namely core, NMP (nucleotide monophosphate) and lid.
Collective motions involving opening and closing of lid domain in microseconds to
milliseconds scale have been identified to be the rate-limiting step for the catalytic
reaction (Fig. 5.5A). Fast motions such as backbone fluctuations by thermal energy
in picoseconds to nanoseconds facilitate such motions of the lid domain. This large
conformational motion is directly correlated with catalytic turnover rate of this
enzyme (Henzler-Wildman et al. 2007). Hence, dynamics at all hierarchy in the
timescale is essential and cognizance of such dynamical behaviour offers deeper
understanding on the mechanistic basis of enzymatic function.

In the field of drug design, dynamics and associated functional substates are
increasingly being recognized as important factors to design a highly selective drug
molecule. One of the effective ways of selectively targeting a protein is to target its
allosteric site, which is a secondary binding site that is capable of remotely altering
the conformation of the orthosteric site. However, allosteric sites are not always
evident. Computational techniques like molecular dynamics simulations as
discussed later could be helpful in predicting allosteric binding sites on the protein
surface. In the area of drug design, allosteric sites offer an advantage over the
orthosteric sites as the former are evolutionarily less well conserved than the later
and are most often unique. Therefore, achieving selectivity and hence better safety
profile for a drug targeting the allosteric site is generally possible (Abdel-Magid
2015). For example, p38 MAP kinase is targeted for treating inflammatory diseases.
It possesses a unique allosteric binding site whose accessibility to the therapeutic
drug (BIRB 796) is governed by a large conformational change in the DFG motif of
the kinase. Targeting this site has been shown to improve drug affinity (Pargellis
et al. 2002). Likewise, as mentioned earlier, imatinib, a drug against ABL tyrosine
kinase, is conformation specific drug molecule and binds only to the inactive
conformation of this enzyme (Iqbal and Iqbal 2014). Therefore, knowledge of
conformational dynamics of target protein lends a strategy to design conformation-
specific drug molecule.

5.4.2 Role of Dynamics in Membrane Receptor Function

Like globular proteins, the functions of membrane proteins are also largely associ-
ated with their inherent dynamics. In this section, by taking few examples which are
important drug targets, we have highlighted the importance of dynamics in designing
drugs targeted against membrane receptors. Dynamics of membrane receptor pro-
teins are particularly interesting to understand because these proteins generally
undergo large conformational changes especially when they are involved in facili-
tating passage of molecules through the membrane channel.

N-methyl-D-aspartate (NMDA) receptors are glutamate-gated ion channels
involved in brain development and synaptic plasticity by permeating Ca2+ ions
across cellular membrane in neurons (Traynelis et al. 2010). NMDA receptors are
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Fig. 5.5 Examples of protein dynamics. (a) Shown in cartoon representation is a large-scale
motion of the lid domain of adenylate kinase. Snapshot of each conformation is derived from
anisotropic network model based normal mode analysis using crystal structure of E. coli adenylate
kinase (PDB code: 4AKE) (Müller et al. 1996; Atilgan et al. 2001). Color scale from blue to red
indicates the magnitude of residue motions from small to large. (b) Cartoon representation of
NMDA receptor in ‘closed’ (PDB code: 4TLL) (Lee et al. 2014) and ‘open’ conformation (PDB
code: 6IRA) (Zhang et al. 2018). Subunits GluN1 and GluN2 are colored in blue and orange
respectively. Memantine binding region is highlighted in a box. VMD (Humphrey et al. 1996) and
Chimera (Pettersen et al. 2004) were used to generate Fig. (a) and (b), respectively
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obligatory hetero-tetramers mainly comprises of two copies of GluN1 subunit that
bind to glycine and two copies of GluN2 subunit that bind to L-glutamate. The
receptor function is governed by two factors: membrane potential and glycine as
well as L-glutamate binding. Receptor is inactive under membrane resting potential
(-70 mV) by adopting ‘closed’ conformation. When membrane gets depolarized and
ligands are bound, it acquires ‘open’ conformation in order to permeate Ca2+ ions
into cytoplasm of the signal receiver neuron (post-synaptic neuron). For the next
cycle of neurotransmission to happen, NMDA receptor reverts to ‘closed’ confor-
mation. Hence, dynamic personality of NMDA receptor to switch between ‘open’
and ‘closed’ conformation is essential for neurotransmitter signaling. Indeed, appli-
cation of cryo-EM techniques has unveiled a detailed knowledge of NMDA receptor
dynamics and its regulation by proton and zinc concentration (Jalali-Yazdi et al.
2018). Duration of NMDA receptor in the ‘open’ conformation is directly related to
cognitive skills such as learning and memory.

On the account of its importance in brain function, dysfunctional NMDA recep-
tors are implicated in various brain diseases such as schizophrenia, Alzheimer’s
disease, Huntington’s disease, Parkinson’s disease and amyotrophic lateral sclerosis
(Chen and Lipton 2006). For the therapeutic treatments, several antagonists have
been designed against glutamate-binding and glycine-binding sites. However, such
neuroprotective drugs have failed in clinical trials due to adverse effects by
compromising the normal function of this receptor. Under neurological disease
conditions, the activity of NMDA is elevated by retaining ‘open’ conformation for
a longer period of time than it has to be. By taking the differences in the conforma-
tional states into account, memantine, a drug molecule to specifically target the
‘open’ conformation of the receptor as an uncompetitive antagonist, was designed
(Fig. 5.5B). As a result, it has become successful therapeutic intervention and the
drug blocks the ‘open’ conformation of the receptor under excessive glutamate
condition and minimize the side-effects by not interfering with the receptor’s basal
level activity (Chen and Lipton 2006). Likewise, several allosteric modulators that
consider dynamics states of NMDA receptor are used as therapeutic drugs for the
treatment of many neurological diseases (Traynelis et al. 2010).

Along the same line, dynamics nature of GPCRs has been extensively exploited
for the design of therapeutic drug molecules. GPCRs sample several conformations
and undergo conformational transition between ‘active’ to ‘inactive’ states which is
critical for signal transmission. The conformational transition involves a
rearrangement of transmembrane helices (5–7) through inward and outward move-
ments. It has also been shown that the intracellular component of the receptor is more
dynamic than extracellular region however subtle changes in extracellular loops
influence the binding kinetics for ligands (Latorraca et al. 2017). Interestingly,
dynamics of these surface loops facilitates the formation of alternative binding
sites for allosteric modulators (Dror et al. 2013). This observation emphasizes that
the mechanism of ligand binding and signal transmission across membrane in
GPCRs is facilitated by their dynamical motions.

Furthermore, in the ongoing life-threatening condition due to ‘COVID-19 or
SARS-CoV-2 infection’, cryo-EM has provided details on the viral entry vis-à-vis
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how the viral spike protein interacts with human ACE2 receptor (Walls et al. 2020).
Spike protein comprises of two subunits responsible for host receptor binding
(S1) and membrane fusion (S2). S1 subunit interacts with ACE2 receptor in the
trimeric form. For interaction between spike protein and ACE2 receptor to happen,
receptor binding domain of S1 subunit has to undergo large scale motions from
‘closed’ to ‘open’ conformational state. Since ‘open’ conformation is essential for
ACE2 receptor binding, an alteration in the conformational sampling between ‘open’
and ‘closed’ state appears to be correlated with the rate of virus transmissibility and
disease severity (Walls et al. 2020). Hence, dynamics of spike protein plays a
significant role in the viral entry to human cells.

Therefore, from the above examples it can be appreciated that conformation-
specific drug design comes with the benefits of drug being highly selective to
specific conformation that is related to disease condition. Consequently, it obviates
adverse effects caused by perturbing basal level function of the target conferred by
other conformational states or interactions with off-targets that are homologous to
the intended drug target but largely differ by their characteristic conformations.
Currently, there are several experimental and simulation methods available to
study protein dynamics as mentioned in the following subsection.

5.4.3 Methods for Studying Protein Dynamics

Structures determined by X-ray crystallography are space and time averaged entities.
However, analysis on multiple structures from independent X-ray crystallographic
studies of the same protein provides structural basis for dynamics (Marino-Buslje
et al. 2019). Also, ensemble structures from solution NMR technique provides
details about large scale dynamics of proteins. Especially, Carr-Purcell-Meiboom-
Gill relaxation dispersion, paramagnetic relaxation enhancement and native-state
HD exchange NMR techniques are used to study higher energy conformations that
are important to protein function (Baldwin and Kay 2009). Single molecule Forster
Resonance Energy Transfer (smFRET) is also widely used to obtain information
about protein dynamics (Kalinin et al. 2010). Recently, resolution revolution in cryo-
EM have made this technique as a promising method to study large scale confor-
mational dynamics of proteins and molecular assemblies (Cheng 2018). Albeit these
experimental techniques give realistic insights into protein dynamics, they are time-
consuming and require expensive resources. Alternatively, computational tech-
niques such as molecular dynamic simulations are fast and inexpensive to obtain
information of dynamics of biomolecules as explained below.

Molecular dynamics simulations allow us to study dynamics of proteins and
protein-biomolecular interactions in silico. Using this method, flexibility associated
with binding site residues of target protein and time-dependent variations in the
interaction patterns between protein and ligand molecules in the aqueous medium
can be studied. Since dynamics simulations account for protein flexibility and
entropy effects, a combination of ligand docking and molecular dynamics helps to
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identify binding modes of ligand molecules (De Vivo et al. 2016). Generation of
ensembles of target protein structure from dynamics simulations and docking of
ligand molecules to each of the protein conformation obtained from simulations is
helpful to accurately predict the binding energy of protein-ligand interactions. Along
with molecular dynamics simulation, Monte Carlo simulations are also used to
traverse through the conformational landscape of proteins (Cole et al. 2015).
Hence, these simulation methods have also been employed in free-energy perturba-
tions (FEP), thermodynamics integration (TI) and lamda-dynamics to study alloste-
ric mechanisms and the role of water molecules in ligand binding (Wang et al. 2015).
Recently, elastic network based normal mode analysis also widely used to study
large scale motions of proteins that are relevant to their functional mechanisms. It
comes with the advantages of analysing large proteins as well as membrane receptors
with less demand on computational power and time which are in general the
limitations of molecular dynamics simulations (Skjaerven et al. 2009; Zheng et al.
2017). Such approaches are employed during the process of lead optimizations in
SBDD to design drug molecule with improved affinity for the intended target.
Therefore, both experimental methods and computational simulation methods pro-
vide useful information to study dynamics associated with protein and aid to
understand time-dependent interaction profiles between protein and drug molecule.

5.4.4 Evolution of Protein Dynamics in Target Identification

Dynamics being an inherent feature of a protein, not surprisingly, dynamics of
homologous proteins with similar function is conserved. Like sequence and struc-
ture, the extent of conservation of dynamics features is higher among members of the
same family than across members of difference families (Kalaivani et al. 2016;
Narayanan et al. 2018). Such observation had led to a concept of ‘dynasome’ that
states proteins with similar functions share common dynamic fingerprints (Hensen
et al. 2012). Studies involving evolution of protein dynamics have become an
emerging area and have shown that dynamics is manoeuvred in the course of protein
evolution (Tokuriki and Tawfik 2009; Klinman and Kohen 2014). In conformity
with this, differences in dynamics have been observed between two distantly related
proteins. For example, hexokinase-1 from H. sapiens is a multidomain domain
protein and its homolog in E. coli has only single domain (Vishwanath et al.
2018). Dynamics of these two homologous proteins are different as weaker correla-
tions in residue motions are observed in single domain hexokinase-1 when compared
to that of multi-domain hexokinase-1. Differences in the dynamics can explain the
difference in substrate affinity of these two homologous enzymes which share
identical substrate binding site. Hence, while target identification using information
derived from distant homologs, it is important to be aware of the differences in the
substrate affinity and associated dynamics between the homologs of interest. All
these observations underscore that dynamics play an important role in biomolecular
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recognitions and analysis on dynamics is considered as an important aspect in the
early phase of drug discovery (Amaro et al. 2018).

5.4.5 Role of Dynamics in Drug Design and its Therapeutic
Response

Since dynamics helps a protein to respond to its environment and influence its
interactions with different partners, it is important to consider protein dynamics in
the process of drug design (Moroni et al. 2015). Sometimes, conformational changes
of the protein uncover many treasures like cryptic sites which provide rare opportu-
nities to target the otherwise undruggable protein (Beglov et al. 2018; Kuzmanic
et al. 2020). The inherent dynamics of proteins often regulate allosteric signalling
pathways. Understanding the molecular mechanism of such pathways have attracted
considerable attention among the research community because of their potential
benefits in the field of drug discovery and developments (Amamuddy et al. 2020).
Although there have been striking advancements in predicting protein-ligand bind-
ing affinity, development of techniques to study protein-ligand dynamics is still an
ongoing research. This is mainly limited by computational resources and the vast-
ness as well as diversity of the chemical universe of ligands (Salsbury 2010).
Nevertheless, in the recent times, there have been appreciable advancements
which allow us to sample different conformations of protein-ligand complexes
over a considerably long timescale using advanced molecular dynamics simulation
techniques that captures atomistic details. This has opened avenues for studying
even drug unbinding pathways which were otherwise computationally expensive
and were beyond the resource capacity for many researchers in both academia as
well as in industries (De Vivo et al. 2016; Hollingsworth and Dror 2018).

Another aspect of protein-drug molecule interactions is the stability. In general,
greater the stability of the interactions between a drug and its target, better is the
efficacy. However, a prolonged interaction is not desirable as that might lead to toxic
effects due to drug accumulation. Thus, an optimum interaction between the drug
and the target is needed so that the drug remains strongly bound to its intended target
only during the timespan when the desired therapeutic benefit is expected. Once the
therapeutic response is obtained, the drug should quickly leave the protein binding
cavity to avoid any toxic outcomes. Hence, study of conformations and residence
time of drug-target complexes help to gain understanding of various aspects of
ligand binding and unbinding which in turn dictate the efficacy and safety of the
drug (Schuetz et al. 2019; Gobbo et al. 2019).

As mentioned earlier, the dynamical nature of a protein helps it to interact with
many other proteins or other biomolecules during its lifetime. Through the inter-
molecular interactions, protein forms permanent or transient complexes and per-
forms its function. Studying such phenomena are increasingly becoming popular as
these are the real machineries driving key cellular events. In the following section,
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we have discussed the importance of protein-protein complexes and their implica-
tions in drug discovery.

5.5 Protein-Protein Complexes

Proteins in general interact with other molecules to carry out their cellular functions.
Although, proteins are likely to encounter random physical contacts with other
biomolecules in cellular milieu, the frequency, duration and specificity of the
interactions rely on functional significance. An observation that 85% of proteins in
yeast genome have designated interaction with another protein(s) indicates the
prevalence of specific interactions among proteins (Reid et al. 2010). Such interac-
tions govern the formation of protein-protein complexes that mediate nearly all
biological processes in the cell. A protein complex is an assembly of at least two
protein molecules which behave as a single entity with an ability to play a specific
role. The nature and number of proteins as well as their arrangement defines the
quaternary structure of the protein complex. Polypeptide chains within a quaternary
structure are usually permanently associated with each other during its functional
lifetime in the cell.

Another functional form of a protein is in an assembly of several protein
complexes together that work orchestrally. During the functional lifetime of a
protein assembly, constituent proteins can associate and dissociate through transient
interactions. Such sophisticated assemblies carry major cellular processes such as
nuclear transport, electron transport system, splicing and protein translation (Pieters
et al. 2016). Protein assemblies integrate several catalytic and structural activities
with in-built regulatory mechanisms. Knowledge on the structure of protein com-
plexes is indigent as compared to monomeric proteins. However, efforts have been
undertaken for the characterization of complex structures. Rapid developments in
experimental methodologies viz. cross-linking combined with mass spectrometry,
synchrotron-based X-ray crystallography, serial femtosecond crystallography,
methyl-transverse relaxation optimized spectroscopy NMR, cryo-EM have laid
emerging paths for structural characterization of protein complexes. Availability of
protein complex structures serve as a source to derive the properties of protein-
protein interfaces. In several disease conditions, protein-protein interactions are
perturbed and hence could serve as a potential drug target. Some of the advantages,
recent achievements and challenges in this field are discussed below.

5.5.1 Protein-Protein Complexes in Drug Discovery

At this standpoint, studies on protein-protein complexes serve potential applications
in therapeutics (Luo et al. 2016). For example, virus-like particles by self-assembly
of bacteriophage MS2 coat protein has been successfully demonstrated to deliver
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chemotherapeutic drugs selectively to human hepatocellular carcinoma (Ashley
et al. 2011). Protein design and engineering based on the knowledge of protein
complexes has also become a promising avenue for successful design of biosensors
(Gonçalves et al. 2014) and drug delivery system (Rohovie et al. 2017). In addition,
targeting protein-protein interfaces (PPIs) is likely to lead to more efficient control-
ling of a disease condition with less side-effects as compared to targeting a binding
pocket on the protein surface. Ribosome is a known example of a molecular
assembly that is targeted by several drugs (macrolydes, fusidic acid, quinopristin
and other antibiotics) to inhibit protein synthesis of pathogenic bacteria (Wilson
2011). Recently, COMMD3/8 complex was proposed to be a drug target for treating
inflammatory diseases (Nakai et al. 2019). Mutations located at interface regions
result in disease conditions due to the abruption of protein complex formation. For
example, congenital fibrosis of extraocular muscles, a disorder of the nervous system
that affects muscle movements around eyes, is caused by mutations in a tubulin gene
(TUBB3). These mutations affect heterodimerization of tubulin that is essential for
the formation of microtubules (Tischfield et al. 2010). Hence, inhibition of complex
formation (Goncearenco et al. 2017) or inducing disassembly (Kim et al. 2012) of
defective protein complexes have been investigated for disease treatment.

In order to target protein-protein interfaces, structural details especially for the
interfacial region of protein-protein complex is essential to indicate the residues
involved in the interactions and the 3-D geometry. If protein-protein complex
structure is unavailable, computational approaches can be used to predict protein-
protein interfaces. It has been well known that interface region is a surface patch
which has modest sequence conservation. This feature is unique as compared to rest
of the protein surface. Hence, details on residue composition, conservation profile
and physicochemical properties of interface region could be used through tools such
as Consurf (Ashkenazy et al. 2016), PSIVER (Murakami and Mizuguchi 2010) and
ISIS (Ofran and Rost 2007) for interface prediction. Further, analogous to homology
modeling of individual proteins, structural details and the orientation of protein
partners at the interface could be inferred from 3-D structure of a homologous
protein complex of known structure which shares significant sequence similarity
with the protein complex of our interest. Furthermore, if the structure of two protein
partners are available separately either by experiment or by computational modeling,
protein-protein docking method could be employed to predict interfaces. In this
context, HADDOCK, PIPER and RossetaDock tools have been developed to per-
form protein-protein docking (Pagadala et al. 2017). In all these prediction methods,
protein partners are assumed to be rigid in which interface region does not undergo
substantial conformational changes upon interactions.

Intrinsically disordered regions (IDRs) play a significant role in protein-protein
interaction networks. IDRs do not have a stable structure on their own. When an IDR
interacts with a protein partner, it undergoes a large conformational change and
acquires stable conformation (Uversky 2019). IDRs are highly dynamic and unstruc-
tured in isolation because of which their structure determination using experiments
are in general unsuccessful. As a result, identification of homologous protein
complex of known structure to infer structural details of interfaces has become a
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difficult task. Another main challenge in the identification of interfaces involving
IDRs is that the conformational changes of IDRs upon interaction remain unfeasible
to predict and hence docking protocol cannot be applied even if the structure of
protein partners are available in isolation. Furthermore, sequence of IDRs is typically
not very well conserved (Brown et al. 2011). Together, prediction of protein-protein
interaction sites mediated by IDRs remains a difficult problem. As a consequence,
targeting interfaces with IDRs involved has thus far not been contemplated for
therapeutic drug treatment.

Nonetheless, targeting PPIs of structured proteins by small molecules is again
notoriously difficult task due to large and flat surface. The PPIs which hardly house
any groove makes it challenging to design a small molecule inhibitor that can hold
onto these flat surfaces and elucidate the desired inhibitory response. Further, lack of
any endogenous ligands for PPIs leaves a drug designer clueless since no known
starting scaffold is available to guide the design process. Also, the proprietary
chemical libraries available for high throughput screening are unsuitable for
targeting PPIs. As a result, PPIs are largely intractable at the moment. Nevertheless,
research in the field of structural biology has shown some rays of hope. Despite the
large surface involved in PPIs, only a small sub-set of residues are generally
involved in key regulation of the protein-protein interactions. These residues are
termed as ‘hotspots’ in PPIs. Targeting the hotspot residues with small molecules
employing Fragment-Based Drug Discovery (FBDD) approaches have been shown
to be an effective strategy in developing inhibitors against PPIs. This is an emerging
area and new methodologies are explored by the community. An example of
successful direct PPI inhibitor that reached the market is eltrombopag, a drug that
is used to treat profound thrombocytopenia. In addition to this direct PPI inhibitor,
allosteric PPI inhibitors are also known, such as the approved chemokine receptor
modulators: maraviroc and plerixafor. Biased ligands which selectively modulate
downstream cellular signalling mediated by certain protein-protein interactions over
the others are also being explored as allosteric PPI modulators. For example,
TRV027 is a therapeutic drug for AT1-receptor and acts as a biased agonist. It
blocks G-protein activation by interacting with the angiotensin binding site in
AT1-receptor while at the same time, it stimulates signals in the β-arrestin pathway.
Through this control of biased signaling, the drug helps in the management of acute
heart failures (Felker et al. 2015). Several other PPI inhibitors are currently under-
going clinical trials as reviewed elsewhere (Mabonga and Kappo 2019).

5.6 Conclusions

The biological outcome triggered from the interactions between two binding partners
or multiple components in an assembly is a balanced interplay between several
factors like sequence, structure, dynamics and molecular recognition as explained in
this chapter. With increasing evidences of protein structure and dynamics influenc-
ing molecular recognition, drug design pipelines are now more focused on the
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analyses pertaining to these factors. Here, we have described principles of protein
structure, dynamics and assembly and their contributions to molecular function.
Selected examples discussed in this chapter indicate that perturbation of any these
factors directly influences protein function or functional levels and can lead to
disease conditions. Therapeutic interventions targeting the concerned protein could
help in abrogating the disease condition. Modulators used as therapeutic drugs
should have shape and chemical features which are complementarity to the binding
pocket of the target protein. Such complementarities lead to optimal interactions
between the target protein and the drug molecule. Protein-drug binding event can
influence the dynamics of protein as well as can hinder assembly or disassembly of
subunits in the protein complex. While the strength and stability of interactions
between drug and target protein determines the potency, its potential to interact with
unintended targets determines its toxicity profile. Therefore, knowledge on molec-
ular details of 3-D structure, evolutionary relationships, dynamics, functional state
and biomolecular interactions of target protein are essential for designing a safe and
efficacious therapeutic agent.
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Chapter 6
Recent Trends in Computer-Aided Drug
Design

Seneha Santoshi and Puniti Mathur

Abstract The process of drug discovery begins with the identification of a potential
target. Depending on the availability of data, various computational approaches and
tools have been explored from time to time for target identification and lead design.
In this chapter, two case studies have been discussed. The first one involves newer
approaches for target identification based on subtractive genomics and comparative
metabolomics in the pathogenic bacteria, Pseudomonas aeruginosa, followed by
lead design. The availability of complete genome sequences of pathogenic bacteria
has increased the possibility of identification of promising targets, while considering
host-pathogen interactions and host toxicity simultaneously. Subtractive genomics
involves comparison of whole genomes of the host, pathogen and symbiotic organ-
isms to identify unique essential genes. Similarly, comparative metabolomics is
performed by comparison of all the known metabolic pathways in the above three
categories. The entire approach was designed to identify a potential target that plays
an essential role in the pathogen’s survival and constitutes a critical component in its
metabolic pathway. The second case study describes various steps in identification
of a potential lead compound against a target protein using molecular docking and
molecular simulation methods. It elaborates on choosing a lesser known target
protein of malaria, belonging to the pre-erythrocytic cycle of Plasmodium
falciparum. Prediction of three dimensional structure of the target using comparative
modelling, followed by detailed docking and simulation studies lead to the identi-
fication of a promising lead molecule. Wet laboratory studies are warranted on
results of both the in silico case studies for further validation.
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6.1 Introduction

Drug design, discovery and development is a complex and arduous process. Drug
design involves a series of steps to identify a compound for effective treatment of a
disease. The drug discovery and development process starts with understanding the
disease for which the drug is to be designed. Briefly, it constitutes of following steps:
(a) Identification of a therapeutic target (b) Lead Discovery (c) Lead Optimization
and candidate drug development (d) Pre-clinical trials (e) Clinical trials to assess the
safety, efficacy and adverse effects (if any) of newly developed drugs.

In general, it takes around 12–15 years in order to bring a new drug to the
market along with a very heavy cost of upto $2 billion. Any failure on the way,
later stages in particular, shall lead to heavy losses in terms of both, money and time
invested in the research. Therefore, there has been a continual need for incorporating
inexpensive technologies that shorten the length of the drug discovery process. It is
also important to get quick answers on safety, efficacy and toxicity of a new
molecule, with increasing reliability and at a lower cost during the development
process itself. One such technology is Computer aided drug design (CADD), which
plays a significant role at all the stages of drug discovery process, from the initial
stage to the last stage of clinical development. CADD methods and bioinformatics
tools offer significant benefits including efficient selection which results in cost
savings and reduction in time to bring the drug to the market. In-depth analysis of
drug receptor interactions is facilitated, which could be useful for efficient designing
of novel drugs and improvement of the existing drugs.

There are several key areas where CADD plays an important role in designing an
effective drug (Humer 2005). These include target identification, sequence analysis,
comparative structure modelling, virtual high throughput screening, drug receptor
interactions/physicochemical modelling, drug optimization and ADMET property
prediction. A variety of methods and tools are available and being used in the above-
mentioned processes. In this chapter, various processes/tools used in CADD have
been explained with the help of two case studies. In the first case study, a few in
silico approaches of target identification, which is an important step in the drug
discovery process, along with target validation and lead identification is discussed.
The next case study explains target structure prediction along with lead discovery,
optimization and refinement.

6.2 Computational Identification of Unique Therapeutic
Drug Targets in Bacterial Pathogens and Designing
Lead Molecules: A Case Study

The target identification stage is the first step in the drug discovery process
(Terstappen and Reggiani 2001) and t forms the basis of any target based drug
discovery process which further demands for years of dedicated research in the
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pharmaceutical industry. For any drug target to progress towards the next stage, it
must fulfil certain criteria. First and foremost it should not be toxic to the host, which
means homology between target and host low or nonexistent (Freiberg 2001), it
should have a specific activity in the diseased state (Wang et al. 2004; Sanseau 2001)
and the target should be essential for the growth and survival (Freiberg 2001;
Roemer et al. 2003; Sassetti et al. 2003). Some of these selection criteria can be
ascertained by using available bioinformatics resources like metabolic pathway
databases such as KEGG (Kyoto encyclopedia of genes and genomes) (Wixon and
Kell 2000) protein classification sets such as COGs (clusters of orthologous groups)
(Tatusov et al. 1997) and databases of druggable (potentially useful as drug targets)
proteins (Sanseau 2001; Hopkins and Groom 2002; Robertson 2005).

With the advancement in sequencing technologies and the availability of genome
sequences of pathogens, a plethora of information has become readily available to
the researchers for exploring various approaches towards identification of potent
targets and hence aid the process of drug discovery. Subtractive genomics approach
is one of the recently adopted strategies in which genome subtraction approach is
used to find out a dataset of genes, after comparing the host and pathogen that are
likely to be essential to the pathogen but absent in the host. Further using another
approach called comparative metabolomics, results are verified, in which the sub-
traction dataset between the host and pathogen metabolome provides information for
a set of enzymes that are absent in the host but likely to be essential to the pathogen
which can serve as potential therapeutic targets.

In recent times there is an urgent need of identification of novel drug targets, in
order to design new defense against antibiotic sensitive pathogens. In order to
achieve this, strategies of drug design are progressively shifting from genetic to
the genomic and metabolomic approaches. Based on an understanding of the related
biological processes in bacterial pathogens and their hosts, comparative genomics
and metabolomics provide new opportunities for finding optimal targets among
previously unexplored cellular functions. In general, a target should provide ade-
quate selectivity; yielding a drug which is specific or highly selective against the
pathogen with respect to the host. Moreover, for the for growth and viability of the
pathogen, the selected target should be essential either for its survival or at least
under the condition of infection.

The search for potential based on genomic and metabolomics approaches is built
on the assumption that the potential target must be a critical component in the
metabolic pathway of a pathogen and must play an essential role in the pathogen’s
survival. At the same time, in order to rule out any possibilities of host toxicity, this
target should not have any well-conserved homolog in the host and symbiotic
organisms (if any). This would decrease the possibilities of unwanted cross-
reactivity that might prove detrimental to the host. The above approach to target
identification is termed as a subtractive approach because while comparing the two
genomes and metabolomes under consideration, we use a subtraction dataset
obtained after comparison, for further analysis. The focus is on the complement of
the dataset of the pathogen that is essential for it but is not present in host.
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In the present case study we have used the subtractive genomics and comparative
metabolomics approaches in the pathogen, Pseudomonas aeruginosa, in order to
identify a list of potential therapeutic targets. P. aeruginosa, a Gram-negative
bacterium, is the embodiment of a highly opportunistic pathogen of humans. If the
tissue defenses are compromised in some manner, then there is hardly any tissue this
bacterium cannot infect. It is a common cause of respiratory system infections,
dermatitis, urinary tract infections, gastrointestinal infections, soft tissue infections,
bone and joint infections, bacteremia and a variety of systemic infections. It is
particularly dangerous for cancer patients, patients with severe burns and in and
AIDS patients who are immunosuppressed. Pseudomonas aeruginosa infection is a
serious problem in hospitals where patients with cancer, cystic fibrosis, and burns are
being treated. Pseudomonas aeruginosa can cause a variety of skin infections, both
localized and diffuse. Breakdown of the integument which may result from burns,
trauma or dermatitis; high moisture conditions such as those found in the ear of
swimmers and the toe webs of athletes, hikers and combat troops, in the perineal
region and under diapers of infants, and on the skin of whirlpool and hot tub users are
the common predisposing factors (Stover et al. 2000). One of the biggest problems in
treatment of bacterial infections is the presence of several multidrug efflux pumps
from the major facilitator superfamily (MFS), multidrug and toxic compound extru-
sion (MATE) families, ATP-binding cassette (ABC) and small multi-drug resistance
(SMR) which increased its intrinsic resistance to many efficient antibiotics. Owing to
its resistance to antibiotics, Pseudomonas aeruginosa has become very infamously a
dangerous and dreaded pathogen. (Mdluli et al. 2006). Thus, it has come up as a
challenge to developing new antibacterial drugs against these kind of pathogens.

As a proof of concept, many of the genes identified by our approaches are also
reported as essential by experimental methods. Furthermore, our approach success-
fully identified a number of promising protein targets for new antibiotic
development.

6.2.1 Approaches for Drug Target Identification

There are many in silico approaches for finding drug targets in pathogenic bacteria
(Bruccoleri et al. 1998) one of the research groups had developed a simple and
computational tool that can determine concordances of putative gene products
showing sets of proteins conserved across one set genomes, but are not present in
another set of genomes, but the availability of this approach as an automated tool is
limited. An automated tool, T-iDT developed by Singh et al. (2006) predict highly
conserved genes, which are essential for pathogenic bacteria with no similarities
with the host genes as potential drug targets. Geptop: A Gene Essentiality Prediction
Tool based on orthology and phylogeny, offers gene essentiality annotations (Wei
et al. 2013; Wen et al. 2019). This and other existing tools use only human genome
sequence as a template for comparison against pathogens. However, comparison
with the symbiotic organisms living within the human body cannot be ruled out for
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successful drug development. Fortunately the genome sequences of all these sym-
biotic bacteria are available and can be used as template for comparison with
pathogen bacteria. Thus bioinformatics resources and tools are highly efficient in
the identification of putative drug targets, but at the same time validation of these
targets is again very essential. Traditionally the validation depends on laboratory-
based work which helps in understanding the role of the gene or protein in the
disease process.

To gain insights into the molecular mechanisms that underlie disease, bioinfor-
matics plays a key role in the exploring and analyzing the genomic, transcriptomic,
and proteomic data and to identify potential drug targets. Thus, genomics and
proteomics technologies have created a paradigm shift in the drug discovery process.
In this work we discuss the current state of the art for some of the bioinformatics
approaches to identifying drug targets. It makes use of database of essential genes
(DEG) (http://tubic.tju.edu.cn/deg/) and the comparative and subtractive genomic
approaches to compare with the pathogen bacteria versus human as well as its
symbiotic bacteria, including identifying new members of successful target classes
and their functions, predicting disease relevant genes.

6.2.2 Identification of Unique Targets Based on Comparative
Genomics

Protein sequences for Homo sapiens and P. aeruginosa (PA7) was downloaded from
NCBI (ftp://ftp.ncbi.nlm.nih.gov/genomes/). The DEG database (Zhang et al. 2004)
was downloaded from http://tubic.tju.edu.cn/deg/ and manually compiled to use as a
stand-alone database for the BLAST program (Dutta et al. 2006). The P. aeruginosa
genes were purged at 60% using CD-HIT to exclude paralogs from further analysis.
The standalone BLAST executables including BLASTn, BLASTp and BLASTx
were downloaded from NCBI (ftp://ftp.ncbi.nlm.nih.gov/blast/executables/) and
installed locally. The set of essential genes in P. aeruginosa have been predicted
based on homologous sequence search against DEG using BLASTn (E-value 10�8).
An interesting approach designated “differential genome display” has been proposed
for the prediction of potential drug targets (Huynen et al. 1997; Huynen et al. 1998).
The resultant set of essential genes of pathogenic bacteria was subjected to BLASTn
(E-value, 10�8) against complete genome of non-pathogenic bacteria (Pseudomonas
putida; KT2440). Those genes are likely to be important for pathogenicity and, that
are present in the genome of a pathogenic bacterium, but absent in the genome of a
closely related free-living bacterium (non-pathogenic) and may be considered can-
didate drug targets. The subtracted essential genes of the pathogen were subjected to
BLASTx (E-value, 10�5) with complete human proteome to identify pathogen genes
non-homologous in humans. The non-homologous entries were then subjected to
BLASTx (E-value, 10�10) against complete proteomes of four strains of symbiotic
organisms: Bacteroides thetaiotaomicron, Escherichia coli, Lactobacillus
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acidophilus and Lactobacillus johnsoni for the identification of a total of
6 nonhomologous unique essential genes in the pathogen designated as potent
therapeutic targets. The overall protocol used for identification of therapeutic targets
based on comparative genomics is represented in Fig. 6.1 The identified genes were
then classified into different groups based on gene names and subsequently matched
against the list of essential genes in P. aeruginosa identified by mutagenesis (Jacobs
et al. 2003). After thorough literature survey, out of the list of 6 unique essential
genes only dapD was considered for virtual screening of lead molecules in P.
aeruginosa (Table 6.1).

6.2.3 Subtractive Metabolomics Approach for Identification
of Unique Enzymes in Unique Pathways (Naik et al.
2010)

In this approach the metabolic pathways present in the host were compared with
the pathogen. We have used Kyoto Encyclopedia of Genes and Genomes to obtain
the metabolic pathway information (Kanehisa et al. 2002). We have compared all the
pathways of pathogen with host, 213 pathways of human being. An important
question to be addressed while choosing potential drug targets is whether the
biochemical pathway to be targeted is unique to bacteria. In case of P. aeruginosa
the 20 pathways addressed in this study were all absent in the host H. sapiens and
therefore unique to the pathogen Pseudomonas aeruginosa. The enzyme sequences
in FASTA format from each metabolic pathway of Pseudomonas aeruginosa were
taken and did BLASTp with the human proteome with threshold E-value of 10�5.
These filtered enzymes were then compared with proteome of non pathogen using
BLASTp with an E-value of 10�8. The enzymes which were found to be uniquely
present in the pathogen but absent in non pathogen were further compared with
proteomes of symbiotic organisms using BLASTp with an E-value of 10–10. All the
enzymes which were found to be non homologous with symbiotic organisms were
filtered out; they are unique enzymes and can be considered as therapeutic targets as
listed in Table 6.2.

However, after thorough literature survey, only GspL and pilA were considered
for virtual screening of lead molecules for P. aeruginosa. The overall protocol used
for identification of therapeutic targets of Pseudomonas aeruginosa based on com-
parative metabolomics is represented in Fig. 6.2.

6.2.4 Sequence Analysis

Domain analysis (ProDom, Pfam) was carried out to check whether any domain
present in the target protein could interfere in the action of the drug. The screening of
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Fig. 6.1 Workflow of the protocol of subtractive genomics for identification of potential targets
which are essential essential genes/proteins of the pathogen which are not present in the
non-pathogenic organism, human host and symbiotic organisms in human host (Naik et al. 2010)
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the database in this study proved that the domains present in selected targets of the
pathogen, dapD, GspL and pilA are not ubiquitous in host. Finally, the proteins that
have been selected (viz. dapD, GspL and pilA were further analyzed for structure
availability. The structures of all the above-mentioned proteins were not available,
therefore the structures were modelled using homology modelling method.

6.2.5 Homology Model Construction

The homology models of the proteins: dapD, GspL and pilA of pseudomonas
aeruginosa were built using Prime (Prime version 1.5, Macromodel version 9.1,
Schrodinger, LLC, New York, NY, 2005) accessible through the Maestro interface
(Schrodinger, Inc.). To select the templates, a basic local alignment search tool
(BLAST) search against the PDB was conducted using our protein sequence as a
query. During the homology model building, Prime keeps the backbone rigid for the
cases in which the backbone does not need to be reconstructed due to gaps in the
alignment. Unfavorable steric contacts were screened and PRIME was used to
remodel the structure using a rotamer library database. Explicit hydrogens were
added to the protein and the protein model was energy minimized using the
Macromodel (Prime version 1.5) force-field MMFFS. Energy minimization and
relaxation of the loop regions was performed using 300 iterations in a simple
minimization method. Again the steepest descent was carried out until the energy
showed stability in the sequential repetition. Model evaluation was performed in
PROCHECK v3.4.4 (Laskowski and MacArthur 1993) producing plots that were
analyzed for the overall and residue-by-residue geometry. Ramachandran Plot
(Ramachandran et al. 1963) provided by the program PROCHECK assured very
good confidence for the predicted protein. There were only 0.3% residues in the
disallowed region and 0.9% residues in generously allowed regions. Nevertheless,

Table 6.1 Drug targets identified in P. aeruginosa after four different levels of subtraction using
comparative genomics (Naik et al. 2010)

No. Gene Id Gene Protein name Pathway

1 PSPA7_1473 dapD Tetrahydrodipicolinate succinylase Lysine biosynthesis
(pap00300)

PSPA7_1235 narH nitrate reductase, beta subunit Nitrogen metabolism
(pap00910); Signal
transduction (pap02020)

PSPA7_1556 metE 5methyltetrahydropteroyltriglutamate
homocysteine methyltransferase

Methionine metabolism
(pap00271)

PSPA7_3847 ccmF cytochrome C-type biogenesis protein
CcmF

Nitrogen metabolism
(pap00910)

PSPA7_5673 hfq RNA-binding protein Hfq Not available

PSPA7_1508 putative inner membrane protein Protein export
(pap03060)
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PROCHECK assured the reliability of the structure and the protein was subjected to
VERIFY3D (Eisenberg et al. 1997) available from NIH MBI Laboratory Servers
(Naik et al. 2010). These modelled structures were used for lead designing (Fig. 6.3).

In silico prediction of binding sites of these proteins was done using SiteMap
(Schrodinger Inc.). SiteMap treat entire proteins to locate binding sites whose size,
functionality, and extent of solvent exposure meet user specifications. SiteScore, the

Table 6.2 Twenty two unique potential targets in Pseudomonas aeruginosa (PA7) predicted from
comparative metabolomics of P. aeruginosa with H. sapiens, P. Putida, and symbiotic organisms
(Naik et al. 2010)

S
No. Gene id locus EC no. Gene Protein name

Amino Acid Metabolism

1 PSPA7_0967 K01826 EC:5.3.3.10 hpcD

Xenobiotics Biodegradation and Metabolism

1,2-Dichloroethane degradation

1 PSPA7_4708 K01560 EC:3.8.1.2 dehII Putative haloacid dehalogenase

Gamma-Hexachlorocyclohexane degradation

1 PSPA7_4709 K01561 EC:3.8.1.3 dehII Putative haloacid dehalogenase

Benzoate degradation via hydroxylation

1 PSPA7_0968 K01827 EC:5.3.3.11 hpcD 5-carboxymethyl-2-hydroxymuconate
isomerase

Folding, Sorting and Degradation

Type II secretion system

1 PSPA7_2029 K02452 xcpP General secretion pathway protein C

2 PSPA7_2033 K02457 gspH2 General secretion pathway protein H

3 PSPA7_1411 K02458 gspI3 General secretion pathway protein I

4 PSPA7_2037 K02461 gspL General secretion pathway protein L

5 PSPA7_4870 K02282 CpaE Pilus assembly protein

6 PSPA7_4872 K02279 cpaB Flp pilus assembly protein

7 PSPA7_4873 02651 PilA Pilus assembly protein

8 PSPA7_5780 K02663 PilN Type IV pilus assembly protein

9 PSPA7_5779 K02664 pilO Type IV pilus assembly protein

10 PSPA7_5195 K02675 pilY2 Type IV pilus assembly protein

11 PSPA7_5194 K02674 pilY1 Type IV pilus assembly protein

12 PSPA7_5193 K02673 pilX Type IV pilus assembly protein

13 PSPA7_5192 K02672 pilW Type IV pilus assembly protein

Type IV secretion system

1 PSPA7_3697 K03195 VirB1 Conjugation TrbI family protein

2 PSPA7_3698 K03204 VirB9 Conjugal transfer protein VirB9

3 PSPA7_3699 03200 VirB5 Type IV secretion system protein
VirB5

4 PSPA7_3703 K03199 VirB4 ATPase

5 PSPA7_3704 K03198 VirB3 Conjugal transfer protein type IV
secretion
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scoring function used to assess a site’s propensity for ligand binding, accurately
ranks possible binding sites to eliminate those not likely to be pharmaceutically
relevant. It identifies potential ligand binding sites by linking together “site points”
that are suitably close to the protein surface and sufficiently well sheltered from the
solvent. Given that similar terms dominate the site scoring function, this approach

Fig. 6.2 The protocol for identification of unique enzyme targets using comparative metabolomics
approach for Pseudomonas aeruginosa. These targets are unique to the pathogen while being absent
in the non-pathogen, human host and symbiotic organisms (Naik et al. 2010)
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ensures that the search focuses on regions of the protein most likely to produce tight
protein-ligand or protein–protein binding. Subsites are merged into larger sites when
they are sufficiently close and could be bridged in solvent-exposed regions by ligand
atoms. SiteMap evaluates sites using a series of properties. The binding site with
highest site score was taken for docking and virtual screening of the lead molecules.

6.2.6 Docking Studies

A library of 1,25,000 compounds taken from pubchem drug database (http://zinc.
docking.org/vendor0/index_nfs.shtml) were compiled together to form a standalone
library. These compounds were available in 3D-MOL2 file. These molecules were
imported into maestro and finally prepared using ligPrep. LigPrep is a utility of
Schrodinger suit that combines tools for generating 3D structures from 1D and 2D
representation, searching for tautomers and steric isomers and perform a geometry
minimization of ligands. The Schrodinger Glide program version 4.0 has been used
for docking. Docking procedure consisted of three interrelated components;
(a) identification of binding site, (b) a search algorithm to effectively sample the
search space (the set of possible ligand positions and conformations on the protein
surface) and (c) a scoring function. For each ligand in the virtual library, the pose
with the lowest Glide (HTVS) score was refined using Glide (XP) docking. The best
20 ligands for the pathogen, shown in Tables 6.3, 6.4, and 6.5 respectively, chosen
with Glide score proved their reliability in the Glide (XP). Since computational
screenings always demand experimental testing in order to confirm the accurate drug
molecule(s), the proposed LEAD molecules need to be optimized in further studies.
The significance of this work is in providing a relatively inexpensive approach to
screen compounds that are likely to inhibit the action of selected drug targets, dapD,
GspL and pilA in Pseudomonas aeruginosa.(Naik et al. 2010).

Fig. 6.3 Modeled three-dimensional structure of gspL (a), pilA (b) and dapD (c) of P. aeruginosa
Ligand Binding Site Prediction (Naik et al. 2010)
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The data presented here demonstrate that stepwise comparisons of data using
simple biological criteria can be an effective way obtaining a set of experimentally
manageable number of genes of interest. This process is an efficient way for
enriching potential target genes, and for identifying those that are critical for normal
cell function. The generation of a comprehensive essential gene list will allow an
accelerated genetic dissection of traits such as metabolic flexibility and inherent drug
resistance that render P. aeruginosa such a tenacious pathogen. Such a strategy will
enable us to locate critical pathways and steps in pathogenesis; to target these steps
by designing new drugs; and to inhibit the infectious agent of interest with new
antimicrobial agents. We propose probable chemical compounds, which could be
tested to devise drug molecules to retard the hazardous proliferation of P.
aeruginosa. The scope of this work could be to use this data to do cost-effective
experimental screening. The proposed potential chemical compounds could provide
the prime lead for future experimental screening.

Table 6.3 Database ID number, chemical structure, IUPAC names and Glide scores of top scored
ligands docked with dapD of Pseudomonas aeruginosa using docking program Glide (Naik et al.
2010)

No. Ligand ZINC ID Ligand name

Glide
(HTVS)
score

Glide
(XP) score

1 ZINC04014946 phenylmethyl 2-[[2-
(phenylmethoxycarbonylamino)-
3-[5- (phenylmethoxy)-1H-indol-
3-yl] propanoyl]amino]acetate

�7.01 �15.65

2 ZINC03994289 (2R,3S,4S,5R)-1,6-bis[(2,6-
difluorophenyl)methoxy]-2,5- bis
(phenylmethoxy)hexane-3,4-diol

�7.79 �15.19

3 ZINC03994290 (2R,3S,4S,5R)-1,6-bis
[(2-fluorophenyl)methoxy]-2,5-
bis[(4fluorophenyl) methoxy]hex-
ane-3,4-diol

�8.73 �14.77

4 ZINC03146249 N-[[5-(2,4-dichlorophenyl)furan-
2-yl]methylideneamino]-2-(4-
phenylphenoxy)acetamide

�7.56 �13.56

5 ZINC02154335 N-[5-(benzoyl)-2-[[2-(4-
methylphenyl)sulfanylacetyl]
amino]phenyl]-
2-(4-methylphenyl)
sulfanylacetamide

�7.71
–13.50
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6.3 Modeling and Molecular Dynamics of Plasmodium
falciparum SPECT Protein and Screening of Biogenic
Compounds

Malaria is a major parasitic disease affecting a large population in tropical and
subtropical countries and causing 1–2 million deaths every year. Non availability
of an effective vaccine and emergence of multi-drug resistant strains of the malarial
parasite Plasmodium falciparum continues to fuel search for newer and more
effective ways of tackling the disease. Here, a target protein of the malarial parasite
P. falciparum has been identified from the Tropical Disease Research (TDR) target
database followed by structure-based drug design. TDR is a global research collab-
oration program for facilitating scientific efforts to combat diseases widely prevalent
in the tropical countries. It is jointly sponsored by United Nations Development
Programme (UNDP), United Nations Children’s Education Fund (UNICEF), World
Health Organization (WHO) and the World Bank.

Life cycle of P. falciparum is complex and multistaged; occuring within the
female anopheles mosquito and human, with the former acting as vector and the
latter as host. The parasite undergoes various stages of development namely, sporo-
zoite, merozoite, trophozoite and gametocyte during its life cycle. The sporozoites
are introduced into the dermis of the human host through the bite of the mosquito.

Table 6.4 Database ID number, chemical structure, IUPAC names and Glide scores of top scored
ligands docked with GspL of Pseudomonas aeruginosa using docking program Glide (Naik et al.
2010)

No. Ligand ZINC ID Ligand Name

Glide
(HTVS)
score

Glide
(XP) score

1 ZINC03831196 5-amino-2-(aminomethyl)-6-
(4,6-diamino-2,3-
dihydroxycyclohexyl)oxyoxane-
3,4-diol

�7.45 �10.54

2 ZINC03830242 2-amino-3-[3-amino-6-
(1-aminoethyl) oxan-2-yl]oxy-6-
methoxy-5-(methylamino) cyclo-
hexane-1,4-diol

�6.86 �7.83

3 ZINC03830241 2-amino-3-[3-amino-6-(1-
aminoethyl)oxan-2-yl]oxy-6-
methoxy-5-(methylamino)-
cyclohexane-1,4-diol

�6.91 �7.49

4 ZINC03870170 �6.62 �7.48

5 ZINC02383344 1-(6-chloropyridin-2-yl)piperidin-
4-amine

�6.86 �7.24
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These sporozoites traverse through host cell barriers and enter blood by displaying
various modes of motility such as gliding, host cell traversal and transmigration
between cells (Victoria et al. 2009; Mali et al. 2008; Mota et al. 2001; Tavares et al.
2013). Once inside the liver, the sporozoites invade the hepatocytes and develop into
exoerythrocytic forms (EEF) (Amino et al. 2008a; Yang and Boddey 2017; Sturm
et al. 2006). The EEFs transform into merozoites which exit the liver and infect
erythrocytes, leading to the clinical manifestation of malaria. Most of the efforts to
find safe and effective drugs for malaria have been restricted to the blood stage of the
parasite.

Recent studies have revealed a few drug targets in the pre erythrocytic or liver
stage of the parasite (Amino et al. 2006; Yamauchi et al. 2007). Of particular interest
is the phenomenon of host cell traversal by the parasite (Amino et al. 2008a;
Derbyshire et al. 2011; Mazier et al. 2009; Vanderberg et al. 1990). Cell traversal
involves entry of sporozoite into a host cell, transit through the host cell cytosol, and
finally exit from the host cell plasma membrane (Mota et al. 2001; Mazier et al.
2009). The sporozoites enter and exit the hepatocytes through the formation of a pore
in the plasma membrane, which may lead to necrosis. However, resealing of the
wound and persistence of the cell has been observed in some cases (Mota et al. 2001;
Amino et al. 2008a; Ishino et al. 2004; Formaglio et al. 2014). The sporozoites
traverse the liver cells initially inside transient vacuoles which later lead to the
formation of parasitophorous vacuoles (Frevert et al. 2005; Sibley 2004; Amino

Table 6.5 Database ID number, chemical structure, IUPAC names and Glide scores of top scored
ligands docked with pilA of Pseudomonas aeruginosa using docking program Glide (Naik et al.
2010)

No. Ligand ZINC ID Ligand name

Glide
(HTVS)
score

Glide
(XP) score

1 ZINC03871693 �8.90 �9.08

2 ZINC01888932 (2S)-2-[[(2S)-2,6-
hydroxypropanoic acid

�5.46 �6.89

3 ZINC03786623 �5.77 �6.71

4 ZINC03870884 5-(5-methyl-2,4-dioxopyrimidin-1-
yl)-2-(phosphonoxy methyl)
oxolan-3-yl

�5.28 �6.24

5 ZINC03870179 5-(2,4-dioxo-1H-pyrimidin-5-yl)-
3,4-dihydrogen phosphate

�4.61 �6.24
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et al. 2008b). pH sensing and special proteins such as sporozoite microneme proteins
essential for cell traversal are employed by sporozoites to exit these vacuoles and at
the same time also avoid degradation by host lysosomes (Risco-Castillo et al. 2015).

SPECT (sporozoite microneme protein essential for cell traversal) and SPECT2
(also known as perforin like protein 1, PLP-1) are two secretory parasitic proteins
which were initially thought to facilitate pore formation in the host cell membrane
upon entry of the sporozoite (Mazier et al. 2009; Risco-Castillo et al. 2015). It was
later reported that P. berghei and P. yoelii parasites which did not have these proteins
could still readily enter hepatocytes. However these mutants cannot exit the vacuole
or even the host cell (Amino et al. 2008b). Detailed studies in Plasmodium berghei
reveal that both proteins, SPECT and SPECT2 have signal sequences and are located
inside micronemes, secretory organelles present at the apical end of sporozoites.
P. berghei SPECT2 (PbSPECT2) is now known to have a direct role in pore
formation (Kaiser et al. 2004; Ishino et al. 2005; Hamaoka and Ghosh 2014).
P. berghei SPECT, a 25 kD protein, forms a four-helix bundle, with the rare feature
of having all the helices in parallel or antiparallel alignment (Hamaoka and Ghosh
2014). However, an unfavorable packing of side chains in the protein leads to an
unstable conformation. It is hypothesized that PbSPECT could be triggered to
undergo a conformational transition from soluble to membrane associated form.
Homologs of PbSPECT have been found only in the genomes of various Plasmo-
dium species, including P. falciparum (Garg et al. 2013). These proteins have 92%
sequence identity, suggesting that they share a common structure and mode of
action. Three-dimensional structure prediction (Franҫa 2015) of PfSPECT followed
by docking studies using a portion of ZINC database (Sterling and Irwin 2015; Irwin
et al. 2012) has been described below. Molecular dynamics studies on ligand-protein
complexes have also been elaborated further.

6.3.1 Structure Modelling, Refinement and Validation

The 3D structure of the PfSPECT protein (Plasmodium falciparum isolate 3D7,
accession number XP_001350146) was predicted using knowledge-based homology
modelling method. Template search was performed using BLAST and HHBlits
against the SWISS-MODEL template library (SMTL). The target sequence was
submitted to BLAST (Guex and Peitsch 1997) against the protein sequences
contained in the template library of SWISS-MODEL. Seven templates were found
against the target sequence. HHblits profile was built after which one iteration of
HHblits was performed against NCBI’s nr20(Remmert et al. 2011).Total ten tem-
plates were found after screening against all profiles of the SMTL. The quality of the
templates was predicted using the target template alignment feature, which led to the
selection of PbSPECT (PDB ID: 4u5a) as the template for development of the 3D
model. Promod2 was used to generate a model based on the target- template
alignment process. Energy minimization of the modelled protein was performed
using Macromodel (version 9.9, Schrodinger) and OPLS 2005 force field with
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PRCG algorithm using 1000 steps of minimization and energy gradient of 0.001.
The overall quality of the model was evaluated using SAVES server. The modeled
protein was largely helical consisting of four α-helices, as shown in Fig. 6.4.

In order to refine the protein model further, Desmond 2.2 (D. E. Shaw Research
2009; Bowers et al. 2006) using OPLS 2005 force field was employed to perform a
50 nanoseconds molecular dynamics simulation. The protein was solvated in cubic
box with a dimension of 20 Å using simple point charge water molecules, which
were then replaced with 8 Na+ counterions for electroneutrality. A total of 5000
frames were generated in the MD trajectories, out of which the last 2000 frames were
used to generate structure of the PfSPECT protein. The molecular dynamics simu-
lation reduced the potential energy of PfSPECT model from �50867.023 kJ/mol to
�52162.293 kJ/mol, indicating an improved model. The rmsd plot (Fig. 6.5) shows
that the protein conformation was largely stable. The model was further validated
using PROCHECK (Laskowski and MacArthur 1993) and ERRAT (Colovos and
Yeates 1993) PROCHECK results showed 91.4% of backbone angles were in
allowed regions, 7.6% residues in additionally allowed regions and 1% residues in
generously allowed regions (Srivastava et al. 2017).

Fig. 6.4 Three-dimensional
Structure of modelled
PfSPECT (Srivastava et al.
2017)
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6.3.2 Prediction of Binding Site

The binding site of PfSPECT was predicted using Sitemap, (version 3.6,
Schrödinger). Five sites were predicted, the scores of which ranged from 0.637 to
1.171. A score of greater than 0.8 has been considered acceptable for selecting a
binding site (Halgren 2009). Site1, with the best sitemap score 1.171, druggability
score 1.240 and volume 378.6 (Å)3 was selected for further interaction studies. The
residues involved in the selected site were V11, S14, M15, V18, L19, T22, A24,
S25, L26, V29, S30, H32, V33, I37, Y40, S41, I44, L48, L92, K93, L95, E96, N99,
I102, K103, I106, I107, Y110, G111, N112, K113, N145, D148, K150, E151, L154,
I158, N161, Y162, K164, F165 and L169. It was found out that the area covered by
predicted binding site in PfSPECT was similar to the reported binding pocket and
cavity present in the already present structure of the PbSPECT (Fig. 6.6). The
position of some of the residues in the predicted binding site of PfSPECT were
common with those in PbSPECT pocket and cavity, such as 99,102,164,169.
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Fig. 6.5 50 ns molecular dynamics simulations run of PfSPECT protein for refinement of structure
showing RMSD of heavy atoms and back bone atoms (Srivastava et al. 2017)
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6.3.3 Ligand Preparation

For virtual screening, compounds from ZINC database were used (Irwin et al. 2012).
This library consisted of 276,784 molecules of biological origin. Zinc biogenic
database (Zbc) constitutes primary and secondary metabolites and related entities.
Therefore, there is an obvious advantage of increased possibility of obtaining a hit
for a site, which could actually be the endogenous ligand/inhibitor for that site. The
structures in the library were prepared for further analysis using LigPrep, version
3.5, Schrödinger. For each structure, a proper bond order was assigned and different
tautomeric forms were produced. Stereoisomers were generated for each compound
and were further used for carrying out protein interacting studies.

6.3.4 Molecular Docking

Protein ligand docking studies were carried out based on the MD simulated structure
of PfSPECT which was prepared using multi-step Schrödinger’s protein preparation
wizard before proceeding for docking calculations. Molecular docking calculation
for all the compounds was performed using Glide (version 6.8, Schrödinger). Glide

Fig. 6.6 Stereoview of the
cavity of the predicted
binding site in PfSPECT
depicted as sticks and lines
(Srivastava et al. 2017)
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is a robust docking program that validates various poses of ligands in the binding
pocket in a systematic manner. A box of size 10 Å� 10 Å� 10 Å was defined at the
center of binding site and to occupy all the atoms of the docked poses one more
enclosing box of 12 Å� 12 Å� 12 Å was also defined. The biogenic compounds of
ZINC database were first subjected to filtering for drug-like properties using
Qikprop, reactive, Lipinski’s rule of five etc. and only the selected ones were used
for high throughput virtual screening (HTVS). The screened compounds obtained as
output of HTVS were further submitted for “Standard Precision” (SP) docking
followed by “Extra Precision” (XP) algorithm of Glide Docking. On the basis of
XP docking scores, 164 compounds were selected for further analysis. The binding
affinity was calculated based on MMGBSA (Molecular Mechanics Generalised
Born Surface Area) using Prime, (version 4.1, Schrödinger). First ten compounds
from the above 164, with appreciable docking scores in the range of �10.669 to
�9.285 and binding affinity, ΔGbind from �90.092 to �77.402 kcal/mol. are shown
in Table 6.6.

After analyzing the binding mode, two ligands, ZINC03851216 as ligand-1 and
ZINC0513454 named as ligand-2 were selected for further calculations. Closer
inspection of the mode of binding of PfSPECT in its binding pocket showed
hydrogen bonding (H-bond) patterns with both the poses of the docked ligands as
shown in Fig. 6.7a–d. Only one H-bond was formed between (4-chlorophenyl)-
(1-cyclohex-2-enyl)methanol (ligand-1) and Asn-99 at the binding site (Fig. 6.7a, b).
For ligand 2, one side chain hydrogen bond with Asn-99 and a main chain H- bond
with Met-15 stabilized interactions at the binding groove (Fig. 6.7c, d).

Per residue van der Waals (Evdw) and electrostatic (Eele) energy contribution was
calculated within 12 A� of the docked ligands. The binding site amino acids showed
significant contribution to the Evdw and Eele energy in both ligands 1 and 2. Specif-
ically, appreciable Eele energy contribution was made by Asn-99 in case of both
ligands 1 and 2 and Met-15 for only ligand 2 (Fig. 6.8a, c). Phe 165, Tyr
162, Ile-158, Ile-102, Asn-99, Ile-44, Tyr-40, Leu-19, Met-15 contributed signifi-
cantly to Evdw in case of ligand 1(Fig. 6.8b) For ligand 2, two amino acids namely

Table 6.6 Glide energy, docking score and MMGBSA (ΔGbind) score of selected ligands
(Srivastava et al. 2017)

S. No. ZINC ID GLIDE energy Docking score ΔGbind

1 ZINC03851216 236.078 210.669 290.092
2 ZINC0513454 229.108 210.544 288.092
3 ZINC77257422 225.172 �9.285 �84.161

4 ZINC03851232 232.918 �9.499 �83.553

5 ZINC03978926 232.84 �9.669 �80.974

6 ZINC05124607 234.038 �9.524 �80.195

7 ZINC00518290 231.536 �9.968 �78.599

8 ZINC12496555 236.513 �10.289 78.337

9 ZINC03847760 234.181 �9.309 �78.007

10 ZINC15255743 222.767 �9.373 �77.402

The bold values signify the two molecules with high binding affinity with the receptor
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Fig. 6.8 Per residue energy interaction (a) Eele of ligand 1. (b) Evdw of ligand 1. (c) Eele of ligand
2. (d) Evdw of ligand 2 (Srivastava et al. 2017)
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Ile-37 and Thr-22 showed additional contribution to the total van der waals energy
(Fig. 6.8d).

6.3.5 Molecular Dynamics Simulation

In order to check the stability of the docked ligands and study the preferred binding
mode and binding affinity of these two best ligands with PfSPECT, the two docked
complexes were subjected to molecular dynamics (MD) simulations using Desmond
2.2. The simulations were performed for a total duration of 50 nanoseconds. SPC
(simple point charge) water model was used for the 10,067 water molecules posi-
tioned inside the ligand-receptor complex which was neutralized with sodium
counter ions. The water molecules and heavy atom-hydrogen bonds were
constrained using SHAKE algorithm (Ryckaert et al. 1977) while particle mesh
Ewald method (Di Pierro et al. 2015) was used with Lennard Jones potential to treat
electrostatic interactions. Periodic boundary conditions (PBC) were used (Cheatham
et al. 1995).

Simulations were performed on the system using MD protocols of Maestro
(Maestro, version 10.3). Full system minimization with restraints on solute was
performed for a maximum of 2000 iterations using a hybrid of methods namely,
steepest descent and the limited memory Broyden - Fletcher - Gold farb-Shanno
(LBFGS), with a convergence threshold of 50.0 kcal/mol/Å2. Similar minimization
without any restraints was performed with a convergence threshold of 20.0 kcal/mol/
Å2. Simulations restraining non hydrogen solute atoms were performed in the NPT
ensemble (constant number of atoms N, pressure P and temperature T) for 12 ps at a
temperature of 10 K followed by a 24 ps simulation at 300 K and a final run of 24 ps
(temperature 300 K) was performed without restraints to relax the system. The
relaxed system was simulated for a period of 10,000 ps with a time step of
2 femtosecond (fs), using a Berendsen thermostat at 310 K and velocity resampling
after every 1 ps. Trajectories were recorded after every 4.8 ps and a total of 10,000
frames were generated. Root mean square deviation (RMSD) and fluctuations in
energy of the complex in each trajectory were analyzed during the simulation time.
One of the important criteria to evaluate the conformational stability of the protein is
the calculation of RMSD of Cα atoms from their initial coordinates as a function of
time. RMSD measures average change in the displacement of a selection of atoms
for a particular frame with respect to a reference frame and is calculated for all
frames in the trajectory. Another important parameter namely, root mean square
fluctuation or RMSF helps to determine stability of the protein chain during simu-
lation. The backbone as well as side chains of each amino acid residue of PfSPECT
were monitored for fluctuations. The protein-ligand interactions were also assessed
for evaluating the stability of the complex.

For the complex of ligand 1 and protein, the RMSD plot revealed that the
complex was relatively stable throughout the simulation time as it found stability
after 10 ns, shown in Fig. 6.9a. RMSD plot for the second complex with ligand
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2 revealed that the complex stabilizes somewhat after 35 ns (Fig. 6.10a). This reveals
that the first ligand forms a more stable complex and well within the binding pocket
of PfSPECT than the second ligand. Lower RMSF value was shown by the residues
of the active site and alpha helical regions which indicates the stability of these
regions (Figs. 6.9b and 6.10b). The trajectory data was analysed to obtain the ligand-
protein binding interactions. The timeline representation shows that Asn-99 and
Asn-161 were involved in protein-ligand contact over a large duration of the
simulation time in case of PfSPECT-ligand 1 complex, while in case of PfSPECT-
ligand 2 complex, three residues of the protein, namely, Met-15, Ile-44 and Phe-165
showed contact with ligand 2 (data not shown here). The stacked bar charts in
Figs. 6.9c and 6.10c, represent the type of interactions between the protein and
ligands and are normalized over the course of the trajectory. Figure 6.9c shows two
hydrogen bonds (amino acids involved being Asn-99, Asn-165) and two

Fig. 6.9 Interactions in PfSPECT-ligand 1 complex during 50 ns MD simulations run. (a) RMSD
of Cα atoms of PfSPECT alone and in complex form (b) PfSPECT RMSF. (c) Protein-ligand
interactions. (d) Protein- ligand complex showing 2 H bonds (Srivastava et al. 2017)
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hydrophobic bonds (amino acids involved being Ile-102 and Phe-165) between
ligand 1 and PfSPECT. Asn-99 forms a side chain H-bond for 52% of the simulation
time, while Asn-161 forms a main chain H bond for 32% of the time (Fig. 6.9d).
Ligand 2 forms a main-chain hydrogen bond with Met-15 and hydrophobic bonds
with Ile-44 and Phe-165 (Fig. 6.10c). While ligand-2 forms a hydrogen bond with
Met-15 for 77% of the time, it shows pi-pi stacking with Phe-165 for 84% of the total
simulation time (Fig. 6.10d).

In summary, homology modeling and MD simulations have been used to derive
the 3D structure of PfSPECT. A Cα rmsd of 1.062 Å with the template protein
PbSPECT, Ramachandran plot showing 91.4% of backbone angles of PfSPECT in
the allowed regions and an ERRAT score of 85.9% further validate the quality of
structure. Extensive docking studies are carried out and MMGBSA has been used to
calculate binding affinity of ligands. ZINC03851216 (ligand 1) and ZINC0513454
(ligand 2) have been identified to demonstrate high affinity towards the binding site

Fig. 6.10 Interactions of PfSPECT and ligand 2 complex during MD simulations run. (a) RMSD
of heavy atoms and back bone atoms. (b) Protein RMSF. (c) Protein-ligand interactions. (d) Protein-
ligand complex showing various interactions (Srivastava et al. 2017)
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of PfSPECT. Molecular dynamics simulations of these ligand-protein complexes
reveal hydrogen bonds and pi-pi interactions which are conserved during major
duration of the simulation time. This in silico study paves the way for medicinal
chemists to design better drug-like compounds as inhibitors of PfSPECT that
eventually interfere with the process of host cell traversal in P. falciparum and
contribute to malaria transmission-blocking strategies.

6.4 Conclusion

In the above two case studies we have successfully established subtractive genomics
and subtractive metabolomics as an effective method for identification of unique
essential targets in bacterial pathogens. Digging up genomic and proteomic data
along with metabolic pathways, while taking care of the symbiotic organisms, is an
innovative methodology for target identification which addresses the concern of
unwillingly harming the gut microbes. Virtual screening of databases for selection of
potential leads helps in exploring all the possible compounds in a very fast and cost-
effective manner. This also brings to surface the potential of many compounds for
drug repurposing. The case studies present a combination of tools and techniques
like homology modeling, molecular docking and molecular dynamics simulations to
gain an understanding of interactions between the target and ligand at the atomic
level. These methods help to understand the interacting systems better which lead to
more efficient designing of novel compounds, analogues and repurposed drugs.
Other than the methods discussed above, a plethora of in silico tools and techniques
are being constantly developed to contribute to the process of drug discovery, not
only while designing leads but also in their experimental validation as well as
clinical trials.

Certainly, with the help of CADD there has been a significant reduction in the
drug attrition rates which has led to widespread adoption of in silico techniques of
drug discovery in the pharmaceutical industry. It has increased the rate of drug target
identification. In selection and screening of the compounds, efforts are focused on
the early elimination of compounds that may cause several side effects or interaction
with other molecules. Atomic level interaction details also pave a way for de novo
drug development, target specific efficient drug development, drug repurposing and
efficient analogue development. Due to increased computational power, a diverse
range of in silico toxicity screening products have been developed. Owing to the
efficacy and reliability of these models and to avoid later stage drug failures,
pharmaceutical companies have increased the use of in silico ADME/Tox screening
products. CADD plays and shall continue to play a major role in pharmaceutical
drug discovery and development. It has also been envisioned that if implemented
meticulously, it has the potential to surpass all the archaic techniques of drug
development, the use of which will anyways become obsolete due to the increasing
costs and time involved. Despite all the promises, there are still some constraints in
the use of in silico methods for drug design and discovery. One of them is the risk of
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failure of a potentially safe and efficient drug candidate identified by utilizing in
silico models and subsequently not performing the relevant in vitro/in vivo analysis;
and the other being the lack of accurate and reliable experimental data for develop-
ment of improved in silico models. The success of drug discovery and development
depends on an efficient integration of computational technologies with the experi-
ence and accuracy of experimental methods.
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Chapter 7
Predicting Protein Folding and Protein
Stability by Molecular Dynamics
Simulations for Computational Drug
Discovery

Ishwar Chandra, Chirasmita Nayak, and Sanjeev Kumar Singh

Abstract Biological function and properties depends on proteins three dimensional
structure resolved through protein folding which is encoded in its polypeptide
sequence. Protein acquires its native three dimensional structure by undergoing
enormous conformational changes during protein folding. Predicting protein struc-
ture and its folding through computational methods give insights of the protein
activity within the cell. Molecular dynamics simulations (MDS) utilize atomic
interaction knowledge and are immensely effective in understanding of biomolecu-
lar structure-function relationship. MDS provides appropriate data about the
dynamic properties of macromolecules to analyze the conformational ensemble
over single structure of protein and its folding pathway. Advanced computational
methods and techniques give details regarding pathway, intermediates and folding
free energy landscapes that are both pragmatic and worthy. This chapter illustrates
about computational protein structure prediction and different MDS methods to
unveil protein folding. Significance of MDS studies on assessment of protein
stability and computational drug discovery has been also summarized.

Keywords Protein prediction · Protein folding · Free energy landscape · MDS for
protein folding · Protein stability · Drug discovery
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H-REMD Hamiltonian REMD
MDS Molecular dynamics simulation
MM-GBSA Molecular mechanics, the generalized Born model and solvent

accessibility
MM-PBSA Molecular mechanics, Poisson–Boltzmann surface area
M-REMD Multiplexed REMD
MSM Markov state model
PMF Potential of mean force
PSA Path sampling approaches
RC Reaction coordinate
REMD Replica exchange molecular dynamics
R-REMD Reservoir REMD
TPS Transition path sampling
T-REMD Temperature dependent REMD

7.1 Introduction

The major component of all the living systems ranging from simple organisms like
bacteria, viruses, eukaryotes to complex organisms like plants and animals are
proteins. It accounts for nearly fifty percent of the tissue dry weight in vertebrates.
It is composed of carbon, oxygen, nitrogen, hydrogen and mostly sulfur. Proteins are
also known as macromolecules, and are the polymers of structural units called amino
acids that form the building blocks of proteins. According to the central dogma of
biology the genetic information flows through DNA to RNA to protein
(i.e. polypeptide chain) through the process of transcription followed by translation
(Schneider-Poetsch and Yoshida 2018). Proteins are polymeric chains of amino
acids; acquire its native conformation based on their amino acid sequences, folding
pathway in the cellular environment (Jaenicke 1991). The process of attaining active
three dimensional structure of protein from its amino acid sequence through protein
folding is considered to be the secondary part of genetic code and has been the
toughest challenges of molecular biology (Blanco and Blanco 2017; Szilágyi et al.
2007). Organisms and cells depend on proteins for their various biological processes
like catalysis, signaling, mobility, ordering, pathogen clearing, shape recognition
and stability. As proteins are polymeric chains of amino acids, the precise ordering
of the amino acids determines the process that folds the polypeptide chain/protein to
attain a specific, stable, and functional three dimensional structure which is termed
protein folding (Khoury et al. 2014). Proteins can be divided into two distinctive
molecular shape, globular and fibrillary. Globular proteins comprise the functionally
active proteins where polypeptide chains fold into a smaller adjusted shape like an
ovoid or spheroid with an irregular surface and are highly scattered in watery media.
Enzymes, hormones, insulin, hemoglobin, immunoglobulin and antibodies are com-
mon examples of globular protein. In fibrillar proteins the polypeptide chains are
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stretched in long and narrow strands that are indispersible in water and establish
structures of extraordinary physical strength, for example, the connective tissue
strands, collagen, myosin, fibrin, keratin, actin, ellastin. Protein structure is orga-
nized into four levels by the biologists depending on its complexity that is, primary
structure, secondary structure, tertiary structure and quaternary structure. The
polypeptide chain in a linear form joined by peptide bonds forms the primary
structure; whereas the arrangement of polypeptide chain in a repetitive and regular
spatial form joined by hydrogen bonds constitutes secondary structure and is divided
into α helices and β sheets. Once the polypeptide chains are held together by
hydrogen bonds, ionic bonds, disulfide bridges and folds in globular shape brings
forth the tertiary structure of protein, while more than one polypeptide chains are
linked with each other, it is termed as quaternary structure of the protein (Blanco and
Blanco 2017; Alberts et al. 2002). A schematic representation of the four levels of
protein has been given in Fig. 7.1. Proteins become functional when it folds into its
specific tertiary structure, though misfolding of proteins can cause various diseases
like Alzheimer’s, Parkinson’s, Huntington’s and different degenerative and neuro-
degenerative diseases (Chaudhuri and Paul 2006). Subsequently knowledge about
the emergence of functional structure of protein from its primary amino acid
arrangement is vital, as this information can help in understanding the enzymes
function and the working ability of the immune system. The potential application of
this science could be utilized in engineering novel enzymes, antibodies, hormones
and biosensor for renewed biological usage. The effort to grasp the process that
propels a protein into its distinctive, biologically functional and structural unit, from
its amino acid sequence, is called the protein-folding problem (Hansmann 2003).

Fig. 7.1 Graphical representation of primary, secondary, tertiary and quaternary structure of
proteins
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7.1.1 Protein Folding and Its Mechanism

The clear cut mechanism of protein folding is still unknown, and is an active field of
multidisciplinary research which utilizes experimental and theoretical approaches to
understand this complex process. Different theories on protein folding approaches
have been reviewed by Yon (2001). Distinct folding models and pathways are
recognized that characterizes intermediates in protein folding. Initially nucleation
propagation model was proposed to know the folding of ribonuclease and was later
superseded by nucleation condensation model where the nucleus is steadied through
long range interactions. Hierarchical protein folding model has been also supported
by many authors for hierarchical protein structure; where nucleation, formation of
secondary structure, supersecondary structure, domains and finally active monomer
formation occurs in a sequential stepwise way. Likewise framework model presumes
the formation of secondary structures and role of short range interactions which
directs the folding process. Another protein folding methodology is diffusion colli-
sion model postulated by Karplus and Weaver in which simultaneous nucleation
occurs at different regions of polypeptide chain producing microstructures that
diffuse combines and coalesce to generate substructures with native conformation.
Hydrophobic impact is the key part of protein folding and stabilization in hydro-
phobic collapse model. In this model of protein folding, the secondary structure
formation is preceded by collapse of long range hydrophobic interactions that gives
rise to the stretches of secondary structure simultaneously with hydrophobic col-
lapse. Protein folding has been normally represented as two state process comprising
unfolded and native species that are significantly occupied and swings between
unfolding and refolding state during equilibrium. The intermediates are normally
unstable and scantly populated within equilibrium conditions. The intermediates are
identified as “molten globule” with considerable secondary structures. Protein fold-
ing through lattice models and molecular dynamics based on energy landscape and
the folding funnel has been proposed in theoretical studies. This model is based on
the energy landscape terms that accommodate the thermodynamic and kinetic
changes of the transformation of an ensemble of unfolded molecules to a prevalent
native state (Yon 2001). Details related to protein unfolding and refolding through
molecular simulation has been reviewed by Shea and Brooks (2001).

7.2 A Brief Outline of Protein Structure Prediction

Anfinsen through his classical experimentation in the 1970s showed that the neces-
sary detail for protein folding is encrypted within its amino acid sequence and its
arrangement can predict protein’s three dimensional structure theoretically
(Anfinsen 1973). As per the Levinthal’s paradox protein folding takes enormously
large number of chain conformation in the estimations of (102)L, where L denotes the
number of amino acid residues in the chain (typically, L ~ 100) and ten represents the
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microstates around the degrees of freedom of the torsion angles φ and ψ of the
polypeptide chain. Thus the protein would achieve its properly folded native con-
figuration through every possible chain conformations, in a time scale greater than
the age of this Universe. But the time scale on which the protein acquires its natural
fold is of the order of milliseconds, hence the protein needs to use some kind of
folding pathway (Finkelstein and Garbuzynskiy 2016). Various multidisciplinary
biological approaches like chemical biology, biophysics, evolutionary biology and
mathematical assumptions have been used to decode the three dimensional structure
of protein from the amino acid sequence which is often called as the second part of
genetic code (Kolata 1986). The start of the Human Genome project outnumbered
the sequenced genome compared to the experimentally determined protein structures
which in turn brought the structural biologist and computational scientists together to
determine the three dimensional protein structures that aids in understanding the
mechanism of biological function of protein (National Research Council
(US) Committee on Mapping and Sequencing the Human Genome 1988a, b). Also
experimentally determining the protein’s structure is exceptionally relentless and
unpredictable considering the small changes in its sequence could profoundly affect
its biophysical properties. Consequently incorporation of experimental and compu-
tational strategies is used to resolve the three dimensional protein structures
(Schwede 2013). The protein folding from the amino acid sequence should fulfill
two important criteria, first thermodynamic and the second kinetic. The thermody-
namic criterion epitomizes that the sequence must have an exceptionally folded
conformation and is stable under physiological conditions. The kinetic prerequisite
is that the denatured polypeptide chain can fold in this conformation with feasible
speed (Karplus and Šali 1995). The computational approaches can solve the
Levinthal’s paradox and can find the native folded protein among different confor-
mations of polypeptide chain in biologically achievable time (Zwanzig et al. 1992).
The underlying concept of computational protein folding is to obtain the least free-
energy stable structure for an amino acid sequence, in accordance with the thermo-
dynamic theory postulated by Anfinsen through probing the vast conformational
space of the protein as defined by Levinthal (Gillet and Ghosh 2013).

7.2.1 Secondary Structure Prediction

Although the active structure of the protein can be determined by its amino acid
sequence, advance studies expose the current challenges in the accurate prediction of
tertiary structure form its sequence. In this scenario, prediction of protein secondary
structure from sequence becomes an intermediate bridge covering the gap between
the primary and tertiary structure (Zhang et al. 2018). Protein secondary structure
traditionally categorized into two regular structure i.e. α-helix (H) and β-strand (E),
and one irregular secondary structure type, the coil region (C). The DSSP database
from there three state (Q3) structure proposed a detailed classification of the sec-
ondary structures by prolonging the three states into eight states (Q8): 310 helix (G),
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α-helix (H), π-helix (I), β-stand (E), bridge (B), turn (T), bend (S), and others
(C) (Zhang et al. 2018; Kabsch and Sander 1983). In the last several decades,
various advance tools, servers and software are developed to predict the protein
secondary structure form its amino acid sequence such as Porter 5, GOR, PSIPRED,
SOPMA, PredictProtein, J pred and many more. All the tools, servers and software
use different algorithms, statistics and methods to predict protein secondary struc-
ture. Porter 5 is a fastest standalone state-of-the-art ab initio protein secondary
structure prediction tool in 3 and 8 classes of proteins which shows 84% accuracy
in prediction of Q3 and 73% accuracy on Q8 (Torrisi et al. 2018). GOR uses
information theory and Bayesian statistics to predict the secondary structure and
shows an accuracy of prediction Q3 of 73.5% (Sen et al. 2005). PSIPRED is a most
widely used protein secondary structure prediction tool which uses two feed-forward
neural networks obtained from PSI-BLAST and provides highly accurate secondary
structure (McGuffin et al. 2000; Buchan and Jones 2019). Self OPtimised Prediction
Method from multiple Alignments (SOPMA) predicts the protein secondary struc-
ture based on the nearest neighbor method and provides 69.5% accuracy for a three-
state (Q3) description of the secondary structure (α-helix, β-sheet and coil) in a
whole database (Geourjon and Deleage 1995). PredictProtein utilizes Profile-based
neural network to predict the secondary structure and also provides other details of
the protein such as solvent accessibility, globular regions, transmembrane helices,
coiled-coil regions, structural switch regions, disulfide-bonds, sub-cellular localiza-
tion and functional annotations (Rost et al. 2004). Jpred predicts secondary structure
and solvent accessibility using Multiple Neural network assignment from
PSI-BLAST and HMMER profiles. It provides a three-state (α-helix, β-strand and
coil) prediction of secondary structure at an accuracy of 81.5% (Cole et al. 2008).
Wang et al. (2016) present a machine learning method DeepCNF tool (Deep
Convolutional Neural Fields) for protein secondary structure prediction which is
integration of both conditional neural fields (CNF) 50 and deep convolutional neural
networks (DCNN). DeepCNF obtain ~84% accuracy Q3, ~85% segment of overlap
(SOV) and ~72% Q8 accuracy experimentally (Wang et al. 2016).

7.2.2 Tertiary Structure Prediction

Structure prediction techniques are mostly divided into homology modeling com-
monly called as template based modeling and ab initio or free modeling (Hatherley
et al. 2016). Predicting the ultimate structure of protein from its sequence by
exploiting the knowledge of the already resolved structure through template based
methods have become popular methods for protein structure prediction. Although
the ab initio methods of protein folding is also a way for exploration of secondary
genetic code, intended to build the protein structure from the first principle of
physics without relying on the already resolved structure, yet only ab initio methods
are extremely scarce and challenging (Deng et al. 2018). Homology modeling is
based on the principle of protein structure conservation which implies that the
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structure of a protein is much more conserved compared to its primary amino acid
sequence (Vlachakis et al. 2017). Homology modeling or template based method
predicts protein structure based upon template and target sequences where the target
represents the sequences to be modeled and template pertains to the available known
structures related to the target. The target sequence is aligned to the template
structure; thereafter the structure is built by copying the aligned regions that favors
the spatial constraint of the template and eventually build unaligned loop regions and
addition of side chain atoms (Zhang 2008). Template based method also uses protein
threading for fold recognition and backbone structure prediction through sequence
similarity information and structural fitness information of the query sequence and
the template structure (Khor et al. 2015). MODELLER is commonly used software
for protein structure prediction for homology modeling while SWISS-MODEL,
ModWeb, Phyre2, HHpred, Rosetta and I-TASSER are automated servers with
their own computational sets and algorithms for protein structure prediction and
comparative modeling. Some important commercial software packages for protein
modeling includes DSModeler, Prime, LOOK, ICM, Sybyl and MOE (Nayeem et al.
2006). Phyre2 incorporates comparative and ab initio modeling whereas I-TASSER
combines threading, fragment assembly and ab initio approaches for its template
based modeling protocol (Hatherley et al. 2016). From the given example it is
evident that integration of template based methods with ab initio methods makes
protein structure prediction more efficient and relevant (Li et al. 2015a). A graphical
framework for protein structure prediction from primary sequences is shown in
Fig. 7.2. Since 1994 John Moult and others have biennially organized a competition
for the prediction of protein structure in computational structural biology, called the
Critical Assessment of Structure Prediction (CASP), which evaluates the updated
advance technology in the modeling of protein structure (Moult et al. 1995).
Members are given amino acid sequences of target proteins and submit the resolved
three dimensional structures which are compared with the experimental structures by
independent evaluators. Other than structure models, various facets of protein
modeling like refinement of the modeled structure with the experimentally solved,
exact estimation of whole structure and all residues, the capacity to improve models
by utilizing an assortment of scanty information, modeling of protein structure
oligomers and deriving the protein function by identification of its protein structure
are also checked out in this contest (Kryshtafovych et al. 2019). Combining different
types of computational methods and advancement of structural prediction techniques
are required for ever growing structural genomics data that would give impetus to
different areas of biology and would solve the biological puzzles related to protein
structure and its function (Mills et al. 2015). An important method that plays a vital
role in solving the Levinthal’s paradox and in protein folding is molecular dynamics
simulation (MDS) (Camilloni et al. 2008). Further we will be discussing on the
theoretical concepts of protein folding through MDS.
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7.3 Computational Perspectives of Protein Folding

Proteins folds to their active native structure once they emerge from ribosome and
remain continuously unfold and refold throughout their lifetime. The biological
functions of protein determine by their proper folding and misfolding of the proteins
cause a series of diseases. Therefore, it is important to analyze structural character-
ization and dynamic behavior of the proteins in order to understand their functional
mechanism in theoretical and experimental studies (Duan et al. 2019; Miao and
McCammon 2017). Computational molecular dynamics simulation (MDS) has
become a popular tool to interpret experimental protein folding results, analyze the
effects of small molecule on protein folding (Gershenson et al. 2020). However,
many experimental and computational studies are limited to understand how small

Fig. 7.2 A general outline of protein structure prediction from primary sequence

160 I. Chandra et al.



proteins fold but the folding of multi-domain proteins is less progressive. Due to
high energy barriers, the conformational changes of large proteins require the time
periods ranging from microsecond to millisecond or even longer (Markwick and
McCammon 2011).

7.3.1 Molecular Dynamics Simulation and Its Application
in Protein Folding

In this scenario, molecular dynamics (MD) simulation plays a significant role in the
study of structural and dynamic properties of protein folding at the atomic level
which offers exhaustive details on folding free energy landscapes, different inter-
mediates and pathways protein undergoes while folding (Gershenson et al. 2020; Xu
et al. 2018). Molecular dynamics simulations are techniques which uses theoretical
and physics based approaches to study iterative calculations performed using clas-
sical mechanics (by using Newton’s/Lagrange’s equations of motions) to predict the
movement of atoms or particles over time, thus enables in obtaining the coordinates
and momenta of the particles along the folding and unfolding trajectories (Allen
2004; Scheraga et al. 2007). MDS uses the computational techniques and algorithms
to calculate the molecular interactions (like bond lengths, bond angles, dihedral
angles), non-bonded interaction (van der Waals and electrostatics) and force fields
like AMBER, CHAARMM, OPLS, GROMOS to calculate the quantum mechanical
calculations or experimental observables related to the conformational behavior of
simulated proteins focusing on the parameters of backbone and side chain dihedral
angles of the simulated protein (Allen 2004; Geng et al. 2019). MDS has been
utilized from quite a while for studying protein’s conformational dynamics for
predicting ensemble structures of protein in the native state (McCammon et al.
1977; Gaalswyk et al. 2018). It is highly effective in examining the intricacies of
protein folding and its impact on protein motions during catalysis and ligand
binding. Both these protein dynamics are inherently thermodynamic; protein con-
formational changes, and coupled fluctuations, are the two types of dynamics that are
most compliable to investigate by molecular dynamics simulations, and have
become specifically significant for pharmacological invention with the advancement
of broadly emerging allostery concepts. According to the classical view of general-
ized allostery, virtually all proteins are allosteric to some extent; by virtue of either
coupling of conformational changes or due to long-range communication between
parts of proteins or protein complexes, and this allostery can be utilized in the drug-
discovery process (Salsbury 2011). Details about MDS and its applications in
protein dynamics can be found in above referenced articles of this section, as well
as in (Hollingsworth and Dror 2018; Patodia et al. 2014; Childers and Daggett 2017)
and equally through a simple web search.

Additionally, increased availability of large-scale supercomputing resources and
methodological advances provides a possible shortcut to reach long time scale
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folding simulation of large proteins at atomic level (Duan et al. 2019). However, all
researchers have not been able to access the supercomputing facilities and still there
is a time scale gap between molecular dynamics simulation and experimental
observation. So the problem can be resolved by thorough sampling of protein
conformational space, which includes different methods like umbrella sampling
(Torrie and Valleau 1977), multicanonical algorithms (Berg and Neuhaus 1992),
simulated tempering (Marinari and Parisi 1992), transition path sampling (Bolhuis
et al. 2002), targeted molecular dynamics (Schlitter et al. 1994; Ma et al. 2000),
replica exchange molecular dynamics (REMD) also known as parallel tempering
methods (Hukushima and Nemoto 1996; Hansmann 1997; Sugita and Okamoto
1999; Garcia and Sanbonmatsu 2002), and accelerated molecular dynamics (aMD)
(Hamelberg et al. 2004) have been developed which can effectively extend the
timescale in the simulation.

7.3.2 Molecular Dynamics Simulation Complementing
the Experiments

Experimentally determining the atomic details of in vivo protein folding which is
fast and efficient is difficult to study, while MDS can resolve the spatial and temporal
resolution through local fluctuations around equilibrium conformations to huge
conformal variations, which helps in reviewing the proteins at expedient time scale
(Childers and Daggett 2017). Still modeling of protein folding on biological time-
scales (ranging in microsecond to second) is challenging due to rigorous force fields,
adequate sampling and robust data analysis within stipulated timescales. Addition-
ally protein folding through MDS requires enormous computational resources and
efforts with advanced hardware, software and sampling techniques in order to reach
the millisecond timescales simulations (Lane et al. 2013). The trend to use longMDS
with advanced sampling methods and technologies has increased. For example
Voelz et al. in 2010 reported 1.5 ms simulations of numerous folding trajectories
from the unfolded state of the 39 residue protein NTL9 (1–39) by using implicit
solvent model and distributed computing network on Folding@home (Voelz et al.
2010). Later, Bowman et al. adopted explicit solvent model to reveal the folding
dynamics of lambda repressor in millisecond time span (Lane et al. 2013). Villin
headpiece simulation by Duan and Kollman for 1μs in 1998 and 1 ms simulation of
bovine pancreatic trypsin inhibitor (BPTI) are remarkable benchmark of long sim-
ulations (Duan and Kollman 1998; Shaw et al. 2010). Exclusively designed super-
computer for protein simulation viz. ANTON was used for the folding prediction of
BPTI protein for 1 ms encased within 100μs folding prediction in a single trajectory
(Shaw et al. 2010; Schuler and Hofmann 2013). Though the generation of longer
MDS in feasible time is expected to increase in future, the accessible timescales
presently limits the study to fast folders with folding time less than a millisecond
(Gelman and Gruebele 2014; Daggett 2006). Efficiency of the MDS can be increased
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through the reduction in number of atoms of the protein like using coarse grained
models over atomistic models and decreasing the collision within the simulated
system by using implicit solvent model over explicit solvent model (Rudzinski
2019).

7.3.3 Free Energy Landscapes and Protein Folding

The reversible folding of protein molecules into its three-dimensional native state as
shown by Anfinsen, opines that these structures correspond to the global minimum
of a rocky funnel like energy landscape (Onuchic et al. 1997). The hierarchical
folding theory postulated by Baldwin and Rose states, the initiation of the protein
folds start with the formation of local structural components, viz. α-helices and β-
strands (Baldwin and Rose 1999a, b). Mutual interaction within these secondary
structure components, gives rise to the folded protein. Genesis of local structural
components lowers the protein entropy, like the side chains of helical residues are
heavily restrained by the remaining helix. Later favorable short-range interactions,
comprising hydrogen bonding and desolvation of backbone polar groups balances
the loss of entropy. This is contemplated as the elementary trait of proteins, and
MDS mimic this property to simulate protein folding (Burkoff et al. 2012). Explor-
ing the free energy landscapes (FELs) aids in the recognition of the way the proteins
fold and function (Maisuradze et al. 2010). Energy-landscape theory has signifi-
cantly advanced the understanding of protein folding kinetics, protein structure
prediction and protein design. Funnel landscapes depicts protein folding and binding
and determines its kinetics from protein topology. Landscape-optimized energy
functions derived from bioinformatics input are used for correctly predicting
low-resolution protein structures and to design novel proteins spontaneously
(Wolynes 2005). FEL is the foundation pillar within protein folding research. Its
most integral factor is such the protein folding is energetically biased to the globally
funneled minimum for the native state (Chong and Ham 2019). Classical MD are
sufficient for acquiring native state dynamics, but not enough to shun from the native
basin and overcome the energy barrier, hence are limited in their aptness to charac-
terize the energy landscape besides the global minimum. The breakthrough across
such barriers under normal temperature and pressures rarely occurs; hence, the MDS
methods used in the study of protein folding strives to bypass this restriction in
various ways that trims the size of the barriers or increment the likelihood of barrier
crossing. Protein folding biased MDS is explicitly utilized for determining the
folding simulations of large proteins like adenylate kinase, GFP, TIM barrels,
dihydrofolate reductase, a DNA polymerase, and serpins. These specialized MDS
have successfully produced folding pathways and intermediates that concur exper-
imentally and give verifiable theories on which intermediate states are probably
going to be populated while folding (Gershenson et al. 2020). Further we will be
discussing various MDS methods useful in protein folding.
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7.4 MDS Methods in Protein Folding

This section outlines different MDS methods used and applied extensively in protein
folding studies.

7.4.1 Replica Exchange Molecular Dynamics (REMD)

REMD is a robust method to examine the free energy surface and different thermo-
dynamic properties of biomolecules initiated by Okamato and his colleagues on
pentapeptide Met-enkephalin, wherein MDS and Monte Carlo algorithm are com-
bined to overcome the high energy barriers and adequately sample the conforma-
tional space of proteins (Sugita and Okamoto 1999). REMD is a generalized
ensemble of system containing several copies (replicas) of the same system simu-
lated parallelly using MDS at various temperatures or at identical temperature
though applying diverse Hamiltonians. Swapping between neighboring copies (rep-
licas) is intermittently endeavored with a likelihood given by the Metropolis rule. In
this manner REMD competently overcomes high energy barriers quickly and
decently samples the conformational space, which provides the analysis of free
energy landscape of protein folds. Besides the parallel aspect of REMD makes it
reasonable to distribute the job over exceptionally parallel computing clusters that is
frequently accessible these days (Qi et al. 2018). Though REMD effectively samples
the energy landscapes by removing the limitation of kinetic traps and energetic
barriers existing at lower temperatures it is not suitable for establishing protein
folding pathways and kinetics due to the variation within moving states (Beck
et al. 2007). Several variants of the conventional temperature dependent REMD
(T-REMD), like reservoir REMD (R-REMD), Hamiltonian REMD (H-REMD),
multiplexed REMD (M-REMD), pH REMD and free energy perturbation (FEP)
combined λ-REMD has been used to improve the conformational sampling of MDS
(Bernardi et al. 2015).

7.4.2 Coarse Grained Models for MDS

Coarse graining methodology reduces the complexity of a system by considering
groups of atoms/molecules as single pseudo particles (Saunders and Voth 2013). In
coarse graining the complexity of a system is resolved by clustering atoms into new
bunches with simplified coarse grained beads or pseudo atoms. CG models are used
with the purpose to cross the edge of accessible temporal and spatial scales of
biomolecular systems. CG beads adequately reduces the overall flexibility i.e. the
absolute degrees of freedom present in the system linked with one another under
improved computational potential (Merchant and Madura 2011). Simulations of
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longer time scales or potentially larger systems could be proficiently reproduced by
CG model. The model inducts varying level of reduction in the polypeptide chain
where the protein primary chain could be communicated by every single heavy
atoms or by linking two atoms per residue, although the side chain is substituted by
just a couple of joined molecules. This unlocks the plausibility of multiscale
modeling, derived by combining the computational speed of CG models with the
highly precise classical all-atom MDS. It has been effectively applied for resolving
protein folding mechanism in accordance with generalized protein like model or
simulations of actual proteins. This is the finest available technique for the challeng-
ing de novo modeling and is crucial for advanced comparative modeling. Other tasks
carried out includes predicting protein structure, complex dynamic process model-
ing, protein interaction with proteins and peptides, besides modeling of membrane
proteins (Kmiecik et al. 2016).

7.4.3 Accelerated Molecular Dynamics (aMD)

In aMD enhancement of sampling is done by adding a non-negative potential boost
to shrink the energy barrier and quickens the changes or transitions within low
energy states. In this way it raises the low-energy regions on the potential energy
landscape, and lowers the energy barriers, thereby accelerating the interchange of
low-energy conformational states unaccessible in traditional MDS. One of the
advantages of aMD is that the canonical average of an observable can be obtained
which enables in determining the thermodynamic and other equilibrium properties
unambiguously. Moreover, prior knowledge about the underlying potential energy
surface is not required in aMD (Bucher et al. 2011). aMD has been successfully used
to study slow scale time scale dynamics of protein like ubiquitin, HIV protease,
H-Ras and IKBA as well as for enhancing the configurational sampling in ab initio
simulations (Bucher et al. 2011). Additionally, simulation of four fast folding pro-
teins including chignolin, Trp-cage, villin headpiece and WW domain by aMD took
less time for folding compared to conventional MDS, and simultaneously the folded
protein conformation were in the range of 0.2 to 2.1 Å of the native NMR or X-ray
crystal structures (Miao et al. 2015). Similarly Duan et al. have used aMD and
traditional MDS for studying the folding process of eight helical proteins using
explicit solvent model at different temperatures under AMBER14SB force field and
found aMD to be more better and effective technique for protein folding (Duan et al.
2019). Likewise protein folding simulations of five proteins in implicit solvent
model at room temperature through aMD was conducted by Zong-Chao et al. with
conformational resolution nearer to the native structures, whereas the protein folding
of the same structures failed in normal MDS (Li et al. 2015b). Thus the above
examples fortify that the aMD could be used for studying protein folding
simulations.
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7.4.4 Umbrella Sampling

Umbrella sampling, as an enhanced sampling method allows the sampling by
accelerating the conformational dynamics along reaction coordinates thus we can
estimate the change in free energy in each window (Xu et al. 2017). Afterwards, the
weighted histogram analysis method or umbrella integration methods are applied to
combine each window by utilizing a restraint bias quadratic or harmonic formed
potential. At this stage, the bias potential can be adjusted to bring about an even
dispersion between the end states, and then this entire range can be spread over in
single window (Kästner 2011; Bowman and Lindert 2018). Umbrella sampling can
be utilized to investigate the differences in the free energy of
protein folding windows and allows the system to explore the region which may not
be touched at the time of conventional MDS due to presence of high energy barriers
(Bowman and Lindert 2018; Ito et al. 2018). Umbrella sampling computed potential
of mean force (PMF) by generating binding affinity and energy barriers which
showed more or less similarities with experimental date (You et al.2017). These
PMF seem to influenced by many practical aspects such as method used to generate
the initial dissociation pathway, collective variables (CVs) used in reaction coordi-
nate (RC), and how CV restrained the conformational space of the sampling (You
et al. 2017; Demuynck et al. 2017).

7.4.5 Markov State Model (MSM) for Protein Folding

MSM is another valuable MDS tool broadly utilized for protein and peptide folding
for quantitatively studying the conformational dynamics of macromolecules. In this
model, the biomolecular dynamics are modeled as a stochastic network of transitions
between metastable conformational states based on discrete master equation
approach called Markov state model (MSM) (Sirur et al. 2016; Weber and Pande
2011). Initially a protein’s configuration space is partitioned into a set of kinetically
distinct states and parallel sampling methods are applied to obtain MSMs. When the
time period where changes between the states stay memoryless is settled, a MSM
transition network propels dynamics to longer time spans required to plot the folding
procedure (Weber and Pande 2011). Memoryless state here means, the system’s
evolution with the increment of time depends on the properties in current time and
not on its past history i.e. if a system transitions from X to Y the system does not
remember how it entered X (Swope et al. 2004; Husic and Pande 2018). Shortly,
MSM could portray the long time behavior of protein folding in a solvated protein
system through a number of relatively short time MDS. Recently protein NTL9 and
the four-helix bundle of λ-repressor were simulated in millisecond timescale that
ensures the potential of MSMs in simulating slowly folding protein system (Weber
and Pande 2011).
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7.4.6 Path Sampling Approaches for Protein Folding

Path sampling approaches (PSA) of protein folding computationally focuses the
functional transitions in place of stable states without inducting bias in the results.
PSA considerably increases MDS application in rare events like protein conforma-
tional changes, unfolding and unbinding which is difficult to dispose through
conventional MDS (Chong et al. 2017). Transition path sampling (TPS) method
under PSA is numerical methods that adequately apply Monte Carlo sampling on the
ensemble of transition paths, which is solely biased towards the transition without
disturbing the path and the potential itself. TPS spotlights on shorter MD trajectories
that cross the barriers, thereby rapidly expedites the rare events sampling (Swenson
et al. 2019). Different types of PSA in combination with variety of MDS techniques
has been used to determine the conformation transitions of rare events like open and
closed states of HIV reverse transcriptase, binding of p53 peptide in α helical
conformation with MDM2 are reviewed by Chong et al. (2017).

7.5 Assessment of Protein Stability Through MDS

Alteration in protein structures and functions offers to create and design proteins
with greater application and improved stability over their natives by the use of
protein engineering. Strengthening the protein stability while subjecting to severe
conditions is largely practiced in commercial and research sectors for its beneficial
impact on swift chemical reactions, enhanced dissolvability of substrates, better
resistance towards microbial deterioration and simpler stockpiling and treatment of
proteins, will help the biotechnological advancements in entirety or part (Zhang and
Lazim 2017). One of the principle focuses in protein engineering is enhancing
protein stability. MDS enabled detailed analysis of the complex dynamics of bio-
logical macromolecules helps in gaining the theoretical knowledge of conforma-
tional changes in protein, its folding, unfolding mechanism, and its stability (Karplus
1987). These exciting applications accessible by MDS are useful in protein engi-
neering because it gives insight on the achievability of the conformation of the native
and mutated protein by giving information involving critical interactions, for exam-
ple hydrophobic, Van der Waals, electrostatic and hydrogen bonding interactions
that could direct the stability of the protein in study. Mutants are rationally designed
to boost protein stability by improving stabilizing interactions or by decreasing
destabilizing features. These elements of MDS remove the odds of disturbing the
tertiary structure of the native protein when mutagenesis is performed experimen-
tally; making MDS an appealing innovation to be used by experimental scientists
engaged in protein research that increases their efficiency by reducing the tasks at
hand and expenses (Zhang and Lazim 2017; Pikkemaat et al. 2002). MDS was used
to determine the stability of apomyoglobin and the effect of some mutation on the
general conformation of the protein in urea solution by Zhang and Lazim by
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analyzing variations in RMSD, native contacts and solvent accessible surface area
whereas RMSF, correlation matrix, principal component analysis, and hydrogen
bond analysis was used to study the destabilization of apomyoglobin variants (Zhang
and Lazim 2017). Similarly, MDS was used for identifying flexible regions in
haloalkane dehalogenase proteins that can serve as a target for stability improvement
by inserting a disulfide bond (Pikkemaat et al. 2002). The effect of temperature on
the stability of α subunit of tryptophan synthase from hyperthermophilic,
mesophilic, and psychrophilic protein homologs was determined by comparative
MDS (Khan et al. 2016). Cases of modulation of protein stability and functions
through conformational changes and interaction as well as the impact on protein
folding and unfolding due to conformational transition has been used for designing
proteins by using MDS has been discussed by Childers and Daggett (Childers and
Daggett 2017).

7.6 Enhancing Drug Discovery by MDS

MDS strategies are regularly utilized in computational drug discovery process. Its
major influence is in specifically recognizing the structural flexibility and entropic
impacts that permit the thermodynamics and energy correlation for drug-target
detection and binding. The availability of enhanced algorithms, improved forcefield
calculations and superior hardware framework augments its utilization in the drug
discovery field. Impartial or unbiased MDS these days permit examining of ligand-
target binding, evaluating drug target affinity and drug dwelling time within the
target pocket as drug efficacy criteria (De Vivo et al. 2016; Salmaso and Moro 2018).
Other topic examined through MDS includes allosteric regulation and the role water
particles play in ligand binding and optimization (Vettoretti et al. 2016; Prabhu and
Singh 2019; Nayak et al. 2019; Jung et al. 2018). MDS are excellent tools for
identifying cryptic and allosteric binding sites on protein which are many times not
evident from the crystal structure. MDS played an important role in finding the drug
target for HIV integrase and later the drug raltegravir was approved by FDA as first
HIV integrase inhibitor. It has been effectively used to generate numerous receptor
conformations sample to find inhibitors of FKBP, T. brucei RNA editing ligase
1, T. brucei GalE, T. brucei FPPS, and Mycobacterium tuberculosis dTDP-6-deoxy-
Llyxo-4-hexulose (Durrant and McCammon 2011). MDS have been utilized broadly
in exploring the pathogenic systems of infections brought about by protein
misfolding, in virtual screening, and in investigating drug resistance mechanisms
because of mutations of the target. The applications of MDS in novel drug discovery,
including the pathogenic mechanisms of amyloidosis diseases comprising neurode-
generative disorders like Alzheimer disease, Parkinson disease, Gerstmann-
Straussler-Scheinker (GSS) disease, Creutzfeldt-Jakob disease (CJD) and bovine
spongiform encephalopathy (BSE) and the affect of mutations on protein structure is
immensely helpful. The combined use of crystal structures and the conformational
clusters obtained through MDS in ensemble docking have much better performance
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than the use of either crystal structures or conformational clusters only through MDS
(Liu et al. 2018). MDS have been applied for conformational refinement and the
ranking of candidates by combining binding free energy calculations through
MM-PBSA and MM-GBSA calculations (Panwar and Singh 2018; Suryanarayanan
and Singh 2015; Reddy et al. 2013; Selvaraj et al. 2016; Shukla et al. 2019;
Dhasmana et al. 2018; Selvaraj and Singh 2014; Aarthy et al. 2018; Patidar et al.
2019; Gupta et al. 2017; Reddy and Singh 2014; Panwar et al. 2019; Tripathi and
Singh 2014) which could be further utilized for lead optimization studies and
elucidation of drug resistance mechanism (Selvaraj et al. 2014; Nayak et al. 2019;
Shafreen et al. 2013; Vijayalakshmi et al. 2013; Tripathi et al. 2012). A scheme for
implementing MDS in drug discovery process has been illustrated in Fig. 7.3.

7.7 Conclusions

The information related to the prediction of protein folding from the primary
polypeptide sequences through protein prediction and molecular dynamics simula-
tion tools is covered in this chapter. Difficulty in studying the atomic details of
protein folding only through in vivo techniques is obvious. This is where the MDS
techniques have complemented well in solving some of the protein folding problem
computationally and has been discussed. Here we have described about some of the
specialized MDS methods like umbrella sampling, replica exchange molecular
dynamics, coarse grained MDS, accelerated molecular dynamics, markov state
model and path sampling approaches that are extensively applied to understand
the protein folding mechanism. Folding pattern of globular proteins by using single
MDS is renowned whereas the complicated systems include multidomain protein,
the simulation that perturbs the protein protein interaction to mimic as such in living

Fig. 7.3 Integrating MDS with virtual screening for computational drug discovery
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cell is challenging, since it requires state-of-the-art computational resources to
undertake such simulations. Nevertheless the MDS field has expanded immensely
and its importance in structural biology and protein folding could not be relegated.
Further research and advances in algorithmic and computational functions will bring
more depth in the protein folding area through MDS. This will help in assessing the
mechanism of several protein folding disorders like Alzheimer, Parkinson and could
aid in their therapies through protein engineering and design (Childers and Daggett
2017). MDS significance in protein stability studies and drug discovery has been
also purported in the chapter which highlights its versatility in biological and
medicinal research.
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Chapter 8
Magnitude and Advancements of CADD
in Identifying Therapeutic Intervention
against Flaviviruses

Murali Aarthy, Umesh Panwar, and Sanjeev Kumar Singh

Abstract Flaviviridae is an enveloped viruses composed of positive sense single
stranded RNA genome. Flaviviruses causes a major outbreak around the globe
through the allegation of life threatening diseases with strident risk to death. Every
year, people around the globe reports for the victim of various diseases like Dengue
fever, Yellow fever, Encephalitis, Microcephaly and other neurological implications
with the dominance of flaviviruses. Flaviviruses are composed of various therapeutic
targets which is the important source of human diseases. The diseases caused by
these viruses are referred to as the life threatening disease since, no drug is available
or reported till date. Hence, there develops an emergency need for the identification
of small molecules or vaccines to treat various diseases caused by flaviviruses.
During the course of time, the computer aided drug designing strategies plays a
major role in the identification of small molecules in short period of time which in
turn develops the cost-effective techniques to scrutinize the compounds from the
large set of databases or groups. This chapter highlights the importance of structure
based design and other in silico strategies implemented in the identification of small
molecule inhibitors for the intervention of therapeutic targets of flaviviruses in
concern with the various infections to the human health.

8.1 Introduction

Flaviviruses constitute a major human health concern over the world causing several
diseases with countless ailments leading to lifelong impairment and even death
(Therkelsen et al. 2018). These viruses belongs to the family flaviviridae which is
the positive stranded RNA viruses and this family is divided into three different
generas namely the flaviviruses, pestiviruses and hepatitisvirus. Further, the genera
flavivirus is sub-divided into tick-borne viruses, mosquito-borne viruses and
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arthropod borne viruses (Hasan et al. 2018). The word Flaviviridae has been derived
from the Latin word Flavus which means yellow emerged due to the jaundice
induced by Yellow fever virusThe viruses belonging to this family is lipid enveloped
and icosahedral that infects the mammals (Lindenbach and Rice 2003; Huang et al.
2014).

Among the three different genera of flavivirus, the tick-borne viruses are mono-
phyletic group consisting of single “serocomplex” despite distinct differences in the
disease caused by the respective viruses whereas the mosquito borne is diverse from
the tick-borne comprising of the viruses namely the Zika Virus (ZIKV), Dengue
Virus (DENV), Japanese Encephalitis Virus (JEV), West Nile Virus (WNV) and
Yellow Fever Virus (YFV) among many others (Pettersson and Fiz-Palacios 2014).
These viruses has transmitted the viral content to human beings through mosquitoes
where the humans become the hosts. The mosquitoes that causes transmission and
the main source for the infection is the Aedes aegypti and the Aedes Albopictus in the
case of yellow fever, dengue and Zika. Whereas in the case of West nile virus, the
culex pipiens mosquitoes plays a major role (Gould and Solomon 2008; Mazeaud
et al. 2018). These viruses cause diverse clinical indications and impediments such
as hemorrhagic fever with plasma leakage and encephalitis leading to death. Gener-
ally, the flaviviruses are zoonotic whereas survival and replication depends mostly
on the non-human animal vectors except for the Dengue virus that transmits in
human (Petersen and Marfin 2005).

The lifecycle of flavivirus is completely dependent on the cytoplasmic fate of
genomic viral RNA whose replication occurs in the cytoplasm where no DNA
generates immediately (Mazeaud et al. 2018). It includes the attachment of the virion
to the host cell surface followed by internalization and further the transfer of the viral
RNA genome into the cytoplasm where the translation of the viral protein and
replication of the genomic RNA and maturation happened resulting in the release
of the progeny viruses from the cell. The genome of the flavivirus is packed with the
multiple copies of protein containing capsid with the host-derived lipid bilayer
surrounded by 180 copies of both the envelope and membrane glycoproteins
(Kaufmann and Rossmann 2011).

The flavivirus contains the single open reading frame that is translated into
polyprotein precursor which is subsequently glycosylated by cellular
glycotransferases and cleaved by the combination of the viral and host proteases to
release the three structural and seven non-strucutral proteins (Medigeshi 2011). The
structural proteins constitute the virion, core or capsid and the envelope protein
whereas the non-strucural proteins forms the replicase complex catalyzing the RNA
accumulation with modified cytoplasmic membranes (Murray et al. 2008). The
Non-structural proteins are NS1, NS2A, NS2B, NS3, NS4A, NS4B and NS5. The
NS1 possess its important role in the viral replication whereas NS2A, NS4A and
NS4B represents its role in the RNA accumulation. The NS3 protein is the viral
protease which also possess helicase and nucleoside triphosphatase activities
required for the replication. Finally, the NS5 proteins constitute the viral
RNA-dependent RNA polymerases (Westaway et al. 1997; Murray et al. 2008).
The structural and non-structural proteins are major source for the development of
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various diseases and causing the global threat through flaviviruses. Vaccines has
been developed for the Yellow fever virus, Japanese Encephalitis virus and Tick
borne Encephalitis among the other flaviviruses. But vaccines of other viruses has
not been identified which possess continuous challenges. Hence, in the nonexistence
of the vaccines, the need for specific drugs increases but till date no small molecule
inhibitors or the peptidic inhibitors are identified. Here comes, the role of computer
aided drug design to develop specific inhibitors in a short period of time keeping in
the mind the challenges and drawbacks of the experimental evidences. In silico
strategies helps in identifying or discovering small molecule inhibitors from the large
sets of databases which can be proceeded further for the validation of the activity to
inhibit the virus through experimental evidence. Hence, it was decided to depict the
importance of computer aided drug designing aspects in identifying the small
molecule inhibitors that could inhibit the viral mechanism theoretically. The theo-
retical studies identified and reported behaves as a major base to proceed further for
the in vitro and in vivo studies. This chapter highlights the molecular modelling
strategies and other computer aided drug design methods implemented for the
identification of the small molecule inhibitors for the various proteins of flaviviruses
in concern with West Nile Virus, Yellow Fever Virus, Dengue Virus and Zika virus.

8.2 Geographical Distribution of Flaviviruses

8.2.1 Dengue

Dengue virus spreads through the mosquito species Aedes aegypti and Aedes
albopictus that transmits the dengue fever throughout the tropics. Around
1779–1780, the dengue like diseases has been recordedin Asia, Africa, Pasific,
Americas and the caribbean (Daep et al. 2014). The Dengue hemorrhagic fever
was initially identified in 1950s around Thailand and Philippines during the epi-
demic of dengue. The Dengue fever was first recorded in the year 1992 in the
Medical Encyclopedia of Chinese and bas been registered as the pandemic over
the world after the break out of world war II in Southeast Asia (Gubler and Clark
1995; Alshammari et al. 2018).

The etiology of the virus and the mosquito transmission were recognized in
twentieth century and millions of the population around the world are at potential
risk areas of dengue transmission. It was reported that the diseases has been
registered as the endemic over 100 countries statin the prevalence of the fever
followed by the illness. Dengue virus can cause dengue fever, to dengue hemor-
rhagic fever or dengue shock syndrome (Daep et al. 2014). The infections caused by
DENV are self-limiting and ranges from asymptomatic to relatively mild with
homogenousailmentultimatelyleading to complete recovery. An average of 5& of
cases having symptomatic illness develops to severe ailment whose indications were
fever, acute abdominal pain, vomiting and myalgia. These symptoms further
develops to hypertension, decreased peripheral perfusion, myocarditis and
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tachycardia. Additionally, post infection 7 days, a hemorrhage develops (Malavige
et al. 2004).

Researchers identified the virus with various serotypes namely DEN-1, DEN-2,
DEN-3, and DEN-4) stating that they are closely related but possess variations in
genetic information. These serotypes developed from the same ancestor but
progressed separately with diverse antigenicity and degrees of illnesses ultimately
leading to the dengue hemorrhagic fever (Kawaguchi et al. 2003). The epidemiology
of the dengue virus is unveiled with the co-circulation of the different serotypes at
impulsive prevalence at different times. Researchers throughout the world tried
developing epidemiological and mathematical models to predict the epidemics of
DENV but the transmission mode of the DENV made it difficult for the model
prediction (Racloz et al. 2012). The difficulty in vaccine prediction arises due to the
randommode of DENV epidemics and transmission.

Millions of people are affected by the dengue infection based on the different
serotypes causing dengue hemorrhagic fever or dengue shock syndrome. In general,
the infections caused naturally promotes strong neutralizing antibodies and develops
immunity that lasts long for the serotype that is homologous. The vaccine develop-
ment for the dengue infections is complicated due to the presence of distinct
serotypes (de Silva and Harris 2018). The approach of developing the LAVs holds
to be promising for the dengue infection due to the probability of monovalent
vaccine that induces cross-relative immunity enhancing the replication and diseases
developed by the serotypes of DENV. The vaccines that has been identified till date
are based on the tetravalent formulations to induce simultaneous protective
responses to the available four different types of serotypes (Murphy and Whitehead
2011).

The flaviviruses when gets transmitted through the bites of mosquito into the
human body interacts with the dendritic cells present in the dermis and epidermis
layers of the skin. When the DENV enters into the human body especially to these
cells, the circulating dendritic cells gets decreased and unresponsive altering the
host-immune response. It is clearly understood that the flavivirus use the dendritic
cells as the gateways to successfully infect their human host (Hober et al. 1996).
Followed by the dendritic cells, monucytes are the natural hosts of DENV and are
implicated in the pathogenesis of dengue fever and dengue haemorrhagic fever. The
infection caused by the dengue virus quickens the distinction of monocytes into
macrophages and expedites cellular movement into central nervous system where
the chemokines, inflammatory cytokines and viral proteins are produced. The
infected CD 16+ monocytes in the human hostproduce cytokines and chemokines
like TNF alpha, IL-1beta and CCL3 which is strongly involved in the blood brain
barrier integrity loss and Developing central nervous sytem disorder (Halstead 1988;
Azeredo et al. 2010).
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8.2.2 ZIKA

The identification of zika virus is observed first in the forests of Uganda in the year
1947 from an infected sentinel rhesus monkey. Later, the infection has been trans-
mitted to the humans through the bites of several mosquito species like Aedes
Aegypti, Aedes africanus, Aedes albopictus and Aedes hensilli causing mild and
febrile syndrome which is clinically inapparent (Dick and Haddow 1952; Gorshkov
et al. 2019). Later, the infections has also been observed in 2007 around Yap island
and a huge outbreak of ZIKV has been reported in French Polynesia resulting in
more than 25,000 cases during 2013. Most of the patients affected with ZIKV
infection exhibits mild symptoms whereas Guillain-Barre Syndrome has been
recorded in one patient after a week the infection has been observed.

Guillain-Barre Syndrome is an auto-immune disease that affects the peripheral
nervous system which leads to weekness in mild illness and paralysis resulting in
death in the case of severe illness (Musso et al. 2014). These infections exploded and
it is related with the microcephaly and other inherited abnormalities in newborns and
fetuses of the pregnant women infected with the ZIKV (Olagnier et al. 2016). The
other modes of transmission reported for the ZIKV infection is the Sexual transmis-
sion. It was observed with the case which has been reported in 2008 in the person
who has returned home from Senegal with hematospermia and other symptoms of
ZIKV infection. Lately, wife of the traveler who is actively involved in intercourse
with the traveler and has not travelled internationally also developed symptoms. But
in 2016, americas has experienced with the active transmission of the infection from
the travelers who has traveled to North America and Europe confirms the sexual
mode of transmission (Gregory et al. 2017).

The ZIKV epidemiology has been registered with the neurological complications
in newborns and adults around Caribbean and Central/South Americas during 2014
in which 10% of the cases has been recorded for fetal death with irresistible impact
on the societies of infected personalities. In the year 2016, the epidemic of ZIKV has
reached peak with the reports of large number of cases in United States and however,
in 2017 and 2018, the decline of ZIKV infection has been documented (Khaiboullina
et al. 2019). Researchers has stated that the keratinocytes, fibroblasts and dendritic
cells that is present in the human skin with immature dendritic cells is mostly lenient
and responsible for the ZIKV isolate and the epidemic in French Polynesia. The
mosquitoes that transmits the infection to the host deposits the virus in dermis and
epidermis during the blood meal. The infection present in the skin resulted in
existence of high RNA copy and intensification in the production of ZIKV elements
representing the viral duplication in diseased cells (Hamel et al. 2015). Further, it is
understood rom the reports that ZIKV forms single serotype with different ZIKV
lineages like African and Asian. In 2016, Wang has completed the analysis of the
genetic and phylogenetic characteristics along with the structural modelling on the
complete open reading frames of ZIKV. The reports stated clearly that the human
outbreak evolved from the Asian lineage and all the strains identified were related to
the strains observed from the French Polynesia in 2013 (Wang et al. 2016). Till date,
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there are no specific antivirals or the vaccines that has been out for the clinical use.
Development of the prophylactic immunization is the greatest approach to fight the
disease. Numerous vaccines has entered the clinical trials but not released and
approved. The preventive measures in the control and eradication of the infection
is the control of mosquito vectors, prevention against mosquito bites and the safety
measures during the intercourse and pregnancy (Garg et al. 2018). It is reported that
the vaccines tested for other flaviviruses like Japanese encephalitis and yellow fever
cannot be used for Zika even though it falls under the same category of flaviviruses
because of the contraindications observed in pregnant womens (Kudchodkar et al.
2018).

8.2.3 West Nile

In the year 1937, West Nile virus has been first isolated in the districts of Northern
Ugands from patient who is febrile. During the early 1950s and 1960s, the ecology
and epidemiology of the West Nile Virus has been distinguished during numerous
outbreaks in the Mediterranean. Periodic outbreaks and cases of west nile virus
infection has been reported from various countries like Europe, Africa, Romania and
India. These viruses are mostly distributed in the regions of Africa, South Asia and
the Middle East which has stated endemic conditions (Johnston and Conly 2000;
Sejvar 2003). Till 1999, the spread of west nile virus has not been reported in
Americas but a serotype that is closely related to west nile namely the Kunjin is
found in Australia and Southeast Asia (38). Based on the variations in antigen
observed in Envelope protein and the presence of N-glycosylation site different
subtype has been distinguished (Jia et al. 1999).

West Nile virus has been proposed to obtain nine lineages whereas mostly the
outbreaks of human have been attributed to lineage 1 and 2. These lineages are
globally spread and the clades are distinct which comprises of strains isolated from
various parts of the world like Europe, Americas and Africa with the implication of
neurological complications. The different clades are available represented as Kunjin
virus restricted to oceania but the neurological disease is not reported often. The
lineages 2 was exclusively reported only in 2004 which was isolated from humans
and bird in hungary, Greece and Italy. It is also considered to be less pathogenic than
other lineages until it cause severe diseases in south Africa and causing encephalitis
among birds (Fall et al. 2017). In Czech Republic, the Rabensburg virs has been
isolated which is referred to as the Lineage 3 whereas the Lineage 4 is reported in
Russia. In India also, the lineages has also been observed and is similar to the lineage
1 with different clade. In spain, the sixth lineage has been observed whereas the
Koutango virs represented as the lIneage 7 which is a distinct lineage of west nile
virus. These strains were observed from the ticks, rodents (Lvov et al. 2004; Fall
et al. 2014).

The west nile virus enters to the human host through receptor-mediated endocy-
tosis after the attachment of the virus to the cell surface. Various molecules present in
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huans are signified to be receptors like DC-sign, mannose receptor and several
glycosaminoglycans (Colpitts et al. 2012). Maturation of the virus happens with
the endosmoes present during the internalization from the cell surface whereas the
pH drops during early endosome from neutral to slight acidic and at the late
endosome become more acidic (Modis et al. 2004). After the capsid dissociation,
the RNA genome replicates and initiation of virus assembly is progresses. The
polyproteins of the virus gets translated and gets processed on the intracellular
membranes which results in expressing viral proteins. The viral RNA gets replicated
by the cellular proteins into multiple copies which can be used in the production of
new virions. In the endoplasmic reticulum, the structural proteins gather in the
membrane that gets connected with the nucleocapsid and flourish into cytoplasm
through the Golgi network. The surface of the cell present in an exocytic vesicle is
the place where the virus travels and gets matured since, the enzymes cleave the
precursor membrane that results in the entry of the matured virus from the surface of
cell (Rice 1996; Modis et al. 2004).

From the emergence of the west nile virus spread over the world in 1990, the
significant investigation on the development of vaccine has been procured. But till
date, no vaccines has been identified for the effective use of humans. Various
technological platforms has been developed along with the use of various licensed
vaccines from the other flaviviruses like attenuated and chemically inactivated
strains. It was clearly understood from the studies that, the protection from the
west nile virus can be achieved only with the large variety of immunization tech-
niques and the other protective immune response are the antibodies against the
E-protein. The vaccines developed based on the envelope protein of the west nile
virus are protective against the genetic lineages 1 and 2. The reasons for the lack of
the human vaccine include various challenges like safety concerns, problems in the
difficulty of designing clinical aspects or may be the economic considerations. The
other possibility than developing vaccines is the development of immune responses
to west nile virus throught he support of different immunization technologies (Botha
et al. 2008; Ulbert 2019).

8.2.4 Yellow Fever Virus

Yellow fever virus, one of the major human threat causing virus is identified at the
late nineteenth century and to be specific on December, 2016. Yellow fever virus
first originated from the Africas then in western hemisphere record has shown the
epidemic of the diseases in the Yucatan around 1648. In the late 1800s, a Cuban
scientist named Carlos Finlay determined that mosquitoes is the main source of the
disease (Gardner and Ryman 2010). This virus causes considerable mortality and
morbidity with the density of numerous hosts which is fecilitated by the transmission
through the mosquito vector speices Aedes Aegypti (Sall et al. 2010). Yellow fever
virus is first isolated in 1927 from the Ghanaian patient and the strain identified from
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the patient is widely used still. The yellow fever virus impacted the economy of the
Americas more than that of Africas (Chippaux and Chippaux 2018).

Africa has taken several safety measures with the immunization in emergency
need and persuaded the human threat and severity of the epidemics but still larger
populations were remained at risk in more than 30 countries. The massive outbreak
has registered in Ethiopia during 1959–1962 and followed by the endemic in Kenya
which covers mostly the West Africa (Lepiniec et al. 1994). The yellow fever
epidemics has discouraged the Napolean Bonaparte from accomplishing the defeat
of United States of America (Marr and Cathey 2013). It was also observed that the
construction of the Panama Canal has also been delayed because of the epidemic of
Yellow fever (Chippaux and Chippaux 2018).

The presence and epidemic condition of the yellow fever virus made it a global
health threat whereas the people travelling from Europe and North America to
various parts of the world has the increased percentage of spreading the diseases
through their expose to the virus (Johansson et al. 2010). Understanding the trans-
mission mode of the yellow fever infections is critical which is very essential for the
development of vaccine. Virus transmission always require a competent mosquito
feed on an infected human and survives with an incubation period where the
replication of virus is observed and disseminates to the salivary glands and gets
transmitted to other hosts (Hindle 1930). Understanding the incubation period of
yellow fever is the important strategy for the detection, prevention and control of the
outbreaks. The intrinsic incubation period is the important factor in the differential
analysis of illness in people around the endemic areas as well as the travelers form
the endemic areas. Researchers stated that analysis of the outbreak with the math-
ematical model provides a quantitative status for making public health decisions
which is aimed to control the disease spread (Johansson et al. 2010).

In 1930s, group of researchers have developed the live-attenuated vaccine strain
designed with the 17D attenuated for the viscerotropic disease in mammals but it
remained immunogenic. The vaccine used today clinically was derived from the 17D
strain and the researcher Max Theiler has been awarded the Nobel Prize for life
saving research around 1951 (Chippaux and Chippaux 2018). At present there are
several substrains of 17D is available for production which has been manufactured in
several countries like Brazil, Russia, France, Senegal, China and USA. Millions of
people are receiving vaccine and routine immunization strategy has been followed
for the prevention of these infections. Scientific and Health Community conducts the
EYE (Eliminating Yellow Fever Epidemics) plan which is successful in the control
of infection (Collins and Barrett 2017). Even though vaccines has been in clinical
use for the eradication of yellow fever but till date, there are no antivirals available to
treat the infections caused by the Yellow fever.
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8.2.5 Role of Structural and Non-Structural Proteins
of Flaviviruses

Structural Proteins

Flaviviruses are positive sense RNA enveloped viruses which contains proteins
which is associated with membrane that has organized in the icosahedral matrices
at the surface of the virion differentiating the immature and mature representation of
the virion (Blazevic et al. 2016). The flaviviruses encompasses of nucleocapsid
which is poised of capsid protein which is surrounded by the lipid bilayer derived
from the host membranes. Further the envelope of flaviviruses is sprinkled with the
membrane and envelope glycoprotein. The virus is observed with the diameter of
40 nm with the projections in surface of 5–10 nm (Gardner and Ryman 2010).
Glycoprotein is the major component of the surface in the virion and possess most of
the biological activity that includes assembly of the virion, cell-surface receptor
binding and the activity of the fusion at pH along with immunogenicity (Chambers
et al. 1990).

The virions with immature forms contains trimers of the precursor membrane –

envelope heterodimers and gets assembled by the budding into the endoplasmic
reticulum. The maturation of the virus happens during the transis of the immature
particles which is triggered by the pH change of trans-Golgi network (TGN)
(Yu et al. 2008; Blazevic et al. 2016). The structural changes of rearrangement of
precursor membrane and envelope protein to the herringbone like lattice are the
characteristics of mature virions which results in the exposure of cyptic cleavage of
protease site in precursor Membrane protein that is further cleaved by the golgi
network furin protease to obtain precursor and membrane protein. The fragment
from the precursor protein attaches with the enveloep protein at the surface of the
virus which contains acidic pH and later falls down when the other cells happens to
attain neutral pH upon the proclamation from the cell by exocytosis (Li et al. 2008).

Envelope protein shows its stability in mature conformation and also the func-
tions of virus entry that attaches to the cell gets mediated by the envelope protein.
These proteins possess anchor that clings to double membrane which helps in the
processing of polyprotein that occurs at the endoplasmic reticulum (Blazevic et al.
2016). The assembly of the virus is a very vital stage in the infection cycle of the
virus but the mechanism is not understood clearly. The capsid protein which is the
important protein that gets translated plays an important role when it interacts with
the genome of viral RNA that packs during the assembly process (Tan et al. 2020).
Preceding to encapsidation and genome replication, the dimers of capsid are stored
on the lipid droplets. The ability of the capsid protein is to interact with the droplets
which is very much essential for the production of viral particles. These proteins
possess the ability to enter into nucleus which causes problems on the biogenesis of
ribosome and transcriptome of the host (Sotcheff and Routh 2020).
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Non Structural Proteins

The Non Structural protein (NS1) is a 48 kDa glycoprotein is not present in the
particles of the virus. But it is an essential gene present within the infected cells and
functions as the cofactor for replication of the RNA and gets colocalized with the
replication of double-stranded RNA. This NS1 gets synthesized within the infected
cell as the soluble monomer and gets dimerized after the post translational modifi-
cations in the endoplasmic reticulum with consequent transportation to the cell
surface and release into the extracellular (Avirutnan et al. 2007). The characteristics
of the NS1 is a hexamer and accumulates within the serum in huge amounts. It also
contributes highly to the flavivirus pathogenesis remains unclear that facilitates the
formation of immune complex, extracellular matrix proteins, elicit auto-antibodies
react with platelet and directly enhance the infection (Avirutnan et al. 2007).

The Non-structural NS2A/B protein is the 22 kDa protein which is hydrophobic
in nature in which the N-terminus gets generated in the lumen of endoplasmic
reticulum through the host protease whereas the C terminus is generated in the
cytoplasm through the viral protease. This structural protein depicts its importance
for the replication of the virus and viral pathogenesis and it also functions in the
synthesis of viral RNA. Each flavivirus non-structural protein NS2A interacts with
the various human targets and possess its main role in the viral assembly (Falgout
and Markoff 1995; Xie et al. 2013).

The polyprotein gets cleaved by the proteases of the host cell which includes
signalases and furin along with the serine proteases encoded by the virus namely
NS2B-NS3 protease. This protease is established to be the valuable target of
therapeutic interest which is 375 kDa (Noble et al. 2012). The N-terminal domain
of the NS3 protease adopts a chymotrypsin like fold with beta barrels composed of
beta strands along with that a catalytic triad is also located at the cleft between two
beta barrels. In general, the NS3 protease requires an additional stretch of amino
acids from the cystolic domain of NS2B which is important for the catalytic activity
which is represented as the two-component protease (Erbel et al. 2006; Gupta et al.
2015).

The Non-structural protein NS4 is initiated by the proteases and the signal
peptidases of the host which produces NS4A and NS4B. The cleavage of the
non-structural protein 4A/B is essential for the signaling pathway of IFN (68).
Also, it indicates that this non strucutral protein is very much essential for the
infection of the virus which interacts with the non-strucutral protein 1. It is also
capable of inducing the rearrangement or bend of the membrane (Yu et al. 2017;
Chen et al. 2017).

The nonstructural protein NS5 is the protein which is largely encoded in the
genome of the flavivirus and is conserved among other proteins of flavivirus. The
main objective of this protein is to depict its role in replication and itpossess its
dominance in drug development. The highlights of the nonstructural 5 protein is that
it contains two domains which is structural and functional domains namely the RNA
methyltransferaase domain in the N-terminal and the RNA dependent RNA
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polymerase domain in the C-terminal (Valente and Moraes 2019). The MTase
domain of the protein is involved in the formation of cappinig in mRNA of the
virus and to be specific it methylates the mRNA cap in different positions which is
the necessary component for the replication of the virus. Researchers stated that this
protein displays an important function with the RdRp doaim which is treated as an
important target for the drug discovery (Dong et al. 2014; Brecher et al. 2015). The
RdRp domain develops the synthesis of RNA through de novo which is present in
the negative polar-sense which is essential for the synthesis of the RNA of positive
sense. Along with this NS5 also behaves as the antagonist in the host interferon
response (Valente and Moraes 2019).

8.3 Computational Strategies for Drug Discovery

The rapid development of the technology and the techniques have benefited the life
of humans in significant manner which helps in managing the time and cost of
production. In drug development and production, researchers faces difficulty to find
the exact therapeutic intervention for targeting various diseases which in turn targets
the protein. The recent trends in the drug development and discovery helps in
understanding the mechanism of the diseases in turn understanding the characteris-
tics of the target and identification of lead for treating the disease (Katsila et al.
2016). Significant approach of the pharmaceutical industry in the drug discovery
strategies. Bioinformatics plays an important role in the drug discovery which helps
reveal the mechanism of genes from the genomic data. This also predicts the possible
target proteins for the design and discovery of drugs (Lin et al. 2020). Over three
decades in the drug discovery, computer aided drug discovery plays a major role in
the pharmaceutical industry through development of therapeutically important small
molecules in a short period of time. Structure and Ligand based drug discovery are
the methods classified from the computer aided drug design (Sliwoski et al. 2014).
Based on the biological problems, bimolecular simulations has been incorporated in
the development of models with multiscale. The quantum and molecular mechanics
were combined to study and analyze the electronic properties along with the study of
chemical reaction & mechanism (Fan et al. 2017).

8.3.1 Bioinformatics Approaches Involved Indrug Design

Structure based drug design is the technique involves the available models of the
target either identified or developed by the X-ray diffraction, homology modelling
and the nuclear magnetic resonance. This is more efficient calculation method for the
early identification of the novel potent drug candidate from large set of molecules to
the particular target. This methods helps in saving experimental expenses through
the significant reduction of the large number of compounds to smaller size (Panwar
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and Singh 2018; Lin et al. 2020). Structure based high throughput is one of the
important technique implemented for the identification of potent inhibitors from the
pool of large small molecules (Sharda et al. 2017; Sharma et al. 2018). The other
technique which possess the same advantage as of the screening strategies is the
Molecular docking. This helps in identifying the potent inhibitors that can bind to the
receptor helping in understanding the mechanism of inhibition (Tripathi et al. 2012;
Pradiba et al. 2018). The Molecular dynamics simulation is used extensively for
calculating the stability of three dimensional structure and also helps in accessing the
ligand bound conformation (Grover et al. 2012; Shanmuganathan et al. 2018). But
Ligand based drug design follows the different criteria where it uses the knowledge
and information of the available/reported ligands for the identification or discovery
of new ligands for targeting the therapeutic targets. This method involves various
methods like quantitative structure activity relationship of the compounds for
predicting its binding ability, pharmacophore modelling to analyse the characteris-
tics of the molecule and pharmacophore based screening to screen the molecules
from larger datasets based on the characteristics of the available molecules (Singh
et al. 2007; Dessalew et al. 2007; Reddy et al. 2014). The types of computer aided
drug design and its sub sections are represented in the Fig. 8.1.

Apart from these methods, the de novo drug design and fragment based drug
discovery methods has appeared to be the next promising approach for the devel-
opment of optimized ligand which helps in decreasing the erosion rates in drug
design. The success in the clinical aspects has been obtained from the fragment
based de novo design. Even though drug discovery has achieved success in identi-
fication of efficient drugs, but also gets affected by various factors like multiscale

Fig. 8.1 Workflow of the Computer Aided Drug Design
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optimization methods which should be concentrated beyond the molecular levels
(Lin et al. 2020). Recently, the machine learning approach which has been devel-
oped into the deep learning approach is the booming era helps in the analysis of the
biological properties that has to be extracted from the enormous amount of databases
(Varpa et al. 2008).

8.4 Drug Discovery on Flaviviruses

8.4.1 Homology Modelling and Sequence Alignment
on Flaviviral Proteins

The NS3 proteins from the Dengue virus (DENV), Japanese Encephalitis virus
(JEV), West Nile virus (WNV), Murray Valley Encephalitis virus (MVEV) and
the Usutu virus (USV) has been used for the development of Sequence alignment by
the research group of Jitendra and Vinay 2011 which revealed that the murray valley
encephalitis shared 61%, 86%, 88% and 81% with Dengue, Japanese encephalitis,
Usutu and West Nile respectively. The NS3 of MVEV of PDB ID: 2WV9 is the
template for other flavivirus used in the study which helps in the development of
three dimensional structure (Jitendra and Vinay 2011). The crystal structure of the
ZIKV NS5 protein is not available which provoked to develop modelled structure
with the help of blast search. The crystal structure of four different flavivirus proteins
are used as the template for ZIKV NS5 modelled structure through Modeller suite
version 9.1 separating the domains into RDRp and MTase. The structure is further
validated with the MolProbity and Ramachandran plot analysis stating that 97.2%
residues are in favoured region (Ramharack and Soliman 2018). The dengue possess
four different serotypes and the NS1, NS2B/NS3 and the NS5 proteins of the
different serotypes has been carried out for the sequence alignments and it has
been observed that the numerous hubs of conserved regions are available among
the proteins. The similarity between the proteins are represented with the 73%, 79%
and 77% respectively among each proteins (ul Qamar et al. 2019).

8.4.2 Structure Based Drug Design for the Identification
of Potent Small Molecules

Entry inhibitors categorized as the peptide and small molecules that targets the
hydrophobic pocket of the Envelope protein has been identified with the experiments
of docking and other algorithms. It has been reported by Nicholson et al. stating that
two peptide inhibitors namely 1OAN1 and DN59 could inhibit the envelope protein
of dengue virus that could prevents the disease outcome of dengue hemorrhagic
fever (Nicholson et al. 2011). Also, it is clearly evident from the reports of Yang
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et al. representing that the tetracycline derivatives interacts with the envelope protein
in the hydrophobic pocket and prevents conformational rearrangements and viral
fusion (Yang et al. 2007). Compound NITD448, reported for the inhibition of fusion
in envelope protein through its binding to the active pocket which is hydrophobic in
nature (Poh et al. 2009).

The envelope protein of the Dengue protein possess the X-ray diffracted structure
with the small molecule binding pocket with the bounded n-octyl-beta-D-glucoside.
This identification and development of the crystal structure helps in the discovery
potential inhibitors better than the available small molecule (Botting and Kuhn
2012). Aarthy et al. utilized the crystal structure for the prediction of novel potent
inhibitors based on the ligand binding pocket with the small molecule n-octyl-beta-
D-glucoside through the Schrodinger and identified best five compounds (Aarthy
and Singh 2018). Recently, it has been reported that the Epigallocatechingallate
possses the ability to inhibit the entry of ZIKV into the host cells but the mechanism
of action is not demonstrated clearly. Sharma et al. has investigated mechanism of
EGCG when it is bounded into the binding site of ZIKV envelope protein which
provided better insights about the interactions of the molecule (Sharma et al. 2017).

Non-structural (NS) protein 1 has been reported as the therapeutic target for the
drug discovery which is involved mostly in the replication of viral RNA. Raza et al.
has obtained the crystallographic structure of the non-structural protein of the zika
virus and reported inhibitors from the literature. GOLD and Autodock/Vina are the
docking tools which raza has used for the identification of potent inhibitors to treat
the zika virus which in turn inhibits the viral replication (Raza et al. 2019). Ul Qamar
et al. has obtained a total of 2200 flavonoids from the group of antiviral medicinal
plants against the dengue nonstructural 1 protein. The author has utilized the
Molecular Operating Environment platform for providing a valuable evidence for
the development of drug which would be beneficial through the implementation of
the computer aided drug designing (ul Qamar et al. 2014).

The crystal structure of the NS3 reveals that a fold is present with the chemo-
trypsin consisting of beta barrels at the N-terminal with helicase and RNA
tri-phosphatase at the C terminal. The NS3 helicase protein had a significant role
in the replication process of the viral genome. Kumar et al. has assessed the
modulatory effects of the derivatives belonging to bis-coumarin against the NTPase
of NS3 helicase of Zika through in vitro studies. In order to carry out the in vitro, the
computational studies through molecular docking has represented as the base. A
unique activity is present in the NS3 helicase when compared to the other proteins of
flavivirus is that it contains two different binding which is very important for
the inhibition of the replication process. One binding site contains the ATP whereas
the other binding site is meant the position of RNA (Kumar et al. 2020a, 2020b). The
major function of the NS3 helicase is the unwinding of the double stranded RNA
during its replication which provokes the researchers to think it as a promising drug
target. The NTPase site of the helicase is implemented for the identification of potent
inhibitors to treat the infection with Zika from the ZINC library and Helicase focused
library. These studies helps in reducing the time taken for proceeding with the
in vitro studies. The best hit compounds obtained from the study is represented in
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the figure (Kumar et al. 2019). Also, the author tries to identify the inhibitory action
of EGCG in both the NTPase site and the RNA binding site which helps in better
insights of the mechanism (Kumar et al. 2020b).

The hydrophobic region of the Non-structural 3 (NS3) protein gets shielded by
hydrophilic part of the NS2B which develops the chimera. The functional distur-
bance of the NS2B/NS3 progresses into the inhibition of the replication and infection
of the virus (ul Qamar et al. 2019). The inhibition site of the protein has been
revealed and a catalytic triad is present at the amino terminal domain where the
binding pocket of the substrate is present within the NS3 protein. Based on the seed
molecule present in the diffracted structure was the query structure used for gener-
ation of the ligands (Borowski et al. 2002). With the ligands generated, the best
conformers of the top 10 ligands were selected with the base of maximum binding
affinity. The best hit compounds were utilized for the purpose of binding with the
protein through the Autodock Vina. This approach uses the Lamarckian Genetic
algorithm method (Jitendra and Vinay 2011). Experimental evidences are reported
stating that the flavonoids are potent inhibitors for the NS2B/NS3 protease but the
interactions between the inhibitors at the molecular and the atomic levels are not
explored. The inhibitors reported were obtained from the literature to examine the
interaction through the docking studies with the Schrodinger. The best hits among
the flavonoids obtained based on the maximum binding energy shows strong
interaction with the catalytic triad of NS2B-NS3 which plays a vivacious role in
the inhibition of the viral propagation (Yadav et al. 2020). With the help of the
structure based drug design, a potent molecule which has been already reported to
use during pregnancy has been identified to be the potent inhibitor inhibiting the
viral replication of NS2B-NS3 protease of Zika virus. With the facts observed
through in silico docking studies, the compound has been tested in vitro which
reduces the time of selecting the small molecules over the large set of molecules
(Kumar et al. 2018).

Methyltransferase domain of the Nonstructural protein 5 is convoluted in the
establishment of mRNA capping. These proteins are mostly conserved and amongst
the other viral proteins. Coutard et al. investigated the functional and structural
properties of the MTase domain of the Zika and stated that the methylation of
RNA capping occurs at the seventh position of the N-terminal and the 2’-O position
nucleotide which yields a capping structure. The author reported that based on the
biochemical and structural analyses, the similarity with the DENV MTase domain
(Lim et al. 2015; Coutard et al. 2017). Ramharack et al. proposed two novel
compounds for inhibiting MTase and RdRp with promising interactions and phys-
icochemical properties. The strategy of in silico studies serve as a beneficial tech-
nique to enhance the drug discovery and develops as cost effective resources. The
compounds listed from the author has represented in the figure (Ramharack and
Soliman 2018). Ul Qamar et al. has reported three inhibitors namely Canthin-6-1-9-
O-beta-glucopyraside, Kushenol W and Kushenol K from the phytochemical
databses for the inhibiton of NS3 pretoin of DENV along with is NS3, NS1 and
NS5 proteins. The author stated that this study will be a platform for the development
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and optimization of the identified compounds as a potent inhibitor which can be
proceded further (ul Qamar et al. 2019).

8.4.3 Evolutionary Studies Based on the Computational
Technique

Flaviviruses family comprise of large number of viruses and it is an important
strategy to identify the genetic relationship between the viruses of the flavivirus
family. Kuno et al. has carried out a phylogenetic analysis to understand the
relationship between other viruses and reported that from the ancestor, non-vector
and vector borne clusters has been evolved whereas the tickborne and the mosquito
borne has emerged from the latter (Kuno et al. 1998). Moureau et al. tried to generate
the diversed phylogenetic datas and based on that they have determined the sequence
of the genome and phylogeny of the 14 flaviviruses and stated that various species of
Culex mosquitoes has been involved in the evolution (Moureau et al. 2015). In silico
studies on the NS2B/NS3 protease proteins are being developed to decipher the
transmission mechanics and evolution of the virus. Various models with networking
are proposed to understand the viral inheritance pattern and phylogeny (Fathima and
Murugaboopathi 2019).

8.4.4 Ligand Based Studies on the Flaviviral Proteins

The known inhibitors of DENV NS3 helicase from the literature report were used for
the development of pharmacophore through the Ligand Scout software. The pattern
matching based on the alignment is used to create pharmacophore. The
pharmacophore is used to align through the shared feature pharmacophore or merged
feature pharmacophore which represents the common interaction features or the
extended pharmacophore respectively. Further these pharmacophore model is used
for screening potent small molecule from the databases (Halim et al. 2017). The
complex of DENV NS2B/NS3 protease with the substrate benzoyl-norleucine (P4)-
lysine (P3)-arginine (P2)-arginine (P1)-aldehyde (Bz-Nle-Lys-Arg-Arg-H) is used
for the development of compex based pharmacophore. The pharmacophore tool
implemented in the MOE was employed for the development of pharmacophore.
The test set of 20 known inhibitors of dengue protease was used for the validation of
identified pharmacophore which is further carried out for the screening large number
of inhibitors from ZINC database (ul Qamar et al. 2016). The density functional
theory studies for the best identified compounds for the inhibiton of NS2B/NS3 zika
proteins with large scoring in the docking methods performed by Balajee et al. these
studies were successfully employed as the structural for the screening large set of
databases for the compounds (Balajee et al. 2016).
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8.4.5 Free Energy Calculation

The identified small molecules for the inhibition of the zika virus NS1 protein is
the initial concept for the in silico strategies. But the evaluation of the energy of the
binding is the major aspect in which illustrates the strength of inhibition. Hence, the
affinity of the ligands before and after the simulation can be predicted with the
MM/GBSA and the MM/PBSA methods implemented in various soft wares. Raza
et al. stated that the three compounds Sanggenon-O, AC1M2ZZJ and Deoxycalyxin-
A showed potential for the ZIKV NS1 in the bonding pattern and the binding free
energy analysis (Raza et al. 2019). The free energy calculation has been carried out
with the identified compounds from the docking methods by Balajee et al. and
provided significance towards the binding affinity. These results observed also states
that the binding energy of soalvation is an important factor that helps in providing
the force for ligand binding (Balajee et al. 2016).

8.4.6 Conformational Analysis on the Flaviviral Proteins

The identification of small molecule inhibitors through computer aided drug design
is not sufficient for the report of therapeutic intervention against flaviviruses. The
dominance of the small molecules in protein helps in providing better insights about
the mechanism. These dominance can also develops rearrangement of the confor-
mations (McCammon et al. 1977). The conformational changes can be better
analysed with the help of molecular dynamics simulation which has been developed
in the late 1970s (Davidson et al. 2020). Insights into the molecular motions which is
absurd can be appropriate to drug discovery. The binding mechanism between the
ligand and target protein is analysed with the conformational analysis through
various softwares available through open server like Gromacs, Amber and
Desmond. Researchers throughout the world has worked on various flaviviral pro-
teins to depict the conformational changes and analysis of the binding site along with
the mechanism.

Fusion of the membrane proteins of the flavivirus is triggered by the endosomal
pH during virus endocytosis. These strategies involves in the protonational changes
happened due to the conserved histidine residues of the envelope protein available in
the surface of the virus resulting in fusion between endosome and bilayers of the
virus. The behaviors of the envelope protein of Dengue studied through simulation
of the whole systems including protein, solvent and ions states that the ionization
states gets updated cyclically. The simulation results states the other residues which
is conserved also plays a major role in the rearrangement helps in in the understand-
ing of the structural changes leading to fusion process (Fuzo and Degrève 2014). The
Dengue envelope protein with the 23 structurally different compounds are identified
for the inhibition among which 2 inhibitors docked with the envelope protein
revealed the characterization of the protein. These studies paves way for the future
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endeavors which highlights the possibility of developing new inhibitors with effi-
cient binding affinity.

The NS1, NS2B/NS3 proteases and NS5 of the Dengue virus of four serotypes
with the docked complexes with the phytochemicals has been carried for the
assessment of the binding behaviors through the simulation strategies (84). Raza
et al. has carried out in silico docking strategies which has identified best three
compounds which are possessed to be non-toxic to human and can inhibit the zika
virus NS1 protein. The significant interactions of the small molecule with various
residues of the protein were analyzed with the molecular dynamics simulation (Raza
et al. 2019). Santos et al. has formed complexes of the NS2B-NS3 protease and the
most promising ligand has been submitted to carry out simulations studies for the
conformational analysis. The best identified compound chlorcyclizine validated
through the docking and simulation studies has been carried out further for in vitro
antiviral studies among the large set of compounds reducing the time (Santos et al.
2019).

Davidson et al. has performed the molecular dynamics which is unbiased with the
microseconds and the simulations that is based on the umbrella sampling of the
ZIKV NS3 helicase to investigate the dependence of RNA structural conformations.
The open and closed conformations of the single stranded RNA bound to the NS3
helicase is studied extensively. It was clearly identified from the results that the loop
is conjectured to the feasible region in the protein for targeted inhibition with the
small molecule (Davidson et al. 2020). Badshah et al. has performed molecular
dynamics simulation for the best complex composed of ZIKV NS3 and
1,4-benzothiazine derivatives which depicts the rigid and flexible domains of the
protein. These conformational rearrangements observed through the simulation is
the dominance of the small molecules. It is also observed that these domains possess
a major role in the replication process which can be targeted for the drug design
strategies (Badshah et al. 2019). NS3 of protease dengue virus is targeted by the
research group of Almeida helps in fighting against the dengue through the multiple
template homology modelling followed by the simulation studies. The reports states
that the model comprises of the flexible link in glycine and the proteolytic domain.
The simulation studies sampled the binding site on the proteins with the conforma-
tional landscape before the binding of the ligand. Almeida et al. proposed the
multiple binding modes in the proteins for the inhibitor through the binding plots
and the interaction analysis (de Almeida et al. 2013).

The Modelled Zika NS5 protein structure by the Ramharack and Solliman has
been carried out for the conformational changes in the structure before binding it
with the small molecules for the inhibition through AMBER package simulation
methods (Ramharack and Soliman 2018). Molecular interactions between selected
compounds and the non-structural enzyme 5 RNA-dependent RNA-polymerase
were obtained from molecular docking. The selected compounds exhibited high
docking score, binding affinity and suitable protein-ligand interactions. Molecular
dynamics simulations were subsequently used to get better idea of the interaction
between the selected compounds and the binding pocket of the targeted
non-structural-5 RNA dependent RNA polymerase of zika virus (Ahmad et al.
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2020). Chuang et al. carried out the together Guassian and normal molecular
dynamics simulations to investigate the structural conformations of the Zika NS5
protein with the two components namely the S-adenosyl-L-homocysteine and the
m7GTP which is the RNA analogue. The simulation revealed that the some of the
substructures and the residues are responsible for the selectivity of the new Zika
virus drugs (Chuang et al. 2018).

8.5 Conclusion

Flaviviridae is the major family of viruses which constitute more than 80 types and
differentiated into three generas namely the flavivirus, hepatis virus and pestivirus.
The flavivirus is further grouped into tick-borne viruses, mosquito-borne viruses and
arthropod borne viruses. These viruses has caused a global health pandemic through-
out the world over 1800s. Till date no vaccines has been identified for the virus
present within the family. Less number of vaccines has been identified for only some
viruses which has not shown strong inhibitory activity of the viruses. Due to the time
consumed and the expenditure to be involved in the identification of small molecule
inhibitors, the researchers around the world faced strong challenges. Herein, the role
of computer aided drug design has played a major role in scrutinizing the number of
molecules to be tested or analyzed for the inhibitory activity of the flaviviruses.
Various research groups around the world are working extensively in in silico
strategies and experimental techniques o identify potent inhibitors for treating the
diseases caused by these flaviviruses. The use of computational studies with the
implementation of various techniques has been put together in this chapter which
helps in overcoming the challenges.
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Chapter 9
Elucidating Protein-Ligand Interactions
Using High Throughput Biophysical
Techniques

Nipanshu Agarwal, Vivek Chetry, and Krishna Mohan Poluri

Abstract Proteins are large, complex molecules that functionally regulates almost
all cellular and biochemical processes. As proteins are important component in cell
physiology, their interaction with small molecules that modulates the function are
clinically significant. Nearly, all essential biomolecular processes are highly sensi-
tive and selective involving molecular recognition and binding of ligands/macro-
molecules to proteins. Hence, techniques that can reveal detailed information like
binding energetics, kinetics, stoichiometry, thermodynamics, structural changes and
conformational dynamics are of great importance. Current arsenal of techniques that
enable characterization of these interactions have been well established and
progressing towards advancement at a faster pace. The current chapter details four
major biophysical techniques namely Nuclear Magnetic Resonance spectroscopy
(NMR), Surface Plasmon Resonance (SPR), Isothermal Titration Calorimetry (ITC)
and Fluorescence Spectroscopy that are vastly used in characterizing the thermody-
namics and kinetics of protein-ligand interaction.

Keywords Protein-ligand interaction · Nuclear magnetic resonance spectroscopy ·
Surface Plasmon resonance · Isothermal titration calorimetry · Fluorescence
spectroscopy
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9.1 Introduction

Biomolecules in cellular milieu interact with various types of components and bring
about certain physiological outcomes. The partners that are often involved in such
reactions are generally classified broadly into macromolecules, ions, small mole-
cules, etc. Interaction of proteins with their counter-interactive molecules essentially
defines the functions of the particular protein (Frederick et al. 2007). Such interac-
tions are necessary, for biological processes, and act as a pre-requisite ground, to
shape the binding site(s) for further intuitive ligand interaction (Gossert and Jahnke
2016; Meyer and Peters 2003). For instance, the signal transduction requires the flow
of synaptic impulse mediated by the ions (Dolphin and Lee 2020); whereas cellular
metabolism pathways employ exuberant use of cooperativity (Liu et al. 2019; Tang
and Yengo 2018), allostery (Zhang and Nussinov 2019), conformation modulatory
switches (Liu et al. 2019), and trans-acting molecules (Guo and Zhou 2016; Meyer
and Peters 2003). Owing to ubiquitous nature of protein interactions with other
molecules, characterization of such interactions is important to explore the underly-
ing mechanisms, generating therapeutic proteins using protein engineering methods
and nano-biotechnology approaches (Gulati and M Poluri 2016; Gulati and Poluri
2019; Poluri and Gulati 2016; Poluri and Gulati 2017; Sarkar et al. 2018; Sarkar et al.
2020).

Apart from macromolecular assemblies the small molecules, namely, ligands
(entities with low molecular weight) and ions, often remain unsung for their discrete
role in molecular response pathways. These small molecules/ligands can invariably
alter the dynamics of the system components by changing the intra/inter molecular
interactions (Chandel et al. 2018; Liu et al. 2019). The altered dynamics could be
understood by the basic principles of thermodynamics, wherein the bond interaction
and change in state could be derived in the form of free energy. Protein-ligand
interactions are central in mediating enzyme catalysis, signal transduction, receptor
binding, and bio-cognition (Chandel et al. 2018). Hence, to facilitate the quantitative
and qualitative description of molecular communication, certain techniques based on
principles of physics are put to use.

Protein-ligand interaction is a complex phenomenon that involves domain relo-
cation, conformation switch, functional group re-arrangement, allostery and ionic
interactions etc. Undoubtedly, to understand these molecular interactions, native
conditions of system are mimicked in vitro by employing suitable buffer systems.
Often the ions from buffer salts bind at the active site/ probable site of ligand
interaction thereby inhibiting the interactions perpetuating through salt bridges.
Salts like Na2SO4, NaCl, NaSCN can impart a profound effect on protein stability,
and henceforth a careful choice of buffer system is a pre-requisite (Damodaran and
Kinsella 1981). Prior characterization of ion-protein binding energetics can prove
beneficial in galvanizing partaking of ion(s) in the interaction. For instance, high salt
concentrations can lead to an undesirable pulse width increase in NMR spectroscopy
experiments. On a similar note, certain fluorescent dyes are incompatible with buffer
components; e.g. Alexa fluor cannot be used in Tris buffer due to presence of
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amine-moiety. Hence, the sole discretion for the choice of buffer system with
particular ionic strength depends on the technique, scope of study, required precision
and the reagents involved as per the experimental design.

From biological perspective, protein-ligand interactions are indispensable.
Hence, efforts were put forth to understand the static behavior of the molecules.
Several techniques like X-ray Crystallography, Mass Spectrometry, Isothermal
Titration Calorimetry (ITC), Nuclear Magnetic Resonance (NMR) Spectroscopy,
and Differential Scanning Calorimetry (DSC), Absorption spectroscopy, Circular
Dichroism spectroscopy (CD), and Fluorescence spectroscopy etc., were developed.
These analytical techniques illustrate the proportional input from each component in
a reaction as well as their rates of reaction and thermodynamic parameters. Previ-
ously, X-ray Crystallography study of protein bound to ligand was considered the
ultimate. With the advent of advanced technologies and techniques, the interest of
the researchers shifted towards studying the dynamic behavior of the molecules.
Presently, to understand disease progression, to either design bio-mimetic antago-
nists or agonists through Structure Based Drug Discovery approach (SBDD)
(Bocquet et al. 2018; Śledź and Caflisch 2018), information from structural bio-
physics and computational biology is often amalgamated with the chemo-genomics
approaches (Gulati and Poluri 2019; Jones and Bunnage 2017; Kubinyi 2006; Sarkar
et al. 2018). Structural biophysics techniques impart a heightened upper edge by
predicting the site of interaction (up to atomic resolution in certain cases), confor-
mational transitions, thermodynamic parameters, binding kinetics and
stoichiometry.

Henceforth, in this chapter we attempt to rationally portray the recent instances
where the techniques are implemented to extract high throughput results and
advancements that led to the drastic improvements in biophysical techniques like
(a) Nuclear Magnetic Resonance spectroscopy (NMR), (b) Surface Plasmon Reso-
nance (SPR), (c) Isothermal Titration Calorimetry and, (d) Fluorescence spectros-
copy for elucidating the protein-ligand interactions. Interestingly, each technique
described herein could be used to investigate the interaction by keeping both protein
and ligand as static while probing the interaction of the other counterpart.

9.2 Nuclear Magnetic Resonance Spectroscopy

Nuclear magnetic Resonance (NMR) spectroscopy relies on the intrinsic magnetic
property of the nucleus present in the atoms of a given molecule. Any perturbation
bought about, whether due to interaction with the external molecule or change in
vicinal environment can be detected by use of standard/specialized radio frequency
pulse sequence. Unequivocal applicability for characterization of all the interactional
permutations and combinations of proteins, nucleic acids, carbohydrates, lipids,
small molecules and ions with precision attained due to selective determination at
atomic level, makes NMR spectroscopy an outstanding technique at disposal.
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9.2.1 Theoretical Aspects of NMR Spectroscopy and Beyond

With the intricate attention to the Electron cloud model and Bohr’ Model of atom,
subatomic particles traverse a prejudiced trajectory around the nucleus (Garrett
1962). The central nuclei have existent neutron and positron constituting a net
positive charge with existent mass. This mass and charge at the central core result
in inherent magnetic properties and hence, a net magnetic dipole denoted by
magnetic moment (μ), parallel to spin axis is generated (Garrett 1962; Keeler
2011). NMR utilizes the magnetic properties of nuclei to extract the information
from surrounding atoms in near vicinity (Agarwal et al. 2018). According to the
principles of quantum physics, a nucleus with net spin of I can orient in different
possible combinations that are restricted to 2I + 1 ways. In case, of nucleus with
spin ¼ ½, there are only two probable orientations which are equal in energy in the
absence of magnetic field, whereas under the influence of applied magnetic field
these two states are equal and opposite in magnitude that either reinforces the spin or
oppose the spin. This splitting of the spins in the two energy states is known as
Zeeman effect (Bray et al. 1991; Keeler 2011). The magnetic moment (μ) being a
quantized vector simultaneously existing in two states, could not align exactly to the
magnetic axis. Hence, by virtue of force due to magnetic axis (B0), the magnetic
moment precesses at a particular angle to the angular velocity with a specific angular
frequency (ω0) known as Larmor frequency (Keeler 2011). In simplified terms the
Larmor frequency is dependent on gyromagnetic ratio (γ) of a particular nucleus and
the applied magnetic field (B0), as follows:

ω0 ¼ γB0

When a sample is exposed to radiation in the form of radiofrequency (MHz), the
nucleus absorbs energy and a significant change in angle of precession is observed.
This absorption of energy happens only in a condition where the frequency of
radiation matches (resonates) with the precession frequency. Hence, NMR phenom-
enon relies on the nuclear spin and absorption of electromagnetic radiation from the
radiofrequency region by the nuclei of atoms. NMR chemical shifts depend on local
neighborhood of nuclei and are strongly affected by surrounding electronic config-
uration. Such a phenomenon allows us to distinguish different nuclei in a given
NMR spectrum that appears at specific resonance frequencies (Agarwal et al. 2018;
Legchenko 2013). Further removal of this external radiation relaxes the nuclei back
to the original state and release of energy is detected as free induction decay (FID).
This FID, thus obtained is Fourier transformed (FT) to get a fingerprint spectrum of
the analyte (Keeler 2011) (Fig. 9.1).

The characteristic spectrum of an analyte is represented as peaks against a
particular chemical shift value. The chemical shift value is nevertheless the measure
of frequency at which a nucleus resonates, converted to a universal scale, for the ease
of uniformity in convention (Agarwal et al. 2018; Legchenko 2013). Thus, any
change in the chemical shift after addition of the interacting partner primarily
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denotes the interaction and represented as chemical shift perturbation (CSP).
Through all the NMR experiments like 1D, 2D and multidimensional experiments,
in concept the binding of protein to ligand is discerned by comparing spectrum in
free and bound state (Cala et al. 2014). Several experimental approaches have been
devised to understand protein-ligand interaction through NMR spectroscopy.
Recently, an innovative method of In-cell NMR was utilized to screen potential
drug molecules in human cells in vitro (Dansereau et al. 2019; Yamaoki et al. 2020).

Major aim of the NMR experiments is to detect the binding site, mechanism,
kinetics, and energetics; and if at all there are any changes in the structure upon
binding. These parameters can be ascertained by keeping both proteins and ligands,
under consideration at constant concentration while adding other interacting coun-
terpart sequentially. The changes are observed in the form of magnetic tensors like
chemical shifts, scalar couplings, Nuclear Overhauser Effects (NOEs), paramagnetic
interactions or dipolar couplings and intensity change (Billeter et al. 2008; Cala et al.
2014; Fielding 2003; Kay 2011) (Fig. 9.2). The chemical shifts thus obtained are
then compared to get the CSPs which are suggestive of interaction. The ligand
binding site could be galvanized using the information of interacting residues and it
is easier to differentiate a specific binding from a non- specific binding. But, the

Fig. 9.1 Schematic showing the signal generation and detection in a typical NMR spectroscopy
experiment

Fig. 9.2 Illustrative depiction of the biochemical phenomenon that can be investigated using NMR
spectroscopy experiments. [Adapted with permission from Boswell et al. (Boswell and Latham
2018), Copyright (2018) American Chemical Society]
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major concern while using these methods lies in the limitation due to constraints
related to (a) size/stability/solubility/isotopic labeling/large quantity of proteins, (b)
time consuming longer set of 2D and 3D experiments, (c) Backbone Resonance
Assignment (Fielding 2007). As per the reports in recent past (Becker et al. 2018;
Jabar et al. 2017; Pellecchia et al. 2002), large proteins have been analyzed using
NMR SOLVE (Structurally Oriented Library Valency Engineering) technique
(Kuzuyama et al. 2000; Pellecchia et al. 2002), suggesting least limitation due to
size of protein. Few NMR based experimental techniques that are routinely used to
elucidate the protein-ligand interactions are summarized in Table 9.1 and described
in the following sections.

9.2.2 Chemical-Shift Perturbations (CSPs)

This is a preliminary method to quantitate the binding of ligand. For this spectrum of
free protein is used to decipher the change in the chemical shift values after addition
of ligand in sequentially increasing order. Once the protein- ligand complex is
formed the initial local electron density is affected. The chemical shifts can be
studied by overlaying the spectra of a series, where the displaced peaks are sugges-
tive of interaction (Becker et al. 2018; Furukawa et al. 2016). The overall appearance
of peak is dependent on the life-time of the complex formation. Reliance on protein

Table 9.1 List of NMR techniques employed to probe protein-ligand interactions. The observed
parameter(s), and the process of evaluation for each technique is also described

NMR technique
Observed
entity

Observed
parameter Procedure for analysis

Chemical shift
perturbations

Protein/
ligand

Chemical
shifts

Net chemical shift is calculated using reference
spectrum

Relaxation Protein/
ligand

T1/R1 or T2/
R2

Relaxation of the molecule is monitored over
time and then relaxation parameter (T1/ T2) is
inferred using exponential decay fit

Exchange
spectroscopy

Protein/
ligand

1H- NOEs Proton intensity ratio of spatially coupled
nucleus is calculated

Saturation trans-
fer difference
NMR

Protein/
ligand

1H/13C/15N
chemical
shifts

ISTD ¼ I0-ISAT, is calculated to account for
binding
I0: Unsaturated spectrum, ISAT: Saturated
spectrum

Water-LOGSY Ligand 1H chemical
shifts

Obtained spectrum is a measure of average
weighted population in terms of bound and
unbound states
Positive signals denote interacting protons and
negative signals arise from non-interacting
protons

Translational dif-
fusion
measurements

Protein/
ligand

Rate of
molecular
tumbling

Differential tumbling/diffusion coefficient of
molecules due to interaction is correlated to the
molecular weight

210 N. Agarwal et al.



labeling and anomalies in the form of spectral line broadening are major setbacks for
this method. Further, line shape analysis could be applied to a series of NMR
titration spectra, to conclude precise kinetic parameters and fit binding model
using software tools like NMRkin, TITAN, Lineshapekin, IDAP, NmrLineGuru
etc. (Feng et al. 2019; Waudby et al. 2016).

In the case of fast exchange, the interaction observed is weak binding and often
appears as a single peak due to short lived protein-ligand complex. Contrastingly, in
case of slow exchange, the protein-ligand complex is stable for longer period and
could be identified as separate entity in the overlaid spectrum (Gossert and Jahnke
2016; Liu et al. 2016; Waudby et al. 2016). CSP methods are commonly used to
derive binding kinetics from a series of 2D 1H-13C/15N HSQC/TROSY NMR
experiments as was demonstrated in case of protein- glycosamine interaction (Joseph
et al. 2015; Poluri et al. 2013). Recently, Yu et al. used chemical shift perturbations
for refining the protein-ligand complex. The theoretical chemical shifts were com-
pared to empirically calculated CSPs. Also, a computational approach was designed
using quantum mechanics to study protein-ligand complex on the basis of existing
datasets. The method hence is called as 1H Empirical Chemical Shift perturba-
tion (HECSP) method (Yu et al. 2017). Similarly, Balazs et al. used CSPs derived
from proton magnetic resonance to study the three dimensional conformations
adopted by a linear ligand in solution (Balazs et al. 2019). NMR data analysis
requires intricate understanding of principles and theory associated with NMR
spectroscopy. Thus, a sense of intimidation and reluctance among non-experts pre-
vails; recently, Mureddu et al. published a report discussing the use of NMR
software packages for data analysis. The report provided a comprehensive account
on the data analysis capabilities of softwares like NMR View, Computer Assisted
Resonance Assignment (CARA), CcpNmr V3 and CcpNmr V2. The authors could
simulate the peak movement using CSP under slow and fast exchange regime
(Mureddu and Vuister 2019). In this past decade 19F based NMR chemical shift
methodology has gained popularity for ligand screening and competitive binding
assays have been improvised (Abboud et al. 2017; Dalvit and Knapp 2017; Dalvit
and Vulpetti 2018; Gao et al. 2017; Gee et al. 2018; Usui et al. 2017).

9.2.3 Relaxation Derived Conformational Dynamics

Likewise, relaxation of nucleus after the irradiation with the radio-frequency pulse,
each amino acid can be considered to relax back to its initial position. This restora-
tion of equilibrium in the form of relaxation can be recorded as time dependent
fluctuations affecting overall protein conformation as a function of diminishing
intensity (Becker et al. 2018). The 3D flexibility attained by the protein by virtue
of inherent molecular motions affects protein function, thermodynamic stability,
folding and ligand binding. Altered dynamics of the conformational ensemble in the
form of restricted motions and enhanced flexibility can provide insights into the
binding event. Relaxation dynamics could enable study of proteins at different time
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scales over the range of slow to fast motion regime. There are three types of
relaxations that are generally used to study motions related to Protein Ligand
Interactions, (a) Longitudinal/Spin-Lattice relaxation (T1/R1), (b) Transverse/Spin-
Spin relaxation (T2/R2), and (c) Nuclear Overhauser Effect (het-NOE) (Kay 2011).
These relaxation parameters denote the transfer of energy to the neighboring spin/
lattice of the element. Transverse relaxation rates are sensitive to the motions in a
relatively slow time frame of micro to milliseconds, while het- NOEs are mostly
sensitive to high frequency motions in protein backbone (Kay 2011).

Relaxation experiments like T1/R1 provide quantitative involvement of the proton
in interaction, and are considered as an essential parameter to elucidate the protein-
ligand binding (Yang et al. 2016). Lafutidine, a commonly used drug for the
treatment of gastresophageal reflux disease (GERD) was tested for interaction with
human serum albumin (HSA) by Yang et al. Authors also report usage of other NMR
methods (STD-NMR and Water- LOGSY, discussed later in this chapter) to validate
this binding (Yang et al. 2016). Importantly, the relaxation time depends on the
dynamics of molecule, and can be correlated to NOE values. Most of the times, the
ligand molecules/small molecules are partially or fully insoluble in water, hence they
are dissolved in DMSO leading to a minute amount of DMSO in final protein-ligand
solution. Interestingly, addition of DMSO leads to change in the viscosity of the final
solution and conformational change of the protein that finally leads to the change in
the dynamics of the protein side chain (Chakraborty et al. 2012). Thus, is it is
important to consider the change bought about in relaxation dynamics and correlate
with the rotational diffusion coefficient (τc) (Wallerstein and Akke 2019). In so far,
conformational dynamics was thought to be informative in enzyme catalysis only,
but a recent work by Liu et al. describes the use of relaxation parameters to study
ligand binding. The study focuses on the differential binding of Tiam1 PDZ domain
and an engineered QM PDZ domain (QM, quadruple mutant) toward a small
peptide. The relaxation parameters were shown to contribute significantly towards
understanding of thermodynamics and binding specificity (Liu et al. 2019; Liu et al.
2016).

9.2.4 Exchange Spectroscopy (EXSY)

In a Nuclear Overhauser Effect Spectroscopy (NOESY) experiment recorded with
small ligand in presence of protein, the correlation time is increased due to binding
and relatively slow tumbling of bound molecules relative to unbound molecules, a
strong negative NOESY peaks is detected (Post 2003). Otherwise, in absence of
protein, the small molecules experience unhindered motions and have very weak
positive values. This method has been successfully used to screen the binding
partner from a compound library with multiple lead compounds at FragmenTech
NMR screening Centre (Aguirre et al. 2015; Barelier and Krimm 2011). In order to
account for competitive binding for a single binding pocket the inter ligand NOEs
were considered and termed as INPHARMA (Inter- Ligand NOEs for
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PHARmacophore Mapping) (Bartoschek et al. 2010; Orts et al. 2009; Sánchez-
Pedregal et al. 2005). Whereas, in case if two binding pockets are existing on a single
molecule, the NOEs are termed as ILOEs (Inter-Ligand NOEs) (Li et al. 1999; Rega
et al. 2011). These two methods are regularly used for Fragment-Based screening
and structural Investigation of protein-ligand complexes by Isabelle Krimm and
coworkers (Aguirre et al. 2015; Ahmed-Belkacem et al. 2016).

ZZ- exchange is another form of longitudinal relaxation based on multi- dimen-
sional correlation spectroscopy that can prominently characterize the internal
motions in a molecule that arise because of inter-conversion and auto- relaxation
between conformational states. The time frame under observation is milli-second to
sub-second within slow exchange regime. ZZ- exchange method has its own unique
features like enhanced sensitivity towards slower molecular motions relative to R2

dispersion, because of perturbation of longitudinal magnetization for extended
duration during experimental relaxation delays due to slow internal motions. More-
over, this method does not require large induced chemical shift perturbations
resulting from ligand binding, as the longitudinal relaxation remains unaffected by
chemical shifts. In this method, the sample is made such that the half of population
remains unbound, hence, the longitudinal relaxation profiles of free form, complex
form and two exchange peaks (free- bound and bound- free) are analyzed, simulta-
neously. 2D ZZ-exchange experiments show correlation between ground state
(on diagonal) and excited state (off- diagonal). This spectrum when acquired using
different mixing times result in diminished cross peaks due to relaxation phenom-
enon. Using this time dependence, differential population dynamics and exchange
rates (kex) can be calculated as suggested by Boswell et al. Hence, ZZ- exchange
could be used to study the rigid protein molecules showing a small change in the
chemical shifts (conformations) after ligand binding (Boswell and Latham 2018).

A temperature dependent ZZ- exchange can be performed to deduce thermody-
namic parameters like changes in free energy (ΔG), enthalpy (ΔH), entropy (ΔS),
off rate (koff) directly using Eyring equation (Eyring 1935). AMP- activated protein
kinase (AMPK) is an important protein for eukaryotes and has interesting role in
energy metabolism (Gooley et al. 2018). The β-subunit of this protein exists in two
isoforms (β1 & β2) that show differential glycogen binding. To understand this
differential binding kinetics, infer thermodynamic parameters and determine affinity
of β1 & β2 isoforms Mobbs et al. used ZZ-exchange experiments (Mobbs et al.
2015).

9.2.5 Saturation Transfer Difference NMR (STD NMR)

STD NMR is a method of choice in recent years for screening the compound
libraries, where the molecules show weak binding and are in a fast exchange regime.
In this method a selected proton region of 1H spectrum is saturated using the spin
diffusion technique followed by subsequent transfer of magnetization to ligand from
the protein through inter-molecular NOEs. Then selectively saturated spectrum of
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protein with signal (ISAT) is subtracted from the spectrum without protein saturation
having signal intensity (I0) (Cala et al. 2014; Cala and Krimm 2015; Viegas et al.
2011). The difference spectrum (ISTD ¼ I0-ISAT) obtained, denotes only the signal
from the bound ligand that has transferred magnetization. By subtracting
on-resonance and off-resonance spectrum, the signal from unbound molecules or
any other impurity is nullified due to its presence in both the spectrum. In this
approach, the magnetization transfer is proportional to inter molecular distance
(< 5 Å) between the protein and the ligand, hence a strongly bound ligand will
show a strong signal as compared to other molecules (Cala et al. 2014; Yang et al.
2016).

This method can also be employed to discern the binding kinetics and understand
differential binding of a molecule to proteins. Viegas et al. modified and performed
STD experiment from earlier published work of Wang et al. (Viegas et al. 2011;
Wang et al. 2004) to distinguish binding of 6-CH3- tryptophan, and 7-CH3-trypto-
phan to Human Serum Albumin (HSA). The spectrum recorded for individual
ligands and the mixture was interpreted for the ligand binding studies (Fig. 9.3).
Intense signal from 6-CH3- tryptophan as compared to 7-CH3- Trp, is in agreement
to the hypothesis that 6-CH3- tryptophan (Kd ¼ 37μM) is strong binder in compar-
ison to 7-CH3- tryptophan (non-binder). Moving ahead STD-NMR has also been
used for Differential Epitope Mapping and has been abbreviated as (DEEP-STD)
NMR by Nepravishta et al. (Nepravishta et al. 2019). In this study, authors charac-
terized the structure and pharmacophore having weak binding without use of
chemical shift assignments.

9.2.6 Water-LOGSY

Water-LOGSY is a standard acronym for water-ligand observed via gradient spec-
troscopy, and is typically used for performing high throughput ligand screening
(Cala et al. 2014; Yang et al. 2016). The ligand molecules are in excess to the protein
hence, the concentration required for the ligand molecule is considerably higher i.e.,
in milli-molar range. Like STD-NMR, this method can also characterize the inter-
action in fast exchange regime, while the basic difference lies in the pathway
followed for magnetization transfer (Raingeval et al. 2019; Yang et al. 2016). Unlike
STD-NMR, magnetization transfer is through the transiently bound water molecules
around the protein to the ligand. The spectrum obtained is measure of average
weighted population in terms of bound and unbound states, wherein positive signals
arise from interacting protons and negative signals from non-interacting protons
(Cala et al. 2014; Raingeval et al. 2019).

Understandably, the bulk magnetization from water molecule can be transferred
via three different routes to the protons. These routes can be, (a) direct transfer of
magnetization from water to protons in binding site, (b) chemical exchange among
the excited proton of water, and (c) easily exchangeable protein protons or through
inter molecular dipole-dipole cross relaxation of the complex, and (d) transfer from
water trapped in hydrophilic cavities of protein (Huang and Leung 2019; Raingeval
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et al. 2019). Out of all the four mechanisms listed, the magnetization transfer by
chemical exchange between labile protons, results in “false positives’, thereby
reducing the precision of technique. However, anomalies could be dealt by recording
a spectrum of ligand(s) in absence of protein.

Fig. 9.3 Sequential procedural outline for STD-NMR based ligand screening experiment
(A) Depiction of the exchange occurring between free and complex form. (B) Scheme of the
STD- NMR experiment. (C) Reference spectrum of the mixture of molecules (6-CH3- Tryptophan
and 7-CH3-Tryptophan). (D) STD-NMR spectrum. The Asterisk (*) represent impurities in spectra
of mixture that are absent in STD- NMR spectrum. [Adapted with permission from Viegas et al.
(Viegas et al. 2011), Copyright (2011) American Chemical Society]
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While demonstrating the particular benefit of the water –LOGSY, Geist et al.
illustrated the use of fragment based drug designing approach to screen the potential
ligands (Geist et al. 2017). The authors could determine the binding modes with
respect to binding residues of low affinity binders by LOGSY titration method. They
validated use of LOGSY- titration by studying the binding of two ligands
(6-(3,4-Dimethoxyphenyl)-3-methyl [1,2,4] triazolo[4,3-b]- pyridazine and
1-Methyl-5-phenoxy-1H-pyrazole-4-carboxylic Acid Ethyl Ester) with
bromodomain1 of bromodomain containing protein 4 (Brd4-BD1)(Geist et al.
2017). At times, use of Water- LOGSY experiment may lead to low sensitivity
and false positives due to aggregation or denaturation of protein (Chappuis et al.
2015). Hence, hyperpolarized water could be used to increase the sensitivity of
water-LOGSY experiment tremendously. Addition of hyperpolarized water can
significantly reduce the span of reaction up to few seconds contrary to around
30 minutes, required without hyperpolarization (Chappuis et al. 2015). Moreover,
this method can be used to verify protein sample viability and enhance proton signal
of protein in low concentrations (around 20μM) in a short span of time.

9.2.7 Translational Diffusion Measurements

Inherently molecules tend to tumble in solution; this tumbling motion relies on the
hydro- dynamicity of the molecule, oligomerization tendency, size, viscosity of the
medium etc. The diffusion coefficient derived using Stokes Einstein relationship,
suggests that any change in the size of the molecule will result in altered diffusion
rates/coefficients (Cohen et al. 2005). Hence, protein-ligand interaction, if any, can
be determined by the application of Stokes-Einstein equation (Gordon and Perugini
2016). Ability to distinguish subtle changes in physical properties like shape and size
due to aggregation/binding, makes this technique powerful enough to resolve two
different populations.

Certain proteins have enough instability to undergo self oligomerization. These
oligomers have characteristic properties i.e. the molecular weight of oligomer is
integral multiple of its monomer. This oligomerization tendency can be fatal for the
organisms and result in impaired biomolecular responses. Ragona et al. by use of
diffusion NMR (DOSY) characterized the binding of rhodamine 6G with fibroin
protein. The diffusion coefficient under observation during the course of reaction
suggests that rhodamine 6G inhibits the self-oligomerization of fibroin protein
(Ragona et al. 2018). Hence, this approach can be further extended to other protein
systems for understanding oligomer formation upon ligand binding or vice-versa, as
per the desirable parameter under study. Also, Snyder et al. applied DOSY for
screening a ligand library abbreviated as CoLD-CoP (Cluster of Ligand Diffusion
Coefficient Pairs). This CoLD-CoP was used complementarily with DOSY to find
N-acetyl-glucosamine and tryptamine as suitable binder for lysozyme and tartrate as
binder of wheat germ acid phosphatase (Snyder et al. 2015). This method was also
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used to characterize ligand binding for neurotensin1 which is an important receptor
of human central nervous system (Huber et al. 2017).

9.2.8 Merits and Demerits of NMR Spectroscopy

In general, NMR provides information about the interactions occurring in slow and
fast time scale regime. However, interactions following intermediate exchange are
cumbersome to characterize through NMR. Using NMR Spectroscopy, binding site,
structural details, thermodynamic parameters, stability aspects, kinetic parameters,
and processes like allostery/cooperativity can be studied in detail. Further the
experiments involving the NOE measurements, can even ascertain the binding
moieties at atomic level. Overall NMR with its versatility and multidimensional
methods can prove highly beneficial for studying protein-ligand interactions.
Though NMR is capable of characterizing a majority of the protein-ligand interac-
tions, the experimental setup (instrument cost, isotope labeling and sample prepara-
tion) and the expertise (sample handling, data acquisition and analysis), makes it a
tedious process. Different methods and the flexible experiments allow for the use of
this technique for understanding a wide variety of interactions and associated
parameters. Protein Sample concentration requirements is also a bottleneck for
NMR measurements.

9.3 Surface Plasmon Resonance

Surface Plasmon Resonance (SPR) has differential optical refraction as its underly-
ing principle. It was first developed in 1980s, and since then used for quantification
of bimolecular interaction (Kooyman et al. 1990; Schuetz et al. 2017; Szabo et al.
1995). The technique gained popularity due to real time rate kinetics determination,
high sensitivity and label free detection. Precise detection of analyte binding for a
wide variety of molecules like proteins, small molecules, ions etc.; made it a
technique of choice among pharmaceutical stalwarts. Recently, SPR is being used
to derive information pertaining to thermodynamics, analytical stoichiometry, lead
identification and kinetic profiling (Masson 2017; Schuetz et al. 2017). Thus, the
information obtained by this technique is quite convincing to understand certain
complex interactions at low concentration of analytes.

9.3.1 Theoretical Aspects of Surface Plasmon Resonance

Briefly, the instrument utilizes the basic phenomenon of change in refractive index
and total internal reflection (TIR) (Yang et al. 2018). The surface of detection chip
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(linker layer) is mostly fabricated by binding matrix that can vary as per the end user
requirement. Next to the linker layer is gold layer coated over the glass support
(Fig. 9.4). SPR in phenomenon occurs when a plane polarized light is incident on
gold layer (sandwiched between glass and the buffer), under TIR condition, elec-
trons are released as evanescent energy wave of oscillating plasmon. Plasmon
contributes to the electric field in gold surface due to their natural charge. Any
binding interaction thereafter, undoubtedly causes angular shift (inset Fig. 9.4a) of
reflected light whilst change in refractive index, subsequently affecting the

Fig. 9.4 Illustrated work flow of Surface Plasmon Resonance technique: (a) Schematic of internal
optics arrangement; (b) Theoretical sensorgram depicting the major phases; (i) Buffer injection,
(ii) Association, (iii) Dissociation, and (iv) Regeneration of the matrix
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detectable electric field (Korshunova et al. 2019; Nguyen et al. 2015). The SPR
signal is interpreted as response unit (RU) which relates to the bound mass of
1 picogram per millimeter square for 1 response unit and angular shift of 10�4

degrees. The functional curve obtained as function of response unit with time is
denoted as sensorgram. Typically, a sensorgram has four regions (Fig. 9.4b):
(i) Buffer injection phase, (ii) Association Phase, (iii) Dissociation Phase and
(iv) Regeneration Phase.

A ligand binding reaction can be dissected as initial phase of buffer injection,
when only buffer is introduced in system to get baseline. Next phase is the injection
of the analyte; during this phase analyte binds to the ligand and results in analyte-
ligand complex formation that increases response units. At the equilibrium condi-
tion, when steady state is reached, the rate of association and dissociation is equal.
Subsequently, the molecules dissociate which is observed as decrease in response
unit (RU). Finally, the chip can be regenerated by stripping off the probe restoring
the response to baseline (Nguyen et al. 2015). The information derived from SPR
sensorgram includes rate of reaction (including association, dissociation and equi-
librium constant) and binding stoichiometry for (semi)-qualitative calculation of
kinetics (Juhász et al. 2016; Nico and Fischer 2010). Precise information regarding
underlying dynamics of biological systems, makes it indispensible for pharmaceu-
tical industry, for selection and designing therapeutic as well as active pharmaceu-
tical ingredients (API).

With recent developments in the surface modification technologies, matrix layers
that are available presently are dextran (various concentrations), Histidine, Lipo-
somes, Streptavidin, Gold, Carboxymethyl, 3D coating of hydrogel etc. (Table 9.2).
Hydrogels are preferable now a days because of their binding specificity, improved
binding capacity and flexible coupling mechanism (Li et al. 2015; Wang et al. 2010).
By use of coating techniques, like amine linking and other covalent linking methods,
linker is attached to gold surface. Further in a typical experiment the ligand remains
immobilized on the linker, while the binding partner (analyte) flow over the surface
along with the buffer. Thus, any binding interaction changes the mass and the
refractive index, thereby producing a signal. Generally, for protein-ligand interaction
the change in refractive index is correlated linearly to the number of sites occupied
by the ligand molecules. At steady state binding condition, when all the binding sites
are occupied, the response units (RU) are determined by:

RUmax ¼ nRULðMWA=MWLÞ

Where n is number of binding site(s) on ligand, MWA and MWL denoting
molecular weight of analyte and ligand, respectively (Perspicace et al. 2009).

SPR has inherent advantage over other techniques as it enables real time deter-
mination of reaction kinetics with least dependence on molecule labeling. It can
characterize molecular binding in sub micro-molar concentrations ranging between
10�6μM and 10μM (Van Der Merwe 2001). Though it has simple sample prepara-
tion procedure and time required for analysis is very less, the technique cannot
measure kon values faster than ~106 m�1 s�1 due to mass transport limitation (Van
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Table 9.2 Summary of the sensor chips available till date with brief description regarding their
characteristics and applications

Sensor
chip Surface modification Characteristics and applications

CM5 Most versatile dextran based chip. For
immobilization of molecules via –NH2, –
SH, –CHO, –OH or –COOH groups

Excellent stability, versatile chip, suitable
for most of the applications

CM4 Similar to CM5 with lower charge due to
low carboxylation

Suitable to address background binding.
Can be used to study crude samples for
kinetic application.

CM3 Similar to CM5, but with reduced length
of coated dextran

Improved sensitivity while studying large
molecules as the binding occurs near to
chip surface

CM7 Similar to CM5, but with more density of
dextran

Has higher immobilization capacity with
high signal- to –noise ratio. Suitable for
small molecules

C1 Flat carboxy methylated surface Used for large/ multivalent interacting
partner where dextran matrix is
undesirable.

SA Dextran matrix with pre-immobilized
streptavidin

Can capture biotinylated ligands (carbo-
hydrates, proteins, peptides, DNA frag-
ments etc.)

NTA Dextran matrix is pre-immobilized with
NTA (Nitrilotriacetic acid)

Used for capturing Histidine tagged
molecules, generally proteins. Can be
reused and recycled. Can be used for
steric orientation

HPA Hydrophobic surface consisting of long
chain alkane thiol molecules attached to
gold surface

For studying membrane associated
interactions

L1 Carboxy methylated dextran matrix mod-
ified with lipophilic substance

For capturing liposomes with retention of
lipid bilayer structure

Au Untreated gold surface For creating novel and unique surface
chemistries

PEG Uses standard EDC/NHS chemistry for
PEG immobilization

Alternative chip for ligands that
non-specifically binds to dextran matrix.
Can be used for multivalent large
molecules

Protein
A

Dextran matrix with MabSelect SuRe
ligand on surface

For site directed capture of antibody.
Binds specifically to heavy chain within
fc region.

Protein
G

Dextran matrix pre-immobilized with
protein G (GammaBind G, type-2)

Orientation specific binding of heavy
chain within fc region

Protein
L

Dextran matrix pre-immobilized with
protein L

Captures a wide range of antibody frag-
ments, like fab, single chain variable
fragments (scFv), kappa light chain sub-
types (1,3 and 4)

The description and the salient features of the chip(s) are as per the catalogue from GE Healthcare,
United States
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Der Merwe 2001). SPR has unique feature to calculate binding affinity using Van’t
hoff analysis with precise temperature control and reproducibility. A substantial
contemplation is required while immobilization of protein on chip because proteins
often undergo conformations and rotational/translational entropy changes. But, the
major concern to ponder upon is ability to distinguish specific interactions among
non-specific interactions. Thus, to differentiate former from latter combined use of
SPR with another detection technique like Surface Enhanced Raman Scattering
(SERS) with suitable signal enhancers like Nile blue, pyridine, silver nanoparticles
etc. (Deganutti et al. 2017; Dror et al. 2011; Frederick et al. 2007; Pan et al. 2013) is
suggested (Radić et al. 1997).

9.3.2 Probing Protein-Ligand Interactions Using SPR

SPR technique has been used to characterize protein- protein interaction (Douzi
2017), protein- ligand interaction (Douzi 2017; Du et al. 2016), DNA-RNA hybrid-
ization (Diao et al. 2018; Wang et al. 2016) and other bi-molecular interactions
(Ding et al. 2017; Kaur et al. 2016) establishing it as a versatile technique. For
example, GPCR17 is an important GPCR receptor, responsible for maturation of
oligodendrocyte precursor and myelinating ability. Conventionally, the state of
GPCR (activated or inhibited) is determined by radiolabelled assay using [35S]
GTPγS. However, this assay does not provide any information about underlying
molecular interaction. Thus, two engineered variants of GPR17 were immobilized
on chip to measure the direct binding with two ligands Cangrelor (an antagonist) and
Asinex1 (an agonist) (Capelli et al. 2019). Importantly, perseverance of the native
fold for the immobilized protein was confirmed using combined data from X-ray
crystallization study and Molecular dynamics study.

Another important interaction put forth from perspective of ligand binding is
formation of the transient intermediates (Zhan et al. 2016). These intermediates are
often point of inflection where a critical energy threshold is required to reach the final
state. These transition states are short-lived phases where the ligand molecule is just
temporarily bound. There exists different entropic and enthalpic components of the
transition state that a ligand must overcome to undergo (un)-binding, culminating
into a final state. Mechanistically, set of driving forces that dictate the net energy
change during an event of binding and unbinding are desolvation (Dror et al. 2011;
Pan et al. 2013), conformational entropy loss (Frederick et al. 2007) and
intermolecular interactions (Radić et al. 1997; Schmidtke et al. 2011) to name a
few and are unique for a particular ligand. Thus, with an aim to understand how the
interactions with similar affinities can have different kinetics, Deganutti et al.,
studied the impact of solvation and desolvation energy on transition state properties
of adenosine A2A ligand binding kinetics (Deganutti et al. 2017). The authors
co-related the enthalpic and entropic changes for six different ligands to their on
and off rates obtained through SPR to understand the transition state energetics of the
interaction. Another work by Gohlke et al. elucidates the use of SPR in addition to
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NMR spectroscopy, ITC and computational modeling to find promising compounds
for inhibition of KRas signaling; thus, yielding a critical starting point to decrease
KRas dependent oncogenesis. KRas is member of Ras GTPase family and has been
linked to over 20% of human cancers. These biophysical techniques (SPR, ITC and
NMR) were the central drivers for establishment of Structure- Activity Relationship
(SAR) and to study binding affinities for interaction of small molecules with KRas
(Gohlke et al. 2018).

Recently, a breakthrough discovery in the form of instrument optics led to
multiplexed analysis by the conversion of collimated light beam into a line shaped
beam. The new angular scanning adjustment was named as Kretschmann configu-
ration (Hatta et al. 1984; Yang et al. 2018). Due to this configuration the scan area
could be reduced to 1 � 10 mm and full SPR curve could be acquired in 3.6 s, thus
making the system amenable to multi-plexing and high throughput with low input.
The authors could detect 16 samples simultaneously; and have tried immobilization
of several proteins on chip and their antibody binding, as a proof of concept showing
excellent reproducibility in a multiplex regime (Lakayan et al. 2019). Further SPR
has been used to study ligand (un)- binding to the proteins (Chen et al. 2019;
Drescher et al. 2018; Šakanovič et al. 2019; Sawant et al. 2016; Taghipour et al.
2018), and correlated with the targeted molecular dynamics simulations (Taghipour
et al. 2018; Wolf et al. 2019), to develop a suitable computational binding model.
The technique has also found its application in studies related to cellular receptors
(Dorion-Thibaudeau et al. 2016; Schasfoort et al. 2018; Shanehbandi et al. 2017;
Winter et al. 2018) and involving multiplexing (Day and Korolik 2018; Geuijen et al.
2017; Kumar 2017).

9.3.3 Merits and Demerits of SPR

SPR technique with the advanced instrumental work flow enables researcher to carry
out cumbersome assays with enhanced precision, accuracy and reproducibility. The
robotic sample insertion mechanism and the user friendly analysis platform provide
a distinct edge. Increased price per reaction due to use of specialized chips (fabri-
cated with gold and/or polymers) is a major concern for the small scale institutions.
However, the technique finds its major application in industrial setup for API
production, monoclonal antibody production etc. Certainly, SPR has its own merits
but lately techniques like Bio-layer inferometry (BLI) and Microscale
Thermophoresis (MST) are picking up popularity due to high cost of SPR setup
and sensor chips. Overall SPR has tremendous potential and worth beyond its weight
in gold, for understanding the kinetics and dynamic binding paradigm of protein-
ligand interactions.
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9.4 Isothermal Titration Calorimetry

For drug discovery and identification of lead molecules, understanding of thermo-
dynamics and their binding kinetics is necessary. The extent/binding capacity
determine the feasibility and spontaneity of the interaction providing the underlying
insights. Hence, to characterize the binding capacity of small molecules as well as
macromolecular assemblies to their interactive-counterparts, Isothermal Titration
Calorimetry (ITC) is an excellent technique (Falconer 2016; Hansen et al. 2016).
Owing to high-throughput results with enhanced precision, robustness, and
unambiguity, this label independent technique is a tool for general application in
commercial setup. ITC is a technique that can characterize real-time interactions and
distinguish specific and non-specific binding to discern structure-function relation-
ships with no limitation to optics and molecular weight of molecules (Du et al.
2016).

9.4.1 Theoretical Aspects of Isothermal Titration Calorimetry

The analytical chamber of ITC comprises of adiabatic lining outside enveloping two
identical cells known as sample cell and reference cell made up of material with low
resistivity (Fig. 9.5a). Both the cells are maintained at identical state and a ligand
(L) binding event to a receptor protein (P) leads to change in the heat of the system.
The change in heat energy can be exothermic or endothermic in nature. The amount
of energy required to nullify the change in heat energy is recorded as change in
Gibbs free energy for the complex (PL) formation that can be used to study the
binding kinetics (Du et al. 2016) as follows:

Pþ L Ð PL

ΔGbinding ¼ �RTln Kað Þ

Where ΔG binding is the free energy change of the binding, R is the gas constant
(8.314 J mol�1 K�1), T is the absolute temperature and Ka is the association
constant. The dissociation constant (Kd) is just the reciprocal of equilibrium con-
stant. For a reaction that has equi-molar concentration of both the reactants, the
equation can be the dissociation/association constant can be understood as:

Ka ¼ PL½ �= P½ � L½ � or Kd ¼ P½ � L½ �= PL½ �

Additionally, for a binary complex ΔGbinding, can also be given by the change in
enthalpy (ΔH) and entropy(ΔS).
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ΔGbinding ¼ ΔH� ΔS

Hence, another relation could be derived that is:

�RTln Kað Þ ¼ ΔH� ΔS

Heat change being phenomenal to any chemical reaction could be measured by
ITC in the form of ΔG, ΔS, ΔH, Ka, and the stoichiometry (n) in a single experiment
at one given temperature. The heat capacity change ΔCp can be determined by
performing measurement in varying temperatures. The heat capacity ΔCp is defined
as the amount of heat needed for a temperature change of 1 K in the system. It is
denoted as the partial derivative of change in enthalpy ΔH� relative to the temper-
ature T keeping the pressure constant.

ΔCp ¼ dΔH
�
=dT

� �
p

Thus, utilizing above equation, estimation of ΔH (i.e. measure of displaced water
molecules) while complex formation at various temperatures is necessary. By
sequential addition of ligand into the protein solution, stoichiometry could be
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calculated in a step wise manner (Falconer 2016). Initially after few titrations, the
binding sites get occupied while giving the measurement for ΔH. Later on, after
saturation, other parameters like binding constant and stoichiometry are inferred. At
the end of the titration, background heat of dilution parameter is obtained to account
for the change in energy due to addition of ligand at every titration step. The
experimental data obtained from ITC is a thermogram, which consists of peaks
corresponding to the power consumption to maintain a zero temperature difference
between the sample cell and the reference cell, after each ligand injection. Hence, to
obtain value for total heat associated with reaction, the peaks can be integrated.
Subsequently interpreted data is fitted into a suitable binding model as per the
pre-conceived idea of binding propensity or as per the statistical analysis to obtain
the best fit. Viability of the results obtained by thermogram(s) is ascertained by the c-
value (Rühmann et al. 2015). c- value is described as:

c ¼ nKaMtot

Where n describes the stoichiometry, Ka refers to the association constant and
Mtot (mol L�1) to the total concentration of the macromolecule. Practically, the c-
value between 10 and 500 are considered good for evaluation purpose due to their
sigmoidal nature. Values above 500 seem rectangular and below ten results in a flat
curve (Fig. 9.5b), these values are not reliable as there is no distinct point of
inflection (Rühmann et al. 2015). This limitation can be overcome by displacement
titration strategy to get reliable results for high as well as low affinity binders.
Another source of error is the buffer mismatch, reactions with incompatible buffer
leads to false positives by means of excessive/less heat exchange. Hence, a due
consideration towards buffer compatibility is required.

9.4.2 Applications of ITC

Since 1990s when calorimeter was commercially used by Wiseman et al., there were
discrepancies while correlating thermodynamics data to structural data of the com-
plexes (Wiseman et al. 1989). Thus, to enhance the limit of detection, several
developments in hardware, software and data analysis techniques were performed.
Several attempts were made to bring together data of different interaction in the form
of repositories (Chen et al. 2002; Liu et al. 2007; Olsson et al. 2008). A landmark
development in this regard is the development of kinITC (Dumas et al. 2016) method
for measuring the kinetics of the reaction that progresses in multiple steps like RNA
folding (Burnouf et al. 2012). Further, interaction as crucial as zinc binding to a
histidine residues of a polymer was characterized with precision (Enke et al. 2017).
In this recent decade, ITC has been invariably used to characterize interaction
between protein and small molecules illustrating diverse application of the tech-
nique. For example, Cardiac Troponin C is a Ca2+ and Mg2+ binding protein
responsible for myocardial force production and hence, the binding kinetics related
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to these divalent ions is important. Thus, to characterize the sequential binding of
Mg2+ after interaction of Ca2+ and establish the impact of Ca2+ binding on heart
contractility, ITC was used (Rayani et al. 2018).

Use of ITC for studying interaction of warfarin (anti- coagulant) with HSA and
BSA, shows versatility of this technique by excluding the dependence of binding on
ionic strength and buffer agents. Herein, the authors also show that BSA- warfarin
interaction is not a preferable model for Protein-ligand interaction, due to involve-
ment of more than one binding site (Ràfols et al. 2018). In the sequence of events,
recently Panov et al. showed the use of ITC methods to decipher the binding site of
PMR-116 and CX-5461 molecules to the RNA polymerase 1 (RNAP1). The levels
of rRNA synthesis are dictated by the transcription by RNAP1, hence inhibitors
specific to RNAP1, shall emerge as a novel anti- cancer approach (Panov and
Alsahafi 2019). With an understanding towards the unexplored role of ITC towards
different types of binding and limitations encountered so far, Dumas et al. developed
new mathematical methods that can forego the effect of the dilutions (Dumas et al.
2016; Meyer et al. 2019). Typically used methods for the titration studies are Single
injection method (SIM) and Multiple injection method (MIM), in case of MIM, the
sample volume is increased considerably. Thus, to account for the heat of dilution a
parallel with the concept of gauge invariance is proposed (Dumas et al. 2016).

Simultaneously, there were instances of platform upgrade that enable researchers
to understand conventional isotherms. Most of the models do not account for the
hydrophobic interactions that are main guiding force for reactions as well as
aggregation. AFFI-NImeter platform, was developed for studying supra- molecular
complexes using experimental data (Piñeiro et al. 2019). Subsequently, a new
software ICITC (Buurma and Haq 2007; Buurma and Haq 2008) was developed
by saeed et al. to analyze complexes with coupled equilibrium, using the phenom-
enon of mass balance equation and simulated annealing (Kirkpatrick 1984). Another
upgraded version of ICITC with user- friendly graphical user interface has also been
developed and available as I2CITC (Saeed and Buurma 2019). Until recently, ITC
was only used to characterize different type of protein-protein interactions (Jaiswal
et al. 2019; Santofimia-Castaño et al. 2018), Proteins with DNA (Amano et al.
2019), RNA and small molecules (Umuhire Juru et al. 2019; Vogel and Suess
2016); but by considering nano-particles as small molecules, Prozeller et al. quan-
tified the adsorption of protein molecules on the surface of nanoparticles (Prozeller
et al. 2019).

9.4.3 Merits and Demerits of ITC

Although the merits of ITC are enormous in terms of experimental excellence,
versatility in terms of type of interactions characterized and minimal sample depen-
dency, still the biggest limitation observed is in terms of high throughput. Tradi-
tionally, ITC is considered time consuming, laborious and low throughput, hence its
use is confined to validation studies. With recent advent of new techniques and tools
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like array based nano-calorimeters and automated robotic instruments, this technique
is making its place on arena of high throughput screening.

9.5 Fluorescence Spectroscopy

Fluorescence spectroscopy is a very sensitive technique and relies on small sample
amount for characterization of Protein- ligand interaction. The emergence of
advanced techniques like Förster Energy transfer (FRET), Fluorescence Life-time
Scanning (FLS), and Fluorescence quenching have enabled researchers to under-
stand the ensemble change in molecules relative to changes in micro-environment of
fluorophore (Ghatak et al. 2015; Kyrychenko 2015; Nag et al. 2006; Vargas-Uribe
et al. 2015). Binding of a ligand to the protein or vice-versa can result in change of
emission spectral pattern. The changes can be either associated to spectral intensities
or spectral shifts. The intensity enhancement of the spectrum is known as
hyperchromic shift, whereas decline in intensity is called as hypochromic shift.
Spectral shift towards shorter wavelength is known as hypsochromic shift/Blue
shift, and towards higher wavelength is considered as bathochromic shift/Red
shift) (Fig. 9.6). Owing to the fast response and relatively less expensive instrumen-
tation, this technique can be used to design fluorescent reporter based sensors for
chemo-sensing (Wong et al. 2017).

Fig. 9.6 Schematic diagram showing the various types of possible shifts in the wavelength due to
protein-ligand interaction
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9.5.1 Theoretical Aspects of Fluorescence Spectroscopy

Fluorescence is a type of luminescence where the incident photons excite the
electrons to attain a higher vibrational energy state. This higher state is denoted as
first singlet state (S1) and second singlet state (S2) as per their energy state (Fig. 9.7).
There is a short time period for which this excited state persists, which is known as
life-time of fluorophore, typically in range of 10�8

–10�4 s. Measurement of this
particular time frame during which the electron is under transition is working
principle for Fluorescence Lifetime Scanning (FLS). FLS measurements are based
on time correlated single photon counting, hence, unaffected by variation in inten-
sity. During the said transition, the electrons undergo non-radiative relaxation
thereby releasing energy. This energy, if detected by a charge coupled diode,
forms the basis for Fluorimetry (Burkhardt and Schwille 2006). The emitted energy
is utilized to excite another fluorophore present in solution, and this forms the basis
for Förster Energy transfer (FRET) and fluorophores are called FRET pairs
(Fig. 9.8). For any two fluorophores to act as FRET pair, the pre-requisite is emission
and excitation spectral overlap between the fluorophores. Recent advancement in
this direction is use of zero mode waveguides (ZMWs). ZMW are photonic
nanostructures that can create a highly confined optical observation volumes up to
20 zeptoLitres (zepto ¼ 10�21). This technique is being used for real-time biophys-
ical characterization of individual molecules.

Fluorimetry can only be used for the sake of quick decisive binding analysis of
protein with ligand on the basis of fluorescence quenching. The only pre-condition

Fig. 9.7 Jablonski Diagram showing the permissible electronic transitions and the processes
associated with them
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is that, either protein or ligand must be fluorescent and have considerable quantum
yield (ratio of the photons emitted vs. photons absorbed). The underlying phenom-
enon(s) of fluorescence quenching are: ground state complex formation, molecular
rearrangement, excited state interaction and energy state transition. Fluorescence
quenching can be classified into static and dynamic/collisional quenching. Colli-
sional quenching is outcome of diffusive event where fluorophore comes in contact
with the quencher during its life-time and results in return of fluorophore to ground
state without emission of photon. Contrary to this, in a static mode, an abrupt
formation of stable non-fluorescent ground state results in permanent quenching.
Albeit, there are also instances where both static and dynamic quenching is observed
simultaneously. In such cases, normal Stern-Volmer plot assumes an upward
curvature.

Both type of quenching (dynamic/static) rely on proximity of quencher and
fluorophore in a micro-environment; hence numerous applications can be thought
of for quenching technique. For instance, inaccessibility of a quencher to the
fluorophore buried deep into the 3D fold of protein leads to no fluorescence signal.
However, if somehow the tertiary structure is lost, the quenching process will occur
forming the basis for the protein (un)-folding studies. Inherently, in case of proteins,
presence of aromatic amino acids (tryptophan, tyrosine and phenyl alanine) serves as
intrinsic fluorophores (Mocz and Ross 2013; Sarkar and Mishra 2018). Otherwise,
additional external (extrinsic) fluorescent molecule could be appended to the protein
under consideration to study the ensemble features of protein (Sarkar and Mishra
2018). Most commonly used intrinsic and extrinsic fluorophores have been listed in
Table 9.3. Quenching data obtained from purely dynamic quenching can be analyzed
using the Stern-Volmer relationship to obtain the quenching constant depicted as
follows:

Fig. 9.8 Schematic diagram of Donor and Acceptor fluorophore showing the spectral overlap
necessary for the FRET process

9 Elucidating Protein-Ligand Interactions Using High Throughput Biophysical. . . 229



T
ab

le
9.
3

L
is
to

f
fl
uo

ro
ph

or
es

us
ed

re
gu

la
rl
y
to

pr
ob

e
pr
ot
ei
n-
lig

an
d
in
te
ra
ct
io
ns

T
yp

e
of

fl
uo

ro
ph

or
e

M
od

e
of

bi
nd

in
g

W
av
el
en
gt
h

(n
m
)

U
se
s

R
ef
er
en
ce
s

In
tr
in
si
c
fl
uo

ro
ph

or
es

T
ry
pt
op

ha
n

–
E
x-

27
9,

E
m
-
34

8
T
o
st
ud

y
th
e
st
ru
ct
ur
al
ch
an
ge
s
an
d
lig

an
d

bi
nd

in
g,

pr
ot
ei
n
fo
ld
in
g
an
d
el
uc
id
at
io
n
of

pr
o-

te
in

co
nf
or
m
at
io
n
ch
an
ge
s

(H
ev
ek
er
le
t
al
.2

01
6;

P
lo
tn
ik
ov

a
et
al
.

20
16

)

T
yr
os
in
e

–
E
x-

27
4,

E
m
-
30

3
T
o
st
ud

y
th
e
st
ru
ct
ur
al
ch
an
ge
s
an
d
lig

an
d

bi
nd

in
g,

pr
ot
ei
n
fo
ld
in
g
pr
oc
es
se
ss
.

(P
ar
tlo

w
et
al
.2

01
6;

R
aj
et
al
.2

02
0)

P
he
ny

l
A
la
ni
ne

–
E
x-

25
7,

E
m
-
28

2
T
o
st
ud

y
th
e
st
ru
ct
ur
al
ch
an
ge
s
an
d
lig

an
d

bi
nd

in
g.

(H
ao

et
al
.2

01
7;

Z
ha
ng

an
d
F
itz
pa
tr
ic
k

20
16

)

E
xt
ri
ns
ic
fl
uo

ro
ph

or
es

D
an
sy
l
de
ri
va
tiv

es
A
m
in
e

co
up

lin
g

E
x-

33
6-
34

0,
E
m
-
52

0

C
an

be
us
ed

to
st
ud

y
bi
nd

in
g
si
te
,a
nd

lig
an
d

bi
nd

in
g
w
he
re

tr
yp

to
ph

an
is
pr
es
en
t
at

ac
tiv

e
si
te
.

(A
be

et
al
.1

99
9;

P
ec
ht

et
al
.1

97
1)

5-
Io
do

ac
et
am

id
e

fl
uo

re
sc
ei
n

T
hr
ou

gh
th
io
et
he
r

bo
nd

E
x-

49
4

E
m
-
51

8
F
or

as
se
ss
m
en
t
of

lig
an
d
bi
nd

in
g
an
d
st
ru
ct
ur
al

m
od

ul
at
io
n.

(D
u
an
d
S
tr
ie
te
r
20

18
;J
oh

ns
on

et
al
.

20
19

;Z
ar
e
et
al
.2

01
6)

F
lu
or
es
ce
in

is
ot
hi
oc
ya
na
te

(F
IT
C
)

A
m
in
e

co
up

lin
g

E
x-

49
4

E
m
-
51

8
T
o
st
ud

y
pr
ot
ei
n-
lig

an
d
in
te
ra
ct
io
n.

(B
re
en

et
al
.2

01
6;

H
ua
ng

an
d
L
eu
ng

20
16

)

T
et
ra
m
et
hy

lr
ho

da
m
in
e
is
o-

th
io
cy
an
at
e
(T
R
IT
C
)

A
m
in
e

co
up

lin
g

E
x-

54
7

E
m
-
57

2
A
s
a
bi
o-
an
al
yt
ic
al
to
ol
.

(C
en
gi
z
20

20
)

A
cr
yl
od

an
T
hr
ou

gh
th
io
et
he
r

bo
nd

S
ol
ve
nt

de
pe
nd

en
t

F
or

pr
ob

in
g
lig

an
d
bi
nd

in
g
to

th
e
m
em

br
an
e

re
ce
pt
or
s.

(C
oa
te
s
et
al
.2

02
0;

K
iv
ie
t
al
.2

01
6;

S
ah
ni

et
al
.2

01
7)

230 N. Agarwal et al.



A
le
xa

F
lu
or
s

A
m
in
e

co
up

lin
g

E
x-

34
6-
67

9
E
m
-

44
2-
70

2

F
or

pr
ob

in
g
lig

an
d-

re
ce
pt
or

bi
nd

in
g
an
d
st
ru
c-

tu
ra
l
ch
an
ge
s.

(C
ro
uc
he
r
et
al
.2

00
6;

K
oz
m
a
et
al
.

20
13

)

8-
A
ni
lin

on
na
th
al
in
e-
1-

su
lp
ho

ni
c
ac
id

(A
N
S
)

N
on

-
co
va
-

le
nt

bi
nd

in
g

E
x-

38
0

E
m
-
47

0
T
o
pr
ob

e
th
e
co
nf
or
m
at
io
na
l
ch
an
ge
s
an
d

hy
dr
op

ho
bi
ci
ty
.

(C
ol
lin

i
et
al
.2

00
3;

G
as
ym

ov
et
al
.

20
08

)

6-
p-
T
ol
ui
di
no

-2
-n
ap
ht
ha
-

le
ne

su
lf
on

ic
ac
id

(T
N
S
)

N
on

-
co
va
-

le
nt

bi
nd

in
g

E
x-

31
8

E
m
-

44
2-
70

2

T
o
pr
ob

e
th
e
co
nf
or
m
at
io
na
l
ch
an
ge
s
an
d

hy
dr
op

ho
bi
ci
ty
.

(A
zi
z
et
al
.2

00
7;

L
am

pe
an
d
A
tk
in
s

20
06

;M
cC

lu
re

an
d
E
de
lm

an
19

66
)

9 Elucidating Protein-Ligand Interactions Using High Throughput Biophysical. . . 231



Iof
I f

¼ 1þ kqτ0 Q½ � ð9:1Þ

where Iof and If denotes the intensity of the flourophore in the absence and
presence of quencher, respectively. The amount of quenching observed at a partic-
ular concentration [Q] is depicted by Quenching constant (kq). For a fluorescent
molecule the lifetime of the emissive state in presence of the quencher is denoted by
τ0. Further equation can be modified as follows on a double logarithmic scale:

log
Iof � I f

I f

� �
¼ n log Q½ � þ logKa ð9:2Þ

Herein, n denotes the number of binding site that can be occupied by ligand and
Ka corresponds to binding constant. Also in case of static quenching eq. 9.1 is
reduced to:

Iof
I f

¼ 1þ ks Q½ � ð9:3Þ

Which is identical to the equation of dynamic quenching except for the fact the
quenching constant is equivalent to association constant in static quenching.

9.5.2 Applications of Fluorescence Spectroscopy

Mostly the studies depicted by internal fluorophore like tryptophan(s) are prelimi-
nary, since due to multiple presences the exact residue undergoing interaction is
unpredictable. Thus, the interaction must be confirmed using another robust tech-
nique. Recently, Sindrewicz et al. utilized tryptophan fluorescence to determine the
strength of galectin-ligand interaction (Sindrewicz et al. 2019). Out of 12 human
galectins, three representative members from each of the three sub-types were tested
for affinity towards three carbohydrate molecules (galactose, N- acetyl- lactosamine
and lactose). Seldom in absence of tryptophan, tyrosine can also be used as probe as
depicted by Raj et al. while studying the binding interaction between 18β-
Glycyrrhetinic acid with hup protein of Helicobacter pylori (Raj et al. 2020). In a
recent report Winkie et al. showed the use of fluorescence spectroscopy to under-
stand the recognition mechanism and catalytic role of methionine sulfoxide reduc-
tase enzyme in stereospecific reduction of oxidized methionine residues (Winkie
et al. 2019). In absence of an internal fluorophore, an external fluorophores like
Alexa Fluor, Dansyl derivatives, and ANS (8-Anilinonnathaline-1-sulphonic acid, a
small naphthalene based organic molecule) can be used. Despite presence of internal
fluorophore ANS can be used, incase internal fluorophore is buried or to determine
surface properties. Binding of ANS results in fluorescence, indicating the presence
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of a hydrophobic pocket and scope for utilizing naphthalene based compounds as
potent inhibitors (Eling and DiAugustine 1971; Gulati et al. 2019; Joshi et al. 1989).
Similarly, ANS has been used to study the conformational switching of Calcium
binding protein of Entameoba histolytica from “closed” to “open” state up on ion
binding (Mukherjee et al. 2007). Recent studies have reported the binding kinetics of
platinum group half-sandwich organometallic complexes comprising of pyrazole
based (Rao et al. 2017), Fluorenone schiff base derivative complexes (Kollipara
et al. 2020) and triazolo based ligands (Shadap et al. 2018) with the DNA using
Fluorescence spectroscopy.

9.5.3 Merits and Demerits of Fluorescence Spectroscopy

Fluorescence spectroscopy is simple, reliable and small scale technique to under-
stand protein-ligand binding with limited scope. The interaction could be studied in
real- time using an inexpensive instrument. For a single reaction, time taken to scan
is very less and the associated cost per reaction is low. The parameters that could be
studied include stoichiometry, free energy change, binding constant, number of
binding sites, etc. Moreover, the concerns regarding the purity of the sample are
very less as the obtained spectrum is dependent on the particular flurophore under
scrutiny. Often due to high concentration or overlap within excitation wavelength
and emission spectrum, inner filter effect may be observed. However, this anoma-
lous effect can be compensated by avoiding spectral overlap, by using low concen-
tration of analyte (optical density below 0.1) or through internal correction settings
of instrument using Raman correction procedure based on absorbance (Larsson et al.
2007). The parameters obtained rely on titration set which take long time for
acquisition and have huge scope of experimental errors. Moreover, a careful account
of Raman and Rayleigh scatter peak of water is necessary to avoid the false positives.
Also, the internal filter settings of instrument may result in altered fluorescence
intensities.

9.6 Concluding Remarks

In conclusion, all the four techniques discussed have quite decisive role in charac-
terization of protein-ligand binding events. An elaborate comparison between all the
four techniques has been summarized in Table 9.4. Keeping in view the applicabil-
ity, versatility, affordability and the informational output, all the four techniques
have mutual exclusivity; hence, it is difficult to choose amongst these four. Constant
pondering upon the major trade-offs like cost effectiveness and the amount of
derived information, determines the inclination towards a technique. In comparison
to all the techniques NMR spectroscopy is best due to atomic level information by
use of different methods; but the pre-requisites like infrastructure, affordability and
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experimental expertise are major set-backs. Considering the robust high throughput
as demanded by the industrial perspective, and the comprehensive details needed on
an academic research perspective, all these four biophysical techniques discussed
can be regarded as best for elucidating protein-ligand interactions.
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Chapter 10
In Silico Approach in Drug Design
and Drug Discovery: An Update

Neetu Jabalia, Atul Kumar, Vinit Kumar, and Reshma Rani

Abstract Drug design and drug discovery is a passionate, prolonged, and inter-
disciplinary multistep process. The traditional drug discovery process is costly and
time-consuming which demands hard work. The in silico approach has become
indispensible for the drug discovery process. The in silico methods have been proved
beneficial in the estimation of biological activities of chemical compounds against a
target. Moreover, it has been used to examine the binding affinities towards the target
and also used in the prediction of physicochemical properties depending upon their
molecular and structural features of a broad range of chemical compounds. Besides,
computational screening seems an important method to limit the cost, time, and
manpower in comparison to the traditional drug discovery process. This chapter
summarizes the importance and applications of various aspects of in silico
approaches along with the examples where in silico methods have been applied in
the drug discovery process.

Keywords Drug design · Drug discovery · In silico modeling · Ligand-protein ·
Molecular docking and simulation

N. Jabalia · R. Rani (*)
Amity Institute of Biotechnology, Amity University Noida, Noida, Uttar Pradesh, India
e-mail: rrani@amity.edu

A. Kumar
Amity Institute of Engineering & Technology, Amity University Greater Noida, Noida, Uttar
Pradesh, India

V. Kumar (*)
Amity Institute of Molecular Medicine and Stem Cell Research, Amity University Noida,
Noida, Uttar Pradesh, India
e-mail: vkumar25@amity.edu

© Springer Nature Singapore Pte Ltd. 2021
S. K. Singh (ed.), Innovations and Implementations of Computer Aided Drug
Discovery Strategies in Rational Drug Design,
https://doi.org/10.1007/978-981-15-8936-2_10

245

http://crossmark.crossref.org/dialog/?doi=10.1007/978-981-15-8936-2_10&domain=pdf
mailto:rrani@amity.edu
mailto:vkumar25@amity.edu
https://doi.org/10.1007/978-981-15-8936-2_10#DOI


10.1 Introduction

Drug design, discovery, and development is an intense, costly, time consuming and
an interdisciplinary endeavor. It is a consecutive linear process that starts with the
identification of target and potent lead candidate, preparation of several analogs,
optimization via in vitro, and in vivo preclinical studies to generate a drug-like
molecule for drug development. In general, the drug discovery process aims to
identify new drug molecules that can be specific and selective for a target to
minimize the side effects. To fasten the drug discovery process and to minimize
the cost of a new drug to launch in the market, in silico techniques play a significant
role in the identification of a target as well as a lead molecule. Pedero Miramontes, a
mathematician from the National Autonomous University of Mexico coined the term
in silico’ to study the biological experiments performed entirely on a computer
(Gupta et al. 2011). In silico means “experiments performed on a computer or via
computer simulation” which help in the identification of drug-like molecules and
targets by using bioinformatics tools. In silico methods offer several implications in
drug discovery process such as (1) analysis of target structure with an active site for
binding, (2) evaluation of their drug-likeness, (3) investigation of binding affinity of
drug molecules with target (4) ranking of the best-scored molecules and (5) their
further optimization. Concisely, in silico methods offer many advantages to deliver
cost-effective and more quickly new drug candidates. The most important and
frequent role of in silico methods in the drug discovery process are (1) virtual
screening; (2) de novo drug design; (3) in silico ADME/T prediction and (4) deter-
mination of protein-ligand binding affinity (Fig. 10.1).

1. Virtual screening: Pharmaceutical industry extensively employs virtual screening
methods which comprise computational screening of libraries of large chemical
compounds with molecular diversity against a three-dimensional binding cavity
present in the target. This method is also known as structure-based virtual
screening.

2. De novo drug design: De novo designing plays an important role in the identifi-
cation of lead candidates in the pharmaceutical industry. In this method, the target
is used without ligand to generate novel chemical compounds that can efficiently
and specifically bind with the target. There are many algorithms currently

In silico 

activities

Virtual screening 

de novo drug 

design

in silico ADME/T 

prediction 

Determination 

protein-ligand 

binding affinity

Fig. 10.1 In silico activities
in the drug discovery
process
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available that can be used to predict the initial binding interactions can be
predicted to develop the desired ligands.

3. In silico ADME/T prediction: Computational tools can be used to predict the
drug-like properties which differentiate a drug from the lead molecules at an early
stage of the drug development process. A lead candidate should exhibit (1) less
molecular complexity and low molecular weight with a lesser number of rings
and rotatable bonds, (2) less hydrophobic nature with lower clogP and LogD, and
(3) lower polarizability with lower CMR values. A lead should have well
established structure-activity relationship (SAR) where compounds of similar
structural diversity should possess a similar binding affinity with the same target.
The lead should possess good absorption, distribution, metabolism, and excretion
(ADME) properties.

4. Determination of protein-ligand binding affinity: Various computational tools are
used to predict the protein-ligand binding affinity or protein-ligand binding
energy.

There are many targets available in the database (https://www.rcsb.org/) gener-
ated via crystallography, NMR, and bioinformatics. The structural analysis of the
active site or binding pocket has been proved to be immensely helpful to predict the
potential drug molecules that can bind within the active sites with high specificity.
Serious research on various life-threatening diseases such as different types of
cancers, tuberculosis, various viral diseases including AIDS, malaria, bacterial
diseases, and others warrants the need for new drug discovery with minimal side
effects. Drug discovery has become one of the frontier areas of research across the
globe (https://www.mordorintelligence.com/industry-reports/drug-discovery-mar
ket). It has been estimated that the drug discovery market grows exponentially
from 2019 to 2027 in terms of revenue generation.

Pharmaceutical industries and academia have been focusing on multidisciplinary
aspects of computational tools. Therefore, powerful molecular docking, modeling,
and simulation have incorporated in different drug discovery programs for the
analysis of various interactions in the drug-target complex. The combination of in
silico and experimental methods has a great impact on the development of the most
promising lead candidates. Researchers are actively using in silico methods as a
powerful tool for the development of structure-activity relationships (SAR) (Hughes
et al. 2011).

In the modern drug design approach, in silico methods are being extensively used
to predict the most prominent conformation of a molecule in the binding cavity of
the target and also in the estimation of the binding affinity of the molecules with the
target. Today, various in silico programs and docking algorithms are available to the
researchers, and therefore, a strong understanding of these in silico programs, their
pros and cons are of fundamental importance to generate effective strategies and to
build successful results. Robust and sophisticated computational tools are an essen-
tial part of drug design, thus more handy and refined computational tools are in
demand. Moreover, the accurate and precise in silico and experimental methods
offer up-to-date information on the various aspects of intermolecular interactions
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between drug-receptor or ligand-target (Weigelt 2010). With the help of various
methods of different approaches generated pharmacodynamics (potency, affinity,
efficacy, selectivity) and pharmacokinetic (ADMET: absorption, distribution,
metabolism, excretion and toxicity) data which play an essential role in the drug
discovery process (Lipinski et al. 2012). This chapter comprises of modern in silico
methods, various dimensions of in silico drug design, its various programs, and
recent advancements in the drug discovery process.

10.2 Drug Discovery Approaches

The main aim of drug discovery and development is the identification of compounds
with improved therapeutic values for their application in the treatment of various
diseases with minimal side effects to enhance the quality of life. In drug discovery
and pharmacology, the compounds used are small organic molecules that can
specifically bind to the target (biomolecules). The drug discovery process can be
considered in two ways as (1) traditional drug discovery approach and (2) modern
drug discovery approach.

10.2.1 Traditional Drug Discovery Approach

Earlier in the 1960s drug discovery approaches in the pharma industry were based on
the screening of thousands of small molecules (synthetic as well as natural) for
biological activity (Reddy and Parrill 1999). Once, a potential lead molecule was
identified by then hundreds of lead analogs or related compounds were synthesized
and these compounds were again evaluated for biological screening. Traditional
drug discovery was expensive and associated with risk factors and has been esti-
mated the total expense for a single novel drug was in millions. The traditional
methods have various pros and cons because of the reason why a molecule/com-
pound is active or inactive in a certain condition and how it can be improved.
Further, it was unable to provide any surety that which particular active lead
molecule is specific for a given human receptor protein, due to this reason clinical
trials were halted. A large molecular library was used to get one lead compound and
after that structural optimization of that lead molecule was performed to enhance
potency and other properties. In this traditional drug discovery process, the major
problem arises when to proceed from screening to synthesis (Young et al. 1997).

248 N. Jabalia et al.



10.2.2 Limitation of Traditional Drug Discovery

To obtain the novel compounds with improved bioavailability and minimal side
effects, extensive experiments, screening, in vitro and in vivo testing and ADMET
profiling are essential. The traditional drug discovery approach required intense
labor, a time-consuming multi-step process to develop novel molecules for in vivo
biological screening and ADMET profiling to deliver a drug (AlQaraghuli et al.
2017). To overcome the drawbacks of the traditional drug discovery process new
highly interdisciplinary approaches came into existence.

10.2.3 Modern Drug Discovery Approach

Recently, an additional component i.e. in silico approach for computer-aided drug
design (CADD) has been used that offers additional benefits to the drug discovery
process (Fig. 10.2). Use of in-silico chemistry and molecular modeling in drug
discovery process has gained significant attention from the researcher. Besides
drug discovery the in silico approach has a significant impact in molecular biology,
nanotechnology, agriculture, biochemistry, environmental chemistry. Therefore, in
silico approach offers several benefits to minimize the cost and time and to improve
the affinity, specificity, selectivity, and ADMET properties of the drug. Of course,
modern technologies are multi-step and highly interdisciplinary which are being
used in the drug discovery process have the potential to minimize many challenges.
It can select and represent a drug or drug-like molecules from the database (a list of
thousands/millions of molecules). A minor modification in a molecular structure of a
drug like molecules can significantly enhance or reduce the affinity, therapeutic
effect, ADMET properties, half-life and side effects, which can be predicted by in
silico methods (Young 2009). With the help of in silico methods, one can identify
those molecules failed to enter into a clinical trial or not approved by the FDA for a
particular disease.

With the aim of the improvement of efficacy and selectively having improved
ADME properties, in silico approach can be used to improve the basic scaffold of an
existing drug. A new drug can be designed based on the pharmacological properties
varying with the modification of molecular structure, by structure-activity relation-
ship and by investigation of the drug-receptor interactions applying in silico
approach (Gunjan et al. 2013).

In-Silico Drug Design (Computer-Aided Drug Design)

The in silico term was coined first time in 1989 like another Latin phrase in vivo,
in vitro, and in situ (Plewczynski et al. 2014). In general, in silico drug design and
drug discovery means the rational drug design using computational methods,
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however, drug discovery is a multidisciplinary process. It needs an understanding of
several aspects of the biochemistry of genes, signaling pathways, proteins involved
in diseases, or that cause the diseases. Based on the resulting information researcher
can design the structure of molecules that can modulate the role of that particular

Fig. 10.2 Schematic representation of computer-aided drug design
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gene, signaling pathways, and proteins involved in a particular disease. Figure 10.3
depicts that both the computational and experimental methods are essential to speed
up the drug discovery process (Young 2009). Therefore, in the modern era, in silico/
Computer-Aided Drug Design (CADD) plays an essential role in accelrating the
process of discovery and development of new drugs.

The rational drug discovery has progressed at a significant level with help of in
silico methods, simultaneously several innovations in hardware and software came
into existence (Macalino et al. 2018). In comparison to traditional drug discovery
techniques, in silico/CADD techniques resulted in many success stories (Table 10.1)
which inspired the researchers to use the application of in silico/CADD both in
academia and industry (Kokkonen et al. 2015).

The routine practice of computational tools needs the accessibility of huge
amounts of information on proteins and ligand structures; protein functions and
experts grasp information related to bonds (intermolecular forces) and bond energies
essential for the strong interaction between ligand and target. Various computational
tools incorporate several benefits at different stages of the drug discovery process
such as target and its hit identification, SAR, hit to lead optimization and prediction
of pharmacokinetic and pharmacodynamics properties. If in silico methods are
included in the multidisciplinary drug discovery process, the chance of success of
new drug increases. Therefore, CADD offers extreme advantages to the researchers
to bypass random screening of billions of molecules. According to the industry
expert’s opinion, approximately 30% of time and cost can be saved in the drug
discovery process using in silico approach. Nowadays various methodologies
adopted in silico approach become an essential part of the drug discovery process.
Therefore, in silico methodologies offered a advantages by reducing (1) the time and
cost of new drugs and (2) the use of animals in in vivo studies. It also helps the
medicinal chemist in the identification of new targets, new drug-like molecules, and
their ADME properties.

To date, significant progress has been made in silico approaches to carry out new
experimental procedures for the functional and structural analysis of target and
ligand. Among the various methods of in silico approach, the Comparative Molec-
ular Similarity Indices Analysis (CoMSIA) and Comparative Molecular Field Anal-
ysis (CoMFA) both are preferred ligand-based (LB) approaches for fast virtual
screening (VS) and the prediction of biological activities of a class of ligands.
Further, Molecular Dynamics (MD)-quantitative structure-activity relationship

Fig. 10.3 Outline of in silico drug design and discovery process
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(QSAR) MD-QSAR models include a combination of Molecular Dynamics
(MD) and relative computed descriptors. MD-QSAR models provide the enhanced
power to researchers to predict the biological activities. After structural and func-
tional analysis of three dimensional (3D) structure of ligand-target complex,
structure-based drug design (SBDD) such as SB pharmacophore models has been
selected for the selection of novel ligands for the target. Simultaneously, MD
simulations exist as one of the main and efficient computational tools to investigate
the dynamics and thermodynamics of the ligand-target complex. In contrast, if the
crystal structure, PDB code of target protein is not present in database or protein is
unknown, homology modeling techniques can be used to generate a 3D model by
employing the amino acid sequence available. Besides, quantum mechanics/molec-
ular mechanics (QM/MM) calculations are useful to investigate the enzyme kinetics
and mechanism of action of the enzyme of the target and ligand complex. Recently,
QM/MM technique came into existence as a powerful tool by a combination of
molecular dynamics resulting in QM/MM-MD technique to better characterization
of enzymatic mechanism that generates the high number of QM calculations but also
creates a computational burden. With the aim of reduction of the computational
burden by maintaining the valuable maximum information, modern theoretical
methods have been used for the selection of relevant configurations. Concisely,
these computational tools make the drug discovery cycle shorten and cost-effective.
Significant improvement in software, hardware, and biological database, and chem-
ical database, algorithm design made the computational tools more valuable in
preclinical research (Young 2009).

The following are many computational approaches useful to calculate or to
predict the binding interactions and to expedite the drug design process.

Structure-Based Drug Design (SBDD)

The SBDD systematically uses the structural data including molecular targets such
as receptors, proteins, and enzymes generated by experimental techniques and by
employing computational homology modeling (Manda et al. 2009). These molecular
targets are mostly the biomolecules (proteins and enzymes) in metabolic or cell
signaling pathways of the biological system. These targets are overexpressed or
associated with a particular disease. Further, chemical compounds to generate drug-
like molecules are designed to interrupt these molecular targets. These chemical
compounds are thought to inhibit, restore, or otherwise alter the structure and
functions of molecular targets related to a particular disease. The first aim of the
use of computer tools is to design ligands having appropriate electrostatic, structural,
and functional features to obtained drug/ligand with a high binding affinity towards
the molecular target. The 3D structures of molecular targets available in the database
assist an attentive examination of their structural and functional analysis of binding
cavity, sub-pockets, clefts, and their electrostatic properties including charge distri-
bution. Recently, the SBDD method used for drug design offers to design ligands
having essential structural features for the modulation of the molecular target
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(Blaney 2012). Selective modification on the interface of the high-affinity ligand
towards validated target ultimately resulted in the generation of a potential ligand
with high affinity and improved cellular response (Urwyler 2011). SBDD is not a
simple and single approach of drug design but a process of combination of various
computational tools.

Target Determination

Drug Target: In drug design process identification of a valid target is one of the
essential step and drug target is a biomolecule which is closely associated with
cellular processes, cell signaling or metabolic pathways that are specific to a disease
process. For example, the human lactate dehydrogenase A (hLDHA) enzyme is a
viable target to discover an anticancer drug that can selectively kill the cancer cells
with minimal side effects (Rani and Kumar 2017). The hLDHA enzyme is the last
enzyme in tumor glycolysis which catalyzes the reduction of pyruvate to lactate
coupled with oxidation of NADH to NAD+. It is highly overexpressed in many
cancers including head and neck, lung, stomach, intestine ovarian, breast, brain, and
kidney (Maftouh et al. 2014). In SBDD, the determination of the 3D structure of a
target is the initial step which is usually determined by the X-ray crystallography,
Cryo-Electron microscopy, and NMR (Rani and Kumar 2016; Kumar and Rani
2019; Rani 2019; Kumar et al. 2017) Further, homology modeling and protein
folding have also been used for target identification.

Homology Modeling

The homology modeling is used to build the 3D-structure of the protein sequence
known in the genome. It is a cost-effective, easy to use and safe tool, which assists in
determination, investigation, explanation, and identification of structural, functional,
and molecular properties by using three-dimensional structures of proteins. Since
different models yield different results, it is necessary to have a small number of
standard models that apply to very large systems. Therefore, these 3D models of the
target can be generated by using online tools that are freely available such as SWISS-
MODEL Workspace, software such as Autodock, and commercial packages such as
Patch dock and Schrodinger. For example, Bansal and Jabalia generated a 3D model
(Fig. 10.4) of sodium-dependent serotonin transporter of Homo sapiens by using the
SWISS-MODEL Workspace (Bansal and Jabalia 2017). This sodium-dependent
serotonin transporter of Homo sapiens is responsible for the neurological disorder.

Protein Folding

In search of the target identification another is protein folding. Unfortunately, this
process is difficult and is started with the primary sequence only and runs a
calculation that tries an incredibly large number of conformers. Further, this is an
assumption based effort to figure out the correct shape of the protein with the lowest
energy conformer.
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Ligands Search

For the potential ligand search, the virtual screening method is an efficient method
mainly based on the availability of the existing knowledge. This process requires
some compounds with biological activities with known inhibitors from the previous
studies. The virtual screening method is an efficient process to find out potential
ligand from commercially available compounds present in a database with a low
molecular weight that can strongly bind with the target molecules. For example, Zinc
database and Drug banks are available and researchers can build their database for a
specific use.

Molecular Docking

After the target identification and ligand search, molecular docking is the next step
which is used to predict the binding affinity of the ligand and the target molecules.
These target biomolecules play significant roles in various biological functions and
form a stable complex with a ligand (Engel et al. 2008). Molecular docking plays a
central role in rational drug design. Apart from the binding affinity, molecular
docking is used to predict the ligand conformation and orientation within the binding
cavity of the target. Further, virtual screening based on molecular docking has
emerged a fundamental part of various modern SBDD approaches. Molecular
docking has become one of the most growing applications in pharmaceutical/medic-
inal chemistry. Hence, virtual screening combined with molecular docking becomes
a useful endeavor to assess existing various docking programs (Table 10.2)
(Lengauer and Rarey 1996).

Fig. 10.4 Generation of
three dimensional model of
sodium-dependent serotonin
transporter of Homo sapiens
using SWISS-MODEL
(Source: Bansal H, Jabalia
N. Asian J Pharm Clin Res.
2017;10(8): 299–303)
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Molecular Modeling

Molecular modeling techniques are applied to calculate the number of molecules
interacted with the other targets. The modeling of biomolecular complexes (target-
ligand complex) by using the known target and their constituents (substrate and
cofactor) with computational docking is growing rapidly as a powerful computa-
tional process in structural biology. Molecular modeling is useful, particularly where
limited experimental information is available which describes the interface of the
complex (Tikhonova et al. 2008). The binding ability of ligand towards a target

Table 10.2 Various free and commercial docking tools and software

S. No. Software Description Link

1 Dock It is fragment based package using chemical
complementary method and shape. It is able
to create various possible orientation of the
ligand

http://dock.compbio.
ucsf.edu/

2 AutoDock Free, Suit of automated docking tools.
Applicable to calculate the binding affinity
of small molecule to 3D receptor/target

http://autodock.scripps.
edu/

3 Gold It is able to predict the binding affinity of
flexible drug with flexible protein

https://www.ccdc.cam.
ac.uk

4 V life It is an integrated software package for
CADD

http://www.
vlifesciences.com

5 ICM It is based on stochastic algorithm and is
applicable to optimization of all flexible
ligand in receptor filed

https://www.molsoft.
com

6 Glide It is a grid-based docking program which is
used to investigate a systematic search of
ligand positions, orientations and conforma-
tions with in target

https://www.
schrodinger.com/glide

7 Swissdock Swissdock is bale to predict molecular
interactions between the ligand and target

http://www.swissdock.
ch/docking

8 Arguslab Molecular modeling, graphics, and drug
design program

http://www.arguslab.
com

9 1-
ClickDocking

Predicts binding orientation and affinity of a
ligand to a target

https://mcule.com/
apps/1-click-docking/

10 COPICAT It is a web service for discovery of lead
compound

http://copicat.dna.bio.
keio.ac.jp/

11 Sanjeevini Active site-directed drug design http://www.scfbio-iitd.
res.in/sanjeevini/
sanjeevini.jsp

12 Insight II Graphical molecular modeling program http://www.serc.iisc.ac.
in/software/insight-ii/

13 Sybyl Drug and molecular design environment
with comprehensive tools for molecular
modeling

https://omictools.com/
sybyl-x-tool

14 FTDOCK Ligand and receptor docking program https://omictools.com/
ftdock-tool
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directs an important part of the dynamics of protein that may affect the biological
function negatively or positively. This implication offers an important role in
rational drug design. Moreover, the capability of the target to bind with another
large biomolecule such as proteins and nucleic acids generates supra-molecular
complexes. These generated supra-molecular structures also play a crucial role in
several biological functions and in controlling biological pathways. For example,
protein-protein interactions (PPIs) have been widely studied and are an essential
part of almost all processes in a cell, cell development, cell to cell interactions, and
metabolic processes. These PPIs are specific and take place in defined binding
positions in the protein. These PPIs offer various applications in the prediction of
protein function, drug ability of small molecules (Goktepe and Kodaz 2018; Van
Dijk et al. 2006). Docking is charecterized into rigid docking, semi-flexible docking,
and flexible docking based on the flexibility of protein and ligand. In rigid docking,
protein and ligand both are considered rigid while in case of semi-flexible docking
protein is fixed and the ligand is flexible. Flexible docking is considered when both
protein and ligand are flexible. Further, the search algorithm positions the ligands in
various locations, orientations, and conformations in the binding cavity of the target
and may be classified as stochastic, systematic, and deterministic. The accuracy of
the docking result cannot determine by the search algorithm but the scoring func-
tions determine. The scoring function is useful to investigate the accuracy weather
the position and orientation of the ligand in the binding cavity of the target molecule
is energetically favorable or not. Therefore, scoring functions is responsible for
calculating the binding energy of the preferred ligand-target complex. One of the
effective and widely used algorithms is the Monte Carlo search algorithm which was
built around a random number generator. The tabu algorithm generates the same
results with fewer iterations than the Monte Carlo search algorithm by discarding the
duplicate work because it can track the positions that have already been sampled and
avoids these positions to be sampled.

Scoring Functions

Various scoring functions can be used to calculate the binding affinity of the ligand
towards the target to generate the score. This docking score has an impact on the
ranking of the chemical compounds obtained by a virtual screening experiment.
Although these scoring functions have ranged from calculating binding energy to
estimate the free energy of protein-ligand complex by a simple shape and electro-
static complementarities, only a few can address the thermodynamic process during
the binding process (Guedes et al. 2018). The main objective of the scoring function
is to define the correct poses from incorrect poses hence, various assumptions and
simplifications are adopted instead of calculating the binding affinity between
receptor and ligand complex (Meng et al. 2011). Scoring functions can be catego-
rized in force-field-based functions, empirical scoring functions, and knowledge-
based scoring functions in addition to Consensus scoring functions (Kitchen et al.
2004).

(vi-a) Force-field-based functions
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(vi-b) Empirical scoring functions
(vi-c) Knowledge-based scoring functions
(vi-d) Consensus scoring functions
(vi-e) Hybrid scoring functions
(vi-a) Force field-based functions: It constitutes energy terms from the classical

force field including receptor-ligand complex interactions energies and internal
ligand energy. Poisson–Boltzmann (PB) or the related Generalized Born (GB) is
used to measuring continuum solvation (Gilson et al. 1997; Zou and Kuntz 1999).
Force field based functions have a great impact in the drug discovery process. In
1995, a strong correlation was attained between nonbonded interaction energies
computed with a modified MM2X force field host molecular mechanics program
(OPTIMOL) and in vitro IC50 values of 33 inhibitors against human immunodefi-
ciency virus (HIV)-1 protease (Holloway et al. 1995). The AMBER and CHARMM
force field are widely used and have well-defined parameters. Although, AMBER
has well-defined parameters such as bond length, bond angle, van der Waals
interactions, and partial charge for proteins and nucleic acids but have limited
parameters towards modification in proteins and nucleic acids. Comparatively,
CHARMM force field has advanced features and has an all-atom force field for
proteins, nucleic acids, lipids, and carbohydrates. The AMBER (Weiner et al. 1984,
1986; Cornell et al. 1995) and CHARMM (Brooks et al. 1983) nonbonded terms are
used as a scoring function in several docking programs. The field-based scoring
functions include GOLD (Verdonk et al. 2003) and AutoDock (Morris et al. 1998),
DOCK and DockThor (de Magalhães et al. 2014) which are widely used in in silico
drug discovery process. Besides, the extensions of force-field-based scoring func-
tions consider the hydrogen bonds, salvations, and entropy contributions. Along
with these many software programs such as DOCK, GOLD (Verdonk et al. 2003)
and AutoDock (Morris et al. 1998) have been commonly used for prediction of
binding energy calculation.

(vi-b) Empirical scoring functions: The major goal of empirical scoring functions
is to measure the binding energy of noncovalent protein-ligand interactions based on
the sum of localized and chemically intuitive interactions even without interpreting
the 3D model of complex (Meng et al. 2011). Following empirical scoring functions
such as LUDI (Böhm 1992); ChemScore (Eldridge et al. 1997); PLP (Gehlhaar et al.
1995); ID-Score (Li et al. 2013); and GlideScore (Friesner et al. 2006) have been
used for calculation of binding energy.

(vi-c) Knowledge-based scoring functions: Knowledge based scoring function is
a statistical interpretation of interacting atom pairs from receptor-ligand complexes
with available 3D-structures where pairwise-atom data is converted into a
pseudopotential, that elucidates the geometries of protein-ligand. Knowledge
based scoring functions including DrugScore (Velec et al. 2005), Bleep (Mitchell
et al. 1999), SMoG (DeWitte and Shaknovich 1996) and potential of mean force
(PMF) (Muegge 2006) have been used depending upon varying atom size and type
of energy function.

(vi-d) Consensus scoring: Consensus scoring function is the sum-up of various
scores to predict the docking conformation (Charifson et al. 1999). It combines many
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scoring functions to calculate the binding affinity leads to prominent hit rates. The
major objective of consensus scoring is to improve the binding confirmations, poses,
and enrichments in virtual screening (Feher 2006). An example of consensus scoring
is CScore (Clark et al. 2002) which includes various scoring function programs such
as ChemScore, PMF, GOLD, DOCK, and FlexX.

(vi-e) Hybrid scoring functions: Recently a new form of scoring functions termed
as hybrid scoring functions a mixture of force-field, contact- and knowledge-based
descriptors, has been developed. The example of hybrid scoring functions are
GalaxyDock BP2 Score (empirical, knowledge-based, and force-field based) (Baek
et al. 2017), DockTScore from the DockThor program (empirical and force-field
based) (Guedes et al. 2016) and SMoG2016 (empirical and knowledge-based)
(Debroise et al. 2017).

Ligand Based Drug Design

In ligand-based drug design (LBDD), the 3D structure of the target is unknown but
the structure and functions of ligand that binds to the target are known. Further, that
ligand can be used to develop drug design and pharmacophore models or chemical
compounds. These designed molecules have structural features that are necessary to
show the interaction with the target. In general, LBDD is pharmacophore-based and
quantitative-structure activity relationships (QSARs) based approach. It has been
considered that in LBDD, that compounds showed high similarity in structure may
show the same biological function and interaction with the target (Macalino et al.
2015).

Molecular Dynamics (MD) Simulations

Molecular dynamics simulation (MD) is one of the main tools in the theoretical study
of biological targets. MD is frequently used in the investigation of structural,
dynamics, and thermodynamics behavior of biological targets and their complex
with the ligand. MD simulations integrats the classical equations of motion gener-
ating a phase space trajectory for a system of N particles(González 2011). The MD
simulation method is useful to calculate the complete information in detail with the
time-dependent manner by investigating the fluctuations and conformational
changes of target/biomolecules (proteins, carbohydrates and nucleic acids). More-
over, MD simulations provide valuable information about the possible interactions
of target-ligand complex at the atomic level to create conformational ensembles for
prediction of target flexibility as well as ligand flexibility in both the SBDD and
LBDD studies. This computational tool illustrates an alternative method based on
Newton’s equations of motion for every atom and position of the atom with a small
increment of time (McCammon et al. 1977).

10 In Silico Approach in Drug Design and Drug Discovery: An Update 259



Force Field in MD Simulations

A force field (FF) is a mathematical expression that describes the dependence of the
energy of a system on the particle coordinate system. Molecules are a set of atoms
that are linked together by simple elastic forces and the FF replaces the true potential
with a simplified model valid in the region being simulated (González 2011).
Classical MD simulations are used to study ligand binding interactions,
enzymatic-reaction mechanisms, protein folding, and un-folding and protein-protein
interactions (Lopes et al. 2015). Earlier, the primary goal of FF with the development
of molecular mechanics (MM) was utilized for small organic molecules to measure
the molecular structures, enthalpies of isolated molecules, and vibrational spectra.
Later on, new features were upgraded which is used today. Allinger’s group
developed the best examples such as MM2 (Allinger 1977), MM3 (Allinger et al.
1989), and MM4 (Allinger et al. 1996). Other Good examples are the Dreiding
(Mayo et al. 1990) and Universal (UFF) (Rappe et al. 1992) force fields, that contain
parameters for all the atoms in the periodic table. CHARMM-FF is a very popular
force field (Mackerell et al. 1998) and earlier CHARMM was utilized for protein
later after development it can be used for nucleic acids, lipids, and carbohydrates.
AMBER-FF is another common one (Cornell et al. 1995) which is particularly
focused on important dihedral angles, besides it also supports the most common
biomolecules. There are few other very popular force fields such as GROMOS
(Oostenbrink et al. 2004), OPLS (Jorgensen et al. 1996), and COMPASS (Sun
1998) have been used in the drug discovery process. Besides, AMOEBA is a fully
functional FF that has been used for proteins (Shi et al. 2013).

Site Identification by Ligand Competitive Saturation (SILCS)

SILCS considered a novel method in CADD that has been employed in identification
of the binding sites of representative chemical entities on the entire surface of the
receptor. Thus information gained can be utilized for computational fragment-based
drug design to discover new ligands. The all-atom explicit-solvent MD simulations
has been involved to identify 3D functional-group binding interaction between target
the small organic solvent i.e. propane, methanol and etc. (Yu and MacKerell 2017).

SILCS-Pharm

SILCS-Pharm is an alternative method for docking based virtual screenings. It is a
target-based pharmacophore virtual screening method which can quickly filter a
database to discover potential small molecule that can significantly bind with target.
Further, a pharmacophore model is characterized by chemical features which are
spatially distributed and are crucial for potential specific interaction of ligand to
target (Trosset and Cavé 2019).
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Similarity Search

The similarity search method is the most significant, direct, and rapid method in
optimization of lead to hit compounds that can have the potential to enter into further
drug development process. Besides, it can be used in exploration of new potential
compounds that are structurally similar with similar and improved physicochemical
properties (Trosset and Cavé 2019).

Lead Optimization Using Structure-Activity Relationship (SAR)

The SAR models have been widely explored in hit to lead optimization. It can be
employed to discover new compound having improved biological activity using the
data of multiple hits for one target (Trosset and Cavé 2019).

Single Step Free Energy Perturbation (SSFEP)

A higher level computational method i.e. Free Energy Perturbation (FEP) has been
proposed with the aim of prediction of increased accuracy in quantification of
binding free energy or binding affinity with the modification in a chemical com-
pound. Moreover, this may be in single step known as single-step FEP (SSFEP) to
save computational time (Trosset and Cavé 2019).

Pharmacophore-Based Approaches

Although the first step to drug design is a 3-dimensional structure of an enzyme or a
complex in-case if the structure of the biological receptor is unknown then various
methods can be utilized to identify active analogs. The active or inactive analogs can
be applied as a working model as per the need for biological activity also referred to
as pharmacophore (Reddy and Parrill 1999). Quantitative structure-activity relation-
ship (QSAR) modeling is the essential cheminformatics technique to predict the
biological activities of compounds based on a mathematical and statistical approach.
It shows a wide range of applications in the development of hit to lead compound
employing virtual screening, prediction of drug-like property, and also chemical risk
assessment.

Simply, a QSAR model can be represented by

Function (Chemical compounds) ¼ Biological Activity (predicted)

There are various evolving quantitative methods i.e. 2D QSAR, 3D QSAR, and
neural networks that utilize active compounds. The Comparative Molecular Field
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Analysis (CoMFA) is one of the is majorly used 3D-QSAR technique. CoMFA
represents a significant achievement due to its ability to develop a three-dimensional
quantitative model that relates steric and electrostatic fields to biological activity.
There are different types of QSAR mentioned (Table 10.3).

Molecular Descriptors

Molecular descriptors used in QSAR Molecular descriptors have been defined as a
“numerical representation of chemical information encoded within a molecular
structure via mathematical procedure” (Chandrasekaran et al. 2018) (Fig. 10.5).

Table 10.3 Types of QSAR, subtypes of QSAR and their description

Type of
QSAR Sub-types of QSAR Description

2D
QSAR

Hansch analysis Hansch extends the concept of linear free energy
relationships (LFER) to describe the effectiveness of
a biologically active molecule

Free Wilson analysis It is a structure-activity based methodology which
includes the contribution of all various structural
fragments essential for overall biological activity

Statistical methods
• Discriminant analysis
• Cluster analysis
• Principle component analy-
sis
• Quantum mechanical
methods

Statistical methods are the mathematical foundation
for the development of QSAR models

3D-
QSAR

• Molecular shape analysis
(MSA)
• Molecular topological dif-
ference (MTD)
• Comparative molecular
movement analysis (COMMA)
• Hypothetical active site lat-
tice (HASL)
• Self-organizing molecular
field analysis (SOMFA)
• Comparative molecular
field analysis (COMFA)
• Comparative molecular
similarity indices (COMSIA)

3D-QSAR used to predict the quantitative relation-
ship of various chemical compounds, their 3D
structural features with their biological activity

4D-
QSAR

– The 4D-QSAR is the extended part of 3D, involves
conformational and alignment freedom to
3D-QSAR models development

5D-
QSAR

– In addition to 3D and 4D, the 5-D QSAR can signify
a communal of up to six different induced-fit models

6D-
QSAR

– The 6D-QSAR models able to investigate the sol-
vation models
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Applications of QSAR
QSAR has been applied effectively over many decades to identify predictive models
for the activity of bioactive agents. A QSAR model has been developed for the
identification of potential drug-like molecules against chloroquine susceptible strain
(3D7) of Plasmodium falciparum which is responsible for malaria. This QSAR
model is based on 0D, 1D, and 2D Dragon descriptors, fragments descriptors
(ISIDA-2D) coupled with support vector machines (SVM) method (Zhang et al.
2013). A QSAR study has been performed on quinolizidinyl an acetylcholinesterase
inhibitor by developing QSAR models based on various statistical approaches such
as principal component regression (PCR), multiple linear regression (MLR), least
absolute shrinkage and selection operator (LASSO) and partial least squares (PLSs)
(Ghasemi et al. 2013). A hologram QSAR models have been employed to investi-
gate the inhibitory effect of a series of 36 small molecules against acetyl/
butyrylcholinesterase (AChE/BChE) enzymes for the identification of potential
molecules for Alzheimer’s disease (AD) (De Souza et al. 2012). Further,
hologram-QSAR, 2D-QSAR, and 3D-QSAR models have been developed for
calculation of antitumor activity ofbenzo[c]phenanthridine (BCP) based derivatives
by targeting topoisomerase I (TOP-I) (Thai et al. 2012). Moreover, binary QSAR
models have been applied for the identification of new structurally similar com-
pounds with anti-schistosomal activity. The schistosomiasis is caused by flatworms
(Kuntz et al. 2007; Neves et al. 2016). Besides, a binary QSAR models using SVM
and Naïve Bayesian have been employed to recognize the inhibitory effect against
neuraminidase a validated protein target for treating the influenza virus (Lian et al.
2015).

Fig. 10.5 QSAR molecular descriptors
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10.2.4 Recent Developments of In Silico Approach
and Applications

In Drug Discovery

In silico approaches are viable, significant, and essential for drug design and
discovery in the identification of potential molecules possessing a wide range of
biological activities such as anticancer, antibacterial, antimicrobial, and anti-
inflammatory, etc. The demand for new drugs with minimal side effects is increasing
exponentially thus market of the pharmaceutical industry is increasing. Pharmaceu-
tical industries have made huge investments in this therapeutic area. Although
besides these efforts, new drug discovery research always remains challenging,
hence, therapeutic innovations have not yet achieved the expected clinical outcome
(Magalhaes et al. 2018).

In Phenotypic and Target-Based Approach

In silico method is used in the drug discovery process by following the phenotypic
and target-based approach. Recently, a computational method based on two machine
learning models has been proposed to integrate the data by using the probabilistic
framework by following the phenotypic and target-based approaches. The first
model is used to predict the targets (proteins) for a ligand by using the CGBVS
model which is skilled in the investigation on ligand-target protein interaction.
Moreover, the second one is proficient in the statistical selection of significant
proteins related to a phenotype. This proposed model offers to execute target
deconvolution by following in silico approach which is hard to solve experimentally.

In Silico Prediction of Potential Drug-Like Compounds from Plants

In silico methods not only play a significant role in drug design but also the
identification of drug-like compounds from the plant. Recently, In silico approach
has been applied to identify potential drug-like compounds extracted from
Anethumsowa L. root to discover anticancer agents. Anethumsowa L. is a herb,
used as a spice in Asia and Europe to add flavor and taste. The molecular docking
investigations of the phytochemicals isolated from Anethumsowa L. root suggest that
it showed significant anticancer properties. Further, in silico study showed their
significant drug-like properties that prove their therapeutic potential. Current inves-
tigation offers new revenues towards effective drug development against cancer
(Saleh-e-In et al. 2019).
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In-Silico Study in 3D Adenosine Receptors with Antagonists

Recently, ligand-based and structure-based -molecular modeling techniques have
been widely explored in a wide range of applications. In silico tools have been
applied to design potent and selective antagonists for each adenosine receptor
(AR) subtype considering a mass of drug targets. The homology modeling,
QSAR, pharmacophore models, and molecular docking combining with more accu-
rate free energy calculation methods can critically utilized to investigate structure-
based virtual screening of AR antagonists.

In Metal-Organic Frameworks

Not only in drug discovery but in silico tools are useful in the development of Metal-
organic frameworks (MOFs). MOFs are crystalline nanoporous material with
extended-network exhibiting a wide range of applications such as in separations,
sensing and gas storage. Molecular modeling and molecular simulations have been
applied in the simulation of adsorption of gas in MOFs. This study suggests the
discovery of performant MOFs for adsorption and storage of gases such as methane,
hydrogen, oxygen, xenon and carbon dioxide. These MOFs also used in chemical
warfare agent capture, and xylene enrichment. This paves a new platform for the
discovery of computational material that has real applications (Sturluson et al. 2019).

10.3 Conclusions

All the methods discussed above play a significant role in drug discovery and several
advancements have been in these methods. Concisely, molecular docking and
molecular modeling tools showed various biological applications, therefore, many
significant efforts have been made for further advancement and to understand the
molecular docking and modeling process (van Dijk et al. 2006). In research, various
struggles focused on the elimination of compounds with serious side effects in the
early stage of drug discovery to select novel drug-like candidates that can enter into
the clinical trial. These in silico tools have become an integral part of the drug design
and discovery process because these are significant tools to save time, money, and
manpower in a preclinical trial. Moreover, these are helpful in the management of a
large number of data (Lappano and Maggiolini 2011).
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Chapter 11
Biological Implications of Polyethylene
Glycol and PEGylation: Therapeutic
Approaches Based on Biophysical Studies
and Protein Structure-Based Drug Design
Tools

Neha Raina, Amit Kumar Singh, and Asimul Islam

Abstract Polyethylene glycol (PEG) is one of the most extensively used biocom-
patible polymer. PEG-modification improves the original properties of conjugates
and thus being exploited in different fields. PEGs demonstrated their ability to bind
DNA, dyes and proteins, in solution and in solid phase via amine and thiol groups.
Covalent linkage of PEG to drug molecules improves water-solubility, bioavailabil-
ity, pharmacokinetics, immunogenic properties, and biological activities. Entrap-
ment of drugs into the PEG vesicle offers substantial benefits in the treatment of
many diseases including type 2 diabetes over conventional injection-based therapies.
Therapeutic enzymes are conjugated with PEG for targeted therapy of diseases in
which the native enzyme was inefficient. PEG has been most extensively investi-
gated polymers for gene delivery due to its capability to form stable complexes by
electrostatic interactions with nucleic acids. Many PEG-enzymes conjugates have
already obtained FDA approval for clinical implications. PEGylated copolymers
have least cytotoxicity and cell-compatibility concern, high efficiency, safety and
biocompatibility and thus considered as an attractive polymer for gene and drug
delivery system. For instance, many tissue engineering applications, PEG and its
derivatives are likely to precise control of cell behaviour in growing tissues. For this
application numerous bioresponsive and intelligent biomaterials are developed and
extensively used in bone and tissue regeneration. PEG-derived hydrogels increase
gene expression of bone-specific markers, secretion of bone-related matrix, and
mineralization and may have a potential impact on bone-engineering therapies.
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PEG-coated poly(amidoamine) exhibits low toxicity to human corneal epithelial
cells and effectively used as antimicrobial agents.

Keywords Polyethylene glycol · Drug delivery system · Molecular imaging ·
TISSUE engineering · PEGylation · Bioconjugation · Gene therapy · Nanocarriers ·
Biomaterials

11.1 Introduction

Proteins are linear chain of amino acid residues that fold into three-dimensional
structures to carry out a wide variety of function inside the cell. About 5–30%
functional regions of proteins are disordered lacking well defined ensemble but
majority of protein domain fold into ordered 3-dimensional conformations due to
physical interaction within the chain (Dawson et al. 2017; Jones and Cozzetto 2015;
Mitchell et al. 2018). The structural features of proteins, in turn, determine the broad
range of functions from binding specificity, forming structure inside the cell, to
catalysis of biochemical reactions, signal transduction or transport. Due to recent
advance in high-throughput sequencing technology, gap is quickly growing between
number of known protein sequence and number of those with experimentally
characterized function. There are more than 60 million protein sequence deposited
in the UniProt database (UniProt 2015), but less than 0.8% of these sequences have
the function manually annotated in SwissProt (Boutet et al. 2016). Automated in
silico protein function prediction thus become crucial for making use of the recent
explosion of genomic sequencing data. In this chapter, we further explore the use of
structural modification of protein and its application in medicine, gene delivery,
pharmaceutical industries, cosmetics, food industries and bone and tissue engineer-
ing. Structural modification of protein mainly included here is PEGylation of protein
surface.

Polyethylene glycol (PEG) is a semicrystalline polymer of ethylene glycol, have
routinely used in biological research as crowding agent, in drug delivery. PEG is a
best polymer of choice in drug delivery systems because of its tunable properties and
well-established safety profile. Recently polymers of different sizes of PEGs are
used on the basis of green chemistry principle for extraction of organic chemicals in
food and pharmaceutical industry because of its inert, hydrophilic and hydrophobic
properties (Guin and Gruebele 2019; Zinov’eva et al. 2020). In addition, it possesses
the prime requisites for the selection of any ingredient in formulation development of
drug delivery carrier. PEGylation technique is commonly used to improve the
properties of biomolecules including, proteins, peptides, enzymes, antibody frag-
ments, oligonucleotides, small synthetic drugs, etc. (D’souza and Shegokar 2016).
Upon covalent attachment of PEG to any biomolecule, it increases the half-life,
solubility, stability and reduced immunogenicity of that molecule. The hydrated
PEG chain protects the conjugated biomolecules from proteases and thus reduces
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nonspecific degradation and improved solubility and stability. All these advantages
of PEGylation are exploited in the pharmaceutical industry routinely.

PEGs are amphiphilic polymers composed of repeating ethylene glycol subunits,
and its number is represented by the whole integer n. Each ethylene glycol residue
has a molecular mass of 44 Da, and n � 44 Da represents the number average
molecular weight of the PEG chain. Chemically, PEGs are inert, nontoxic substance
with hydroxyl groups at both termini that can be chemically activated for diverse
function. In common practice, linear PEG chains, branched PEGs and polymer of
more than one PEG monomers are joined either linearly or branched crosslink which
are differ in their relative chemical reactivity and specificity (Suzuki et al. 1984).

PEG conjugation to biomolecules is currently a common practice to achieve
persistent clinical responses and improved biological features due to thermal and
mechanical stability, lower antigenicity and immunogenicity, reduced enzymatic
degradation, improved solubility, optimal pharmacokinetics and pharmacodynamic
properties, enhanced circulating half-life in body, decreased clearance and enhanced
potency (Bailon and Berthold 1998; Zhang et al. 2014). The improved biological
activity is attributed to the changes in electrostatic-binding properties, conforma-
tional changes, steric interference, hydrophobicity, local charge distribution and pI
value of proteins. In addition, PEGylation significantly alters the binding affinities to
the receptors attributed to the physicochemical changes, resulting in reduced activ-
ities in cell-based assays, in which incubation times are usually short (Inada et al.
1986). Degree of PEG-protein conjugate in the form of unmodified, mono-, di-, tri-
pegylated have great advantages. Generally, with increase in the degree of
pegylation, rate of absorption decreases which prolongs the availability of drug in
circulation and receptor saturation.

Wide range of hydrogels are prepared from PEG which are being used in varieties
of biomedical applications because of diverse nature of PEG and the versatility of
mechanical and biological modification according to physiological requirements
(Alexander et al. 2014; Mendez et al. 2018). The hydrogel formed by PEGs can
release the drug over a long duration of time, meanwhile biocompatible and provide
environment similar to soft tissue and allow diffusion of nutrients due to biodegrad-
able properties with desired safety and efficacy. PEG prevents the molecules of the
hydrogels from being dissolved in a swelling medium by holding the entire molecule
together due to extensive cross linking. Some of the investigated PEG-based copol-
ymers are currently used in biopharmaceutical industry and clinical research (Harris
and Chess 2003). Many PEGylated drugs have been approved by FDA to address
hepatitis, rheumatoid arthritis, neutropenia, various cancers and wound healing
therapy (Katre 1993).

Because of enormous biological and clinical implications of PEG, this chapter
aimed to provide a comprehensive discussion. We provide a brief discussion on
protein structure prediction and different biological applications of PEG along with
underlying mechanism of improved biochemical features.
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11.2 Importance of Structure and Functional Dynamics
in PEGylation

Genome sequencing efforts utilizing high-throughput technologies are yielding
millions of protein encoding sequence that currently lack any functional character-
ization (Molloy et al. 2014). The function of a protein of interest can be inferred from
other homologous protein with common ancestor which are functionally
characterised as well. For this purpose, sequence and/or structure information can
be used. Sequence comparisons methods were used for genome-wide sequence
annotation that are based on sequence alignment to identify homologous proteins.
BLAST, PROSITE and PFAM all are well-known sequence alignment tool for
genome-wide functional annotation tool (Dhifli and Diallo 2016; Molloy et al.
2014). All these tools mentioned above are typically fast but restricted to identifying
pair of proteins with significant sequence similarity (close homolog). Function of an
uncharacterized query protein was determined when sequence alignment tool iden-
tify a homolog with known function and sequence similarity more than 30% with
query. On the other hand, two proteins with identical function cannot be inferred
based on sequence information alone. Sequence based functional annotation may
miss detecting remote homolog which is either branching point or convergent
evolution has resulted in high sequence diverge while preserving structure and
function. First remote homolog identified was myoglobin and hemoglobin which
have similar structure but different sequence. Evolutionary pressure is more on
structure than sequence for preservation; methods that compare structure allow
effectively casting wider lattice at detecting related proteins for functional annota-
tion. Another word, three dimensional structure of a protein is highly conserved
compared to the primary sequence. Thus, it is better to compare overall structure and
shape of a protein and considered to be more eloquent way of assigning function of
query protein. Structure-based function deduction promises to detect remote homo-
log and expand options for assigning function to novel protein sequences. So in
order to implement PEGylation of proteins, one must go through these tools to
predict the best results for the desired protein. These tools reduce the number of
experiments and better strategy for PEGylation of proteins.

11.2.1 Protein Structure-Based Drug Design

Many therapeutic compounds currently available in the market were either discov-
ered from the screening of natural or synthetic compound libraries or through
serendipitously. These indiscriminate approaches entails testing large number of
compound and developing countless high-throughput screening assay (Bonetta et al.
2016). Now days, a rational approach based on structure based route where the
structure of target protein is determined and hypothetical ligand most of the case
predicted by molecular modelling and movement of compounds were predicted by
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molecular dynamics simulation before the synthesis of screened molecules. These
days protein structure is generally determined using three different methods
(a) X-ray crystallography, (b) Nuclear Magnetic Resonance spectroscopy (NMR)
and (c) cryoelectron microscopy (Cryo-EM). X-ray crystallography is oldest and
commonly used technique, relies on the ability of protein to crystallise in a
completely biologically unnatural condition in regular molecular array. NMR has
advantage as it can perform in solution and no protein crystal required. Major
problem associated with NMR is protein size, where it is unable to determine the
structure of large proteins. Cryo-EM is just become available and soon be capable of
providing structural information of proteins in solution and as good as X-ray
crystallography. Present decade has witnessed rapid development of computer
aided drug design with enough accuracy which allows frequent use in discovery of
new therapeutics. Drug design based on protein structure prediction based on
binding mode of small molecules and their relative affinity (Sledz and Caflisch
2018) is delivering better results.

11.2.2 Computer-Aided Drug Design

Computer aided drug design (CADD) methods have played fundamental role in drug
discovery effort from many years. Nowadays, CADD become essential part of the
discovery pipeline for pharmaceutical companies (Sledz and Caflisch 2018). Dis-
covery of quite a lot of approved drugs including captopril, saquinavir, indinavir,
ritonavir, and tirofiban, has benefited to a large extent from the application of CADD
(Hillisch et al. 2015; Muegge et al. 2017). X-Ray structure generally provide proved
quite static picture of the protein but when it is combined with computation tech-
niques to obtain a clear idea of how protein function, the combination become
awesome for drug desighning. CADD techniques are used principally for virtual
screening, hit/lead optimization and design of novel compounds. In virtual screening
a huge database of compounds is examined and subset of compound is picked out on
the binding capacity for further in vitro testing. Further CADD is used for optimi-
zation of hit/lead compound driven by the rationalization of a structure–activity
relationship. After the individuation of key elements for binding, the design of new
compound can be attempted (Salmaso 2018).

11.2.3 Virtual Screening

Virtual screening is a computational method which is used to find potential ligand of
interest by screening an in silico library of diverse chemical compounds. It acts as
filter which allows to pass out unwanted ligands and retains which are of interest
based on filter criteria like stereochemical similarity or stereochemical complemen-
tarity. Virtual screening identifies the potential ligands either based on similarity of
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ligand (ligand based approach) or binding affinity with receptor (receptor based
approach). A comparison between ligand based and receptor methods of screening
are shown in Table 11.1.

This chapter mainly focuses on receptor based or structure based virtual screening
in which a library of small molecules (ligands) is docked to the binding site of
protein in lock and key manner. In this approach three things are required; (1) Protein
structure of protein either determined experimentally in crystal form and solution
form or computationally modelled using homology modelling. One or more known
protein structures with close sequence identity are used as template in homology
modelling to model protein of interest. (2) A library of small molecules is required
for the docking algorithm to calculate binding affinity of ligand with binding site on
protein of interest. (3) Finally a docking protocol is required which defines the
docking parameters used in docking experiment (Fig. 11.1).

11.2.4 Molecular Dynamic Simulation

Molecular Dynamic Simulation provides insight into protein dynamics ahead of that
available crystallographically and unravels novel cryptic binding sites, expanding
the druggability of the target. MD-simulations are applied in the investigation of
numerous dynamic properties and process which is directly applied in structural
biochemistry, enzymology, molecular biology, biophysics, biotechnology and phar-
maceutical chemistry. It allows scientist to study the thermodynamic and kinetic
properties of proteins and other biomolecules.

11.3 PEG in Drug Delivery

PEGs are amphiphilic in nature thus easily dissolved in organic and aqueous
solvents. Because of its non-toxic nature and their property of being easily elimi-
nated by renal and hepatic pathways, PEGs are ideal choice for drug delivery system

Table 11.1 Comparision of receptor based and ligand based virtual screening

Receptor based Ligand based

Based on 3D structural information of receptor’s
binding site

Based on chemical or structural
(3D) information of set of ligands

Molecular docking Similarity searching & pharmacophore
mapping

Uses principle of binding kinetics or interactions
between receptor and ligand

Uses principle of chemical or structural
similarity of ligands

It can find novel class of hit/lead It cannot find novel class of hit/lead

Higher chances of false positives Lesser chances of false positives
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(Rashmi Zabihi et al. 2020). These unusual properties of PEG along with their highly
hydrated polyether backbone, capable as an acceptor hydrogen bonding, a large
exclusion volume make it capable to entrap versatile drugs for the targeted delivery.
Various efforts are being made to develop novel strategies to conjugate PEG with
biomolecules to increase its clinical applications (Yang et al. 2020b). Currently, new
strategies have been undertaken to develop PEG based drug delivery system which
allow the delivery of different active classes of drugs (Han et al. 2019). Clinical
implications of several PEG-conjugated drugs has been routinely reported. Entrap-
ment of IL-2, growth hormone antagonist, haemoglobin, growth factor, anticancer
drugs, cytokines, enzymes, hormones, lactoferrin, antibodies and antibody frag-
ments etc., in the PEG-based polymers are frequently used in medical industry. In
addition, many proteins are conjugated to the PEGylated polymers to extended
circulating plasma life and easily clearance through renal filtration because of

(a) 

  

(b) 

 

Actual Chemical 
Compounds

Actual Receptor 
Molecule

Biochemical Assay

Chemical Screening

Docking

Representation 
of Chemical 

Library

3D structure 
Representation

Virtual Screening

hit

Target Structure

Chemical Library

junk

Sampling Scoring

Fig. 11.1 (a) Diagrammatic representation and comparison between chemical screening versus
virtual screening; (b) Diagrammatic representation of receptor based virtual screening
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increased aqueous solubility, decreased immunogenicity, and permits binding of the
proteins to their receptors (Kolate et al. 2014a). Furthermore, due to the increased
overall volume and molecular mass of PEGylated polymer, it has a greater bioavail-
ability, and thus results in less frequent dosing (Nucci et al. 1991). Generally,
PEGylation is used for the modification of therapeutic molecules by conjugation
with PEG. A natural clinical implication of PEGylated proteins is in the form of
antibodies (both single chain and monoclonal) modifications to achieve greater
solubility and longer circulating life in vivo. PEGylation with longer PEG chain
was more efficient than multiple PEGylation with short PEG chain to increase serum
half-life (Lee et al. 1999). A new and potentially useful application of PEG mAb to
an ADEPT (antibody directed enzyme prodrug therapy) system which is generally
used for targeted drug delivery for the impairment of genetic diseases (AlQahtani
et al. 2019a). Recent advancement in the recombinant DNA technology has
improved the production of proteins at large scale. But, their clinical applications
are limited because of their antigenicity. Protein PEGylation significantly reduces
the antigenicity of recombinant protein and thus associated antibody formation
against them in limited, contributing to their prolonged activity with increased
in vivo life to several hundred folds. During therapeutic uses, PEG protects protein
from proteolytic digestion in the body (Veronese and Mero 2008).

Many small organic molecules and anticancer agents have been conjugated to
PEG which can easily be delivered to the target without any side effect (Elechalawar
et al. 2020). A successful PEGylation of drug molecules can improve the pharma-
cokinetic and pharmacodynamic outcomes. In addition, PEGylation extend blood
residence, decrease enzymatic degradation and reduce immunogenicity of drugs as
well as decrease uptake by reticuloendothelial system. Entrapment of anticancer
drugs into the PEG helps to passively release at target tumor site with less frequent
neutropenia, alopecia and cardiotoxicity (Plosker 2008). A PEG–daunorubicin con-
jugates have been recently synthesized and there in vitro antitumor activity has been
evaluated (Greenwald 2001). PEGylation improves the physicochemical properties
of drug molecules, including optimal degree of modification of molecular weight,
size, hydrophilicity, conformation, steric hindrance and charge which lead to altered
elimination kinetics and thus, several PEGylated therapeutics have entered into the
clinical trials and their successful translation to the clinical use. However, an
accurate assessment of pharmacokinetic and pharmacodynamic parameters of drug
like molecules in animals and patients are highly needed. A sensitive in vivo
quantification and fate of the bound drug in the host body is required after systemic
administration stability, metabolism and bioavailability of PEGylated compounds
(Kolate et al. 2014b). For target-specific therapy and imaging, nanocarrier based
delivery systems have recently emerged as a promising delivery system for thera-
peutics with great potential (Rajan et al. 2014). It was shown that incorporation of
small amounts of gangliosides, glucolipids, phosphatidylinositol impart a weak
negative charge on surface of liposomes which can bypass the reticuloendothelial
uptake. It was found from research charge influence that the uptake for hydrophobic
and neutral to positively charged particles are more prone to reticuloendothelial
uptake in comparison to the negatively charged particles.
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11.4 Gene Therapy

Recently, gene therapy has drawn significant attention of scientific community for
the treatment of diseases associated with the non-functional and mutated genes such
as haemophilia, mucopolysaccharidosis, autoimmune diseases and cancer. The
outcome of gene therapy is depending on the efficiency and safety of its delivery
vectors. In comparison to the gene delivery using viral particle, PEGylation and
hydrogel as gene delivery vectors are less oncogenic, immunogenic, easy to prepare
and specially does not have any limitation of the size of gene to be transferred. In this
context, PEG has gained remarkable attention because of its desired stability in the
systemic circulation (Hashemi et al. 2019). Despite a great advantage of PEG for
controlling the pharmacokinetics of the carriers, but is undesirable for the cellular
association of gene carriers with tumors. To address this problem, various modified
gene delivery systems have been developed. Hatakeyama et al. (2007) developed an
interesting gene delivery system for cancer gene therapy, using a multifunctional
envelope-type nano device modified with enzymatically cleavable PEG-lipid. They
prepared a cleavable PEG-lipid which is composed of a PEG/matrix
metalloproteinase (MMP)-substrate to be specifically cleaved by MMP in the extra-
cellular space in tumor tissues (Hatakeyama et al. 2007). As we know that MMP
expression is higher in the case of tumor cells, thus such system facilitate the site
directed gene delivery. Kim et al. (2006) conjugated the siRNA of vascular endo-
thelial growth factor to PEG via a disulfide linkage. A conjugate of siRNA-PEG
interacting with cationic polyethylenimine form polyelectrolyte complex micelles
and consequently showed a greater stability against enzymatic degradation. Under
condition similar to reductive cytosolic environment, siRNA in its intact form was
released from the siRNA–PEG conjugate after cleavage of the disulfide linkage
which could be potentially applied to RNAi-based anti-angiogenic treatment of
cancer in vivo. Hashemi et al., fabricated PEG coated, calcium doped magnetic
nanograin (PEG/Ca(II)/Fe3O4) as a genome expression enhancer as a promising
strategy for gene therapy (Hashemi et al. 2019). The potential of large scale
production and biocompatibility make PEG-based carriers increasingly attractive
for gene therapy. However, many intra- and extracellular obstacles needs to get
addressed.

PEG-modified adenosine deaminase has been extensively used for the enzyme
replacement therapy for immunodeficiency due to adenosine deaminase deficiency.
Enzyme replacement therapy by modified PEG has restored the metabolic environ-
ment and thus immune function lost due to the adenosine deaminase deficiency
(Hershfield 1995). In many cases, level of functions achieved through enzyme
replacement therapy has been sufficient to protect against opportunistic and life-
threatening infections and diseases (Liu et al. 2009). For gene therapy against HIV in
peripheral blood mononuclear cells, a cationic carbosilane–PEG dendrimers were
used (Sánchez-Nieves et al. 2014). An improved performance was observed as
compared to a PEG-free carbosilane dendrimer. Toxicity significantly decreased in
presence of PEG moety because dendrimers and siRNA interact weakly as compared
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to the homodendrimer analogous. Chemical features like well-defined size and
structure, flexibility, monodispersity and multivalent molecular surface, lower tox-
icity and lower dendriplex strength, are key properties for use of these vectors for the
gene delivery to target cells (Newkome et al. 2008).

11.5 Protein Folding Studies

PEG has been extensively used in research to mimic the cellular environment to
investigate the role of crowding agent in reducing misfolding and aggregation,
conformational change in protein to increase stability and activity. The extent of
PEG-based stabilization of proteins depends on the size of PEG, PEGylation site,
structure of the PEG–protein linker, etc. The strength of a noncovalent interaction,
salt-bridge and hydrogen-bond strength within a protein depends strongly on its
microenvironment and increasing in nonpolar versus aqueous environments. As we
know that protein folds in a crowded cellular environment but most of the studied
performed on protein folding were done on a single protein (Kinjo and Takada 2002;
Tsao et al. 2010; van den Berg et al. 1999). The efficiency of macromolecular
crowding agent is expected to be highest hydrodynamic dimensions of a tested
protein. To mimic the natural cellular milieu, many crowding agent including PEG
have been extensively used as crowding agents for various proteins (Ghosh et al.
2020; Nasreen et al. 2018; Shahid et al. 2019; Shahid et al. 2017). An expected
outcome of the presence of PEG as a macromolecular crowding agent is their ability
to improve the conformational stability of a globular protein due to the excluded
volume effects including alteration of solvent properties (Christiansen et al. 2013;
Stepanenko et al. 2016; Tokuriki et al. 2004). Behaviour of protein dynamics is
affected by the hydrodynamic size and concentration of inert crowder where chem-
ical nature of crowder molecules should not play any role in the modulation of
conformational properties (Fonin et al. 2019). Conformational changes of d-glucose/
d-galactose-binding protein (GGBP) were studied at different PEGs (Molecular
weight, 12,000, 4000, and 600) in varying concentration and a noticeable structural
changes was observed (Fonin et al. 2018). All PEGs promoted compaction of GGBP
and lead to the increase in ordering of its structure. These data support the previous
notion that the influence of macromolecular crowders on proteins is rather complex
phenomenon that extends beyond the excluded volume effects (Fonin et al. 2017).

Stepanenko et al. (2016) has demonstrated the effects of different PEGs of
varying molecular masses (PEG-600, PEG-8000, and PEG-12000) on the spectral
properties and unfolding-refolding processes of the super-folder green fluorescent
protein. The hydrodynamic radii of PEG-600, PEG-8000, and PEG-12000 are
5.6 Å � 0.3 Å, 24.5 Å � 1.9 Å, and 30.9 Å � 2.5 Å, respectively (Kuznetsova
et al. 2014). According to the excluded volume theory, the greatest effect on the
unfolding-refolding processes should be provided by PEG-8000, whose hydrody-
namic dimensions are closest to those of sfGFP. Ferreira et al., demonstrated that
PEG and UCON of similar size produces different changes in the solvent properties
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of water in their solutions and induced morphologically different α-synuclein aggre-
gates (Ferreira et al. 2015; Ferreira et al. 2016). The further extended study to get
deeper insights into the behaviour of proteins in a crowded environment, a similar
study was conducted to determine the secondary and tertiary structure and aromatic
residue solvent accessibility ten different proteins. Both PEG and UCON polymers
affects secondary and tertiary structures of folded and hybrid proteins in a limited
fashion with a slight unfolding. Solvent accessibility of aromatic residues was
significantly increased for the majority of the proteins in the presence of UCON
but not PEG. PEG also accelerated the aggregation of protein into amyloid fibrils
(Breydo et al. 2015). In addition, a large number of studies on PEG has been carried
out to establish the role of PEG in protein folding and dynamics (Parray et al. 2019;
Shahid et al. 2017; Xiao et al. 2019).

11.6 Cosmetic Industry

PEG is one of the best investigated polymer for use in bio-related application due to
its inertness, biocompatibility, biodegradability and versatility. PEG is generally
used in cosmetics, food processing, pharmaceuticals, agriculture, and industrial
manufacturing (AlQahtani et al. 2019b). Because of two terminal alcohol groups,
the PEGs can form a series of derivatives including, mono-, di- and polyesters,
ethers, amines and acetals. PEGs can favour the addition reaction to form new
compounds or complexes on their ether bridges. Some common derivatives of
PEG in cosmetic industry are, fatty acid esters, PEG ethers, PEG amine ethers,
PEG castor oils, PEG propylene glycols, and other derivates with required proper-
ties. PEG is found in many domestic and hygiene products, because of their
solubility, viscosity and low toxicity. PEGs and their fatty acid esters produce a
little irritation and have extremely low acute and chronic toxicities and thus consid-
ered as a highly acceptable polymer in the cosmetic industry (Fruijtier-Pölloth 2005).
Due to the abundant presence of PEG, it likely to be present at or introduced to the
inflammation site. PEG fatty esters, PEGs, and PEG sorbitan fatty esters are slightly
irritating to the skin of rabbits and humans and thus commonly found in the
antiseptic creams. The occurrence of PEG in close vicinity to highly active immune
cells may be enough to elicit the stimulation of anti-PEG antibodies (Yang and Lai
2015). PEGylated pharmaceutical products are used as an indirect molecular probe
for measuring mucosal permeability. Their unique osmotic characteristics in aque-
ous solutions, PEG provides solubility, stability and strength to the degrading sub-
stances (Fordtran and Hofmann 2017). In addition, carcinogenicity studies with
PEGs have been conducted. Interestingly, in most of studies people found no
indication of a tumorigenic effect of PEGs which will further allow the effective
use of PEG in cosmetics. The PEGs and their fatty acid ethers and esters produce a
negligible dermal irritation along with an extremely low acute and chronic toxicities
as they do not readily penetrate intact skin and thus the sensitising potential of these
compounds appears to be negligible (Jang et al. 2015). Furthermore, commonly used
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PEG derivatives in the cosmetic industry are free from reproductive and develop-
mental toxicity, on genotoxicity and carcinogenic properties.

11.7 Food Industry

PEGs are widely used in medical and food industries because of their biologically
inert, non-immunogenic, non-toxic and water-soluble nature. A mild to life-
threatening immediate hypersensitivity for PEG are reported (Ahmed et al. 2018).
PEG hypersensitivity should be considered during the diagnostic management and
therapy. The Food and Drug Administration (FDA) has approved several biological
application of PEGs including as a carrier, preservative of food, cosmetics and
pharmaceuticals, including injectable and bowel solutions (Lim and Hong 2014).
PEGs are extensively used as enhancer of solubility and oral bioavailability of
compounds with poor aqueous solubility (Gullapalli and Mazzitelli 2015). The
nanoparticles and essential oil loaded composite films of PEG are widely used in
the food industry for packaging purposes. These films are capable of exhibiting
antimicrobial effects against bacteria, and extend the shelf-life of meat. Such bio-
compatible films showed are manufactured commercially with increased thermal
stability (Ahmed et al. 2018). The developed bionanocomposites are highly com-
patible to food packaging to control the spoilage and the pathogenic bacteria
associated with the fresh chicken meat (Ahmed et al. 2018). Liu et at. developed
EGylated chitosan modified silver nanoparticles which possess excellent antimicro-
bial activity against both Gram-negative and Gram-positive bacteria (Liu et al.
2017). Such antimicrobial coatings with excellent nonfouling property is available
to resist bacterial attachment to the food materials for long term storage and
transport. However, silver based nanoparticle coating with PEG has dramatically
enhanced antibacterial property and ascribed to the synergism of PEG-based resis-
tance of bacteria due the antibacterial property of silver. Colloidal silver
nanoparticles prepared by chemical reduction using PEG as a reducing agent has
been used as food simulants in apple juice.

11.8 Bone and Tissue Engineering

In recent years different types of biomaterials are developed to support the bone
tissue regeneration process. A relatively new class of nanocomposite biomaterials
are produced from PEG that incorporate a biopolymeric and biodegradable matrix
structure render improved properties including large surface area, high mechanical
strength and stability, enhanced cell adhesion, proliferation, and cell differentiation
(Bharadwaz and Jayasuriya 2020). Cartilage production with the help of PEG and
alginate was successfully done. Collagen, PEG encapsulated with poly-lactic or
-glycolic groups and polyvinyl alcohol, are other examples of biological and
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synthetic polymers that have been combined with chondrocytes (Bryant and Anseth
2003). Recent development in bone tissue engineering have identified and propelled
the need of PEG based biomaterials as a promising approach for effective bone
regeneration because of its high tunable properties, excellent biocompatibility,
controlled biodegradability and good mechanical strength (Wang et al. 2019). In
bone regeneration, the biomaterial scaffold is required to be fabricated having
adequate cell growth and bone tissue regeneration. Such properties may be gained
by PEGs because of their high porosity, surface-to-volume ratio, and crystallinity.
PEG based nanofiber mats exhibited excellent cell attachment and growth, along
with adequate cytocompatibility (Scaffaro et al. 2017). PEG-based membrane incor-
porated with the nanocalcium phosphate was developed to reduce non-functional
scar tissue defects with the help of guided bone regeneration. The addition of
calcium phosphate particles increase in fiber diameter as the addition of the inorganic
calcium phosphate may have reduced the conductivity of the electrospinning solu-
tion. Furthermore, osteogenic differentiation of the cells was aided by the addition of
the calcium phosphate nanoparticles as they increased the concentration of calcium
ions thereby facilitating better storage of the cells (Türkkan et al. 2017). For
surgeries and regenerative engineering tissue adhesives are manufactured with the
help of PEG to achieve a rapid crosslinking, strong wet adhesion and cohesion
strengths, and minimal cytotoxicity remains a critical roadblock for clinical transla-
tion (Lu et al. 2020). Recently, Zhou et al. (2020) designed a (PEG)-based poly
(urethane-urea) for bone tissue repair using cystine dimethyl ester as a cross-linker.
The strength of material was further strengthened by physical blending of nano-
hydroxyapatite. The obtained biocompatible material showed excellent mechanical
strength, biocompatibility and osteogenic capability and thus has good prospects for
bone tissue repair application.

11.9 Bioimaging and Radiotherapy

PEG is an FDA-approved compound, has been extensively used to modify various
anticancer agents to increase long blood circulation, and enhancing their tumor
accumulation. In recent years application of PEG-based nanoparticles have received
greater attention in biomedicine, particularly in diagnostic imaging. Recently, Yang
et al. designed a circular aptamer-PEG structure which is capable of prolonged blood
circulation, and then responds to the acidic tumor microenvironment to deeply
penetrate the solid tumor and selectively recognize cancer cells for in vivo targeted
bioimaging (Yang et al. 2020a). A typical AS1411 aptamer containing G-rich
oligonucleotide sequences with specific recognition of nucleolin was designed to
detect a non-ribosomal protein normally existing in the nucleus and also highly
expressed on the surface of cancer cells. Such materials having deep tumor tissue
penetration and specific targeting of cancer cells, may be employed in efficient drug
delivery strategy as well as bioimaging purposes. Photothermal therapy is an effi-
cient approach employed for cancer treatment. A novel PEG based nanomaterials
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were synthesized which has significant T1-weighted performance to target tumor
and localize for photothermal therapy. This approach holds significant potential for
the clinical application especially in the case of tumor localization and targeted
therapy (Meng et al. 2020).

Pretargeting strategies have recently emerged as an attractive imaging and ther-
apy option for cancer patients. Different types of nanostars are prepared with has
high potential to accumulate in the tumor tissue via an enhanced permeability and
retention and thus implemented in the development of a passive delivery of cytotoxic
compounds to cancer cells. To increase the contrast between uptake in the tumor and
in surrounding healthy tissues, PEG based nanostars are designed for pretargeted
positron emission tomography imaging, using radioligands that are labeled with the
short-living positron emitter fluorine-18 (Goos et al. 2020a). The development of a
pretargeting strategy based on the passive delivery of PEG based nanostars further
expand the cancer imaging and treatment options, with a minimal radiation doses to
healthy cells (Goos et al. 2020b). Recently, a new type of gold-PEG based
nanoparticles are designed which possess excellent X-ray absorption coefficient,
utilized as a contrast agent for computed tomography scan imaging. This nanopar-
ticle shown a reliable aqueous dispensation, low cytotoxicity, and strong X-ray
absorption ability subsequently enhances contrast, having long circulation time in
the blood, and a negligible in vivo toxicity. Hence, such type of nanoparticles have
great potential for clinical application in CT scan imaging (Gao et al. 2020).

Encapsulation of near infrared dyes, indocyanine green in the PEG based bio-
compatible nano carrier has been extensively used for NIR bioimaging,
photothermal and photodynamic therapy. In is interesting to note that the encapsu-
lated dyes remained stable for over long time and slowly accumulating in the liver
and spleen having a wide range with deep penetration into the living tissues, may be
exploited as a promising candidate for cancer treatment and diagnosis (Yeroslavsky
et al. 2020). PEG incorporated silica nanoparticles are developed for improving
efficacy of targeted radiotherapy in melanoma models. PEGylated carbon dots were
engineered to bind alpha melanocyte stimulating hormone cyclic peptide analogs for
targeting the melanocortin-1 receptor over-expressed on melanoma tumor cells.
Such quantum dots are radiochemically stable, biologically active, and exhibited
high affinity cellular binding properties and internalization (Zhang et al. 2020). An
ultrasmall PEGylated quantum dots, covalently encapsulating the near infra-red
emitting dye Cy5 were engineered to display MC1-R targeting cyclic DOTA-α
MSH peptides on their surfaces. This superior property provide selective tumor
uptake and favourable biodistribution properties and improved renal clearance. The
unique and tunable surface features of this targeted radiotherapeutic quantum dots
are coupled with favorable pharmacokinetic properties, substantially improved
treatment efficacy and demonstrated a clear survival benefit in melanoma models.
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11.10 Application of PEGs in Cutting Edge Technologies

PEGs are the most successful precipitants for the protein crystallization especially in
the case of high molecular weight proteins (Gorrec 2016). Various parameters
related to PEG such as types, concentration and molecular mass influence the
crystallizing process. PEG has been used as a component in organ preservation
solutions to reduce injury from cold perfusion in animal organs (Pasut et al. 2016;
Valuckaite et al. 2013). PEGs 4000 and 3350 are commonly used in the gastroen-
terology from a long time. A series of PEGylated polymers are developed for tissue
engineering. Implementing PEG-alt-thiol conjugates, biodegradable polymeric sys-
tem showed in vivo biocompatible cell matrices for tissue engineering and wound
healing (Wang et al. 2008). Further applications of PEG include in plastics and
resins, in printing, as ingredients of soaps and detergents, in the rubber, in the textile
and leather industry, in the paper industry, in the ceramics and glass industry,
petroleum, mining and metal industries, for wood preservation and as chemical
intermediates. Remarkably, PEG as a kind of stable, environmentally friendly and
green surfactant. Many PEG-based aqueous solution are applied in extraction,
separation and preconcentration of various constituents from complex mixture
because it possesses the advantages of low cost, non-volatility, biodegradation,
and non-toxicity (Zhang et al. 2017). Hydrogels composed of PEG and chitosan
have been extensively used in the fields of wound dressing, tissue repair, water
purification, drug delivery, and bone regeneration, and coatings in dental applica-
tions. Hydrogel developed for dental application shows a superior activity in early-
stage adhesion inhibition and displays remarkably long-lasting colony-suppression
activity. In addition, such nanomaterial antifouling and antimicrobial functions with
excellent biocompatibility (Peng et al. 2020).

11.11 Miscellaneous Applications

PEGs are widely used in medical and food industries because of their biologically
inert, non-immunogenic, non-toxic and water-soluble nature. A mild to life-
threatening immediate hypersensitivity for PEG are reported. PEG hypersensitivity
should be considered during the diagnostic management and therapy. The Food and
Drug Administration (FDA) has approved several biological application of PEGs
including as a carrier, preservative of food, cosmetics and pharmaceuticals, includ-
ing injectable and bowel solutions (Lim and Hong 2014). PEG has been used as a
component in organ preservation solutions to reduce injury from cold perfusion in
animal organs (Pasut et al. 2016; Valuckaite et al. 2013). PEGs 4000 and 3350 are
commonly used in the gastroenterology from a long time. PEGylated pharmaceutical
products are used as an indirect molecular probe for measuring mucosal permeabil-
ity. Their unique osmotic characteristics in aqueous solutions, PEG provides solu-
bility, stability and strength to the degrading substances (Fordtran and Hofmann
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2017). A series of PEGylated polymers are developed for tissue engineering.
Implementing PEG-alt-thiol conjugates, biodegradable polymeric system showed
in vivo biocompatible cell matrices for tissue engineering and wound healing (Wang
et al. 2008). Cartilage production with the help of PEG and alginate was successfully
done. Collagen, PEG encapsulated with poly-lactic or -glycolic groups and polyvi-
nyl alcohol, are other examples of biological and synthetic polymers that have been
combined with chondrocytes (Bryant and Anseth 2003). PEGs are extensively used
as enhancer of solubility and oral bioavailability of compounds with poor aqueous
solubility (Gullapalli and Mazzitelli 2015). PEGylation is one of the best approaches
for targeting of anticancer therapeutics.

PEG is one of the best investigated polymer for use in bio-related application due
to its inertness, biocompatibility, biodegradability and versatility. PEG is generally
used in cosmetics, food processing, pharmaceuticals, agriculture, and industrial
manufacturing (AlQahtani et al. 2019b). PEG is found in many domestic and
hygiene products, thus our body got repeated exposure to PEG which may causes
the development of anti-PEG antibodies. Due to the abundant presence of PEG, it
likely to be present at or introduced to the inflammation site. The occurrence of PEG
in close vicinity to highly active immune cells may be enough to elicit the stimula-
tion of anti-PEG antibodies (Yang and Lai 2015). Recent development in bone tissue
engineering have identified and propelled the need of PEG based biomaterials as a
promising approach for effective bone regeneration because of its high tunable
properties, excellent biocompatibility, controlled biodegradability and good
mechanical strength (Wang et al. 2019). PEGs are the most successful precipitants
for the protein crystallization especially in the case of high molecular weight proteins
(Gorrec 2016). Various parameters related to PEG such as types, concentration and
molecular mass influence the crystallizing process.

11.12 Conclusion

PEGs are most commonly used polymers which is inert in nature,
non-immunogenic, non-antigenic which enhance the solubility of hydrophobic
drugs and facilitate the potential for DNA transfection, siRNA delivery and tumor
targeting. PEGylated drug delivery systems are very effective nano-carriers used to
deliver anticancer drugs to the tumor site. The PEGylated polymers had lower
cytotoxicity and hemolytic toxicity with increased solubility, less aggregation,
lower opsonization by RES and higher tumor accumulation by the enhanced per-
meability and retention effect. PEGylation showed a great advantage in overcoming
the unfavourable characteristics of biomaterials by keeping the unique properties.
PEG has also been used as gene delivery vector for the targeted delivery of gene of
interest. PEG-based copolymers play a crucial role as a biomedical material for
biomedical applications, because of its biocompatibility, biodegradability,
thermosensitivity and easy controlled characters. PEG–based hydrogel exhibits
good gelling mechanical strength and minimizes the initial burst effect of the drug.
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The hydrogel developed from PEG is able to release the drug over a long duration of
time, meanwhile is also biocompatible and provide environment similar to soft tissue
and allow diffusion of nutrients due to biodegradable properties with desired safety
and efficacy. Despite the extensive use of PEGs, future biomedical implications are
the matter of concern among the scientists but still to procure the FDA approvals, a
strong investigation in the clinical studies is necessary.
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Chapter 12
Molecular Dynamics Simulation in Drug
Discovery: Opportunities and Challenges

Rohit Shukla and Timir Tripathi

Abstract Drug discovery is the process used to discover new candidate medica-
tions. In the past, most drugs were discovered by identification of active-ingredients
or by serendipity. Modern drug discovery is more focused and streamlined. It starts
with target identification, followed by the identification of inhibitors that bind to the
target and inhibit its activity. However, developing a new drug takes typically
10–12 years before it can be commercialized. Furthermore, drug discovery costs
can range between several hundred million to billions of US dollars. Recent pro-
gresses in computational approaches have sped up drug discovery and development
research. Computer-aided drug design (CADD) speeds up the hit-to-lead process and
enables compounds to pass the barriers of preclinical testing in a short time.
Molecular dynamics (MD) simulation has emerged as an important tool in the
study of the conformational flexibility and dynamics of drug-target complexes.
MD simulation helps to replicate the biological events in a computer simulation. It
has become a routine computational tool for CADD and a revolution in the field of
drug development. It provides an accurate estimate of thermodynamics and kinetics
associated with drug-target interaction and binding. Development of new methods,
software, and hardware has boosted the use of MD simulation among scientists
working with CADD as well as in biopharmaceutical industry. Improvements in the
force-field methods may further enhance the accuracy of free-energy predictions.
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12.1 Introduction

Nowadays, the drug discovery process has become more rapid owing to the vast use
of high-throughput virtual screening (HTVS). In addition, the drug discovery pro-
cess has become much more feasible for the pharmaceutical industry and is less time
consuming. There is no need for labor for screening using HTVS due to process
automation. Nearly 75% of the R&D cost of developing drugs arises from failures
during drug discovery in pharmaceutical industry (Noble 2003). For HTVS, which is
followed by molecular dynamics (MD) simulations, enormous amount of computa-
tional power, along with good software, is needed. The small molecules obtained
through HTVS can be validated by MD simulations.

MD simulation was first introduced by Alder and Wainwright and developed by
Karplus group in 1977 (McCammon et al. 1977). In 2013, Martin Karplus, Michael
Levitt, and Arieh Warshel were awarded Nobel Prize “for the development of multi-
scale models for complex chemical systems”, which formed the theoretical basis of
MD simulations. Presently, MD simulation is vastly used in modern science, where
it works as a bridge between the wet-lab experiments and theories. MD simulations
are used to describe the evolution of single as well as complex systems with time
by using theoretical models (Heidari et al. 2016b). Fundamentally, computer simu-
lation is a theoretical approach that is valuable when newly developed hypotheses or
predictions can subsequently be subjected to experimental validation. Most MD
simulation algorithms work in parallel due to intense efforts from scientists across
the globe. MD simulation data gains importance when used in conjunction with the
wet-lab experiments (Feig et al. 2018b). It can describe the atomic level dynamics of
biological systems (Gigosos et al. 2018a), and the data obtained after the program
execution can be analyzed virtually. It provides a detailed idea of their properties at
atomic-level and their kinetic behavior with respect to time; this data cannot be
generated using conventional wet-lab experiments (Hollingsworth and Dror 2018).
With the increase in computational power and data storage, MD simulation has been
proved to be an invaluable tool in diverse research fields because of its ability to
solve complex problems by relying only on fundamental first principles and using
either physical or mathematical approximations (Kumar et al. 2014). It provides
deeper insights into the underlying physical principles for theory validation. Some-
times, MD simulation becomes challenging due to the high degree of complexity in
both experiment and theory (Gigosos et al. 2018b). MD simulations have been
extensively used to study biomacromolecules, like protein, nucleic acid, etc. In
recent years, such simulations have been extended to cellular scale, and simulations
of an entire cell have been analyzed to understand the basic molecular principles of
life (Heidari et al. 2016a).

Drug discovery process is very lengthy, and the commercialization of a drug is a
costly affair. Moreover, the chances of failure during drug discovery are very high.
On the basis of a 10 years research (2009–2018), Wouters et al. estimated that the
research and development investment associated with developing and commercial-
izing a drug has increased significantly in the last decade. The average cost is now
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estimated to be ranging from $314 million to $2.8 billion (Wouters et al. 2020).
Ninety percent of the drugs entering clinical trials fail to get approval of the Food and
Drug Administration (FDA) and cannot reach the consumer market. Thus, using
computational simulation methods in conjunction with HTVS experiments saves
money as well as time of pharmaceutical industries invested in drug development.
An overall protocol of drug discovery and development process is shown in
Fig. 12.1.

12.2 Computer-Aided Drug Design

With the advancement in computational methodologies, computer-aided drug design
(CADD) is becoming an evolutionary technology employed for drug discovery and
development. It has helped in decreasing the cost of drug discovery as well as
reducing the time taken for the drug discovery process. It uses silicon chip or
computers to predict the lead compounds by HTVS using virtual libraries that
contain millions of compounds (Loew et al. 1993). CADD can be of two types:
Structure-based drug design (SBDD) and ligand-based drug design (LBDD). These
approaches are briefly described below:

Fig. 12.1 Overall drug discovery and development process
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12.2.1 Structure-Based Drug Discovery

When the structure of a protein or a therapeutic target is known, then the most
common technique used in CADD is structure-based drug discovery (SBDD). In
SBDD, compounds are designed on the basis of the binding site of a therapeutic
target, which is commonly a protein. SBDD uses one of the following two
approaches for the identification and design of a candidate drug (that may be an
antagonist, agonist, or inhibitor of a target): i) molecular docking approach, or ii) de
novo ligand design approach. MD simulations are frequently used in SBDD to gain
insights into the mechanism of ligand binding with target proteins and the confor-
mational dynamics or fluctuations that occurred upon ligand binding (Shukla
and Tripathi 2020). When membrane protein is used for drug designing then the
membrane permeability must also be considered as a crucial factor (Wang et al.
2010; Hanson et al. 2015). The success rate of the SBDD is very high. By using
SBDD pipeline, several compounds have passed through the clinical trials and have
obtained FDA approvals to reach market much sooner than conventional drug
discovery. Commercial drugs, like zanamivir, nelfinavir, and aleglitazar, etc., are
few examples of drugs developed using SBDD approach (Talele et al. 2010;
Schames et al. 2004).

Structure-based HTVS (SB-HTVS) against small compounds, is a widely used
in-silico method (Shukla et al. 2018a; Shukla et al. 2018b; Shukla et al. 2018c;
Shukla et al. 2018d) to search huge libraries of compounds and select eligible
compounds for biological testing. In this approach, the ligands are allowed to dock
with the target, and the binding energy and binding conformation of the ligands
towards the target are estimated and determined. In addition to finding the best
docking pose, SB-HTVS also ranks the docking results according to their predicted
affinities for the entire database. SB-HTVS allows screening of millions of com-
pounds for target complementarity within small time.

12.2.2 Ligand-Based Drug Design

Ligand-based drug design (LBDD) is an alternative method of drug designing that is
employed when the target binding site or structure is not known, while the ligand
structure and its IC50 value towards the target are known (Loew et al. 1993; Mason
et al. 2001). Here, if sufficient number of active ligands with diverse activity values
is known, then a 3D-pharmacophore model can be built for these sets of ligands by
overlapping all of them and finding the common feature among them. This method is
completely dependent on the experimental binding affinity of the previously iden-
tified ligands. Several LBDD approaches are available, among which, the more
commonly used techniques are pharmacophore modeling, molecular similarity,
and quantitative structure-activity relationship (QSAR) (Acharya et al. 2011).
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Pharmacophore modeling is one of the major elements of drug designing
employed in the absence of structural data of the target receptor. In pharmacophore
modeling, common structural features of ligands, like number of hydrogen bond
donors, acceptors, aromaticity, benzene rings, etc., that bind to a target, are used to
perform screening of candidate molecules (Yang 2010). Pharmacophores can be
used as queries for retrieving potential leads from structural databases (lead discov-
ery), for designing compounds with desired features (lead optimization), and for
assessing similarity and diversity in molecules using pharmacophore fingerprints. In
molecular similarity methods, the molecular fingerprint of known ligands that bind
to a target is used to identify the molecules with similar fingerprints through
screening of large libraries of molecules. Molecular similarity methods allow iden-
tification of additional compounds with a higher chance of displaying similar
biological activities against the same target (Bender and Glen 2004). QSAR is a
bioinformatics method used to determine the relationship between structural features
of ligands that bind to a target and the corresponding biological activity effect
(Verma et al. 2010). QSAR methods are based on statistics that correlate the
activities of target drug interactions with various molecules. The QSAR method is
based on the fact that structurally similar molecules tend to show similar biological
activity (Verma and Hansch 2009). QSAR is widely used in drug design and
discovery to identify chemical compounds with good inhibitory effects on specific
targets and with low toxicity (Amic et al. 1997, 1998; Gigosos et al. 2018b; Pronk
et al. 2013).

12.3 Molecular Dynamics Simulation

12.3.1 Background

Molecular dynamics (MD) is a computer-based simulation technique used to analyze
the physical motion of atoms and molecules across conformational space, and
provide information on evolution of atomic positions with respect to time (Zhang
et al. 2015a). MD simulations are used to describe the atomic and molecular
properties of protein, drug-target interactions, solvation of compounds, and confor-
mational changes that a protein or compound may undergo under various conditions.
It is based on the method of Newtonian mechanics (NM) (also known as classical
mechanics) (Zhang et al. 2015b). NM relates to the motions of large particles, while
quantum mechanics (QM) relates to the motions of small particles (atoms and
molecules). NM proposes the motion of particle as a continuous entity, while QM
asserts that small particles exist in discrete states of motion (energies). QM incor-
porates nuclear and/or electronic interactions between particles; simulations are
based on the Schrodinger equation, including (and within) different approximations
most of which use the action principle of NM (Zhang et al. 2015b). In NM, atoms
come together with nucleus and the electrons are assumed as point charge with
associated mass. To understand the basis of MD simulation, the knowledge of force-
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field is also important. Force-fields are a set of potential energy functions that are
employed to define the relation between the structure and the potential energy
(Martn-Garca et al. 2015). It is a mathematical expression describing the dependence
of the energy of a system on the coordinates of its particles. It also describes the
building blocks required for the computation of force and energy that contains
bonded and non-bonded interaction. The molecular mechanics (MM) force-field is
used to compute the forces acting on each atom. MM force-fields are based on the
four fundamental principles:

1. Born-Oppenheimer method: In this method, the electron speed is thought to be
constant. The electrons are considered to have more motion than that of the nuclei
while the nuclei are considered more stable than the electrons (Brela et al. 2016).

2. The bond length and bond angle are defined for every bond, while the steric
energy of the system increases when the deviation in the bond increases.
According to the force-field, the nuclear position of the atom is adjusted through
a mathematical model and a new geometry with lower energy may be assigned.

3. The potential energy of the surface of the molecule is described by mathematical
equations that give the best match for the experimental data. When these param-
eters are evaluated for a compound, then they can be generalized for similar
compounds.

4. Fourth is the atom type that includes electronic distribution and hybridizations.

12.3.2 Energy Minimization

It is also known as geometry optimization. Every molecule always tends to be in the
lowest energy state having the highest stability. It is a mathematical process in which
the nearest local minima are searched by the activation energy barrier. This process
is dependent on the initial conformation of the input structure. Several algorithms are
available for the energy minimization, like Conjugant Gradient, ABNR from
CHARMM-GUI, and Sander from Amber, etc. Energy minimization decreases the
energy of each atom as compared to its initial structure. Before proceeding to MD
simulation, it is necessary to perform energy minimization.

12.3.3 Explicit and Implicit Solvation

MD simulations are performed to study the conformational features of a protein in a
cellular environment. In order to study cellular-level dynamics of a protein, it is
required to create a virtual cell-like environment. Since a cell has 75% water
molecules, it is necessary to add water molecules into the system to construct a
cell-like environment. In the first step, a box is created. Inside the box, molecules
like protein, ligand, water, ions, etc. are added. The size of the box is also important
as the number of water molecules added in the box depends on the size of the protein
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and the box. There are two types of water models: i) the explicit water model, and ii)
the implicit water model. In the case of explicit water model, we add real water
molecules in the system, while in the case of implicit water model, we add water-like
environment in the system using mathematical equations (Leherte and Vercauteren
2017). The implicit water model takes less computation as compared to explicit
water model; most MD simulation methods use the explicit water model.

12.3.4 Periodic Boundary Conditions

Periodic boundary conditions (PBC) are used in MD simulations to avoid problems
with boundary effects caused by finite size, which makes the system infinite (Linke
et al. 2018). During MD simulation, inside the water box of the system, the particles
might move out due to dimensionality. To avoid this error, a replica of the box is
created to cover the original box from all sides, and whenever the particle moves out
from the central box, another particle would enter from the adjacent replica box at
the same speed. The presence of PBC means that any atom that leaves a simulation
box by, say, the right-hand face, enters the simulation box by the left-hand face.

12.3.5 Computation of Long-Ranged Coulomb Interactions

The particle-mesh Ewald (PME) method is an efficient and accurate method for the
evaluation of long-range electrostatic interactions in biomolecular systems that are
being studied by MD simulations. The electrostatic potential comes in the category
of long-range potential, and after a particular distance, they become weaker and
gradually vanish. A specific cut-off value is set in each simulation for measuring the
electrostatic potential. However, the cut-off does not allow smooth fall of the
potential as it will become zero after certain distance and may lead to artifacts in
calculation. Hence, to encounter this problem, PME method (Darden et al. 1999) is
used as it can divide the long-range electrostatic interaction into two parts: first, long-
range, and second, short-range. A technique called Fast Fourier Transformation is
used for calculation of both the long-range and short-range electrostatic interactions;
here, a cut-off value is used to switch between calculations of the two interactions.

12.3.6 Work-Flow for MD Simulation

A complete MD simulation protocol utilizes the following steps
sequentially (Fig. 12.2):
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1. File format conversion
2. Box construction
3. Addition of water molecules
4. Neutralization of the defined system
5. Energy minimization
6. Preparatory stages, involving heating and equilibration
7. Production run (final simulation)
8. Trajectory conversion and result analysis

The PDB protein file is converted into a specific format using software, like
Gromacs and Amber. For instance, in Gromacs, the PDB file is converted into the
.gro file format. This conversion generates the topology on the basis of a different
force-field. The topology files are available for standard molecules, like DNA, RNA,
and protein, but the topology is not defined for heteroatoms and non-standard amino

Fig. 12.2 Overall workflow of MD simulation
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acids. Certain external servers are available that can generate the topology for a new
ligand, such as CHARMM-GUI (Jo et al. 2008), ProDRG (van Aalten et al. 1996),
automated topology builder (Stroet et al. 2018), Amber tools, etc. These servers can
produce the necessary files required for ligand topology according to their atomic
arrangement. After the generation of the required files, the box size is defined
according to the protein to be placed inside. Then, the water molecules are filled in
the box, and the system is neutralized by adding the required sodium or potassium
ions. The geometry of the whole system is optimized (to remove steric clash, if any)
by energy minimization. After energy minimization, the equilibration stages are
defined in which the temperature linearly increases from 0 to 310 K or as per the
experiment requirements. At each integration step, the velocity is re-assigned using
Maxwell Boltzmann’s distribution that increases the temperature. After heating to
310 K, the system is equilibrated to ensure the stability. Then, the position restraint
simulation is carried out under NVT (the constant Number of particles, Volume, and
Temperature) and NPT (the constant Number of particles, Pressure, and Tempera-
ture) conditions. After equilibration, final production run is initiated and the actual
analyses are performed on the trajectory obtained from the production run.

12.4 Linking Wet-Lab Experiments with MD Simulations

Computational methods are becoming increasingly important and complementary to
wet-lab experiments for studying the structure and function of biomolecules. MD
simulations are completely based on the theoretical models; hence, a connection
between experiment and simulation is required to properly evaluate the hypothesis.
Wet-lab experiments provide the initial data and guide the MD simulation to obtain
the mechanistic understanding that may include 3D structure of the molecule, the
effect of mutation, effect of solution variables, or in-vitro and in-vivo activities
(Sonkar et al. 2019; Pandey et al. 2017; Chetri et al. 2019). For instance, in case
of mutational analysis, wet-lab approaches fail to explain the mechanism involved
when a particular mutation causes loss in activity. MD simulation can provide
information on the atomic-level changes in the structure upon mutation, for instance,
the effects of mutation on active site microenvironment or the effect of mutation on
the structure, dynamics, flexibility, or residue-interaction network of the protein. All
this information can be obtained by comparing MD simulation trajectories of native
and mutant proteins (Shukla et al. 2017a; Shukla et al. 2017b; Shukla et al. 2018e).
Such data cannot be obtained by the in-vitro and in-vivo experiments. Once simu-
lations have been carried out, comparisons with experiment are needed for validation
and to follow-up on predictions for further elucidation.
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12.5 Challenges in MD Simulations

The utility of MD simulations is still limited by several challenges: (1) high com-
putational demand prohibits routine simulations greater than a μsec in length, (2) the
force fields used require further refinement, (3) improved hardware and software is
needed for storage, management, and dissemination of the huge trajectory data.

The experimental conditions and scales are often quite different from those of the
simulations, and experiments cannot provide full atomistic resolution in nsec to psec
time that simulations can provide. For instance, whilec wet-lab experiments, the
protein needs to be incubated with a denaturant till unfolding equilibrium is
achieved. The incubation time can range from few mins to several hours (Kalita
et al. 2019). When unfolding experiments are simulated using MD, such long time-
scale simulation cannot be performed as MD simulation is generally possible in nsec
to μsec only. Thus, such data might not corroborate with each other.

Significant progress has been made in the development of better force-fields that
can accurately describe folded proteins. However, force fields need to be further
developed in order to describe intrinsically disordered proteins (IDPs). In addition,
comparisons of MD simulations of IDPs and peptides with the experimental data
have shown significant discrepancies that need to be addressed in the future. A force-
field that can accurately describe both ordered and disordered proteins will be highly
useful. It would allow MD simulations of proteins containing both ordered and
disordered regions and proteins that transition between ordered and disordered
states. Improvement in force-field accuracy is also required for a better representa-
tion of the molecular energy surface. In particular, the effects of charge polarization
must be included in the force-field as the fields that are induced by solvent, ions,
other macromolecules, and the protein itself affect electrostatic interactions. More-
over, while MD simulations can accurately predict many important molecular
motions, they are not suited to systems where quantum effects are important, for
instance, when transition metal atoms are involved in protein binding.

The large amount of data generated by MD simulations itself presents a chal-
lenge. At the logistical level, the storage, management, and dissemination of
terabyte-scale trajectory data are still difficult even as the performance and capacity
of storage resources continue to increase (Kumar et al. 2014). In most of the wet-lab
research work, the primary data is publicly available; this is generally not the case for
MD simulation data due to its huge volume. Public databases are available for
storing biological and structural data that is obtained through experiments or from
computational/bioinformatics analysis; yet there is no available resource database
for storing and sharing of MD simulation data (Thibault et al. 2013). Many efforts
have been made to develop a database for MD simulation data, but they failed as the
trajectory files are not downloadable because of network bandwidth limitations (Feig
et al. 2018a; Meyer et al. 2010; Todd 2005). It still remains unlikely in near future to
efficiently transfer peta-byte scale data sets over the internet; till then, the develop-
ment of an MD database does not seem possible. One way of handling the problem
of huge data size is to remove less important parts of the system, like solvent data,
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from the file. It is also possible to store the system of interest at a coarse-grained
level, even though the original simulations were carried out in atomistic detail
resolution (Thibault et al. 2013). A database could be developed to store such data
(Kumar et al. 2014) by increasing the hardware and software infrastructure facilities.
The same challenges also apply even in a computational laboratory when there is not
enough storage space to maintain all of the generated MD simulation data for direct
access. For re-analysis and comparative studies of different MD simulations, data
must be stored due to the high computational costs of data generation. For instance,
one μsec simulation of a relatively small system running on 24 processors takes
several months to complete.

12.6 Opportunities and Applications of MDS

12.6.1 MD-Derived Observables for Drug Discovery

Many observables can be obtained from MD runs (Rajendran et al. 2018). The
principles of statistical mechanics allow quantitative estimation of important ther-
modynamic observables that can be computed from MD trajectories. These include
internal energy, pressure, and heat capacity. However, the key thermodynamic
quantity in drug discovery is the protein-ligand binding free energy (Ganesan et al.
2017).

12.6.2 Application in Molecular Docking and Drug Design

Molecular docking approaches are among the most commonly used approaches in
the field of bioinformatics nowadays. Docking is used to understand the binding of
drug/ligand/inhibitor/substrate or cofactor to the protein counterpart, which provides
important details for structure-based drug designing (Kalita et al. 2017). The recog-
nition process of drug binding to protein is a dynamic process (Koshland 1958);
upon binding of drug, the protein may undergo structural rearrangements. These
conformational changes play a key role in drug binding and associated energetics,
providing important information on protein-drug interactions. For SB-HTVS, the
structure of the target protein is downloaded from PDB and is virtually docked with
drugs/ligands. Several structures of same protein could be available in the PDB in
apo-form or bound to different ligands. The substrate, cofactor, inhibitor, or drugs
mostly bind to the target at the same pose in same conformation. The binding of
ligand may change the properties of protein in-silico (structure), in vivo or/and
in vitro (activity). If the experimental structure of a protein is not available, it is
important to have a good model structure, otherwise the docking results may not be
valid and the in silico data may not corroborate with the in vitro/in vivo data.
Sometimes, over-compression of a PDB structure can also be a reason for failure
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of ligand binding to target. This problem is mostly faced during protein-protein
docking of bound and unbound structures (Gupta et al. 2020). For ligand docking to
target, the ligand is set to be flexible in order to bind in a correct pose or conforma-
tion (Hawkins and Nicholls 2012; Ishikawa 2013). In the case of protein flexibility
during docking, the docking methods are not well developed. Most of them use
algorithms to select from a limited number of protein conformations that are either
pre-computed or simulated structures (Friesner et al. 2004; Nabuurs et al. 2007;
Borrelli et al. 2005). Hence, in this case, MD simulation can play an important role to
evaluate dynamic stability. If the protein structure is poor, we can refine it through
the MD simulation, while if the ligand does not bind properly to the protein target or
falsely binds with the protein, MD simulation can be used to predict false-positive
binding.

12.6.3 Application in Elucidating the Allosteric Binding Sites
in Proteins

The functions of most proteins are regulated through allostery, in which an effector
binds to a distal site in the protein and modulates catalytic activity (e.g., substrate-
binding affinity or catalytic efficiency) at the active site. Changes in the binding
affinity of substrate by allosteric effectors are thought to be mediated by conforma-
tional transitions of the proteins that may have functional consequences (e.g., an
increase in substrate-binding affinity). MD simulations have been used to investigate
the transition of enzyme from active to inactive state at atomic resolution. For
example, several allosteric hotspot residues have been identified that can modulate
the enzymatic activity of Mycobacterium tuberculosis isocitrate lyase (Shukla et al.
2017a; Shukla et al. 2017b; Shukla et al. 2018e). The allosteric mechanism of
enzyme inactivation upon single point mutation indicates how conformational
dynamics may lead to modulation of functional activity.

The concept of allostery is being studied since the beginning of research in
protein biochemistry (Monod et al. 1963; Monod et al. 1965; Koshland et al.
1966). Conformation shifts involved in allostery span from small rearrangements
to large quaternary shifts. It has been concluded that conformational rearrangements
that are involved in allosteric transitions depend on the collective motions and
dynamics of proteins (Henzler-Wildman et al. 2007). Thus, MD simulations have
been extensively used as a natural tool to understand protein allostery. Although the
functional consequences of allosteric binding can be directly measured, the mecha-
nisms of action are assessed with the help of inference and simplification. Most of
the data on MD simulations in this field uses simplified frameworks, like discrete-
MD (Sfriso et al. 2012) or Go-Model (Sfriso et al. 2013), or popular non-simulation
equivalents, like elastic network models (Kim et al. 2002; Bahar and Rader 2005;
Orellana et al. 2010), which find the transition path between known experimental
structures. With full atomic representations, it is common to trick the algorithm using

306 R. Shukla and T. Tripathi



targeted (Schlitter et al. 1993; Kruger et al. 2001; Perdih et al. 2007), or supervised
MD (Deganutti et al. 2015), where the simulation is artificially driven to the desired
conformation. Here, the analysis of the path could give insight into the energetic and
allosteric transitions. For those cases where allosteric regulation is known to occur
but one of the ends is unknown, long simulations (either alone or with enhanced
conformational sampling) are required (Arkhipov et al. 2013; Klepeis et al. 2009;
Anderson et al. 2014; Boczek et al. 2015). The direct use of conformational
ensembles, without any conditioning, is still beyond the possibilities of current
MD simulations; however, certain cases with well-defined collective motions
might be feasible.

12.6.4 Application in Refining Protein Structure Predictions

Conformational sampling via MD simulations, based on atomistic force-fields, is
increasingly becoming a preferred choice for structure refinement. Prediction of a 3D
structure of a biomolecule is highly demanded in structural bioinformatics. For the
ab-initio method of structure prediction, the MD simulation is a very useful tech-
nique (Dorn et al. 2014; Lindorff-Larsen et al. 2011; Piana et al. 2012, 2013;
Bonneau and Baker 2001). A long time-scale simulation is mostly used to predict
a well stable structure in ab-initio modeling. However, homology modeling
(or template-based modeling) is more efficient than ab-initio method (Lance et al.
2010; Joo et al. 2007; Moult 2005; Roy et al. 2010; Zhang 2009; Ginalski et al. 2003;
Misura and Baker 2005; Sali and Blundell 1993). In homology modeling, one or
more than one structures are considered as a template on the basis of sequence
identity with the target protein. Following homology modeling, a 3D structural
model of the target protein is obtained. In most methods, the predicted models are
subjected to energy minimization using the MM method. A strained simulation is
also performed during this process (Sali and Blundell 1993). MD simulation is used
to further refine the structure to obtain a more stable structure (Raval et al. 2012). A
long MD simulation can be used to obtain a stable structure of the protein model that
is close to its native conformation. To achieve local refinement, MD simulations on a
time-scale of ~10 nsec are required, while to study major structural changes, MD
simulations on at least a μs time-scale are required.

12.6.5 Application in Determination of Peptide Structures

The function of peptides is related to their unique conformational behavior; thus,
accurate prediction of the peptide structure is important, particularly in peptide-
based drug designing. A peptide in solution can have several distinct conformations
with minor differences in free energy. Thus, the accuracy of the energy function and
solvent model is important for determining conformations of peptides. MD
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simulation methods have been used to predict the 3D structures of many naturally
occurring or designed peptides. Since the alignment of short sequences may be less
reliable, use of homology modeling methods for prediction of peptide structure have
low validity (Shen et al. 2014). Structures of short peptides are usually highly
sensitive to their exact sequences and small variations in their sequence may lead
to massive conformational alterations (McHugh et al. 2017). Compared to proteins,
converged conformational sampling of small peptides can be easily achieved by MD
simulations, especially using enhanced sampling methods. If the linear peptides get
cyclized either by backbone or side-chain linkages, they can attain conformational
stability (Damas et al. 2013; Razavi et al. 2014) and can exhibit better drug-like
properties. Due to availability of their experimental structures and resemblance to
protein loops, cyclic peptides are much better candidates for benchmarking structure
prediction methods, compared with linear peptides. However, despite good confor-
mational sampling, MD simulation still cannot reliably predict all peptide structures
(Slough et al. 2017).

12.7 Future and Challenges of MD Simulation

MD simulations are an essential technique in drug designing that facilitates all
processes from target identification till lead identification (Durrant and McCammon
2011). In the earlier sections, we have discussed how the MD simulation is used for
drug design, lead optimization, understanding allostery, and target refinement.
Experimental methods cannot explain atomistic level details of these issues. MD
simulation can provide information on average conformational changes; this analy-
sis is completely dependent on the accuracy of the force-field, time-scale of simu-
lations, and analysis of MD trajectories. Nowadays, much longer simulations, in
μsec time-scale, can be carried out due to the availability of extensive GPUs and
TPUs and high computational power. However, msec time-scale simulation is
needed to obtain reliable insight into protein dynamics, conformational transitions
associated with protein function, and protein folding and aggregation processes
(Daggett 2000; Day and Daggett 2003; Klepeis et al. 2009), which is yet difficult
to achieve. Long time-scale simulation can provide complementary results to the
experimental data. Conventional MD simulations can reveal the conformation fluc-
tuations around an energy-stable protein conformation state. To achieve the native
conformation of the protein, several enhanced sampling methods, like umbrella
sampling and metadynamics simulation techniques, have been developed. Two
more sampling methods have been developed that add the temperature to the system
state variables and allow it to vary during the simulation. These methods include
(1) simulated tempering (ST) methods, in which the temperature is treated as a
dynamical variable evolving in parallel with the physical variables, and (2) replica
exchange molecular dynamics (REMD), in which multiple replicas of the system are
evolved at different temperatures which they exchange (Sugita and Okamoto 1999;
Kastner 2011; Laio and Gervasio 2008; Bode et al. 2007; Marinari and Parisi 1992;
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Nguyen et al. 2013). The ST method is more efficient than the REMD and requires
low computational cost (Zhang and Ma 2008; Zhang et al. 2015c). In addition, the
ST method can be used with a variety of force-fields, like all-atom to coarse-grained
to QM force-field (Zhang et al. 2015c).

To obtain accurate information fromMD simulations, the choice of the force-field
is also a key factor as the whole simulation depends on force-fields. For the same
protein, the output trajectories may be different under different force-fields (Man
et al. 2017; Nguyen et al. 2011). Due to the key role of force-fields in MD
simulation, continuous improvements and research for developing better force-fields
are required (Freddolino et al. 2010). Furthermore, methods for trajectory analysis
should also be improved for correct identification of the conformational transition
pathways, especially in case of protein misfolding and aggregation studies. There are
many methods for trajectory analysis, such as Markov state model (MSM) and
dynamic network analysis (DNA) method (Bode et al. 2007). In the MSM method,
the kinetic networks are modeled in various metastable states in conformation space
to provide an ensemble of transition pathways quantitatively. As a consequence, the
MSM method has been intensively applied to study protein folding and structural
dynamics (Lane et al. 2013). The DNA method can reveal the communication
between different domains of the protein during the conformational changes of
proteins and thus, reveals the conformational changes in a protein (Kim et al.
2006). These types of trajectory analysis methods should be further improved so
that they can be used in protein structure-function analysis.

As discussed in earlier sections, MD simulation plays a major role in the drug
development process, including lead discovery and lead optimization when used in
combination with molecular docking. MD simulations can improve the enrichment
factor of HTVS by considering multiple conformations of the target and by
re-ranking the hit compounds according to their binding free energy calculations.
The complex, which is obtained from molecular docking, is used in MD simulation
to obtain accurate binding position that can be used for lead optimization. Generally,
conventional MD simulation method is used to obtain the correct binding position,
while enhanced sampling simulations are used for studying the structure-function
relationship of the protein, antibiotic resistant analysis, etc. (Kulczycka-
Mierzejewska et al. 2018). In SB-HTVS, the protein or target binding site is in a
fixed form. Thus conventional MD simulation can be directly used to understand
receptor flexibility and dynamics upon ligand binding. The snapshots of the MD
simulation trajectory are used along with Molecular Mechanics Poisson-Boltzmann
Surface Area (MM-PBSA) approach to estimate the binding free energy of the
protein-ligand complex, which is a major issue in lead optimization, and for ranking
the lead compound (Genheden and Ryde 2015). Nowadays, metadynamics is
applied as an enhanced sampling technique in SB-HTVS (Gervasio et al. 2005).
Metadynamics has several advantages over conventional MD simulation, for
instance, it can explore the conformational changes during ligand binding using a
series of collectible variables and can determine the best binding state of ligand by
using the traverse sampling among other variables. The precision of the sampling
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process can be adjusted by changing the bins of the variables, thereby saving
computing resources.

MD simulations also offer a computational route to characterize both the structure
and dynamics of protein-protein complexes; however, it is still difficult to study
protein-protein association and dissociation in MD simulations. The protein-protein
interaction site does not have any binding groove. MD simulations have been used to
explore the molecular design of protein interaction sites. Using MDS, we can
simulate the protein-protein complex with a small molecule, and then, find the
binding groove for molecular docking in protein-protein complex.

12.8 Conclusion

The impact of MD simulations in the field of drug discovery has increased dramat-
ically in recent years. Drug discovery research is an important example of an area in
which computer simulations can drive wet-lab experiments. Comprehensive
structure-based drug design process requires detailed understanding of the dynamic
properties of the target protein; MD simulation plays a huge role in characterization
of this process. At the qualitative level, MD simulations provide a variety of
information to guide the ligand optimization process. At the quantitative level,
MD simulation provides more accurate estimates of ligand binding affinities than
other computational approaches, such as docking. Since protein-ligand interaction
and the associated molecular motions are microscopic events that take place in a
msec time-scale, complete understanding of the atomistic energetics and mechanics
of binding is not possible using current wet-lab experimental techniques. MD
simulations are helpful in providing the details that experimental approaches fail to
provide. New methods and algorithms are continuously being developed and refined
to improve the capabilities of MD simulation. Usefulness of MD simulations in drug
discovery will exponentially grow as simulations will become faster, cheaper, more
widely accessible, and more accurate.
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Chapter 13
Molecular Dynamic Simulation
of Intrinsically Disordered Proteins
and Relevant Forcefields

Prateek Kumar, Nitin Sharma, Amit Kumar, and Rajanish Giri

Abstract Intrinsically disordered proteins (IDPs) exist in every form of life, from
bacteria to humans and viruses. They do not hold any well-defined or properly
folded structure in the physiological state but have the ability to gain different
structural conformations upon interactions with their physiological partners. The
limitations of experimental techniques to study high structural dynamics of IDPs
have led us to depend on computational simulations. The current scenario of
interdisciplinary studies to understand biology with physics has been advantageous
for exploring atomic-level dynamics of IDPs. To date, several physics-based
forcefields have been developed that calculates the microscopic parameters of a
biomacromolecule in an aqueous environment. In this chapter, we have discussed
the conformational behavior of IDPs and induced structural properties through
understanding the relevant forcefields for molecular dynamics simulations.

13.1 Introduction

By the end of twentieth-century and start of twenty-first century, the understanding
of disordered or unstructured proteins started developing. At present, a large number
of researchers from every corner of world have devoted their research to describe the
proper structure and functioning of disordered regions. A large proportion of gene
sequences appear to code not only for folded, globular proteins but also for long
stretches of amino acids that are likely to be either unfolded in solution or adopt
non-globular structures of unknown conformation (Wright and Dyson 1999).
Approximately 44% of genes in humans that code for proteins contain disordered
regions (Van Der Lee et al. 2014; Oates et al. 2013). Generally, these proteins or
regions are termed as intrinsically disordered proteins or regions (IDPs/IDPRs).
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These intrinsically disordered protein regions (IDPRs) can be highly conserved
within various closely related families or domains of proteins in both composition
and sequence (Van Der Lee et al. 2014; Chen et al. 2006). The disordered regions are
partially or fully unstructured and are characterized based on various parameters. In
other words, they do not possess a proper three-dimensional structure as they fail to
acquire structural propensity measured through spectroscopy techniques such as
X-ray, NMR, etc. (Dunker et al. 2001). The intrinsic lack of structure can confer
functional advantages to a protein like IDPs provide larger interaction surface area,
more conformational flexibility, and exposure to interaction prone structural motifs
allows IDPs to interact with several other proteins (Babu et al. 2011).

Furthermore, distinct post-translational modifications alleviate regulation of their
function and stability in a cell. Some IDPs can attain a fixed tertiary structure on
interaction with other molecules known as folders. In contrast, other are called
non-folders which do not possess any defined tertiary structure under any physio-
logical conditions. They have ability to undergo partial folding on interaction with
specific binding partner proteins (coupled folding and binding), whereas many
others constitute flexible linkers that have a role in the assembly of macromolecular
arrays (Nishimura et al. 2005). Their conformations may vary from random coils,
partially extended globules to collapsed globules with different contents of second-
ary structure. These distinctly variable structural behaviors of IDPs led to propose
multi-state protein structure theories such as trinity (collapsed, ordered, and
extended disorder) and quartet (coil, pre-molten globule, molten globule, and folded
structure) (Zhang et al. 2013; Dunker and Obradovic 2001).

To elucidate the structure of IDPs and detailed mechanistic insight into their
function, firstly, IDPs differential conformations need to be determined. The molec-
ular dynamics (MD) simulation is an excellent computational route for determina-
tion of proteins disordered states at atomic level. However, the peculiarities of MD
simulation results depend on the accuracy of the physical model (i.e. forcefield) used
(Robustelli et al. 2018). There are a number of force fields have been used for the
description of folded proteins, but limited for disordered structure prediction
(Nerenberg et al. 2012; Piana et al. 2015; Best et al. 2014; Mittal and Best 2010;
Lindorff-Larsen et al. 2012, 2013; Beauchamp et al. 2012; Lange et al. 2010).
Therefore, in this chapter, we are focused on the IDPs and how the computational
method MD simulation exploring the structure disorder via different force fields.

13.2 IDPs and IDPRs: Structure-Function Relationship

The universal lock and key hypothesis for structure function paradigm changed the
protein science for a longer time. The proteins 3-D structures were mapped mostly
with X-ray crystallography. Despite that, most of the proteins lack complete struc-
tures and so-called missing electron density regions (Le Gall et al. 2007). These
proteins and regions are unfolded, unstructured and inherent properties of proteins,
hence named “intrinsically disordered proteins or intrinsically disordered protein
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regions (IDPs/IDPRs)” (Dunker et al. 2013). The comparison studies of ordered and
disordered proteins backbone revealed that the disorder proteins are rich in amino
acid Ala, Arg, Gly, Gln, Ser, Glu, Lys, and Pro (Williams et al. 2000; Romero et al.
2001).

As it is stated that the ordered protein follows the structure-function paradigm,
i.e., sequence-structure-function, whereas disordered protein follows the disorder-
function paradigm (Uversky 2013). The disordered proteins are abundant in all three
kingdom of life and viruses, which speculate their importance (Gadhave et al. 2020;
Garg et al. 2019; Giri et al. 2016, 2020; Singh et al. 2018a; Kumar et al. 2017, 2019,
2020a; Schad et al. 2011). The very interesting properties of these IDPs are their
versatility of performing functions, which can be explained by the “fly casting
mechanism” (Huang and Liu 2009; Shoemaker et al. 2000) (Fig. 13.1). Moreover,
IDPs can perform function either in native disorder state or can bind to a partner to
acquire folding state (Tompa 2005; Uversky and Dunker 2010, 2013; Tompa and
Fuxreiter 2008; Dunker et al. 2002). This functional diversity of IDPs lies in its
sequence heterogeneity, which allows it to bind with different partners and thus,
different conformation and functions (Oldfield et al. 2008). Further, the IDPs/IDPRs
possess larger surface area and structural flexibility. Due to the structural flexibility
of IDPs they tend to expose peptide regions having molecular recognition features
(MoRFs), which may fold while interacting with binding partners (Kumar et al.
2017, 2020a; Mohan et al. 2006; Oldfield et al. 2005; Uversky et al. 2005; Singh
et al. 2018b; Mishra et al. 2018). A classic example of this IDPs-binding partner
gaining multiple conformations can be illustrated with p53 C-terminal domain
(p53-CTD). The p53 CTD (residue 374–388) bound to different partners and acquire
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Fig. 13.1 The versatility of intrinsically disordered proteins
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different conformations viz., cyclin A (coil), sirtuin (sheet), CBP (coil), and S100bb
(helix) (Uversky 2009; Fadda and Nixon 2017; Kannan et al. 2016).

Besides the potential of IDPs/IDPRs of their multiple functions depending upon
the binding partners, surrounding environment need to be considered. There are
ample of IDPs which showed a change in conformation in the presence of varying
pH, temperature, ions, detergent, organic solvent, crowding agents, and lipids
(Kumar et al. 2020a; Uversky 2009; Lopes et al. 2013; Kjaergaard et al. 2010).
The surrounding environment imparts electrostatic interaction, hydrophobic inter-
action, and osmophobic effect, which help IDPs to gain structural conformation
(Uversky 2009).

13.3 IDPs in the Human Genome: Organizing Functions or
Problems?

Despite being physiologically disordered, IDPs play crucial roles in biological
activities. The abundance of IDPs in complex cellular organization displays its
importance in regulatory processes (Uversky et al. 2008). These processes include
molecular recognition, molecular assembly, entropic activities, and post-
translational modifications. Various studies have reported the presence of IDPs in
human regulatory proteins such as transcription factors and co-regulators. Eukary-
otic proteins seem to use disorder for transient binding purposes (signaling and
regulation), while prokaryotic proteins seem to use disorder for longer-lasting
interactions, such as complex formation. A recent report suggested that functional
misfolding can be induced by fugacious changes in protein environment, and
structure can be reversed by restoring the environment or modifications. These
induced nature and fugacious characters are important features of these IDPRs or
conditionally disordered protein regions (Uversky 2015). Some interesting studies
about the occurrence of IDPs in viruses have shown that it plays crucial roles in
hijack of host cellular functional machinery (Gadhave et al. 2020; Garg et al. 2019;
Giri et al. 2016, 2020; Xue et al. 2010; Kumar et al. 2020b).

The versatile nature of IDPs associated with folding, signaling, and many more,
however, they are also implicated in many diseases. It is seen that selective muta-
tions in IDPRs (i.e., amyloid β-peptide, α-synuclein, and huntingtin) may lead to
structural complexity and enhanced aggregation propensity of these systems, which
are associated with numerous neurodegenerative diseases (Babu et al. 2011; Uversky
et al. 2008; Wu and Fuxreiter 2016). The IDPRs contain certain motif which are
important for interaction and a slight change in these motif lead to altered cell
signaling and thus cancer like diseases (Babu 2016; Hegyi et al. 2009; Colak et al.
2013).

According to the studies by disorder predictors, eukaryotic mammals are shown
to contain nearly 75% of signaling proteins that contain long disordered regions with
more than 30 residues, and about 25% of the predicted proteins are fully disordered
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in nature (Dunker et al. 2008a). Furthermore, eukaryotic proteins utilize the disorder
for transient binding purposes (signaling and regulation), while prokaryotic proteins
seem to use disorder for complex formation (Dunker et al. 2008b). Another example
of varied length intrinsically disordered proteins are Transmembrane proteins that
contain extracellular or cytosolic disorder regions (Uversky 2013; Xue et al. 2009).
A total of 40% of human integral plasma proteins is predicted to contain long
stretched disordered regions (Minezaki et al. 2007; Yang et al. 2008; De Biasio
et al. 2008). Disordered regions usually bind to multiple targets with low affinity,
which is an ideal condition for signal transduction (Dunker et al. 2002). Some recent
findings mention the functioning of ordered proteins on a decrease in the percentage
of their ordered structure and need partial or complete functional misfolding
(Uversky 2015).

13.4 Characterization of IDP and IDPRs

In the past two decades, rapid progress in the exploration of IDPs have radically
changed the understanding and importance of the field. The high occurrence of IDPs
in a cellular organization has increased the demand for new perspectives in structural
and functional studies. The conformational flexibility of IDPs did not allow it to
accurately study with old structural techniques. Therefore, it appeals to introduce
new methods to study functional aspects in IDPs (Habchi et al. 2014). The structural
studies of IDPs have shed light on the critical aspect that disorder lies in the amino-
acid sequence of a protein. The thorough studies of IDP sequences and structural
information suggest that disordered regions show low hydrophobicity and higher net
charge, and characterized by low hydrodynamic radius, high structural heterogene-
ity, and poor secondary structure organization (Uversky 2019). But it may have a
tendency to gain structural regions in presence of natural ligands. On the basis of
these structural and sequence-based data, various algorithms have been designed to
predict the structural disorder propensity of protein regions using disorder predictors.
These bioinformatics disorder prediction tools are commonly used to characterize
the protein disorderedness. The higher proportions of hydrophilic stretch of
sequences are analyzed by a web server such as DISPROT (Megan Sickmeier
et al. 2007), IUPred (Zsuzsanna Dosztányi et al. 2005), PONDR (Obradovic et al.
2003), PrDOS (Ishida and Kinoshita 2007), D2P2 (Oates et al. 2013) and ESpritz
(Walsh et al. 2012), which indicates the higher probability of disorder of those
regions. Some of the test sets for structural predictions have been further confirmed
by various experimental tools such as NMR, X-ray studies (Konrat 2014; Brutscher
et al. 2015). This represents the high reliability of disorder predictors and improves
the knowledge of the functional relevance of IDPs and IDPRs in various organisms.
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13.5 Molecular Dynamics Simulations: Relevance
with Structure Biology

The three-dimensional (3D) structure of biological macromolecules (e.g., proteins)
or chemically synthesized polymers are essential for structural biology and applica-
tions in drug discovery. These days, the structure elucidation through X-ray, NMR,
Cryo-EM techniques have been an advantage to understand their Structure-Func-
tion-Paradigm. However, there are many proteins which can not form rigid three-
dimensional structures. So their thermodynamic properties, microscopic energies,
and specific interaction with other molecules at the atomic-level cannot be under-
stood well through experimental methods (Chong et al. 2017). Therefore, the
characterization of proteins at the atomic level is more feasible through atomistic
computational simulations rather than experiments. Molecular dynamics
(MD) simulations are capable of determining conformational dynamics, structure
compositions, and organization of proteins in an aqueous environment
(Hollingsworth and Dror 2018). Additionally, the interaction of proteins with lipid
molecules, inhibitors, with partner proteins, etc. can also be determined through MD
simulations. Due to advancements in computer hardware, it is now possible to
explore such macromolecules in a deeper level for longer timescale up to seconds
to meet the experimental observations (Perilla et al. 2015). Various simulation
packages such as Desmond (Bowers et al. 2006), Gromacs (Berendsen et al.
1995), Amber (Ponder and Case 2003), NAMD (Phillips et al. 2005), etc. are
available with different optimized forcefields. Generally, a Forcefield (FF) can be
explained as the interatomic potential energy of a system, which is calculated along
with several parameters such as bonds, angle, torsion, dihedral, etc., defined on the
atomic coordinates (Jorgensen and Tirado-Rives 2005; González 2011). The atoms
which are held together by simple harmonic or elastic forces represent a molecule
within the specified region for simulation (González 2011). Also, van der waal
interactions and electrostatic interactions are the integral constituents of a forcefield.
The overall equation that defines a forcefield is,
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Where, oscillations about equilibrium bond length, bond angle, torsional rotation of
4 atoms about a central bond, and nonbonded energy terms (electrostatics and
Lenard-Jones (LJ)) are summed up for calculating potential energy.

322 P. Kumar et al.



13.6 MD Force Fields and Their Role in Conformation
Dynamics

Several forcefields have been developed to date and are being used with different
purposes for investigation in almost every field of science. For biological macro-
molecules, OPLS (AA) (Jorgensen and Tirado-Rives 1988), GROMOS (Berendsen
et al. 1995), CHARMM (Vanommeslaeghe et al. 2009), AMBER (Ponder and Case
2003), Drude (Li et al. 2017) forcefields are optimized to deduce the conformational
change, structural composition, protein aggregation, binding efficacy with respect to
time in a given environment. All these forcefields have a different level of tendency
to estimate structural composition. However, for disordered proteins, it is essential to
be picky for selection of accurate forcefields. A wonderful comparison has been
made by Ham and colleagues between GROMOS, CHARMM, AMBER, and OPLS
forcefields for correct selection of forcefield to perform MD of an IDP. Among all of
them, OPLS-AA has proper balanced tendency to evaluate the helical and beta
property of protein (Chong et al. 2017). Also, for IDPs, OPLS, and a recently
introduced CHARMM36 (Huang et al. 2016) are used to simulate disordered regions
properly, which allow them to gain a proper helical or beta structure, if induces. Two
IDP models amyloid-beta and p53, have been extensively used as model systems for
testing of different forcefields and correlating them with experiments. Pacheco and
Strodel have investigated the accuracy of five forcefields on amyloid-beta (Aβ; one
of the responsible protein for Alzheimer’s Disease) where CHARMM22, OPLS,
Amber’s 99sb, 99sb-ildn, had high accuracy with the NMR results than 99sbildn-
NMR forcefield (Carballo-Pacheco and Strodel 2017). Recently, D.E. Shaw and
colleagues have modified Amber-ff99sb forcefield for disordered proteins which
correlate well with experimental observations. The improved forcefield ff99sb-disp
accurately calculates the transition states between ordered and disordered states
(Robustelli et al. 2018). Additionally, a short disordered peptide of 24 amino
acids, Histatin 5, was investigated through verities of Amber and Gromos forcefields
and compared with experiments (Henriques et al. 2015).

Along with a forcefield, the selection of water model for simulation is essential
for precise evaluation of interaction and behavior of a protein in an aqueous
environment. Water models are defined based on the interaction sites, which is
centered on the nuclei of water molecule. Most commonly, water models are SPC
(simple point charge; with HOH angle 109.47�), TIP3P (104.5�), and TIP4P
(104.5�) for protein simulations. TIP3P and TIP4P water models are basically
based on transferrable interaction potentials (TIPS) with three- and four-point charge
(Ouyang and Bettens 2015). Three-point charge has three interaction sites as water
molecule has three atoms, while four-point charge has an additional dummy atom to
improve the electrostatic distribution (Jorgensen and Tirado-Rives 2005). Moreover,
five-point and six-point charge water models are also available, which has dummy
atoms representing the lone pairs and one extra site for interaction (Fig. 13.2). These
water models are placed around the protein structure, which is centered in a
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simulation box (e.g. cubic, dodecahedron, etc.) with a defined size in the periodic
cell.

13.7 MD Simulation Terminology: Structural
Conformation Assessment

13.7.1 Energy Minimization, Equilibration, and Timescale

Building a simulation system to final production run, there are a number of steps for
successfully trajectory generation. Before simulating a protein, the minimized struc-
tural conformation is vital as the system might produce erroneous results due to
excess heat caused by unwanted and huge forces without minimization (Mackay
et al. 1989). For simulating IDPs, a very popular method, steepest descent method is
used for certain steps till it converged under required energy for the system.

Afterward, the simulation setup is subjected to equilibration as the minimized
system has unoptimized solvents (e.g., water) around the proteins. Generally, the
system is equilibrated under two conditions in constant temperature and pressure
because for simulating a protein at a temperature, the system needs to be in proper
positions without any unrestrained atoms. Two ensembles NPT and NVT are

Fig. 13.2 Representation of water models based on different interaction sites. Here, O and H are
oxygen and Hydrogen atoms while M represents the dummy atom in water models with 4, 5, and
6 interactions sites
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commonly used for equilibration in which the number of atoms (N), pressure (P),
temperature (T), and volume (V) are kept constant and the system is processed for
small simulation run upto few picoseconds or nanoseconds or till the system is
equilibrated.

Finally, the production run for all-atom classical MD is performed at a constant
temperature and pressure, which are maintained by specific thermostats and
barostats, respectively. Thermostats like Nose Hoover, Berendsen, and Langevin
while barostats such as Berendsen (Berendsen et al. 1984), Martyna-Tobias-Klein
(MTK) (Lippert et al. 2013), Parrinello Rahman (Parrinello and Rahman 1980,
1981) are used as per the simulation setup requirements. In the case of IDPs, Nose
Hoover (Posch et al. 1986) and Berendsen thermostats are preferred, and barostats
MTK or Parrinello Rahman are considered for controlling temperature and pressure
at an average value.

The simulation time is another important aspect to be looked carefully. As shown
in above Table 13.1, the purpose of performing any simulation should be accom-
plished successfully within an adequate range of time. This timescale also depends
on the number of atoms in a simulation setup and computer hardware. More number
of atoms require more time and vice-versa, therefore, all atoms MD demands time
from nanoseconds to few microseconds. However, apart from all-atoms MD simu-
lation, Coarse-grain (CG) MD is one of the examples where a group of atoms are
considered as a single bead, which reduces the degree of freedom among the atoms
and allow the system for longer simulation in comparatively less time (Kmiecik et al.
2016).

13.7.2 RMSD, RMSF and Radius of Gyration

For the conformational analysis from the simulation trajectory, Root mean square
deviation (RMSD) is the most critical parameter to be investigated. RMSD is
measured between two sets of atoms (backbone, c-alpha, heavy, side-chain atoms)
at a given time with reference to the initial one or the desired reference set of atoms
(Kuzmanic and Zagrovic 2010). Similarly, the fluctuation in residues with respect to
time can also be calculated as average of all simulated frames in the trajectory, it is

Table 13.1 Tabulation of the timescale of different simulation techniques based on their
applications

Sr.
no. Simulation methods Applications

Timescale
(seconds)

1. Quantum mechanics
(QM/MD)

Atomic motion (e.g., bond stretching, vibration) 10�15 to
10�12

2. All-atom MD Structural transitions, side-chain rotation, loop
movement, ligand binding

10�12 to
10�6

3. Coarse-grained MD Biological assembly, protein folding, protein
interaction

10�9 to 103
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known as Root mean square fluctuation (Martínez 2015). Both these values deduce
the conformational change of protein in the simulation environment over the time
course. Another parameter, Radius of gyration (RoG) states the compactness of a
protein structure. A well-folded or tightly packed structure will have lowest RoG
value and vice-versa.

Many IDPs, which tend to get converted into an ordered form upon interaction
with some physiological partners, are also vulnerable to different forcefields. In last
two decades, the computer hardware power has been increased gradually and
consequently, MD simulations have been very effective to explore the folding and
unfolding of a protein in the presence of different conditions such as mixture of
multiple solvents, membranes, ions, etc. at a constant or varying temperature and pH
ranges. Also, various categories of simulation have made it easier to investigate the
structural dynamics for longer timescale. A method where conformational swapping
occurs between a number of MD replicas to obtain a conformation with minimum
energy. These are known as Replica Exchange (RE) MD in which multiple replicas
run simultaneously which are formed based on temperatures (lower to higher),
required after selection through literature or experimental evidences (Sugita and
Okamoto 1999). In next section, we have discussed the REMD with a well-suited
example of p53, a tumor suppressor gene.

13.8 IDPs and Replica Exchange MD: In Perspective
of p53-CTD

In our recent study, we performed a Replica exchange molecular dynamics simula-
tion on p53-CTD using OPLS 2005 forcefield, embedded in Desmond simulation
package (Bowers et al. 2006). As aforementioned, OPLS forcefield has a proper
balance for alpha and beta propensity estimation in simulation. As illustrated in this
study, the temperature induces changes in structural conformation of IDP
(p53-CTD), which showed it’s highly dynamics/flexible nature (Kumar et al.
2020a). The hydrophobic and electrostatic interactions play an important role in
structural conformation of p53-CTD. The circular dichroism studies showed that the
higher temperature leads to the compaction of a peptide, which is associated with the
helical structural conformations (Kumar et al. 2020a; Kjaergaard et al. 2010).
Previously, NMR studies showed that the temperature-induced structural conforma-
tion is associated with the random stretch of amino acid (non-helical) in a peptide
(Kjaergaard et al. 2010). Our result also corroborated with theses finding where MD
simulation showed that the random stretch of amino acid or non-helical regions is
responsible for change in structural transformations.

The p53-CTD adopts random coil conformations and have a tendency to gain
structural conformation. According to REMD analysis, the highest structural com-
paction occurred at 80 �C where two major helical regions were formed (Fig. 13.3).
The total potential energy of p53-CTD in aqueous system was calculated to be more
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negative (�33914.25 kcal/mol) at high temperature (353.71 K) while at 300 K, the
potential energy of the system was�30382.4 kcal/mol. The p53 CTD could not fold
spontaneously due to high intrinsic free energy. In the presence of binding partners,
the p53-CTD possesses the minimum free energy and minimum binding energy
from partner. Thus, the competitive effect of energy minimization results in different
characteristic states, where each mechanism determines the sampling frequency of
each characteristic state (Han et al. 2017).

13.9 Future Prospects

In general, IDPs are very challenging to study at atomistic detail with current
computational simulation forcefields to achieve its accuracy with experimental
models. A great advancement has been made to counter these challenges, but still,
a lot of improvement needs to be done. However, Bioinformatics has made it
possible to a large extent, and specifically, molecular dynamics simulations are
being used extensively to explore IDPs at atomic level. The exact evaluation of
structural properties of IDPs/IDPRs have been very distinguished among different
forcefield. In this context, it can be seen as a high opportunity for development of
new FF or improvement of current FF, which unravel the atomistic details on IDPs’
conformational dynamics with respect to experimental measures. The outcome will
certainly lead to a better understanding of biophysics of IDPs and pave a potential
role in drug discovery.
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