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Abstract: SARS-CoV-2 vaccination is a life-saving strategy for the entire population living in this
pandemic. Several vaccines were developed using different platforms such as nucleic acids, viral
vectors recombinant proteins, live attenuated, and inactivated virus modalities, etc. Although
immunogenicity and efficacy of these COVID vaccines were investigated, Covaxin (a vaccine code-
named BBV152), an inactivated COVID-19 vaccine, has not been well studied yet. This study aimed
to explore the interactions between biomolecules with vaccine adjuvants by analyzing molecular
and protein—protein interactions of S protein, angiotensin-converting enzyme 2 (ACE2), and human
serum albumin (HSA) with the ingredients of Covaxin (2-phenoxyethanol and imidazoquinolinone)
by computational methods using Autodock Vina, Cluspro, and Swiss ADME. In addition, its drug-
likeness property was investigated. The binding energies using Autodock Vina showed stronger
interactions of 2-phenoxyethanol and imidazoquinolinone with viral surface protein, S protein,
human cell membrane receptor ACE2, and drug carrier plasma HSA (—5.2, —5.3 and —5.3 kcal/mol;
—8.5, —8.5 and —9.1 kcal/mol, respectively). The interaction between S protein with ACE2 in the
presence of 2-phenoxyethanol and imidazoquinolinone hindered the S protein function by reducing
the binding energy between these proteins. In addition, imidazoquinolinone may have the drug-
likeness property based on pharmacokinetic and physicochemical parameters. These results suggest
that the Covaxin vaccine, owing to these ingredients, may impart greater efficacy in averting the
virus and thus it may be more effective in producing herd immunity. In conclusion, for the first time,
this computational study predicts the possible useful effects of these two adjuvants of Covaxin in
therapeutic and drug-likeness strategies against SARS-CoV-2.

Keywords: SARS-CoV-2; coronavirus; Covaxin, ACE2; HSA; drug-protein interaction; 2-Phenoxyethanol;
imidazoquinolinone

1. Introduction

The prevention of the severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2)
pandemic is a major international public health priority due to the high infection rate
and associated mortality worldwide. Coronavirus disease 2019 (COVID-19) created hu-
mankind’s most significant catastrophe event in 2020 [1]. Despite wearing face masks,
sanitization, and antiviral drugs, there is a need to develop vaccines against COVID-19.
Several vaccines have been developed using different platforms, including nucleic acids,
viral vectors, virus-like particles, peptide-based, recombinant proteins, live attenuated, and
inactivated virus modalities. Several large clinical trials produced positive findings on the
clinical efficacy and safety of COVID-19 vaccines. The Covaxin (code-named BBV152), an
inactivated COVID-19 vaccine, was developed and assessed by Bharat Biotech, India [2].
Covaxin showed promising efficacy and immunogenicity towards SARS-CoV-2, which
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is available in a double dose [3]. Covaxin is included along with immune-potentiators,
also known as vaccine adjuvants, which are added to the vaccine to increase and boost its
immunogenicity. The manufacturer developed a formulation containing the whole virion
inactivated SARS-CoV-2 antigen (strain: NIV-2020-770), adjuvant aluminium hydroxide gel,
immunostimulatory imidazoquinolinone, and the preservative 2-phenoxyethanol (2-PE)
(Figure 1) [4]. Imidazoquinoline (IMDG) molecule is also a toll-like receptor (TLR) 7/8
agonist and thus can have an immunomodulatory effect [5]. On 3 November 2021, the
Technical Advisory Group for Emergency Use Listing, WHO listed the Covaxin vaccine
against COVID-19 for emergency use.

Figure 1. Structure of 2-Phenoxyethanol and imidazoquinolinone, (a) 2-Phenoxyethanol, (b) imidazo-
quinolinone.

However, there are concerns regarding the formulation, safety, tolerability, and im-
munogenicity of Covaxin despite its efficacy [2]. The toxicity and adverse side-effects of
most adjuvant formulations are the most serious concerns with adjuvant usage in human
vaccinations, particularly regular childhood vaccines. Therefore, adjuvants for human
vaccination are now chosen to balance the need for adjuvanticity and a modest amount
of adverse effects [6]. 2-PE and imidazoquinolinone are used as adjuvants in Covaxin. Al-
though several non-COVID19 vaccines such asPCV13 [7], PCV10 [7], IPV [8], and influenza
vaccines [9] use these two adjuvants, there is no information available on their impacts on
SARS-CoV-2 and its interactions with the host. Among these adjuvants, 2-PE is a highly
effective vaccine preservative as it can kill bacteriabydecouplingoxidativephosphorylation-
fromrespirationandcompetitively inhibitingmalatedehydrogenase [10,11].

Human serum albumin (HSA) reversibly binds a wide range of drugs and small com-
pounds, thus modulating biochemical pathways. The SARS-CoV-2 inhibits the HSA-mediated
transport of compounds by altering the formation of endothelial glycocalyx [12]. The phys-
iological functions of HSA include maintaining osmotic pressure, anti-inflammation, and
transport of plasma molecules [12-14]. Therefore, it is essential to know whether imidazo-
quinolinone and 2-PE interact with HSA and modulate the symptoms of COVID-19.

SARS-CoV-2 comprises a genome size of ~30 kilobases of different structural and
accessory proteins [15,16]. In coronavirus morphology, there are four structural proteins:
membrane (M) protein, spike (S) protein, nucleocapsid (N) protein, and envelope (E)
protein [17]. The S1 subunit of the N terminal contains the receptor-binding domain (RBD),
and the C terminal 52 subunit induces membrane fusion. The S2 subunit, characterized by
Heptad Repeats (HR) regions that assemble into an intra-hairpin helical structure with a
six-helix bundle following viral endocytosis, facilitates the membrane fusion process inside
the host cell [18,19]. The binding of S1 and S2 subunits causes fusion in the cell membrane,
which induces viral invasion into the human cell by attaching to the angiotensin-converting
enzyme 2 (ACE2) [18,20,21], the coronavirus receptor, which can be a specific target to avert
viral entry [22].

The molecular interaction, protein—protein interactions, ligand-based binding affinities,
and drug-likeness studies can be assessed using various bioinformatics tools. Compu-
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tational approaches are essential tools to predict apparent binding modes and affinities
of ligands for macromolecules before experimental studies, which are expensive and
time-consuming [18]. Furthermore, advances in computational docking techniques’ speed,
dependability, and accuracy over the past few years have made them an excellent option for
developing pharmaceuticals with a structure-based structure. Here, we employed computa-
tional approaches to study the interaction between Covaxin, 2-PE, and imidazoquinolinone
ingredients of Covaxin with HSA, ACE2, and S protein.

Here we report that we studied Covaxin safety, immunogenicity, hesitance, and
resistance against the SARS-CoV-2 using a new methodology. Our data suggest that this
new methodology may help develop future vaccines and other targeted therapies.

2. Materials and Methods
2.1. Sequence Analysis

The Cryo-EM structures of COVID-19 S protein (PDB ID-6vsb), X-ray crystal structures
of ACE2 (PDB ID-1r42), and HSA (PDB ID-1e78) were retrieved from the PDB database at
resolutions of 3.46 A, 2.2 A, and 2.6 A, respectively, which were used for the computational
study. Before molecular interaction analysis, the FASTA sequence of the above PDB struc-
tures was used to analyze its physicochemical property and secondary structure prediction
in ExPASy ProtParam [23] and SOPMA programs [24].

2.2. Investigation of S Protein-ACE2 Interaction in the Presence of 2-PE and Imidazoquinolinone

A computerized rigid-body docking tool, ClusPro 2.0 (https:/ /cluspro.bu.edu/pub
lications.php, accessed on 8 August 2021), was used for S protein-ACE2 protein-protein
docking analysis in the presence or absence of 2-PE and imidazoquinolinone. This program
aids in screening docked conformations for clustering features based on various protein
parameters. The filtered conformations were selected based on empirical estimation of free
energy. Free energy was calculated by taking desolvation and electrostatic energies into
account. The ClusPro clustering program detects native sites with the help of Piper’s rigid
docking tool based on FFT [25]. The native site is assumed to possess a wide range of free
energies to draw a more significant number of results. Initially, the sample was taken for
about 10” positions of the ligand for the receptor. Only the top 103 positions were selected
amonyg all relative ligand positions corresponding to the receptor [18,26,27].

2.3. Docking Analysis between ACE2, HSA, and S Protein with 2-PE and Imidazoquinolinone

The binding affinities of HSA, ACE2, and S protein with 2-PE and imidazoquinolinone
were evaluated through the molecular docking program AutoDock Tools 1.5.6, which is a
free graphic user interface (GUI). The canonical SMILES id of 2-PE is acquired from the Pub-
Chem database (https:/ /pubchem.ncbi.nlm.nih.gov/). However, a canonical SMILES id of
imidazoquinolinone molecule was not available in the PubChem database. However, its 2D
structure was designed by using ACD/ChemSketch. The CHIMERA 1.11.2 program [28]
converted 2D into 3D structures and energy minimization of the ligands. The grid box
was constructed using 112, 114, and 126, pointing in x, y, and z directions, respectively,
with a grid point spacing of 0.508 A. The centre grid box of 49.108 A, 28.216 A, and 59.46 A
around the selected amino acids was based on the CASTp result for HSA. Similarly, for S
protein and the ACE2 grid box, it was 126, 126, 126 and 96, 88, 95 pointing in X, y, and z
directions, respectively, with the centre grid box being 225.616 A, 226.49 A, and 243.662 A
and 53.829 A, 59.942 A, and 29.379 A.

The binding affinity of HSA, ACE2, and S protein with 2-PE and imidazoquinolinone
was estimated using AutoDock Vina 1.1.2 [29]. The binding sites of the above receptors
are used to recognize the binding affinity, receptor pocket atom, receptor-interacting atom,
atomic contact energy, receptor-ligand interaction site, and side amino acid residues.
Discovery Studio 2017 R2 was used to analyze the Pictorial depiction of docking results [30].
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2.4. Drug-Likeness Analysis of 2-PE and Imidazoquinolinone

Swiss ADME is a web-based tool that links physicochemical, pharmacokinetics, and
molecular chemistry of drug-likeliness to determine proficiency. Bioavailability Radar
(solubility, size, polarity, lipophilicity, saturation, and flexibility) has been used to assess
drug-likeness. For drug development, the analysis of ADME (abstraction, distribution,
metabolism, and excretion) is critically important. The SwissADME (http://www.swis
sadme.ch/, accessed on 8 August 2021) program was used to predict ADME properties
using the 2-PE Canonical SMILES ID obtained from the PubChem database. Similarly, the
structure of imidazoquinolinone was used for ADME prediction.

3. Results and Discussion

Adjuvants are vaccine ingredients that boost the potency, breadth, and longevity of
the immune response. The traditional procedure of developing new vaccine adjuvants has
been recognized as one of the most time-consuming in medical history. Since their original
licencing in the 1920s, insoluble aluminium salts (alum) have been the only adjuvant used
in approved products such as hepatitis B, diphtheria, tetanus, and pertussis vaccinations,
as well as vaccines against the human papillomavirus [31]. Many vaccine adjuvants have
been developed in recent years with proven significant effectiveness in preclinical models;
however, most have yet to be approved for use in humans, typically due to safety or
tolerability issues [31].

Covaxin vaccine contains a number of adjuvants to improve the potency, breadth,
and durability of the immune response, including 2-PE and imidazoquinolinone. In this
study, we primarily analyzed the molecular interactions of S protein, ACE2, and HSA
with 2-PE and imidazoquinolinone through an insilico approach. Inspecting the drug-
likeness and protein—protein interaction through various computational tools enhances our
understanding of vaccine adjuvants and its impact on SARS-CoV2.

3.1. Physicochemical Properties and Structural Analysis of S Protein, ACE2, and HSA

The predicted secondary structures of S protein, ACE2, and HSA using SOPMA
revealed that S protein, ACE2, and HSA contain a-Helix was 26.86%, 58.05%, and 69.57%,
respectively. The higher proportion of «-helices in the structures of HSA and ACE2 makes
them more stable proteins [32]. Physicochemical data also indicate that the percentage of
the total number of negatively charged residues (Asp + Glu) was higher (1.53%) compared
to the total number of positively charged residues (Arg + Lys) in ACE2 molecules. In
contrast, the total numbers of negatively charged residues in S protein and HSA were
1.12% and 1.18%, respectively negatively charged amino acids are thermostable due to the
formation of salt bridges throughout the protein structure, preventing protein denaturation
at high temperatures [33]. The half-life of a protein is defined as the time is taken for its
complete disintegration since its synthesis in a cell. The maximum half-life of the S protein
of 2019-nCoV and ACE2 was estimated as 30 h in mammalian reticulocytes, whereas HSA
has only 1.1 h. The instability index of S protein, ACE2, and HSA was 31.58, 43.59, and
38.85, respectively. A smaller instability index (<40) of a protein depicts its stability [33].
The instability index of ACE2 is a little higher than 40, which makes it unstable. Similarly, S
protein, ACE2, and HSA have an aliphatic index of 81.58, 76.76, and 76.92, respectively. The
aliphatic index is the relative volume occupied by its aliphatic side chains (alanine, valine,
isoleucine, and leucine). Thus, higher aliphatic index values represent the withstanding
potential of protein at high temperatures.

3.2. Molecular Interactions between Covaxin Adjuvant with S Protein, ACE2, and HSA

Covaxin is demonstrated to produce antibodies and show a good immune response
against the COVID-19 virus [34]; however, the information on the molecular interactions of
it ingredients with COVID virus and host cell proteins are not known.

The binding energies of the molecular interaction study were determined as
AGb-5.3 Kcal/mol and AGb-8.5 Kcal/mol when ACE2 interacted with 2-PE and imidazo-
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quinolinone, respectively (Figures 2 and 3). In contrast, AGb-5.3 Kcal/mol and AGb-9.1
Kcal/mol were the energies, respectively, when HSA interacted with 2-PE and imida-
zoquinolinone (Figures 4 and 5). On the contrary, the binding affinities scored were
AGDb-5.2 Kcal/mol and AGb-8.5 Kcal/mol when S protein interacts with these molecules
(Figures 6 and 7). Imidazoquinolinone showed the higher affinity forS protein, ACE2, and
HSA compared withthose of 2-PE.

Figure 2. Docked pose of 2-phenoxyethanol in the binding pocket of ACE2. This figure was produced
using Discovery Studio Visualizer (http://accelrys.com/products/collaborative-science /biovia-dis
covery-studio/visualization-download.php).

Figure 3. Docking of imidazoquinolinone in the binding pocket of ACE2.Discovery Studio Visualizer
was used to create this figure. (http://accelrys.com/products/collaborative-science/biovia-discove
ry-studio/visualization-download.php).

The imidazoquinolinone bound S protein through multiple bonds and interactions,
including Vander Waal’s (Asn317, Ser316, Thr315, Thr761, Thr302, Tyr313, Thr768, GIn314,
Asn764, Thr739); Conventional hydrogen bond (Thr302); Pi-Anion (Asp-737); Pi-alkyl
(Cys760, Leu303) and Alkyl (Arg765) bond (Figure 7). Imidazoquinolinone engaged with
ACE2 with Vander Waal’s (Ala348, Thr347, Glu402, His401, Trp69); Conventional hydrogen
bond (Tyr385); Pi-Pi T-shaped (His378); Pi-Pi stacked (Phe390, Phe40); Pi-alkyl (Arg393),
and Salt bridge (Asp350, Asp382) (Figure 3). Furthermore, imidazoquinolinone engages
with HSA by Van der Waal’s (Met123, Phel34, Glul41, Tyr138, Phel57, Gly189, His146,
Leul15); Conventional hydrogen bond (Tyr161, Leu185); Pi-sigma (Ile142); Pi-alkyl (Arg186,
Lys190); and Alkyl (Lys137) bonds (Figure 5).
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Figure 4. 2-phenoxyethanol docked in HSA’s binding bag.Discovery Studio Visualizer was used to
create this figure. (http:/ /accelrys.com/products/collaborative-science/biovia-discovery-studio/vi
sualization-download.php).

E142

Figure 5. Imidazoquinolinone in a docked position in the binding pocket of HSA.This figure was
produced using Discovery Studio Visualizer (http:/ /accelrys.com/products/collaborative-science/
biovia-discovery-studio/visualization-download.php).

Figure 6. 2-phenoxyethanol docked in the binding pocket of S protein.A Discovery studio visualizer
was used to build this diagram. (http:/ /accelrys.com/products/collaborative-science/biovia-disco
very-studio/visualization-download.php).
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LEU303
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Figure 7. In the binding pocket of S protein, imidazoquinolinone is docked. Discovery Studio
visualizer was used to build this figure. (http://accelrys.com/products/collaborative-science /biov
ia-discovery-studio/visualization-download.php).

2-PE bound with the S protein by Van der Waal’s (GIn564, Phe565, Val576, Phe543,
Leu517, Cys391, Ala522, Leu518, Pro521); Carbon hydrogen bond (Asn544); Conventional
Hydrogen Bond (Asn544); and Pi-Alkyl (Leu546) bonds (Figure 6), with ACE2 by Van
der Waal’s (Leu91, Asn210, Lys562, Ala396, Glu564); Carbon hydrogen bond (Pro565);
Unfavorable donor (Trp566); Pi-alkyl (Val212, Val209); and Pi-sigma (Leu95) bonds and with
HSA by Van der Waal’s (Asn391, Ala449, Leu387, Val433, Phe403, Tyr411); Conventional
hydrogen bond (Cys392,11e388); Pi-sigma (Leu453); and Pi-alkyl (Leu430, Leu407) bonds
(Figures 2 and 4).

The above molecular interaction data indicated that 2-PE bound with RBD (Receptor
binding domain) of S protein, which spans from 319 to 591 amino acid residues in S
protein [35], whereas imidazoquinolinone strongly interacted with S protein compared to
2-PE with the proximity of the RBD site. The number of hydrogen bonds formed during
the interaction of 2-PE and imidazoquinolinone with S protein is 2 and 1, respectively. Such
H-bonds are formed between the amino acid residues of the S protein and OH groups of
the adjuvant. The binding affinity and position of the above two compounds suggest that
these molecules may cause hindering in S protein function, which was also reflected in the
protein—protein interaction study.

Imidazoquinolinone strongly interacted with the IB domain (Span from 108-196) of
HSA with a binding affinity AGb-9.1 Kcal/mol, which plays (IB domain) a vital role in
drug delivery [13,14]. Similarly, 2-PE bound with the IIIA domain (Span from 384-497) of
HSA with a binding affinity AGb-5.3 Kcal/mol [36].

Covaxin ingredients (2-PE, imidazoquinolinone) showed good binding affinity to-
wards ACE2, S protein, and HSA (Table 1). Furthermore, imidazoquinolinone showed the
highest affinity with S protein, ACE2, and HSA with energies AGb-8.5 Kcal/mol, AGb-8.5
Kcal/mol, and AGb-9.1 Kcal/mol, respectively.
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Table 1. The binding energy, interaction type, and amino acid involved in the interaction of S protein
ACE2 of 2019-nCoV and HSA with 2-PE and imidazoquinolinone.

Protein-Ligand Binding Affinity (Kcal/mol) Types of Interaction Interacting ﬁg Name; AA
GIn564, Phe565, Val576,
Van der Waal Phe543, Leu517, Cys391,
Ala522, Leu518, Pro521
S protein—2-PE —5.2 Carbon hydrogen bond, Pi
donor hydrogen bond Gly545
Conventional hydrogen bond Asnb44
Pi-alkyl Leub546
Asn317, Ser316, Thr315,
Thr761, Thr302, Tyr313,
Van der Waal Thr768, GIn314, Asn764,
Thr739
. S prote}n—'z- —8.5 Conventional hydrogen bond Thr302
Imidazoquinolinone
Pi-Anion Asp-737
Pi-alkyl Cys760, Leu303
Alkyl Arg765
Leu91, Asn210, Lys562,
Van der Waal Ala396, Glu564
Carbon hydrogen bond Pro565
ACE2—2-PE —53 Pi-alkyl Val212,Val209
Pi-sigma Leu95
Unfavourable donor donor Trp566
Ala348, Thr347, Glu402,
Van der Waal His401, Trp69
Conventional hydrogen bond Tyr385
ACE2—Imidazoquinolinone -85 Pi-alkyl Arg393
Pi-Pi stacked Phe390, Phe40
Pi-Pi T-shaped His378
Salt bridge Asp350, Asp382
Asn391, Ala449, Leu387,
Van der Waal Val433, Phe403, Tyr411
—5.3 :
HSA—2-PE (Domain-IITA) Conventional hydrogen bond Cys392, 11e388
Pi-sigma Leu453
Pi-alkyl Leu430, Leu407
Met123, Phel34, Glul41,
Van der Waal Tyr138, Phel57, Gly189,
His146, Leull5
HAS—Imidazoquinolinone 91 Conventional hydrogen bond Tyrlé1, Leul85
(Domain-IB)
Pi-sigma Ile142
Pi-alkyl Argl186, Lys190

Alkyl Lys137
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3.3. Protein—Protein Interaction Study in the Presence of Covaxin Adjuvants with S Protein,
ACE2, and HSA

There are 10 best docking models listed on the ClusPro Web server with various free
energies. A grouping criterion was used based on the overall RMSD [26]. We used five
ClusPro docking models chosen based on binding affinity, S protein complex with 2-PE,
and imidazoquinolinone to engage with the anticipated sites ACE2 and the lowest binding
energy during such interactions. For the S protein-ACE2 interaction, the average binding
energy for all five binding sites is —901.2 k] /mol. Nevertheless, the average binding energy
for S protein-ACE2 in the presence of 2-PE is —696.64 k] /mol, and —589.46 k] /mol in the
presence of imidazoquinolinone (Figures 8-10; Table 2).

Average

Binding Encrgy
-901.2 kJ/mol

Figure 8. In the absence of Covaxin—adjuvant, a docked model revealed the interaction of S protein
with the ACE2 receptor.

Position-5
(Cyan)
-654 kJ/mol _f g

'/‘ @

{ \

Position-1 (Red).{

-733.2 kd/mol
Position-2
% 78%y, (Green)
Position-3 (Blue) 3 p i B 7~ 721 kJ/mol
=701 kJ/mol . ; SRS |

S &
el

Figure 9. Docked model depicting the interaction of S protein with the ACE2 receptor in the presence
of 2—phenoxyethanol.
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Position-3 (Bluc)

> it
-567.8 kJ/mol Position-2

(Green)

Position-1 (Red)
-630.9 kJ/mol

Position-4
(Magenta)
-544.1 kJ/mol

Figure 10. In the presence of imidazoquinolinone, the docked model depicts the S protein’s interaction
with the ACE2 receptor.

Table 2. Protein—protein interaction depicting five lowest binding energies for S protein-ACE2
complex in the presence or absence of Covaxin adjuvant.

Macromolecule Binding Positions Lowest Energy (kJ/mol)  Average Lowest Energy (kJ/mol)
S protein-ACE2 1 -928.9
S protein-ACE2 2 —923
S protein-ACE2 3 —902.4 -901.2
S protein-ACE2 4 —853.3
S protein-ACE2 5 —898.4
S protein with 2-PE-ACE2 1 —733.2
S protein with 2-PE-ACE2 2 —721
S protein with 2-PE-ACE2 3 —701 —696.64
S protein with 2-PE-ACE2 4 —674
S protein with 2-PE-ACE2 5 —654
S protein with
imidazoquinolinone-ACE2 ! —6309
S protein with
imidazoquinolinone-ACE2 2 —6056
S protein with
imidazoquinolinone-ACE2 3 —567.8 —589.46
S protein with
imidazoquinolinone-ACE2 4 —od4d
S protein with 5 5989

imidazoquinolinone-ACE2

Protein—protein interactions are mediated via electrostatic forces, hydrogen bonding,
and hydrophobic interactions between two or more protein molecules [18,36]. An analysis
of protein—protein interactions can provide important information about the molecular
networks of a living cell [37]. Furthermore, protein—protein interaction plays a signifi-
cant role in predicting the protein’s function of molecules that target protein and drug’
stability [38]. In the presence of 2-PE and imidazoquinolinone, the binding energy between
S protein and ACE2 was reduced. In comparison to direct binding, S protein interaction



Future Pharmacol. 2022, 2

316

with ACE2 in the presence of 2-PE resulted in a substantial decrease in the binding energy of
204.56 kJ/mol and 311.74 k] /mol in the presence of Imidazoquinolinone (Figures 8-10).
These data suggest that 2-PE or imidazoquinolinone may prevent the RBD site of S protein
from attaching to the ACE2 receptor protein of the host cells.

3.4. Drug Likeliness Analysis of Covaxin Ingredients

Imidazoquinoline is a TLR7/8 selective agonist and thus can modulate the immune
reaction via cytokine production [5]; however, the drug-likeness of 2-PE is not well known.
The SwissADME tool was used to assess the drug-likeness of 2-PE and imidazoquinolinone.
This tool determined the connection between the pharmacokinetics and physicochemical
properties of the molecules. The physicochemical properties of 2-PE (CgHj9O;) were de-
termined, i.e., 138.16 g/mol molecular weight, molar refractivity of 38.90, 10 heavy atom:s,
3 rotatable bonds, 2 hydrogen bond acceptors, 1 hydrogen bond donor, and topological
polar surface area of 29.46 A2. Similarly, physicochemical properties for imidazoquinoli-
none (C19H1N50) showed 335.40 g/mol molecular weight, molar refractivity of 100.12,
25 heavy atoms, 2 rotatable bonds, 3 hydrogen bond acceptors, 1 hydrogen bond donor,
and a topological polar surface area of 66.81 A2.

2-PE has a very high solubility in water. SwissADME uses five distinct criteria to
predict drug-likeness (Lipinski, Ghose, Veber, Egan, and Muegge). Lipinski, Veber, and
Egan obey the drug-likeness property of 2-PE, whereas Ghose and Muegge are not. Simi-
larly, for a lipophilicity score of imidazoquinolinone, iLOGP, XLOGP3, WLOGP, MLOGP,
and SILICON-IT models compute to 2.27. The bioavailability score for both molecules is
0.55. All five models render imidazoquinolinone competent as an adequate drug molecule
(Tables S1 and S2). The BOILED-Egg model assumes that 2-PE and imidazoquinolinone
can easily pass through the blood-brain barrier and absorb by human gastrointestinal
absorption [38]. The 2-phenoxyethanol’s pharmacokinetics and drug-likeness properties
have sparked debate about whether it should be considered a drug molecule. Swiss Tar-
get prediction, a webserver, plays a critical role in identifying ligand-target of known
molecules [39,40]. It accurately predicts the targets to modulate their behavior, elucidating
the molecular mechanism and predicting cross-reactivity in 2D and 3D similarity events
with known ligands [41,42]. It also detects potential side effects and assists in repurpos-
ing molecules for new uses [39,43]. Using the SwissTarget method, 2-PE showed a high
predictive performance level of interaction with A-G and C-G coupled receptors, kinases,
enzymes, and nuclear receptors. The primary drug-likeness targets from this prediction are
A-G coupled receptors and enzymes. In addition (Figure S4), imidazoquinolinone showed
a variety of A-G and B-G coupled receptors, enzymes, and histone-modifying enzymes
without affecting the vaccine ingredients’ function (Figure S3).

Molecular interaction data suggested that imidazoquinolinone had a robust binding
affinity compared to 2-PE, corroborating the protein—protein interaction data. Compared
to 2-PE, imidazoquinolinone had the maximum hindering effects on the S protein, ACE2
interaction. Molecular interaction data also suggest that imidazoquinolinone binds to the
RBD site of S protein, which may cause hindering in S protein-ACE2 complex formation.
Protein—protein interactions regulate various biological functions, including cell to cell
interactions, metabolic regulation, and developmental control [44]. This could open the
door to repurposing/designing appropriate treatment to deter viral penetration using 2-PE
and imidazoquinolinone in Covaxin. A molecule must achieve the target in optimum
concentration and be usable in the bioactive form before the necessary biological events ini-
tiated to be an effective drug. The SwissADME technology reduces the time and resources
required for drug development. To be an oral drug candidate, development products’
structural or physicochemical properties must be evaluated for drug-likeness. A molecule’s
drug-likeness is determined for bioavailability by qualitatively assessing the likelihood that
the molecule will be formed into an oral drug. Bioavailability radar defines the optimal
set of properties like lipophilicity, saturation, solubility, polarity, size, and flexibility for
the input molecule drug-likeness of 2-PE and imidazoquinolinone (Figures S1 and S2).
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These adjuvants are effective against virus entry but less effective against biological targets
in humans.

4. Conclusions

Using various computational methods, we suggest that using 2-PE and imidazoquino-
linone as ingredients in Covaxin may provide beneficial repurposing/designing effective
therapy to prevent viral entry. Our computational data also showed the possibility of
adjuvant of Covaxin for therapeutic strategy against SARS-CoV2. 2-PE and imidazoquino-
linone exhibited good binding affinities for the aforementioned macromolecules, as well
as hindering the S protein function by reducing the binding energy towards the human
cell receptor protein ACE2. Bioavailability radar and drug-likeness properties of these
adjuvants suggest that it may be an effective adjuvant for vaccines. However, there are
several weaknesses in this study, including the lack of a molecular dynamic simulation,
in vitro and in vivo investigations. Since several issues still remain unaddressed, a future
extension of this research can lead to a comprehensive understanding of system vaccinology
to predict Covaxin vaccine immunogenicity and reactogenicity.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/ futurepharmacol2030021/s1. Figure S1. the Bioavailability Radar
depicts glimpse of the drug-likeness of a molecule. The pink area represents the optimal range
for each properties of Imidazoquinolinone. Figure S2. the Bioavailability Radar depicts glimpse
of the drug-likeness of a molecule. The pink area represents the optimal range for each prop-
erties of 2-phenoxyethanol. Figure S3. Imidazoquinolinone targeted biomolecules. Figure S4.
2-phenoxyethanol targeted biomolecules. Table S1. Lipophilicity, Pharmacokinetics and Drug like-
ness property of 2 Phenoxyethanol. Table S2. Lipophilicity, Pharmacokinetics and Drug likeness
property of Imidazoquinolinone.
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