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Computational Design of Nanobody Binding to Cortisol to Improve Their Binding
Affinity Using Molecular Docking and Molecular Dynamics Simulations
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Abstract: Currently, nanobody binding cortisol has been deposited in the database.
Unfortunately, the affinity is still in micromolar order. Substituting hydrophobic residues
in the binding pocket and utilizing CDR2 and CDR3 is the strategy to improve the affinity.
A single and double substitution at positions 53 and 101 have been introduced to the
nanobody structure through molecular modeling. The affinity toward cortisol was
evaluated using molecular docking to get the binding pose. The highest binding energy
pose was used as the initial coordinate to analyze further using 100 ns molecular
dynamics simulations. The binding affinities calculated by MMGBSA showed that MT3,
MTS5, and MT6 have better binding affinity than WT. In contrast, the ligand movement
through MD simulations reveals that MT1, MT3, and MT5 are relatively stable. Hence,
docking and MD simulations showed that MT3 is the best mutant than others. This
mutant is substituting the threonine to isoleucine at position 53. New hydrophobic
interactions occurred and caused the increase of binding. Eventually, this study provides
valuable structural information to improve the binding affinity of nanobody binding
cortisol for further development of this molecule to antibody-based biosensor design.
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m INTRODUCTION

single polypeptide chain, has several advantages. For
example, bacteria can produce it because of its low

Antibodies play a crucial role in the immune system.
The molecule produced by B lymphocytes recognizes the
foreign biological or chemical substance in high
specificity [1]. They have a high affinity and selectivity for
a molecule with low molecular weight (hapten) [2-3].
Antibodies are widely used in various applications,
including  diagnostic,  therapy, and  research.
Unfortunately, their significant molecular weight (MW:
150,000 g/mol) and the high total number of disulfide
bonds make them challenging to produce in bacteria or
eukaryotic cells’ cytoplasm [4-5]. The small molecule of
the single-chain variable fragment (scFv), which consists
of the variable domain of the heavy and light polypeptide
chains joined together with a synthetic linker to form a

molecular weight (MW: 30,000 g/mol). However, their
fragile behavior leading to denaturation or aggregation
or a spontaneous dimerization into diabodies remains
an obvious flaw that complicates further application [6].

Fortunately, Camelidae family members (e.g.,
camels, llamas, and alpaca) have a subset of IgG
antibodies that lack light chains, resulting in antibodies
with only a single variable domain, VHH, that bind
target molecules. This nanometer-sized antibody,
approximately 2.5 nm in diameter and 4.2 nm in length,
is called nanobodies (Nb) [7]. Aside from its small
molecular size, some advantages include resistance to
organic solvent, high solubility, and ease of production
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in bacteria as a recombinant protein. This molecule is
widely used in basic life science research, drug discovery,
cancer diagnosis and treatment, and neurodegenerative
and infectious diseases [8]. Some VHH bound to haptens
have been reported to date: Spinelli et al. [9] determined
the complex structure of azo-dye bound by VHH
antibody; Fanning et al. [3] determined the structure of
nanobodies attached to methotrexate (MTX); Rosa et al.
[2] determined the structure of nanobodies bound to
triclocarban (TCC), and Ding et al. [10] determined the
structure of nanobodies attached to cortisol.

Cortisol, a steroid hormone, is a biomarker for some
diseases and is essential in regulating psychological
processes such as blood pressure, glucose levels, and
carbohydrate metabolism [11]. Cortisol deficiency can
result in Addison's disease. On the other hand, a
persistent cortisol excess can result in Cushing's
syndrome, leading to severe fatigue, depression, anxiety,
cognitive difficulties, obesity, and cardiovascular disease
[12-13]. Cortisol is commonly referred to as the "stress
[14].
Continuous monitoring of cortisol levels is essential to

hormone" because of its fluctuating levels
preserve good health. Lately, cortisol measurements have
been developed to determine whether variations in
cortisol levels can be used as precursors for medically and
psychologically relevant events like stress and, more
recently, post-traumatic stress disorder (PTSD) [15-16].
Total cortisol is currently defined as the sum of the
free cortisol and the protein-bound fraction. However,
free cortisol is the only biologically active fraction [17-18]
and is responsible for all cortisol-related activities in the
body. As a result, regular estimation of free cortisol is
required for accurate diagnosis and treatment. For the
most part, current strategies are still limited to laboratory
techniques such as chromatography, immunoassay, or
electrochemical immuno-sensing [19] that are laborious,
time-consuming, require large sample sizes, are
expensive, and cannot be implemented as rapid test kits
[20-21]. However, because of its high stability and
tolerance to highly concentrated organic solvents, VHH
antibodies can displace fragile traditional IgG antibodies
in an ELISA and chip-based micro-detection system.

Ding et al. determined the crystal structure of the VHH
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complex with cortisol [10]. Cortisol mainly binds to the
CDRI1 of the VHH antibody. The interaction occurred
in forming a hydrophobic pocket into which the
majority of the hydrophobic portion of cortisol molecule
inserted itself. Unfortunately, the binding affinity was
not sufficiently high.

Therefore, we designed new mutants to improve
the binding affinity by replacing amino acids at CDR2
and CDR3 with hydrophobic amino acids in the present
study. The binding affinity was addressed using
molecular docking and molecular dynamics (MD)
simulations. It is hoped that the results will aid in
developing Nb with a higher affinity to cortisol for
diagnostic purposes.

s COMPUTATIONAL METHODS
Modeling of Mutants

All mutants were built using the comparative
modeling method using MODELLER 9.19 [22]. As a
starting point, the structure of Nb-Cor (PDB ID: 6ITP)
was used as a modeling template. The selection of the
template is an essential step in comparative modeling.
The quality of the template's structure is 1.57 A
resolution, and the quality of mutants was assessed using
the Discrete Optimized Protein Energy (DOPE) score,
Ramachandran plot, and Z-score. All mutants were
designed based on the initial interaction observed in WT
and substituted hydrophobic amino acids at residue
numbers 53 and 101. All mutants are listed in Table 1.

Molecular Docking

The structure of Nb and its mutants were prepared
using BIOVIA Discovery Studio 2017 Visualizer by
separating the cortisol ligand, discarding the water
molecules, and completing the structure by adding

Table 1. List of mutants

No. Mutant Description
1 MT1 T53V
2 MT2 T53L
3 MT3 T53I
4 MT4 S101V
5 MT5 T53V/S101V
6 MT6 T53L/S101V
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hydrogen atoms. AutoDockTools-1.5.6 was used to
convert all structures into PDBQT format. The crystal
structure of Nb-Cor (PDB ID 6ITP) was redocked to
validate the molecular docking method. The grid box size
of 50 x 50 x 50 points with a spacing of 0.375 A was placed
in the center of the Nb binding site. The pre-calculated
binding affinity of the ligand's atom type was prepared
using Autogrid [23].

AutoDock
conformational search and energy evaluation. The

program is  responsible  for
Lamarckian Genetic Algorithm (LGA) parameter was set
at 100 runs, elitism of 1, the mutation rate of 0.02, the
population size of 150, a crossover rate of 0.800, and
energy evaluation of 2,500,000 [24]. The resulting docked
conformations were clustered using a root-mean-square
deviation (RMSD) tolerance of 1.0 A. The ligand
conformational with the lowest free energy of binding
(AG) was selected for further MD simulations.

Molecular Dynamics Simulations

The ligand conformational obtained from molecular
docking was used as an initial coordinate. MD
simulations were used to evaluate the binding of cortisol.
MD simulations were carried out on a computer running
Ubuntu 20.04.2.0 LTS and equipped with an Intel Xeon °
CPU E5-2678 v3 @2.5 GHz x 24, a GPU NVIDIA Ge
Force RTX 2080Ti 6 GB, and 16 GB of RAM. The MD
simulations procedure was adapted from our prior
research [25]. In brief, the ligand (cortisol) parameter was
calculated using the AM1-BCC approach by antechamber
program [26]. The other parameter was calculated using
Generalized Amber Force Fields 2 (GAFF2) [27], while
FF19SB was assigned to Nb and its mutants' amino acid
residues. All complex system was prepared using tleap
program in AmberTools20. The solvent system of a box
TIP3P water was added to the solute with the shortest
distance of 10 A between the protein and the box edge. To
neutralize the system, the chloride ion was added. GPU-
accelerated Particle-Mesh Ewald Molecular Dynamics
(PMEMD) and periodic boundary conditions, as
implemented in Amber20, were applied for each protein-
ligand complex. Initially, energy minimization was
implemented in three stages. First, 1,000 steps of the

steepest gradient algorithm followed by 2,000 steps of
conjugate gradient minimization with a harmonic
restraint of 500 kcal/mol A’ were applied to the
backbone atoms. A final 1,000 steps of unrestrained
conjugate gradient minimization were performed to
remove any sterically clashes among the atoms.

The system was gradually heated to room
temperature (298 K) over 60 ns in the NVT ensemble. In
this stage, a harmonic restraint of 5 kcal/mol A? on the
complex was applied to the complex. In addition, 1 ns of
NPT equilibration was conducted. Harmonic restraint is
gradually reduced by 1 kcal/mol A? at this stage until it
reaches zero. The production stage was run in the NPT
ensemble for 100 ns. The time step at the production run
was 2 fs since the SHAKE algorithm was used. Langevin
thermostat was used to control the temperature. The
collision frequency was set to 1 ps™'. The pressure was
controlled using a Berendsen barostat. The coupling
constant parameter and target pressure were set to 1 ps
and 1 bar, respectively. The nonbonded cutoft value was
set to 9 A. Particle Mesh Ewald was activated to treat the
long-range electrostatics.

Trajectory Analysis

We utilized the cpptraj program in AmberTools20
to analyze MD trajectories. The analysis includes
computation of Root-Mean-Square  Fluctuation
(RMSF), Root-Mean-Square Deviation (RMSD), and H-
bond conservation.

Binding Energy Calculation

We used the MMPBSA.py program to calculate the
pairwise interaction energy using a single trajectory
method [28]. Binding free energy (AGuima) between
nanobody and cortisol was calculated based on
MM/GBSA method:

AGy,q = AH-TAS = AEy 1y, +AG,,| — TAS
AEMM = AEint ernal T AEelectrostaﬁc + AEvdw
AGg | =AGgp +AGgy

In these equations, AH denotes enthalpy, and T denotes
temperature (K). AEwy is the molecular mechanical
(MM) energy change in the gas phase, which comprises
of AEiema (internal energy), AEeectosaic (Coulomb
and AE.., (van der Waals

electrostatics term),
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interaction term). AG,, is the solvation free energy,
consists of AGgs (electrostatic solvation energy or polar
contribution calculated by GB method) and AGss (non-
electrostatic ~ solvation component or nonpolar
contribution). The interval step and salt concentrations
were 1 ns and 150 mM in the binding energy calculation,

respectively.
m RESULTS AND DISCUSSION

Nanobody, which are small antibody derivatives
made up of only the heavy chains of camelid antibodies,
have a wide range of applications, including diagnostic,
therapeutic, and research [1]. Nb can be designed to have
a high binding affinity to cortisol to diagnose cortisol.
Based on the initial non-bonding interaction in the crystal
structure, hydrophobic interaction between V24 and W34
to the cortisol in CDR1 occurred (Fig. 1). To improve the
binding affinity of cortisol, other CDR should be utilized
by modifying the amino acid to interact with cortisol. The
anti-MTX-VHH was modified by introducing five
residues from the original CDR4 loop into the CDRI1-3
graft, resulting in a 1,000-fold increase in affinity. The
non-hypervariable loop of CDR4 is well-posed for direct
interaction with the MTX ligand. The five replaced
residues were located in residues number 76 to 80 [3].

Based on the size of the binding pocket of Nb,
cortisol already fits into the pocket. Hence, the
substitution amino acid was selected to be the same size
but more hydrophobic. Threonine 53 and serine 101 have
the shortest distance with the ligand at approximately 3 A.
These polar residues should be in an h-bond interaction,
but their orientation did not support the h-bond
interaction. Besides, ligand and amino acid orientation
are relatively meaningless in hydrophobic interaction.
The interaction of antigen-antibody is mainly contributed
by hydrophobic interaction [29]. As a result, we designed
six mutants with single and double substitutions. Valine,
isoleucine, and leucine are hydrophobic amino acids
composed mostly of carbon and hydrogen, have very
small dipole moments, and tend to be repelled from water.
Threonine 53 and serine 101 are not exposed to the
surface protein either. Hence substitution in this position
will not disturb the overall structure. The size of replaced

Fig 1. Initial interaction between Nb and cortisol. The
red, blue, and green ribbons show the CDR1, CDR2, and
CDR3, respectively. Cortisol is visualized in the pink
stick, hydrophobic interaction in the pink dashed line,
and residues around cortisol in the grey stick

amino acid is relatively not much different than
previous. This was chosen to accommodate the ligand-
binding pocket. Molecular docking and MD simulations
were applied to evaluate and validate our design.

Modeling of Mutants

The mutant models were constructed from the WT
structure. The crystal structure of Nb was resolved at
good resolution, i.e., 1.57 A. Because there were only one
and/or two different amino acids, the identity of
template and mutants was high.

The DOPE score, Ramachandran plot, and z-score
were used to evaluate the quality of the mutants' model.
According to the DOPE profile, all mutants have the
same pattern as the template. Furthermore, the
Ramachandran plot revealed that more than 90% of the
residues in all mutants were located in the most favored
regions, with no residues located in the disallowed
region. A protein structure with more than 90% of its
residues in the allowed region is classified as a good
model [30]. In addition, the z-score of all mutants was
equal to the quality of the structure source from X-ray
and NMR (Fig. S1-S3).

Ligand Binding

To validate the methods, complex Nb-cortisol was
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redocked. The binding energy was found to be
-9.05 kcal/mol with an RMSD of 1.16 A (Fig. 2). The low
RMSD score (< 2A) indicated that this pose was similar to
the pose found in the crystal structure [31]. In contrast,
the binding energy of all mutants varied in the score. MT1
and MT3 had higher affinity than WT with the binding
energies of -9.12 and -9.87, respectively, compared to
-9.05 kcal/mol. These mutants have CDR2 mutations.
MT1 formed new hydrogen bonds with $30 and N77 and
a new hydrophobic interaction with V53. While in MT3,
a new hydrogen bond formed with S30 and K80 and a
hydrophobic interaction with I53 (Fig. 3). It was indicated
that our modification could generate new interactions.

MD simulations revealed that the WT, MT1, MT2,
MT3, and MT5 are relatively stable, as evidenced by
ligand snapshot every 20 ns and ligand's RMSD (Fig. 4).
Furthermore, it showed that the ligand could maintain its
conformation throughout the simulations. MT1 and MT3
also showed a stable RMSD, although a fluctuation was
around 30-40 ns. Nonetheless, both systems can maintain
the ligand's binding. Interestingly, MT5 showed stable
movement although having the highest docking score
than other mutants, -7.03 kcal/mol. The RMSD graph at
around 40 ns indicates that almost all systems have a high
deviation when viewed as a whole.

The binding energy calculated from molecular

(a)

S30
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docking and MD simulations revealed an interesting
value. Although MT1 and MT3 have better binding
affinity calculated from molecular docking, the affinity
calculated from MD simulations showed differently.
MT3, MT5, and MT6 were higher affinity than WT in
MD simulations (Table 2). The Spearman's rank
correlation coefficient of the binding energy from
docking and MD simulation is -0.07. It revealed that
there was no correlation between the value. Hence, it was
suggested that MD simulations are necessary to evaluate
the binding from molecular docking. Interestingly, after
MD simulations, MT5 and MT6, which demonstrated
lower binding affinity in molecular docking, have a
higher affinity than WT. Nevertheless, the RMSD of the

Fig 2. Superimpose of the docked pose (blue) and crystal
structure (green)

(b)

Fig 3. Interaction of cortisol and receptor in MT1 (a) and MT3 (b). Cortisol is represented in brown stick, the amino
acid around ligand is shown in orange (MT1) and pink (MT3) stick, respectively, while the hydrogen bond and
hydrophobic interaction are represented in green and pink dashed lines, respectively
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Fig 4. Timestep evolution snapshot and RMSD of ligand every 20 ns throughout MD simulations

Table 2. Binding energy calculation from molecular docking and MD simulations

Docking MD Simulations
System  Binding energy Binding energy  Std. Deviation Average RMSD Average RMSD

(kcal/mol) (kcal/mol) receptor ligand
WT -9.05 -35.03 3.56 1.82 0.45
MT1 -9.12 -33.68 3.48 1.98 0.37
MT2 -8.99 -30.02 7.05 2.09 0.45
MT3 -9.87 -36.84 3.24 1.94 0.49
MT4 -8.51 -26.09 5.01 2.07 0.64
MT5 -7.03 -35.75 7.71 2.15 0.49
MT6 -8.44 -37.61 6.94 2.29 0.49

ligand in MT6 revealed the conformational changes at 80
ns indicating the ligand is unstable.

MMGBSA calculated every 20 ns cumulative,
computed from a single trajectory every 1 ns, showed that
MTS3 has a stable value in the average of -36 kcal/mol and
has a better value than WT, -35.03 kcal/mol, although at
100 ns MT6 has lower energy binding, -37.61 kcal/mol

(Fig. 5). A stable value implied that the ligand could bind
to the receptor in a stable conformation required for
ligand binding. In addition, a stable molecule indicates a
fit interaction between the detected molecule with the
capture molecule and is required for diagnostic purposes.

The intramolecular interaction was calculated
from all systems showed differences in interaction from
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Fig 5. Binding energy trajectory of cortisol bound receptor in every 20 ns cumulative

Table 3. Nonbonded interaction between cortisol and Nb reveal from molecular docking (D) and at the end of MD

simulations
WT MT1 MT2 MT3 MT4 MT5 MT6
Interaction
b MO D MD D MD D MD D MD D MD D MD
H-Bond 1 2 2 2 2 2 6 3 6 6 3
Carbon H-bond 1 2 2 1 2 1
Alkyl 2 3 2 4 2 4 2 1 2 4 3 2
Pi-Alkyl 2 5 3 2 5 1 5 6 2 1 1 2
Pi-sigma 1

Note: in MD simulations, the nonbonded interaction was extracted from the last frame of MD trajectories

molecular docking and MD simulations. MT3, MT5, and
MT6 were found to have better binding energy from MD
simulations showed that there were only 2 hydrogen
bonds occurred in MT3, 3 h-bond in MT6, and there was
no h-bond occurred in MT5. In addition, hydrophobic
interaction occurred the most in MT3. This hydrophobic
interaction is described in the alkyl, pi-alkyl, and pi-sigma
interaction. Besides, MT4, MT5, and MT6, which have the
highest sum of H-bond in molecular docking, decreased
interaction at the end of MD simulations (Table 3).
H-bond interaction from MD simulations is shown
in Table 4. MT1, MT2, MT3, and MT6 showed longer h-
bond occurrences than WT. Although MT4 has the
largest number of interactions, it was not strong enough
to keep the ligand in place when it only occurred for 1 ns.
This finding is also in line with the RMSD of ligand that
showed fluctuating value. Surprisingly, MT3, which

demonstrated the better binding energy from docking or
MD, only has seven atoms that contribute to H-bond.

Nevertheless, this h-bond was occupied for 57 ns
with S30, also occupied in WT for 45 ns. According to
our findings, hydrophobic interaction donates a lot in
the binding energy calculation. It is in line with the fact
that hydrophobic interaction is the most common non-
covalent interaction observed in protein-ligands from
PDB [32]. In addition, VDW interaction energy
calculated along MD simulations revealed that MT3 was
lower than others (Table 5). This finding corresponded
well to the interaction at the last frame of MD
trajectories.

Structural Effect

The substitution made on the WT structure can
alter the overall conformation. Therefore, we evaluate the
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Table 4. Hydrogen bond formation in Nb-cor complex throughout 100 ns of MD simulations
System  Acceptor Donor Occ System  Acceptor Donor Occ
(ns) (ns)
WT SER_30@0 HCY_127@02 45 MT1 SER_30@0 HCY_127@02 55
HCY_127@01 SER_101@0G 14 HCY_127@04 ASN_77@ND2 16
HCY_127@04 ASN_77@ND2 6 ASN_77@0D1 HCY_127@03 7
HCY_127@04 GLN_75@NE2 4 HCY_127@04 GLN_75@NE2 6
ASN_77@0D1 HCY_127@03 2 HCY_127@01 SER_101@0G 1
HCY_127@04 ASN_77@ND2 1
ASN_77@0D1 HCY_127@05 1
MT2 SER_30@0 HCY_127@02 52  MT3 SER_30@0 HCY_127@02 57
SER_101@0G HCY_127@03 12 HCY_127@04 ASN_77@ND2 12
THR_28@0 HCY_127@05 9 HCY_127@04 GLN_75@NE2 8
GLY 29@0 HCY_127@02 7 ASN_77@0D1 HCY_127@03 4
HCY_127@01 GLN_75@NE2 3 ASN_77@0D1 HCY_127@05 3
TYR_33@0 HCY_127@03 3 HCY_127@01 SER_101@0G 2
GLY_29@0 HCY_127@05 3 HCY_127@03 THR_28@0G1 1
ALA_54@0 HCY_127@02 3
MT4 HCY_127@04 THR_28@N 23 MT5 SER_30@0G HCY_127@02 39
GLY_32@0 HCY_127@05 17 HCY_127@05 GLY_29@N 25
SER_30@0O HCY_127@03 13 HCY_127@01 GLN_75@NE2 22
SER_30@0O HCY_127@02 13 HCY_127@02 SER_30@0G 12
THR_28@0G1 HCY_127@03 12 HCY_127@05 THR_28@N 7
THR_31@0Gl1 HCY_127@02 10 ASN_77@0D1 HCY_127@02 3
HCY_127@03 GLN_75@NE2 8 HCY_127@02 ASN_77@ND2 2
ASN_77@0D1 HCY_127@03 7 THR_28@0G1 HCY_127@03 2
THR_28@0G1 HCY_127@05 7 GLY_29@0 HCY_127@03 1
HCY_127@05 THR_28@0G1 6 HCY_127@01 THR_51@0Gl1 1
HCY_127@05 THR_53@0G1 6 VAL_24@0 HCY_127@03 1
THR_31@0 HCY_127@05 5 HCY_127@03 THR_28@N 1
SER_30@0O HCY_127@05 3
HCY_127@05 THR_53@N 3 MTé6 GLN_75@0E1 HCY_127@03 60
HCY 127@04 GLY 29@N 3 HCY_127@04 GLN_75@NE2 18
HCY 127@04 SER_30@N 5 ASN_77@0D1 HCY_127@02 8
HCY 127@05 GLY 32@N 5 HCY_127@04 ASN_77@ND2 7
GLY 29@0 HCY 127@02 1 ASN_77@0D1 HCY_127@03 6
THR_31@0G1  HCY_127@03 1 GLN_75@OEl  HCY_127@05 4
HCY_127@04 THR_28@0Gl1 1 HCY_127@03  GLN_75@NE2 3
TYR_33@0 HCY 127@05 1 HCY_127@04 ASN_77@ND2 3

structural effect to ensure that the protein's conformation
remains unchanged. RMSD, RMSF, and radius of
gyration (Rg) were calculated from all systems and
showed a similar trend (Fig. 6). The RMSD graphic

displayed an excellent value, which shows that all
systems have a value lower than 2.5 A. In contrast, the
RMSF graphic revealed some high fluctuation in the same
position across the entire system. The highest fluctuation
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Table 5. VDW and electrostatic interaction calculated from MD simulations

System VDW (kcal/mol) Electrostatic (kcal/mol)
WT -44.58 -16.55
MT1 -43.25 -17.29
MT2 -38.27 -17.88
MT3 -45.20 -17.85
MT4 -33.82 -15.16
MT5 -41.09 -17.79
MT6 -44.91 -18.56
(@) 35 (b) 8
3T 5
25 +
o ol
< 5] <
o] w3
215 2
x X,
1 ES
0.5 1
0 t + f + i 0 t : t t t t
0 20 40 60 80 100 0 20 40 80 80 100 120
time (ns) residue number
(c) 35 T
32+
F29 4
o
£ 26 -
23 4
20 + } } ' |
0 20 40 60 80 100
time (ns)
WT MT1 MT3 MT4 MT5 MT8

Fig 6. Profile of RMSD (A), RMSF (B), and radius of gyration (C) of receptor throughout 100 ns MD simulations,

respectively

occurs around residues number 30, 40, and 60 ns which
describe a flexible loop. Residue around 30 is the CDRI, a
flexible loop to which the ligand bind, while residue
around 40 is a loop located far from the ligand binding.
Besides, the residues around 60 are the CDR2. The highest
fluctuation in MT4 at residue was around 60 (CDR2),
flexible loop, which corresponds to the ligand-binding,
indicating that the ligand is not stable in MT4 and could
not maintain its conformation. Other analyses showed
that the Rg of all systems showed the same trend. Rg is
defined as a protein's atom distribution around its axis
[33]. All systems have a linear graph that indicates the
compactness of protein structure throughout MD
simulations. As a result, these findings implied that our

modification had no effect on the conformational
structure but did affect ligand binding.

m CONCLUSION

Increasing the affinity of Nb-cortisol is quite
challenging. The CDR is the main area that contributes
to the ligand binding. Because CDR1 plays an important
in ligand binding, therefore our modification did not
affect it. The addition of hydrophobic amino acids to
CDR2 and CDR3 can improve the affinity, particularly
at MT3, MT5, and MT6. Based on the docking energy,
MM/GBSA energy, and ligand movement, MT3 has the
highest binding affinity and is relatively more stable than
others. The new hydrophobic interaction contributed to
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the VDW energy calculation, which yielded the highest
value compared to the others. It has been proposed that
MT3 can increase the binding affinity of cortisol and is
relatively stable. These results can guide the production of
Nb in a recombinant laboratory.
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