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Abstract A common problem with non-nucleoside reverse
transcriptase inhibitors (NNRTIs) of HIV-1 is the emergence
of mutations in the HIV-1 RT, in particular Lys103— Asn
(K103N) and Tyr181—Cys (Y181C), which lead to resis-
tance to this entire class of inhibitors. In this study, we theo-
retically designed two new non-nucleoside HIV-1 RT inhibi-
tors, Mnev-1 and Mnev-2, derived from nevirapine, in order to
reduce the resistance caused by those HIV-1 RT mutations.
The binding modes of Mnev-1 and Mnev-2 with the wild-type
HIV-1 RT and its mutants (K103N and Y181C) were sug-
gested by molecular docking followed by 20-ns molecular
dynamics (MD) simulations in explicit water of those binding
complexes (HIV-1 RTs with the new inhibitors). A molecular
mechanics/generalized Born surface area (MM/GBSA) calcu-
lation was carried out for multiple snapshots extracted from
the MD trajectory to estimate the binding free energy. The
results of the calculations show that each of the new inhibitors
forms a stable hydrogen bond with His235 during the MD
simulations, leading to tighter binding of the new inhibitors
with their targets. In addition, the repulsive interaction with
Cysl181 in the Y181C—nevirapine complex is not present in
the novel inhibitors. The binding affinities predicted using the
MM/GBSA calculations indicate that the new inhibitors could
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be effective at bypassing the drug resistance of these HIV-1
RT mutants.
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Introduction

An essential part of the life cycle of HIV-1 is the transcription
of single-stranded viral genomic RNA into double-stranded
DNA by the enzyme reverse transcriptase (RT) [1]. RT is an
excellent target for drug design because it is essential for HIV
replication but not required for normal cell replication. The
compounds that inhibit the DNA polymerase activity of RT
can be divided into two broad classes: (1) the nucleoside
reverse transcriptase inhibitor (NRTI), which inhibits viral
replication by acting as the chain terminator of DNA synthesis
[1], and (2) the non-nucleoside reverse transcriptase inhibitor
(NNRTTI), which binds to a site in the RT “palm” sub-domain
adjacent to but distinct from the polymerase active site [2—6].

NNRTIs are key components of highly active antiretroviral
therapy for the treatment of HIV-1. Many NNRTIs, which are
highly specific and less toxic than NRTIs, have been devel-
oped and are prescribed clinically [7, 8]. However, a common
problem with NNRTIs is the emergence of mutations in the
HIV-1 RT, in particular Lys103— Asn (K103N) and
Tyr181—Cys (Y181C), which lead to resistance to this entire
class of inhibitors [9]. Nevirapine is a first-generation FDA-
approved NNRTI, but its therapeutic effectiveness is limited
by the relatively rapid emergence of drug-resistant HIV-1
mutants [10, 11]. Thus, the discovery of new and more
potent inhibitors has become increasingly important in
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light of the emergence of HIV strains that are resistant to
current drugs [12].

The rapidity of the selection of drug-resistant HIV in pa-
tients is such that mutations of amino acid residues in the
binding pocket of RT reduce the effect of the drug significant-
ly and make first-generation NNRTIs such as nevirapine
unusable in monotherapy [10]. An important mutation (lysine
to asparagine) for residue 103 of the RT p66 subunit [13, 14].
The reduction in binding affinity to nevirapine caused by this
mutation is 40-fold or more [15]. Another important mutation
in RT occurs at Tyr181, which gives rise to high-level resis-
tance [11, 16]. This mutation has been frequently reported in
studies of resistance to many other NNRTIs, and the Tyr is
almost always changed to Cys [17]. Nevirapine shows a 113-
fold drop in binding affinity to Y181C compared to the
wild-type RT [15, 18].

Several studies have attempted to find better NNRTIs that
are active against drug-resistant mutants [19-23]. Parrish et al.
evaluated the efficacy of a series of nevirapine-based analogs
containing the phosphonate functionality against HIV-1 RT,
and found that the compounds with a phosphonate group had
excellent antiviral activities against the wild-type HIV-1 RT
and the mutant Y181C [21]. Rizzo et al. also explored the
effects of twenty nevirapine analogs on HIV-1 RT and re-
vealed their structures using Monte Carlo simulations. They
concluded that the loss of hydrogen bonds with nevirapine
upon binding was a major cause of the drug resistance exhib-
ited by HIV-1 RT mutants [22-24].

In a previous study, to gain a comprehensive understanding
of the RT—drug binding interaction and the origin of the effects
of mutating RT, we performed fully quantum-mechanical
calculations at the HF/3-21G level to investigate the interac-
tions associated with the binding of nevirapine to HIV-1 RT
and its mutants K103N and Y181C [2]. The full ab initio
computation of the biomacromolecule was made possible by
applying the molecular fractionation with conjugate caps
(MFCC) approach [25-27]. The MFCC approach developed
for the full quantum chemical computation of protein interac-
tion energies is especially convenient for the protein—ligand
binding interaction [25], and has been successfully applied to
calculate the interaction energies of several protein—ligand
systems [28-36]. In our previous study, we found that nevi-
rapine binds to HIV-1 RT through several weak hydrogen
bonds and that the dominant binding is to His235, Pro236,
and Lys101. A fundamental reason for the significant loss of
binding affinity of the first-generation drug nevirapine to
mutants of HIV-1 RT is that there are no strong hydrogen
bonds between the drug and the enzyme. Thus, a change in the
conformation of the RT—drug complex due to mutation can
easily weaken the weak binding interactions. It is thus highly
desirable to build stable hydrogen bonds with the conservative
residues of the enzyme by modifying nevirapine. Further-
more, for the mutant Y181C, there is a further loss of
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nevirapine binding affinity to the enzyme due to strong repul-
sion between a carbon atom of nevirapine and the sulfur atom
in the side chain of the mutated Cys181 [2]. Taking all of these
factors into consideration, we propose two new nevirapine-
based inhibitors to improve drug efficacy against HIV-1 RT
and its mutants.

Many computational methods have been utilized for
predicting protein—ligand binding affinities. Among the ap-
proximate methods employed, the molecular mechanics
Poisson Boltzmann or generalized Born surface area (MM-
PB/GBSA) approach is attractive because it does not include
any parameters that vary for different protein—ligand systems,
and it involves a set of physically well-defined energy terms
[37-39]. This approach is efficient, accurate, and less compu-
tationally demanding [4, 40]. Here, we apply a combination of
molecular dynamics (MD) and MM/GBSA [37, 38, 41] tech-
niques to analyze the interactions between the new inhibitors
and HIV-1 RT, and the impact of mutations on the binding
affinities of the new inhibitors. The GB parameters are usually
chosen to match experimental solvation free energies [42, 43].
According to a previous study by Hou and co-workers, MM/
GBSA shows better performance than MM/PBSA in ranking
the binding affinities for systems without metals [44]. As the
main purpose of this study is to predict the relative binding
affinities due to mutations for the new inhibitors, MM/GBSA
thus appears to be more appropriate than MM/PBSA for this
study. In addition, the MM/GBSA method has been success-
fully applied to estimate the binding free energies of protein—
ligand systems, including various inhibitors with HIV-1 RTs
[9, 45].

In this study, we designed two new NNRTIs derived from
nevirapine to reduce the drug resistance of HIV-1 RT mutants.
MM/GBSA calculations were carried out to predict the bind-
ing affinities of the newly proposed inhibitors for the wild-
type HIV-1 RT and the mutants K103N and Y181C. The
results were compared with those obtained for nevirapine.
The effectiveness of the new inhibitors in bypassing the drug
resistance of the HIV-1 RT mutants is discussed below in
detail.

Computational approach
Constructing the new inhibitors

The crystal structures of HIV-1 RT and its two mutants were
retrieved from the Protein Data Bank. The PDB ids for the
wild type, K103N, and Y181C are 1VRT, 1FKP, and 1JLB,
respectively. Nevirapine (Fig. l1a) was extracted from the
corresponding structure. Based on the structural analysis, we
modified nevirapine by adding a hydroxyl group to the C13
atom for constructing potential hydrogen bonds to His235 and
Tyr318 of HIV-1 RT. In addition, we exchanged the positions
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of C4 and N2 to avoid the repulsion caused by Cys181 in the
Y 181C mutant [2]. This exchange was performed because the
atomic radius of the nitrogen atom is smaller than that of
carbon, and an S—H-N2 hydrogen bond may form between
the mutated Cys181 and the modified ligand. We also ex-
changed the positions of two groups (N3-H1 and C10=01) to
avoid the possible formation of an internal hydrogen bond
between C10=01 and the added hydroxyl group, which
would not be favorable for constructing stable hydrogen
bonds to His235 and Tyr318. We named the new inhibitor
“Mnev-1,” as shown in Fig. 1b. Since we added a polar group
to nevirapine, which could increase the solvation energy as
compared to nevirapine, we also modified the structure of
Mnev-1 by replacing N4 with a carbon atom (C16) to balance
the number of polar groups. The new molecule was named
“Mnev-2” (Fig. 1c).

Molecular docking

The Autodock program [46] (version 4.2) was employed to
generate an ensemble of docked conformations for the new
inhibitors bound to the wild-type HIV-1 RT and its mutants.
We used a genetic algorithm (GA) to perform conformational
searches. To explore the conformational space of the new
inhibitor as completely as possible, we performed 100 indi-
vidual GA runs to generate 100 docked conformations for
each inhibitor. The size of the docking box was 60 A x 60 A x

Fig. 1 a—c Molecular structures

60 A, and this was centered at the center of mass of the
experimentally observed position of nevirapine. This box,
with a grid spacing of 0.375 A, was large enough to enclose
the binding pocket. The protein structure was kept fixed
during molecular docking. To validate the reliability of
Autodock, we also docked nevirapine to the target using the
same procedure, and compared the docked conformation with
its crystal structure. In this work, the conformation that has the
most favorable docking free energy was chosen for further
study.

Preparation of the protein—ligand complexes

Hydrogen atoms were added to the wild-type HIV-1 RT and its
mutants using the Leap module in Amberl1 [47]. The amine
groups were fully protonated (Lys and Arg residues and N-
terminus), and the carboxylic groups were deprotonated (Asp
and Glu residues and C-terminus). All His residues were left
neutral and protonated at the ND1 or NE2 position based on
the local electrostatic environment. Partial charges of the
protein were assigned with the Amber ff99SB force field
[48]. Hydrogen atoms were added to nevirapine and the newly
proposed inhibitors (Mnev-1 and Mnev-2) using Discovery
Studio. The geometry of the ligand was optimized at the HF/6-
31G* level. The force field parameters of the ligand were
subsequently obtained using the ANTECHAMBER module
[49] based on the generalized Amber force field (GAFF) [50]
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with the HF/6-31G* RESP charges [51, 52]. All ab initio
calculations were carried out using the Gaussian 09 program
[53].

MD simulation

In the MD simulations, each complex was immersed in a
periodic rectangular box of TIP3P water molecules. The dis-
tance from the surface of the box to the closest atom of the
solute was set to 10 A. Counterions were added to neutralize
the system. The particle mesh Ewald (PME) method was
employed to treat the long-range electrostatic interactions
[54]. The simulations were conducted by first performing
two minimization stages to optimize the initial structure. In
the first stage, only the solvent molecules and hydrogen atoms
of the protein—ligand complex were optimized by carrying out
5000 steps of a steepest descent algorithm followed by another
5000 steps of conjugate gradient minimization. In the second
stage, the energy of the entire system was minimized until
convergence was reached. After this two-stage minimization,
the system was then gradually heated from 0 to 300 K in
100 ps (NVT ensemble), followed by a 20-ns NPT simulation
at 300 K and 1 atm with a time step of 2 fs. The SHAKE
algorithm was employed to restrain all bonds involving hy-
drogen atoms [55]. A 10-A cutoff for van der Waals interac-
tions was adopted. Langevin dynamics [56] was applied to
regulate the temperature with a collision frequency of 2.0 ps~".
The pressure was controlled by the isotropic position scaling
protocol. All MD simulations were performed with the Am-
berll program [47].

MM/GBSA and normal-mode calculations

In MM/GBSA calculations, the protein—ligand binding affin-
ity is determined according to the following equation:

AGbind = Gcomplex_Greceptor_Gligand ( 1 )

= AEMM + AGGB + AGnonpolar_TAS> (2)

where AFEyn, is the gas-phase interaction energy between
protein and ligand, including the electrostatics and van der
Waals energies; AGgg is the polar contribution to the solva-
tion free energy, estimated from the solution of the general
Born (GB) equation; AGjonpolar is the nonpolar solvation free
energy; and TAS is the change in conformational entropy
upon ligand binding. To solve the GB equation, the
value of the exterior dielectric constant is set to 80 and
the solute dielectric constant is set to 1. The nonpolar
solvation term is calculated from the solvent-accessible
surface area (SASA) [57]: AGhonpoiar="7* ASASA, where
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~=0.0072 kcal/(mol A?). The entropic contribution to the
binding free energy is calculated via normal-mode anal-
ysis [58]. To obtain the ensemble-averaged binding free
energies, 50 snapshots were evenly extracted along the
MD simulation after the systems were well equilibrated.
The normal-mode calculation is extremely time-
consuming for large systems, so only residues that can
be within 15 A of the inhibitor were used for the normal-
mode calculation, and only the last 20 of the 50 selected
snapshots were used to estimate the contribution of the
entropy [4].

Results and discussion
Binding modes of Mnev-1 and Mnev-2 to HIV-1 RTs

Following structural inspection, we added a hydroxyl group to
the C13 atom of nevirapine to construct potential hydrogen
bonds with the His235 and Tyr318 of HIV-1 RT. We also
exchanged the relative positions of C4 and N2 to avoid the
repulsion caused by Cys181 in the Y181C mutant. Figures 2a
and b show the two possible conformations if the two groups
N3-H1 and C10=01 are not exchanged. The relative elec-
tronic energies of these two conformations calculated at the
B3LYP/6-311+G** level are shown in Table 1. It can be seen
that the structure with the internal hydrogen bond is more
stable (10.95 kcal/mol ' lower than the other one). Hence, it
would not be favorable to construct a hydrogen bond between
the added hydroxyl group (O2-H2) and His235 or Tyr318.
This may be consistent with the findings of an early experi-
mental study [59], in which the hydroxyl group was substitut-
ed at the same place but the inhibition potency was not
improved. Therefore, we further exchanged the positions of
N3-H1 and C10=01 and proposed the potential active inhib-
itor Mnev-1. We also compared the two possible conforma-
tions of Mnev-1, as shown in Fig. 2c and d. The relative
conformational energies of those two conformations are
also given in Table 1. The energy of conformation (d) is
0.49 kcal/mol™" lower than that of conformation (c), so it
should be more favorable for the hydroxyl group to be the
hydrogen-bond donor to the residues in the target.

To validate the reliability of Autodock in predicting the
binding modes for our new proposed ligands, we first docked
nevirapine into the HIV-1 RT and compared the result with the
experimentally observed binding mode. We found that
Autodock successfully predicted the correct binding mode
for nevirapine. The top-ranked conformation was remarkably
close to the experimental structure and the root-mean-square
deviation (RMSD) was only 0.68 A. We therefore followed
the same procedure to dock Mev-1 and Mnev-2 into the HIV-1
RT and its mutants using Autodock. The binding structures of
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the new inhibitors are very close to nevirapine, as shown in
Fig. 3. The binding mode of Mnev-1 with the wild-type HIV-1
RT is shown in Fig. 4. As expected, the added hydroxyl group
in Mnev-1 forms two hydrogen bonds with His235 and
Tyr318, respectively. According to our previous study [2],
Cysl81 in Y181C has a repulsive interaction with C4 in
nevirapine. After we exchanged the positions of N2
and C4, that repulsive interaction diminished and the
interaction even became slightly attractive since a new
N2---H-S hydrogen bond formed, as shown in Fig. 5.
The hydrogen bonds between Mnev-1 and RT mutants
(K103N and Y181C), Mnev-2, and HIV-1 RTs are shown in
Fig. S1 of the “Electronic supplementary material,” ESM.

MD simulations of Mnev-1 and Mnev-2 with HIV-1 RTs
The RMSDs of the backbone atoms with respect to the initial

docked structures during the MD simulation are plotted in
Fig. 6. This figure clearly shows that, for all of the studied

systems, the RMSD of the protein increases during the first
1 ns of the MD simulation. After that, the overall RMSD is
stable and mostly fluctuates between 2.0 and 2.5 A. All of the
inhibitors are localized in the binding pocket since the RMSD
of each inhibitor is only ~0.5 A. This is not surprising because
nevirapine has only two restricted rotatable bonds and each
new inhibitor (Mnev-1 or Mnev-2) has only one more. All of
these inhibitors are very rigid and their translational and
rotational motions are slight in the binding pocket.

Both Mnev-1 and Mnev-2 could potentially form hydrogen
bonds with His235 and Tyr318, as suggested by molecular
docking. To verify the stability of the hydrogen bonds, we
plotted the hydrogen-bond distances between the H2 atom in
the hydroxyl group of each new inhibitor and the oxygen atom
in the peptide bond of His235 or the oxygen atom in the side
chain of Tyr318, as shown in Fig. 7. One can see from the
figure that the distance between the H2 atom of the new
inhibitor (Mnev-1 or Mnev-2) and the oxygen atom of
His235 is around 1.80 A. In contrast, the distance between

Table 1 Molecular electronic

energies of conformers (a)—(d) in Conformer Energy (au) Relative energy Conformer Energy (au) Relative energy
- -
Fig. 2 calculated at the B3LYP/6- (kcal/mol ™) (kcal/mol ")
311+G** Jevel
(a) ~949.726802 0.00 © ~949.708383 0.00
(b) —949.709348 10.95 (6] —949.709166 —0.49
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Fig. 3 Superimposed binding structures of nevirapine, Mnev-1, and
Mnev-2 in the binding pocket of the wild-type HIV-1 RT

the H2 atom of the new inhibitor and the oxygen atom of
Tyr318 is around 3.00 A. The hydrogen bond between the
new inhibitor and His235 is more favorable than that between
the new inhibitor and Tyr318 in each system. Moreover, the
hydrogen bond between each new inhibitor and His235 is
stable not only for the wild-type HIV-1 RT but also for the
mutants (K103N and Y181C) during MD simulation. The
binding of each new inhibitor with the protein is enhanced
by the strong hydrogen bond, which may help to reduce the
drug resistance of the HIV-1 RT mutants.

Binding affinity prediction

We finally calculated the binding affinity of each new inhib-
itor with the wild-type HIV-1 RT, K103N, and Y181C,

Fig. 4 Binding mode of Mnev-1 with wild-type HIV-1 RT, as suggested
by Autodock. Mnev-1 is shown as sticks while His235 and Tyr318 are
shown as lines. Potential hydrogen bonds between Mnev-1 and protein
residues are shown as dashed lines
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Fig. 5 Interaction between Mnev-1 and Cys181 in the mutant Y181C.
Mnev-1 is shown as sticks while Cys181 is shown as /ines. The potential
hydrogen bond between Mnev-1 and Cys181 is shown as a dashed line

respectively. The binding free energies obtained from MM/
GBSA calculations are shown in Table 2. To elucidate the
binding mechanism, the binding energies were decomposed
into contributions from the electrostatic interaction (AEy),
van der Waals interaction (AE,qy), the polar (AG,,) and
nonpolar (AG,,) solvation free energies, and the change of
entropy (TAS) upon binding.

Nevirapine Our calculations show that the total binding
free energy for nevirapine with the wild-type HIV-1 RT
is —14.75 kcal/mol”!. However, it increases to —12.14
and —13.32 kcal/mol' for the mutants K103N and
Y181C, respectively. Hence, the single mutations in
K103N and Y181C reduce the binding affinity signifi-
cantly, by approximately 2.61 and 1.43 kcal/mol ', re-
spectively. A general feature is that the most prominent
binding contributions originate from the van der Waals
(VDW) interactions, which are fairly close to each other for
three HIV-1 RTs (—43.15, —43.54, and —42.50 keal/mol™! for
the wild-type HIV-1 RT, K103N, and Y 181C, respectively). In
addition, the nonpolar contributions to the solvation free en-
ergy are around —4.72 to—4.83 kcal/mol ', The AE,,, AGpol,
and TAS values differ significantly due to the mutations. The
attractive AE term is canceled out by the unfavorable AG,,
energy. The sum of AL, and AG, is 15.07, 15.99, and
14.77 keal/mol ™" for the wild type, K103N, and Y181C,
respectively. For K103N, it becomes more unfavorable due
to the mutation (15.99 kcal/mol " vs 15.07 kcal/mol ). How-
ever, for Y181C, it becomes slightly more favorable due to the
mutation (14.77 kcal/mol™" vs 15.07 kcal/mol™"). Moreover,
the loss of binding energy for the mutants is mostly attributed
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Fig. 6 RMSD of the backbone Nevirapine Mnev-1 Mnev-2
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to changes in TAS, which are —18.08, —20.14, and —19.24 kcal/

mol respectively, for the wild type, K103N, and Y181C.
From the experiment of Sardana et al. [15], the binding free

energy of nevirapine with Y181C is —6.34 kcal/mol ', which

Fig. 7 Hydrogen-bond distances Mnev-1

between the hydrogen of the

Simulation Time (ns)

is higher than that (—6.96 kcal/mol ") of nevirapine bound to
K 103N by 0.62 kcal/mol . In our previous ab initio study [2],
we also found that for Y181C, a further loss of nevirapine
binding affinity for the enzyme was caused by a strong
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Table 2 Free energy terms (in kcal/mol ") for the binding of inhibitors with the wild-type HIV-1 RT and its mutants K103N and Y181C, respectively,

based on MM/GBSA calculations

Inhibitor RT AEclc AEVdW AGpol Aan TAS AGbind Achp a
Nevirapine Wild type —7.03 —43.15 22.10 —4.75 —18.08 —14.75 -9.15
K103N -3.78 —43.54 19.77 —4.72 —20.14 —-12.14 —6.96
Y181C® —6.57 —42.50 21.34 —4.83 —19.24 —13.32 —6.34
Y181C® —6.33 —42.03 21.92 —4.75 —20.90 —10.29
Mnev-1 Wild type -10.27 —42.04 27.719 —4.95 —16.27 —13.20
K103N —12.73 —44.49 30.60 —4.68 —15.73 —15.57
Y181C® —12.09 —44.33 30.06 —4.90 —-15.76 —15.50
Mnev-2 Wild type —6.75 —44.14 23.89 —4.96 —-19.67 —12.29
K103N -11.37 —44.33 27.31 —4.89 —18.51 —14.76
Y181CP —8.85 —44.57 24.80 —4.83 —-17.13 —16.32

* From [61] and [15]

° The VDW parameters of sulfur were the same as the original ones in the Amber fl99SB force field. The VDW radius was 2.00 A and & was 0.25 for
sulfur. The VDW parameters of sulfur were unchanged for interaction with the nitrogen atom (see Fig. 8b)

¢ The VDW parameters of sulfur were refitted (the VDW radius was 1.80 A and ¢ was 0.20) for interaction with the carbon atom based on ab initio

calculations (see Fig. 8a)

repulsion between the C4 carbon atom of nevirapine and the
sulfur atom in the side chain of the mutated Cys181. However,
our present results show that the calculated binding energy of
nevirapine with Y181C is even lower than that of nevirapine
bound to K103N by 1.18 kcal/mol ™", which contradicts the
experimental results and our previous ab initio calculations.
To further investigate this, we computed the interaction energy
between nevirapine and Cys181 at the MO6L/6-311++G**
level, and compared the result with that obtained from the
Amber force field. The Ace and Nme residues were added on
both sides of Cysl181 to saturate the dangling bonds. The
energy profile as a function of the distance between the C4
atom of nevirapine and the sulfur atom of the side chain of
Cysl81 is shown in Fig. 8a. As shown in the figure, the
potential energy minimum computed by the Amber force field
is deeper than that calculated by quantum mechanics (QM)
(by about 1.08 kcal/mol ). Therefore, the interaction energy
between nevirapine and Cys181 described by the Amber force
field is too attractive. To align the empirical interaction energy
profile more closely with the QM curve, we tuned the van der
Waals (VDW) parameters of the sulfur atom of the CYS
residue. The original VDW radius is 2.00 A and ¢ is 0.25 for
the sulfur atom in the Amber force field [60]. We set the VDW
radius and ¢ of the sulfur atom to be 1.80 A and 0.20,
respectively. As shown in Fig. 8a, the new energy profile with
the modified VDW parameters is closer to the QM curve,
although the new energy minimum is still deeper by about
0.71 kcal/mol " than that of the QM curve. We applied the
new VDW parameters of sulfur to perform an MD simulation
and an MM/GBSA calculation for the nevirapine—Y181C
complex using the same procedure. As shown in Table 2,
the calculated binding free energy of nevirapine bound to
Y181C is —10.29 kcal/mol " with the new VDW parameters

@ Springer

of sulfur. The calculated binding affinity is 1.85 kcal/mol’
lower than that for K103N, which is in better agreement with
the experiment than the result obtained using the original
VDW parameters of sulfur. Using the new parameters de-
creases both the electrostatic and van der Waals interactions
in Y181C as compared with the results gained from applying
the standard Amber force field. The sum of AE. and AG,
is 15.59 kcal/mol !, which is more unfavorable than that
(15.07 keal/mol ™) for the wild type. Therefore, we can con-
clude that fine tuning of the VDW parameters of sulfur to
facilitate interaction with the carbon atom is necessary in the
Amber force field.

Mnev-1 First, we also validated the original VDW parameters
of sulfur by comparing the interaction energy curve of Mnev-1
with Cys181 calculated at the MO6L/6-311++G** level with
that obtained from the Amber force field. The energy profile
as a function of the distance between N2 of Mnev-1 and the
sulfur atom in the side chain of Cys181 is shown in Fig. 8b.
Overall, the energies obtained from Amber agree with the QM
results very well, so we did not tune the VDW parameters of
sulfur when interacting with the nitrogen atom. The binding
free energy of Mnev-1 with the wild type obtained from MM/
GBSA is —13.20 kcal/molfl, which is less favorable than that
of nevirapine (~14.75 kcal/mol™"). Nevertheless, when we
compare the binding free energies of Mnev-1 bound to
K103N and Y181C, the corresponding energies are —15.57
and —15.50 kcal/mol ', respectively, which are more favor-
able than that of Mnev-1 with the wild type (=13.20 kcal/
mol ") and also more favorable than that of nevirapine bound
to the wild-type RT (—14.75 kcal/mol™"). The energies of
AEge+AGy, are 17.52,17.87, and 17.97 kcal/mol !, respec-
tively, for the wild type, K103N, and Y181C, which is a
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Fig. 8 a-b Interaction energy profiles between a Cys181 and nevirapine;
b Cys181 and Mnev-1

similar pattern to that seen for nevirapine. However, the van
der Waals interactions of Mnev-1 with K103N and Y181C are
more favorable than those found for nevirapine. For the
wild type, the van der Waals interaction energy of
Mnev-1 is —42.04 kcal/mol™!, and this becomes —44.49
and —44.33 kcal/mol ' for K103N and Y181C, respectively.
Another important feature that differs from nevirapine is that
the entropic penalty becomes smaller upon mutation. As
shown in Table 2, TAS for the wild type is —16.27 kcal/
mol ™!, as compared to —15.73 and —15.76 kcal/mol' for
K103N and Y181C, respectively. Based on our calculations,
we predict that Mnev-1 will be more effective at reducing the
drug resistance of HIV-1 RT mutants.

Mnev-2 AGy, is usually unfavorable for protein-ligand bind-
ing. Generally speaking, the more polar groups the inhibitor
contains, the greater the value of AG,,,,. If we compare the
cases of nevirapine and Mnev-1, which has one more polar
hydroxyl group, AG,,, ranges from 19.77 to 22.10 kcal/mol !
for nevirapine and from 27.79 to 30.60 kcal/mol ' for Mnev-
1. Hence, we reduced the number of the polar atoms in Mnev-

1 in order to strengthen the overall protein—ligand binding
affinity. In the structure of Mnev-2, C16 replaces the N4 atom
in Mnev-1 (see Fig. 1), meaning that the range of AG, is
reduced to 23.89~27.31 kcal/mol™" for Mnev-2 bound to
HIV-1 RT and its mutants. However, the AFE,. energy
is less favorable than that for Mnev-1, and the entropic
change is also greater. The total binding free energies
are —12.29, —14.76, and —16.32 keal/mol ™! for Mnev-2
bound to the wild type, K103N, and Y 181C, respectively—a
similar level of performance to that of Mnev-1. The binding
free energy of Mnev-2 with the wild type calculated by MM/
GBSA is less favorable than that of nevirapine, while Mnev-2
is more favorable than nevirapine binding to the mutated HIV-
1 RTs K103N and Y181C. Therefore, we can conclude that
Mnev-2 may also be a potential drug candidate for effectively
reducing the drug resistance of HIV-1 RT mutants.

Conclusions

In this work, we studied the potencies of two new promising
NNRTIs derived from nevirapine (Mnev-1 and Mnev-2)
against the wild-type HIV-1 RT and its mutants (K103N and
Y 181C) using combined molecular docking and MD simula-
tions in explicit water. The MM/GBSA method was used to
estimate the binding free energies. In order to make the
predicted relative binding affinities of nevirapine bound to
the wild-type HIV-1 RT and its mutants agree closely with
the experimental values, we also obtained new VDW param-
eters for the interaction of sulfur with the carbon atom based
on ab initio calculations.

Our study demonstrates that each of the new inhibitors
(Mnev-1 and Mnev-2) can form a stable hydrogen bond with
His235 of the HIV-1 RTs. Moreover, the repulsive interaction
with Cys181 in the Y181C-nevirapine complex was also
removed from the newly designed inhibitors. The calculated
binding free energies for Mnev-1 and Mnev-2 do not decrease
upon mutating HIV-1 RT. The binding affinities of the two
new inhibitors with K103N and Y181C are more favorable
than that of nevirapine bound to the wild type. Overall, our
calculations indicate that Mnev-1 and Mnev-2 are potentially
potent NNRTI candidates that are active against drug-resistant
mutants of HIV-1 RT. Our findings may assist in the design of
new NNRTI drugs for the treatment of HIV-1.
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