
TCABSE-J Research Article
ISSN: 2583- 2557, Volume 1, Issue 6, pp9-14. 2023.
___________________________________________________________________________________________

Molecular dynamics simulations of cytotoxin-associated gene A coded protein from
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Antibiotics and proton pump inhibitors are the only options for the treatment of Helicobacter pylori
infections till date. However, antibiotic-resistance is already reported clinically against some of these
regularly used antibiotics. In this context, novel antibiotics that specifically target the H. pylori are needed.
Clinically, H. pylori infections are broadly classified into several types among which, the cytotoxin-associated
gene A (CagA)-positive cases are identified as the ones where the bacterium contains CagA virulence protein
that helps in hijacking the intracellular signaling cascades of the host gastric epithelial cells. In this study we
explored the p53 binding pocket of CagA protein, taken from PDB ID: 4IRV, in silico. Our results indicate
that the p53 binding pocket of CagA is flexible to potentially fit a diverse set of small molecules that can be
used as inhibitors. Over a 10 ns molecular dynamics simulation we noticed multiple conformational changes
leading to changes in the architecture of the p53 binding pocket but the pocket was stable without collapsing
throughout the MD simulations indicating that this pocket can be targeted for virtual screening of small
molecules. Based on our MD simulations, we conclude that the p53 binding pocket of CagA protein can be
used for screening potential inhibitors of H. pylori infections.
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Figure 1. Structures of CagA +/- p53 peptide.

The Cytotoxin Associated gene-A (Cag-A) protein is a
virulence factor of the Helicobacter pylori (H. pylori) which
gets transported to the human gastric cells through the type-4
secretion system (T4SS) by developing a pilus that gets
injected to host gastric epithelial cells [1,2,3]. The Cag-A
protein coded from the Cag Pathogenic islands, a group of
several types of Cag proteins [4,5,6], travels through the
pilus. Once the Cag-A protein enters into the human body it
participates in the interactions with other host proteins and
infects the humans initially as gastritis, then gastric ulcers.
The ulcers in the long term cause gastric cancer. The Cag-A
protein is an oncogenic protein with a molecular weight
between 120 kDa & 140 kDa [6,7,8]. This protein enters the
host cell and participates in the downstream signaling by
undergoing the kinase phosphorylation dependent and
independent. The N-terminal region is kinase
phosphorylation independent and inhibits tumor suppressors
[6]. The N-terminal region of the Cag-A protein interacts
with the Apoptosis stimulating protein of p53-2 protein
(ASPP2) and inactivates and degrades the p53 protein [9,10].
The structure of the Cag-A protein is taken further for the
molecular dynamic simulations to observe the
conformational changes in the binding pocket region [6,11].
The binding pocket of the Cag-A at N-terminus is analyzed
to understand the flexibility of the protein which makes the
drug design easy. The Cag-A protein is observed to be a
protein that is hard to be considered as a drug target and the
binding pocket in the N-terminal region that is focused in this
paper is also observed to be a long binding pocket which
may lead to the complexity for the ligands to bind with low
binding affinities. Thus the conformational flexibility of
CagA should be explored further.

In this study, the Cag-A structure is taken from the PDB
ID: 4IRV (Figure 1) and also the homology model of the
same FASTA sequence of the Cag-A [11]. The Cag-A
structure and the models were both used for the Molecular
Dynamics (MD) simulations using the Desmond Molecular
Dynamics System, version 2018-4, D. E. Shaw Research,
New York, NY [Schrödinger, LLC, New York, NY].

Materials & Methods:

Preparation of CagA structure: The 3D structure of CagA
protein was prepared from the X-ray crystal structure of
CagA protein bound to p53 peptide, PDB ID: 4IRV [11].
There were four chains of CagA each bound to one p53
peptide in the structure. Chain A along with the p53 peptide
that was bound in the pocket of chain A were kept and the
coordinates for the remaining chains were deleted. The final
prepared structure file contains one chain of CagA bound to
the one chain of p53 peptide. This final file was used further
for processing and building the system in order to perform
the MD simulations.

CagA homology model building: The FASTA sequence of the
Cag-A is taken from the PDB ID: 4IRV and is used to build
the 3D homology model of the same using SWISS-MODEL
tool (https://swissmodel.expasy.org/) choosing 4IRV as the
template sequence. The homology model was built due to
main chain breaks in the crystal structure.

Protein pre-processing: CagA protein pre-processing was
performed using the Maestro molecular graphics window
from Schrödinger LLC, NY. Both CagA from the crystal
structure and the CagA homology model were imported into
Maestro. Protein preparation wizard was used to pre-process
the CagA which includes multiple steps of optimization.
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Figure 2. RMSD & RMSF analysis of CagA+/-p53 peptide.

Assignment of bond orders, capping the protein termini,
addition of hydrogens, conversion of selenomethionine to
methionine and generation of hydrogen bonds. The hydrogen
atoms were then optimized by considering the water
molecules in the structure. Any close contacts were rectified
by relaxing the structure. The processed protein was then
used to build the system for MD simulations.

System builder: The processed protein was used to set up the
system with periodic boundaries containing the implicit
solvent continuum using the SPC water model. The overall
volume of the system was minimized by choosing the
orthorhombic model. Ions were added and neutralized so that
there is no net charge on the system. To mimic the
physiological states, 0.15 M salt was added into the system.
System builder option of Desmond (D.E. Shaw Research,
NY) was used to build the systems for both CagA structure
and its homology model.

MD simulations: The MD simulations were performed using
Desmond on a 6th generation i5-quad core processor. The
system built as described above is loaded into the Maestro

molecular graphics window to display all the atoms. Periodic
recording of the trajectory at fixed intervals along with the
energy was set depending on the total length of the MD
simulation. For example, a 10 picoseconds (ps) interval was
set for recording the trajectory in order to perform a 10
nanoseconds (ns) MD simulation with an approximate
number of 1000 frames per interval. OPLS2005 force field
was used to perform the current molecular mechanics-based
simulations.

Trajectory analysis: The post MD simulation trajectory was
loaded into the Maestro molecular graphics window and was
analyzed frame by frame to evaluate any visible structural
changes overall and with reference to the p53 binding pocket.
The overall protein Cα root mean square deviations (RMSD)
and per residue RMS fluctuations (RMSF) were visualized
by using the simulation interactions diagram option in
Desmond. Both the RMSD and RMSF plots were saved for
each MD simulation. Coordinate files at intervals of 1 ns
were saved as “.pdb” files to visualize the 3D conformational
changes in the protein using Maestro. Figures and movies of
the MD simulations were prepared while the trajectory is still
loaded into the Maestro molecular graphics window.
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Figure 3. RMSD of CagA structure vs. homology model.

Results and Discussion:

Dimensions of the p53 binding pocket in CagA: The p53
binding pocket in CagA (Figure 1) was roughly measured to
be 10 Å in width, 23 Å in length and 10 Å in depth thus
adding up a total volume of 2,300 Å3. The p53 peptide in this
structure is 20 amino acids long which fits into the above
mentioned volume (Figure 1). Such a large binding pocket
might be stable with a bigger ligand such as the p53 peptide
bound but without a ligand, the stability of such a binding
pocket is questionable. In order to delineate this dilemma, we
performed 10 ns MD simulations of CagA with and without
p53 bound in the pocket.

The protein Cα RMSD of CagA with p53 is slightly lower
than without p53: The protein Cα RMSD of CagA, with and
without p53 bound, started at 0.75 Å and reached up to 1.6 Å
and 2.4 Å at 1 ns, respectively (Figure 2). While the RMSD
for CagA with p53 was stable continuously until 8 ns and
then increased to 1.75 Å at 10 ns, the RMSD for CagA
without p53 increased up to 2.7 Å at 2.5 ns and continued
stably until 10 ns. This suggests that the apo protein (CagA
without p53) had to go through more RMSD initially
compared to the complexed protein. Thus the apo protein
exhibited almost 1 Å higher RMSD compared to the p53
bound CagA (Figure 2).

The RMSF profile of apo CagA is different compared to the
CagA bound to p53: The overall RMSF for the apo CagA
and p53 bound CagA are <2.4 Å and <1.6 Å, respectively,
suggesting that the p53 bound CagA has relatively lower
RMSF compared to the apo CagA. RMSF values of residue
beyond 175 were ignored because of a break in the main
chain of the protein in the crystal structure. In order to
circumvent this issue, we built a homology model of CagA
and used that model for MD simulations.

MD simulations of CagA homology model: The Cα RMSD of
CagA homology model is slightly different from the apo
CagA that was taken from the crystal structure. As shown in
Figure 3, the initial spike at 1 ns that was seen for the apo
CagA from the crystal structure was no longer seen in the
homology model at 1 ns. Taking this into consideration, we
further investigated whether the homology model of CagA
will show any major changes in the protein Cα RMSD. So,
these MD simulations were further extended to 25 ns and 50
ns (Figure 3). No major spikes were seen within the 25 ns
MD simulation. However, the Cα RMSD progressively
increased to almost 4 Å from 30 ns to 50 ns in the 50 ns MD
simulation.

Higher RMSF is seen in the 50 ns MD simulation compared
to the 25 ns MD simulation: The homology model of CagA
showed significant changes in the RMSF of its residues when
simulated up to 50 ns instead of 25 ns. As shown in Figure 4,
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Figure 4. RMSF analysis of CagA homology model.

majorly, three regions were identified where there were
significant changes in the RMSF values. These regions are
50-75 (1.2 Å vs. 2.0 Å), 125-150 (1.6 Å vs. 2.8 Å) and
175-185 (2.8 Å vs. 3.2 Å). Comparing Figures 3 and 4, it is
safe to say that the residues 125-150 are probably
contributing to the unusual behavior of the protein between
30 ns and 50 ns.

Conclusion and Future directions:

The current study clearly demonstrates that the apo CagA
possesses more conformational flexibility compared to the
p53 bound CagA. Further, the p53 binding pocket showed
flexibility in the absence of the ligand suggesting that the
volume of this pocket is large and thus, it poses a challenge
to screen small molecule leads. We are currently in the
process of using the p53 binding pocket of CagA for virtual
screening of small molecules with a goal to identify any
leads that can be used as potential drugs in the future for the
treatment of H. pylori infections.
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Full Figure Legends:

Figure 1. Structures of CagA +/- p53 peptide. CagA bound
to the p53 peptide (purple color spheres) is shown on the left
and the CagA after removing the coordinates for p53 peptide
(apo CagA) is shown on the right.

Figure 2. RMSD & RMSF analysis of CagA+/-p53 peptide.
Panels A and B show the protein Cα RMSD of apo CagA and
CagA-p53 complex taken from PDB ID: 4IRV, respectively.

Apo CagA shows an initial spike at 1 ns that was not seen in
the complex but the complex showed a spike after 8 ns that
was absent in the apo CagA protein. Panels C and D show
the protein RMSF of apo and complex CagA, respectively.
The overall RMSF for the apo CagA and p53 bound CagA
are <2.4 Å and <1.6 Å, respectively

Figure 3. RMSD of CagA structure vs. homology model.
RMSD of apo CagA from the crystal structure is shown in
panel A as a reference. Panel B shows the RMSD of apo
CagA homology model in which the initial spike at 1 ns is
absent. Panels C and D show 25 ns and 50 ns MD
simulations of the homology model. No major spikes were
seen within the 25 ns MD simulation. However, there is a
spike that progressively increased to almost 4 Å from 30 ns
to 50 ns in the 50 ns MD simulation.

Figure 4. RMSF analysis of CagA homology model. The 25
ns and 50 ns MD simulations of the CagA homology model
are shown on the left and right, respectively. Three regions:
50-75 (1.2 Å vs. 2.0 Å), 125-150 (1.6 Å vs. 2.8 Å) and
175-185 (2.8 Å vs. 3.2 Å) showed significant changes in the
RMSF values.
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