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ABSTRACT: Short peptides serve as minimal model systems
to decipher the determinants of foldability due to their
simplicity arising from their smaller size, their ability to echo
protein-like structural characteristics, and their direct implica-
tion in force field validation. Here, we describe an effort to
identify small peptides that can still form stable structures in
aqueous solutions. We followed the in silico folding of a
selected set of 8640 tryptophan-containing tetra- and
pentapeptides through 15 210 molecular dynamics simulations
amounting to a total of 272.46 ps using explicit representation
of the solute and full treatment of the electrostatics. The
evaluation and sorting of peptides is achieved through scoring

functions, which include terms based on interatomic vector distances, atomic fluctuations, and rmsd matrices between successive
frames of a trajectory. Highly scored peptides are studied further via successive simulation rounds of increasing simulation length
and using different empirical force fields. Our method suggested only a handful of peptides with strong foldability prognosis. The
discrepancies between the predictions of the various force fields for such short sequences are also extensively discussed. We
conclude that the vast majority of such short peptides do not adopt significantly stable structures in water solutions, at least based
on our computational predictions. The present work can be utilized in the rational design and engineering of bioactive peptides

with desired molecular properties.

1. INTRODUCTION

Peptide folding simulations'~® have evolved to a highly active
research field because their significance is threefold: peptides
serve as model systems to optimize and validate force fields,” '
as model systems to study the protein folding problem,"*™'®
and as potential candidates in drug design studies.'” > Fast-
folding miniproteins are the new “play toys” because their
folding can be approximated by both theory and experi-
ment.”' ™

The quest for fast-folding proteins reveals questions
regarding the lower size limit of peptides that can adopt stable
folds in aqueous solutions. To our knowledge, the smallest
peptides of unique structure comprise approximately 10
residues, like chignolin3’4 and CLN025,*° thus termed as
microproteins. Capped terminal ends and unnatural amino
acids lower further the size limit for protein-like fold stability to
7—10 residues.’® Smaller peptides of biological interest have
been studied occasionally””~* but were found to be only
marginally stable in water solutions. However, the usage of
peptides in real-world applications, such as in molecular
biology, nanomedicine, and nanotechnology,43 depends on
their size, foldability, and solubility."”~"*** De novo design of
non-natural peptides often results in compounds with variable
solubility, low bioavailability, and limited stability, which
impedes their therapeutic application, whereas naturally
occurring peptides have greater specificity and lower toxicity
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but are large enough to be typically subject to proteolysis."” "

Therefore, there is a need to design low-molecular weight
peptides that adopt stable folds in water environments and
possess particular molecular properties that fit each specific
need at a time. By using the ever-increasing power of
computers, state-of-the-art empirical force fields, and algorithms
to explore systematically a large number of peptides, we can
narrow them down to a manageable number of putatively
structurally stable ones.

To this end, we performed a systematic search for putatively
foldable peptides that are four- and five-residue long.
Tetrapeptides and pentapeptides have been implicated in the
initiation of folding,“s_47 in structure prediction studies,*® and
in peptide design,*”>® whereas larger peptides (greater than
eight residues) are prone to aggregation due to low
solubility.>’ ™ In this work, a subset of 8640 peptides from
the vast total of 3360000 possible sequence combinations is
examined. We followed their in silico folding and structural
characterization through an exhaustive set of 15210 independ-
ent molecular dynamics simulations resulting in a total of
272.46 ps of simulation time in explicit solvent and with full
treatment of the electrostatics. We present a combination of
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scoring functions designed specifically to identify folding events
and designate stably folded peptides.

In what follows, we show that, according to the general
expectation, the vast majority of tetrapeptides and pentapep-
tides is quite disordered with their folded population occupying
only a small fraction of the observed simulation time.
Systematic analysis of these simulations only identified four
peptides (two pentapeptides and two tetrapeptides) for which
computational evidence is consistent with the presence of a
stable structure. The present study revealed great discrepancies
in the predictions of the various examined force fields regarding
the folding behavior of this particular set of peptides. The same
peptide can be predicted to be anything from fully disordered
to folded to either one or more distinct structures, according to
some or all force fields. The predicted structures are sometimes
the same or differ even among force fields of the same family.
We conclude with possible interpretations of our findings and
their role in the validation and improvement of the current-
generation theoretical tools.

2. METHODS

2.1. Peptide Selection. The initial peptide pool that we
examined comprises 1440 tetrapeptides and 7200 pentapep-
tides (Table 1 and Figure 1). The reduction of the total number
of unique sequence combinations (160000 and 3200 000,
respectively) was accomplished through the incorporation of a
set of restrictions. The first was the requirement for the
presence of a tryptophan residue to favor the development of
electrostatic interactions and hydrophobic packing>*** and also
to be able to obtain near-UV CD spectra®® for later
experimental validation. The second restriction was the
requirement for the presence of two charged residues of
opposite charges, which would guarantee solubility in aqueous
solutions and favor the development of stabilizing interac-
tions®” with the tryptophan residue. For the pentapeptide set,
we used as a restriction the presence of three unique charged
residues (two with a positive charge, one with negative, or the
opposite).

2.2, System Preparation and Simulation Protocol. The
system preparation procedure was performed automatically for
all simulations reported here (a grand total of 15210
independent runs). All simulations were performed with
NAMD®® using explicit solvent, full treatment of the electro-
statics, and periodic boundary conditions. We examined the
force fields CHARMM?22,*> CHARMM27-CMAP,*° OPLS-
AAY* AMBER99SB,**** and AMBER99SB-ildn,** as noted
in Table 1. The choice of force field in each simulation round
was made based on the performances of the force fields at the
time the simulations took glace,l3’66 regarding the folding of
small peptides. | %6710%10710

The starting structure of the peptides was in the fully
extended form, as obtained from the program Ribosome
(Shrinivasan, http://www.roselab.jhu.edu/~raj/Manuals/
ribosome.html) with both terminal ends unprotected. For
both the CHARMM and the OPLS force fields, missing
hydrogen atoms were built with the program PSFGEN from
the NAMD®® distribution and solvation and ionization were
performed with VMD.®® In the case of AMBER, system
preparation was performed with the program TLEAP from the
AMBER tools distribution.”® In all cases, peptides were
embedded in a truncated octahedral water box, with initial
cube dimensions of 28 X 28 X 28 A’ and an initial solute—
solute distance of 12 A, filled with pre-equilibrated TIP3P”°
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water molecules along with sodium and chloride ions to a final
concentration of ~30 mM. All final systems comprised
approximately 900 atoms.

The simulation protocol was the following: At first, systems
were energy minimized for 1000 conjugate gradient steps. Then
the temperature was increased with a AT step of 20 K until a
final temperature of 320 K (or to the final temperature noted in
Table 1) over a period of 32 ps. Subsequently the systems were
equilibrated for 1000 steps with the positions of the Ca atoms
restrained followed by an equilibration period for the
production of the NpT runs with the temperature (320 K)
and the pressure (1 atm) controlled using the Nosé—Hoover
Langevin Dynamics and Langevin piston barostat control
method and the Verlet-I multiple-time step integration
algorithm, as implemented by NAMD.*® The Langevin
damping coefficient was set to 1 ps™', and the piston’s
oscillation period was set to 200 fs, with a decay time of 100 fs.
The production run was performed with the impulse Verlet-1"!
multiple time step integration algorithm as implemented by
NAMD.*® The inner time step was 2 fs, with nonbonded
interactions calculated every two time steps and full electro-
statics every four time steps using the particle mesh Ewald
method”” with a grid spacing of approximately 1 A and a
tolerance of 107 A cutoff for the van der Waals interactions
was applied throug7h a switching function, acting between 7 and
9 A. The SHAKE” algorithm (with a tolerance of 107°) was
used to restrain all bonds including the hydrogen atoms.
Trajectories were obtained by saving the atomic coordinates of
the whole system every 0.8 ps.

2.3. Design of Simulations and Sorting of Peptides.
Given the known theoretical**”**”*7* and experimental’®~®’
folding rates of such short peptides, we performed five
independent simulation rounds for each of the two sets of
peptides, as presented in Table 1. The initial pass comprises all
peptide sequences and short trajectories (S ns for the
tetrapeptides and 20 ns for the pentapeptides) aiming toward
identification of early folding events. These comprise mainly
loop-closure events and formation of the first turn of a helix
(helix nucleation) that occur in the 10—207°7** and 1-5 ns
time scale,*>™%" respectively, for peptide sequences of
comparable length.

During this first pass, short trajectories were evaluated
through a scoring function designed to specifically identify a
rapid transition that leads to a loop-closure event along with the
formation of a stable structure. This target function is based on
interatomic vector distances and will be referred to as TF1 (see
section 2.4 for more details). Peptides were selected by
systematic application of the TF1.

In the second pass, peptides were evaluated through another
scoring function to identify stably folded peptides. This second
target function is based on an rmsd matrix between structures
from successive frames of the trajectory and will be referred to
as TF2 (section 2.4). Prominent peptides were selected again
by systematic application of the TF2 function. The eflicacy of
both scoring functions, TF1 and TF2, in sorting the peptides
according to certain criteria (section 2.4), was ascertained after
visually examining the majority of the produced graphs.

In the third pass, peptides were selected after applying the
full battery of analysis, principal component analysis and
corresponding cluster analysis, calculation of average atomic
fluctuations, especially of the tryptophan’s side-chain, along
with the scoring function TF2. Two putatively stably folded
tetrapeptides were identified after examining different force

dx.doi.org/10.1021/jp401239v | J. Phys. Chem. B 2013, 117, 5522—5532


http://www.roselab.jhu.edu/~raj/Manuals/ribosome.html
http://www.roselab.jhu.edu/~raj/Manuals/ribosome.html

The Journal of Physical Chemistry B

fields and simulation temperatures (fourth and fifth pass in
Table 1). Foldable pentapeptides were identified through 1 and
2 ps simulations (fourth and fifth pass in Table 1).

2.4. Target Functions. The first scoring function, TF1, is
applied to short trajectories (first pass in Table 1) and its
purpose is to capture folding events. For such short sequences a
direct and computationally efficient way to follow structural
changes is the evolution of interatomic distances (Figure SI,
Supporting Information). Distance is a measure that allows also
a direct comparison between theory and experiment. For
example, FRET®® studies on small peptides (9—10 resi-
dues)®”® and a series of polyproline polymers (6—40
residues)” showed an excellent agreement with the simu-
lation-derived distances.

We follow the evolution of three distances between the three
pairs of Car atoms that are more distant (Figure S1, Supporting
Information). The distances are evaluated based on the
observation of transitions, their number and duration, and the
correlation among all three possible pairs of the three calculated
distances. High scores are attributed to peptides with fast and
early transitions and as few and coordinated transitions as
possible. The TF1 score is a summation over all unique (Ca;—
Caj) distances of the following function:

2
T= Z tt,Corr(tt;)

ij=0,i%]
where
ti‘j — D r.naxrmsd
aver min 4 rmsd

where Corr(t,-tj) is the Pearson correlation coefficient between
the variation versus time of two (Ca,—Ca;) distances, D is the
difference between the maximum and minimum observed
distance value, aver is the mean value and rmsd is the
corresponding root-mean-square deviation calculated over all
observed distance values, and max,,4 and min, 4 are the
maximun and minimum rmsd values calculated over a sliding
window of a certain width.

The D parameter is used to evaluate the sharp transitions, the
aver parameter is used to exclude peptides that remained in the
extended conformation, and the rmsd parameter is used to
exclude peptides with multiple folding/unfolding transitions;
rmsd is calculated over a sliding window (400 fs in this case) to
evaluate gradient transitions of the distance’s values and local
fluctuations between the transitions in order to rank peptides
appropriately.

The second scoring function, TF2, is applied to all
trajectories from the second round of simulations onward
(Table 1) and its purpose is to identify stably folded peptides.
We identify the formation of a cluster of closely related
structures through the calculation of root-mean-square matrices
(rmsd matrix, see Figure S1, Supporting Information). These
matrices are square and symmetrical, with their axes
representing structures from successive frames of the trajectory.
The matrix entries are filled with the rmsd value between two
structures after their superposition. The rmsd values are
calculated using all heavy atoms so as to find folded structures
where both the backbone and the side chains have stabilized.
The goal is to identify the formation of a cluster of closely
related (low rmsd values) structures. The color interpretation
of the formation of a cluster of structures is a large dense blue
box (rmsd < 2.0 A) along the diagonal in the graphical
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representation of a matrix (Figures 2 and 3, see also Supporting
Information Figures S1, S3, S4, and SS).

The TF2 function (a graphical representation of which is
shown in Figure S2, Supporting Information) is calculated
through a custom computer program: (1) read the square
matrix; (2) convert it to binary mode by assigning every rmsd
value >2.0 A to 0 and every other value to 1; (3) for every
possible symmetric submatrix of dimensions (N — m) X (N —
m), where N is the initial matrix dimensions and m ranges from
2 to N — 2, count the percent of matrix entries with value 1; (4)
calculate a histogram of the distribution of the percent of matrix
entries with value 1 per dimension of each submatrix of the
previous step; (5) return the product of median and mode of
the distribution.

2.5. Trajectory Analysis. The program CARMA®? together
with custom scripts were used for most of the analyses,
including removal of overall rotations and translations,
calculation of the evolution of the Ca distances, calculation
of the rmsd matrices, principal component analysis in both
Cartesian’>** and dihedral space’>*® and corresponding cluster
analysis, calculation of average structures and of the atomic
root-mean-square fluctuations, and production of PDB files
from the trajectories. All molecular graphics work and figure
preparation was performed with the programs VMD® and
CARMA.”

2.6. Sufficient Sampling. To demonstrate that the
extreme systems we have chosen (approximately 900 atoms
and an initial solute—solute distance of 12 A, referred to as
small PBC box) do not suffer from altered dynamics and
periodicity artifacts, we performed two additional simulations.
Two peptides, RWPD (Figure 1, see also Supporting
Information Figures S2, S4, and S7) and ECKRW (see
Supporting Information Figures SS and S6), were studied
through folding simulations until convergence was achieved
(446 and 388 ns, respectively). We followed the same
simulation protocol (section 2.2) except for the initial cube
dimensions, which were 32 X 32 X 32 A® (large PBC box), and
the initial solute—solute distance, which was 16 A. The final
systems comprised approximately 1700 atoms.

Convergence was examined by dividing the trajectories into
two nonoverlapping halves and performing dihedral angle
principal components analysis on each half, followed by the
calculation of the eigenvector overlap (as a function of the
number of eigenvectors) for the two halves. The overlaps in
dihedral space using the top three and top six eigenvectors are
0.77 and 0.87 for the tetrapeptide system. The corresponding
values for the pentapeptide system are 0.69 and 0.73 for the top
three and top six eigenvectors, respectively.

To validate our extreme systems (small PBC box), we
calculated the eigenvector overlap between the trajectories of
the RWPD and ECKRW peptides that were produced by the
two protocols with the small and large PBC boxes. As
representative trajectories for the small PBC box, we used the
1 us trajectories from the fifth pass and fourth pass (as noted in
Table 1) for the two peptides. In the case of the tetrapeptide
system, the overlap in dihedral space is 0.89 with three
eigenvectors and 0.95 with six eigenvectors, thus indicating that
the two trajectories are consistent. Similarly, for the
pentapeptide system, the overlap in dihedral space is 0.81
with the three eigenvectors and 0.82 with the six eigenvectors.

The choice of a slightly smaller PBC box that still produces
equivalent trajectories allows, however, an increase in the
observed throughput by 30%, which has a significant impact on
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Figure 1. Word cloud of 8640 tetrapeptides and pentapeptides of their respective foldability. Greater prominence is given to the putatively foldable
peptides according to a cumulative score from all five independent simulation rounds as presented in Table 1 (TF1 score from first pass and TF2

score from second through fifth pass).

Table 1. Summary of All Simulations Performed in the Two Sets of Tetrapeptides and Pentapeptides”

number of number of  simulation time per
peptides runs run (ns) notes
Tetrapeptides
Ist pass 1440 4 S four independent repeats performed with CHARMM22 at 320 K
2nd pass 130 1 30 one repeat performed with CHARMM22 at 320 K
3rd pass 36 1 100 one repeat performed with CHARMM22 at 320 K
4th pass 4 4 300 four independent repeats performed with CHARMM22 at 283, 298, 320, and 340 K
Sth pass 2 3 1000 three independent repeats performed with CHARMM-CMAP, AMBER99SB, OPLS-AA, at
320 K
Pentapeptides
Ist pass 7200 20 one repeat performed with CHARMM22 at 320 K
2nd pass 480 1 100 one repeat performed with CHARMM?22 at 320 K
3rd pass 32 4 120 four independent repeats performed with CHARMM-CMAP, AMBER99SB, AMBER99SB-
ildn, OPLS-AA at 320 K
4th pass 8 1 1000 one repeat performed with AMBER99SB-ildn at 320 K
Sth pass 2 3 2000 three independent repeats performed with AMBER99SB-ildn at 298, 340, and 360 K

“For each successive round of simulations, we indicate the number of peptides under study and the length and number of independent runs of
simulations, along with the temperature and the force field used in each case. The total simulation time amounts to 47.1 us (37.680 core hours) and
225.36 ps (135.216 core hours) for the tetrapeptide and pentapeptide set, respectively.

the physical time needed to complete the grand total of 15210
simulations reported here (see section 2.7).

2.7. Computational Means and Requirements. All
simulations reported here (a grand total of 15 210 independent
runs) were performed on a stateless Beowulf cluster (http://
norma.mbg.duth.gr) based on quad core processors on a gigabit
interconnect using an SMP-enabled version of NAMD (v.2.6,
v.2.7b, or v2.8). Due to the small size of the systems, the
simulations scaled to either one or four cores, giving a
maximum observed throughput of 30 ns/day or 100 ns/day,
respectively, for a 900 atom system, requiring 461 days of
physical time on 32 dedicated cores for a total of 272.46 us of
simulation time.

3. RESULTS

3.1. Most Tetrapeptides and Pentapeptides Are
Disordered. Figures 1 and 2 (and Figure S3 in the Supporting
Information) show the order of peptides after the application of
the scoring functions TF1 and TF2, during the successive
simulation rounds, as presented in Table 1.

In the word cloud of Figure 1, we see all of the 8640 peptides
that participated in the simulations presented here (Table 1).
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Greater prominence, in the sense of larger font, is given
according to their foldability, as evaluated by both scoring
functions TF1 and TF2 and from all simulations. The
distribution of these cumulative scores reveals only a small
fraction (<1%) of outlier peptides that receive high score by the
target functions TF1 and TF2. Most peptides are disordered
and are characterized by multiple folding/unfolding events,
which leads to their underscoring by both target functions. This
great difference in the scores that separates the fraction of
folder peptides from the large population of nonfolders enables
the distinction and consequent selection of the cluster of
peptides that are likely to be foldable based on the evolution of
the interatomic vector distances and the frame-to-frame rmsd
matrices.

Less than 10% of the peptides under study where designated
as putatively foldable by the target function TF1 during the first
pass and qualified for the next simulation round. As the
simulation time increases at the second pass (Table 1), we can
view with greater ease the formation of a folded structure,
which is evaluated by the scoring function TF2. Figure 2 and
Figure S3 (in the Supporting Information) show the order of
the pentapeptides and tetrapeptides, respectively, after the

dx.doi.org/10.1021/jp401239v | J. Phys. Chem. B 2013, 117, 5522—5532
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Figure 2. The rmsd matrices of the 480 pentapeptides (second pass) calculated from 100 ns trajectories. The order from left to right and top to
bottom follows the increase in the score received by the scoring function TF2. Each image corresponds to an individual peptide and is a color
representation of the square matrix of the rmsds among all possible structures from successive frames of the trajectory (see also Figure S1,

Supporting Information). For each matrix, the origin (f = 0) is at the top left-hand corner. All matrices were calculated using all heavy atoms (~40
atoms), and the linear color scale is kept the same, ranging from dark blue (0 A) through yellow (~3.5 A) to dark red (7.3 A).

application of the target function TF2 at the second round of
simulations. Only 10% of the pentapeptides (Figure 2) folds to
a cluster of closely related structures occupying most of the 100
ns trajectory. Most peptides present a large and dispersed
cluster of structures, characteristic of unstable behavior with
multiple folding—unfolding events. This is in agreement with
the results of Figure S2, Supporting Information, which shows
the results from the application of the scoring function TF2 on
the tetrapeptide set.

These results taken together show that the vast majority of
the peptides under study are highly flexible and disordered for
most of the observed simulation time. The second scoring
function has the advantage of being independent of the peptide
length, unlike the scoring function TF1: the interatomic vector
distances in the tetrapeptide set are calculated between Ca
atoms that are separated by one or two peptide bonds, whereas
in the pentapeptide set they are separated by two or three,
resulting in higher distance values, which in turn means higher
scoring by the target function TF1. However, the distribution
of the scores in the tetrapeptide set inclusively shares the same
characteristics with the pentapeptide set, revealing only a small
fraction of folder tetrapeptides. The apparent conclusion from
the first two simulation rounds is that the number of putatively
foldable peptides is very small compared with the number of
possible sequence combinations.

A secondary conclusion from the examination of the rmsd
matrices of the folding trajectories (Figure 2 and Figures S3 and
S4, Supporting Information) is that apart from the great
population of highly flexible and disordered peptides, we also
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observe peptides with a unique well-defined structure (last row
in Figure 2 and Figure S3, Supporting Information). What is
even more interesting is the observation of peptides with two
well-defined structures (Figure 2 and Figures S3 and S4,
Supporting Information). Non-two-state behavior has been
observed experimentally in octapeptides.”* Complex, non-two-
state length-dependent folding has also been reported for
polyalanine peptides, both theoretically’” and experimentally.”®
Recently, a model of the conformational dynamics was
presented, suggesting a lower length limit for a two-state folder
of nine residues.”

The small number of tetrapeptides and pentapeptides with
strong foldability prognosis were studied further during the
third simulation round (third pass in Table 1). Figure 3 and
Figures S4 and SS, Supporting Information, show the rmsd
matrices obtained from the folding trajectories of the 36
tetrapeptides (Figure S4, Supporting Information) and 32
pentapeptides (Figure 3 and Figure SS, Supporting Informa-
tion). These results are in agreement with the conclusions
discussed above and show that only a small number of peptides
adopt a well-defined and stable structure. A secondary
characteristic is that in the pentapeptide set the stabilized
structure comprises both the backbone and the side chains
(compare the two halves of the rmsd matrices in Figure 3 and
Figure SS, Supporting Information). On the other hand, in the
tetrapeptide set, there are more profound differences in the
stability of the backbone compared with the behavior of the
side chains, with the latter being considerably more flexible
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Figure 3. Inter-rmsd matrices for 16 pentapeptides (from the third pass) calculated among four independent trajectories with four different force
fields. Each image corresponds to an individual peptide and is a color representation of the square matrix of the (inter) rmsd’s among all possible
structures from successive frames of an artificial trajectory (480 ns total simulation time for each peptide) produced by concatenating four
independent trajectories produced by four force fields (third pass in Table 1). Each matrix was calculated using only backbone atoms (above the
diagonal) and all heavy atoms (below the diagonal). The limits of each trajectory are indicated with square black boxes, with the corresponding force
field, CHARMM-CMAP, OPLS-AA, AMBER99SB, and AMBER99SB-ildn, noted on the top. The linear color scale is kept the same, ranging from

dark blue (0 A) through yellow (~3.9 A) to dark red (7.8 A).

(compare the two halves of the rmsd matrices in Figure S4,
Supporting Information).

3.2. Inconsistency between the Force Fields. Figure 3
and Figure S5, Supporting Information, show a color
representation of the rmsd matrices for the total of 32
pentapeptides from the third round of simulations (third pass
in Table 1). Each rmsd matrix is calculated for the concatenated
artificial trajectory of all four force fields under study at this
stage (Table 1). As can been seen from those two figures, there
is great variance in the predictions among the various force field
versions. The systematic preference of the various force fields
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toward certain regions of the Ramachandran plot is well
documented in the literature.'"'>¢¥1%°71% However, for the
short and almost random sequences that we study, there is
significant variance in the force fields’ predictions regarding
their foldability.

From peptide sequences for which there is a consensus
among the force fields (NEWRD, RDKWP, and RELWK in
Figure 3) to peptide sequences for which there is complete
disagreement (REWID and RMWED in Figure 3 and RWEDA
in Figure SS, Supporting Information), we observe almost every
possible combination in their predictions even within the small

dx.doi.org/10.1021/jp401239v | J. Phys. Chem. B 2013, 117, 5522—5532
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Figure 4. The pentapeptide RDKWP. In panel A, we show the rmsd matrix of the concatenated trajectory corresponding to the simulations in the
four temperatures (fourth and fifth pass in Table 1), using the AMBER99SB-ildn force field (7 us total simulation time). The independent
trajectories are indicated with the horizontal and vertical bars, where blue stands for 298 K, cyan for 320 K, red for 340 K, and yellow for 360 K.
Above the diagonal, the rmsd calculation is performed only for the backbone atoms and below the diagonal for all-heavy atoms. The linear color scale
is kept the same, ranging from dark blue (0 A) through yellow (~3.5 A) to dark red (7.1 A). In panel B, we show the three-dimensional folding
landscape from the trajectory obtained at 298 K with the AMBER99SB-ildn force field. The middle is a wall-eyed stereodiagram of the projection of
the trajectory on the space defined by the top three principal components as obtained from a principal component analysis in Cartesian space using
all-heavy atoms. Three isosurfaces are drawn at the mean density (orange transparent isosurface), 16 above mean (yellow wireframe), and 36 above
mean (red solid surface) of the map distribution. The arrows point to the two clusters of structures (with 30% and 25% occupancy of the total
simulation time) observed during the trajectory. For each cluster, we show (in wall-eyed stereodiagram) S00 snapshot structures, obtained directly
from the trajectory. The structures are colored according to their atomic rms fluctuation from the calculated (for the cluster) average structure using
a color gradient from blue to red (maximum rmsf, 3.43 A). In panel C, we show in stereodiagram the representative structures (the trajectory’s
structure with the smallest rms deviation from the cluster’s average one) for the two distinct clusters. All atoms are depicted in ball-and-stick, and the
backbone direction is indicated with cyan tube. The hydrogen bond is shown with blue dotted line and the packing between tryptophan—Ilysine and
tryptophan—arginine is represented with transparent surface.

set of 32 pentapeptides. For most cases, a peptide is folded by structures. In some cases the AMBER force fields agree better
only one force field or force fields of the same family (RDHWK with the OPLS, whereas in other cases there is better
and ECKRW by the AMBER99SB-ildn, DPWRE by the two agreement between the AMBER and the CHARMM force field.

AMBER force fields, RDMWK, RIDKW by the CHARMM The great variance that we observe in the predictions of the
force field and KDWTR, REWDV, RWHED by the OPLS force force fields is reason for skepticism, especially in the absence of
field). There are also peptides that are completely disordered experimental evidence. This diversity of the results is rather

according to all four force fields (EKIRW, HEDKW, KDEVW, force field dependent and not an artifact of the limited
KREGW, KWLED, RDEIW, REKWM, RLEWD, RWDKI, and simulation time as shown in Figure S6 (Supporting

WEHKR) even though they were designated as stable folders Information) for which 1 us simulations were used. The 1 us
by the CHARMM?22 force field during the previous simulation simulations of the eight pentapeptides with the AMBER99SB-
rounds (Table 1). Peptides with two distinct conformations are ildn force field (fourth pass in Table 1) give the same results

observed here more clearly (DKWEP, HDKWE, HDWKE, and (compare Figure 3 and Figure SS, Supporting Information, with
RDYWE), a behavior that is predicted by all force fields, Figure S6, Supporting Information), regarding the foldability of
regardless of the extent to which they agree in the predicted the peptides with the 0.12 ps simulations with the same force
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field (third pass in Table 1). This is also supported by
experimental measurements in such short peptides, which give
a folding rate in the 10—100 ns regime.”” This behavior is
persistent in the 1 ps simulations of the two tetrapeptides as
well (fifth pass in Table 1). In Figure S7, Supporting
Information, we see representative results obtained from the
folding trajectories of a tetrapeptide, RWPD, using various
force fields as well as simulation temperatures. In the case of
this tetrapeptide, the force fields predict similar backbone
conformations and vary on the conformation of the side chains.
Further analysis showed that the ensemble of conformations
visited during the various force field trajectories is the same, but
their relative occupancy differs, at least for the observed
simulation time (Figure 4 and Figure S7, Supporting
Information).

3.3. Two Putatively Foldable Peptides. Even a cursory
examination of all the rmsd matrices calculated for the folding
trajectories presented here (a representative small sample from
the approximately 800 calculated matrices overall) allows us to
conclude that such small peptides are characterized by multiple
folding—unfolding events and remain folded for no more than
20—30% of the observed simulation time even in the prolonged
1 ps trajectories (Figure 4 and Figures S6 and S7 in the
Supporting Information). However, a tiny percentage (<1%) of
the peptides studied appear to be stably folded. In Figure 4 and
Figures S7 and S8 (Supporting Information), we present results
for the two best peptides, a pentapeptide (RDKWP) and a
tetrapeptide (RWPD).

According to our simulations, the pentapeptide RDKWP
remains folded for 50—60% of the trajectory, and that is
supported by all force fields and for all temperatures examined
here (Figures 2, 3, and 4 and Figure S6, Supporting
Information). In Figure 4A,B, we see that two distinct clusters
of structures are formed at low temperatures, with the second
one being progressively more populated as temperature
increases. This cluster of structures (the one shown above
the energy landscape in panel B) persists for almost 38% of the
simulation time even at the elevated temperature of 360 K. The
predicted structures from the trajectories at the various
temperatures are closely related with a Car rmsd of 0.4—0.7 A
and an all-heavy rmsd of 1.1—1.6 A for the most populated one
(the top one in panel C) and a Car rmsd of 0.1—0.2 A and an
all-heavy rmsd of 0.6—1.2 A for the less populated structure
(bottom one in panel C). This is also evident by the rmsd
matrix of the concatenated trajectories of the various
temperatures in panel A. Panel C shows the interactions that
stabilize each set of structures. In the less populated structure
(top one in panel C), we observe the hydrophobic packing of
tryptophan’s side chain against the lysine’s aliphatic chain and a
hydrogen bond between arginine’s NH group and the free C-
terminus of the peptide. In the more populated structure
(bottom one in panel C), we observe the hydrophobic packing
of tryptophan’s side chain against arginine, a hydrogen bond
between arginine’s NE group and the backbone O of lysine, and
a salt bridge between the lysine and the aspartic acid. The well-
defined folds adopted by RDKWP are also evident in the
Ramachandran plot (Figure S8, Supporting Information)
calculated for one of the folding trajectories (2 us with the
AMBER99SB-ildn). Each residue shows a clear preference
toward a certain Ramachandran region and mainly in the # and
PP (polyproline) regions.

The shorter tetrapeptides seem to have stable backbone
structures and more flexible side chains. This is clearly seen in
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their representative, RWPD, in Figure S7 (Supporting
Information). RWPD remains folded for approximately 40—
50% of the simulation time, depending the temperature of the
simulation (Figure S7, Supporting Information, panel A). The
observed structures are rather similar, with unique backbone
conformation and alternating conformations of the tryptophan
and arginine side chains. This behavior persists with the other
force fields as well (Figure S7, Supporting Information, panel
B). The structures are stabilized mainly by electrostatic
interactions between the free terminal ends, resulting in loop
backbone structures, and occasionally we see the packing of the
tryptophan side chain against the side chain of arginine or
proline (Figure S7, Supporting Information, panel C). In most
peptides in the tetrapeptide set, the stabilizing interaction
comprises mainly the backbone atoms (Figure S4, Supporting
Information), which fold into turn-like structures (data not
shown). This is also supported by the Ramachandran plots
(Figure S8, Supporting Information), wherein the ¢/ angles
remain in the /PPy region.

4. DISCUSSION

In this work, we presented an attempt to computationally
identify foldable peptide sequences. Development of new and
efficient bioactive molecules and peptides of pharmacological
interest remains, mainly, a matter of serendipity. The present
work could be further exploited as a novel method toward the
rational design and engineering of small bioactive peptides with
stable structures and desired molecular properties. Through an
exhaustive set of more than 15000 independent simulations,
putatively foldable peptides were designated by a scoring
function based on frame-to-frame rmsd matrices calculated for
the folding trajectories. The scoring function was extensively
tested and proved successful by revealing stable folders even
with the sequence restrictions imposed by us. This scoring
function (TF2), because it is solely based on a widely accepted
metric measure, could function properly in larger peptide
sequences and regardless of the amino acid content.

Our major finding is in full agreement with the literature:
most peptides appear to be disordered. The extensive
computational work presented here involves only a fraction
of sequences from the vast sequence space. Within the
perspective of this particular set of 8640 sequences, we
conclude that such short peptides are mostly disordered: they
are characterized by multiple folding/unfolding events, and
their folded population does not exceed 20—30% of the
observed simulation time. However, even with the imposition
for the presence of bulky residues like tryptophan, arginine, and
lysine, some sequences were designated as putatively foldable.

A second conclusion from this work concerns the
discrepancies in the force fields’ predictions regarding the
foldability of such sort sequences. Even within such limited
amino acid variance and small number of peptide sequences we
see almost every possible scheme from full consistency to full
disagreement even among the same family of force fields. For
putatively foldable peptides (like RDKWP and RWPD), the
various force fields converge on their prediction of a well-
defined and stable structure. It is the disordered peptides for
which they disagree the most. Even in the absence of actual
experimental data, the divergence in the predictions of the force
fields regarding the foldability of such short sequences shows
the difficulty in the description of the disordered state by
current empirical nonpolarizable force fields, at least for small

nonpolymer peptides.
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