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Die Zeit, die ist ein sonderbar Ding.
Wenn man so hinlebt, ist sie rein gar nichts.

Aber dann auf einmal, da spürt man nichts als sie.
Sie ist um uns herum, sie ist auch in uns drinnen.

— Hugo von Hofmannsthal, Der Rosenkavalier





Acknowledgments

Before we dive into the fascinating world of biomolecular systems and, particularly their inves-
tigation with computer simulations, I want to take a deep breath to create a moment of gratitude
for all the generous help that reached me from different, sometimes unexpected angles during
my time as PhD student and especially with regard to this thesis. I gratefully acknowledge my
wonderful supervisor Prof. Dr. Martin Zacharias who gave me the opportunity to be a member of
his research team and who gave me plenty of rope to develop my own ideas but was always there
when I needed somebody to discuss these ideas with or just to comfort me when things did not
work out the way I expected them to do. ank you Martin for your always open door welcoming
the entering and your always open ear listening to all kinds of concerns, scientific or not. On the
institutional level, I thank the Technical University of Munich (TUM), the Deutsche Forschungs-
gemeinscha (DFG), and the Gauss Centre for Supercomputing e.V. for funding and providing
computing time on the SuperMUC at the Leibniz Supercomputing Centre (LRZ). I deeply thank
all current and former members of T who burn for the fascinating world of biophysics and
with whom I could share this passion in a relaxed and pleasant atmosphere. A special tribute
goes to Sonja who made it her personal mission to organize the glue that bonded us strongly
together in terrific winter school retreats or late-night Christmas parties to name only a few of
these magnificent events. I thank Rainer for being such an outstanding room mate in our homely
office and for becoming a dear friend. e same goes for Fabian who became a near-room mate
especially in the time when we worked on the weighted ensemble methodology and who fought
with me through any weather condition on our daily cycle trips home. To Florian who gener-
ously lied of my shoulders a lot of the heavy burden I had to carry as our computer cluster
administrator, a cruel job that only appears in bright daylight when things go wrong. anks
to Giuseppe, Alex, Mahmut, Sjoerd, Nadine, Katja, Christina, Alexei, Piotr and many more with
whom it was a pleasure to enter fruitful discussions about physics or other maers. I thank our
collaborators for their elementary work of providing us with the experimental fundament upon
which every theoretic scaffolded needs to be build. Prof. Aymelt Itzen, Evelyn, and Rudi to work
with us on Rabb posranslational modifications. Prof. Don Lamb, Anders, and Alvaro for their
will to challenge their own field of fluorescence spectroscopy with regard to the drawbacks of
labeling. Prof. omas Kieaber who initiated the RNAse-S project with his precedent studies
and who critically discussed strategies to approach the topic from the theoretic standpoint. Of-
ten taken for granted, I explicitly want to mention the legions of open-source developers that
provide the outstanding soware with which we work from dusk till dawn and the rest of the
day. eir work guarantees free access to soware implementations and the unlimited free-
dom to tamper around with the sources, constituting the vital blood pulsing through the veins
of science. Selected examples are the GNU/Linux project, the GROMACS molecular dynamics
toolchain, the LATEX project, or the vast variety of python packages such as ParmEd, NumPy, or
matplotlib. My friends and family in no particular order: e EDM crew, Tobi, Konsti, Andi,
Manni, Machi, Holger, and others, that you shared with and developed in me the passion for old





Acknowledgments

and rusty steel boats and that you always endure my hungry phases. My dear friends Peter and
Crissi with their beloved children, and Flo, Michi, Söri, omas, I feel deeply touched to call you
my friends. Of course, my parents, grandparents, and siblings whom I love and who continue
to support me in all thinkable ways. And I thank my Sarah for her understanding, her strength,
her tender solicitousness, and just for being there.





Abstract

e cell constitutes the common structural and functional building block of all biological or-
ganisms. Enclosed within the cellular membrane are many macromolecules such as proteins
and nucleic acids that function in their ensemble as the molecular machinery that maintains
the metabolism and provides reproductive capabilities. Detailed knowledge about the structural
and dynamic nature of these macromolecules is the key to the understanding of life and many
diseases. Apart from experimental techniques, in theoretical biochemistry, valuable complemen-
tary approaches have been developed to investigate these molecular mechanisms with the help of
computer simulations. An important representative of these techniques are molecular dynamics
(MD) simulations, an approach that describes the atomistic interactions of biomolecules and their
chemical environment with a classical Newtonian model and allows to visualize the molecular
motions comparable to a fictive microscope operating at atomistic resolution. Groundbreaking
discoveries have been made with the help of molecular dynamics simulations in the past. Molec-
ular dynamics simulations are however limited by the available computational resources. is
oen prevents the sampling of biomolecular processes occurring on slow timescales that cannot
be simulated in reasonable time. In this work, the basic theoretical concepts behind molecu-
lar dynamics simulations are introduced and modern techniques are reviewed, developed, and
applied that allow the enhanced sampling of otherwise inaccessible molecular processes. In par-
ticular the weighted ensemble method is critically reviewed, a statistical approach that acceler-
ates MD sampling along predefined reaction coordinates and rigorously reproduces both kinetic
and equilibrium properties. Important convergence issues, connected to the weighted ensemble
methodology, are discussed and an implementation of the algorithm is presented. An advanced
sampling approach is developed in order to predict structural binding modes of small ligand
molecules in the receptor binding site. e structural information about ligand/receptor com-
plexes is frequently relevant during the process of designing new drug molecules. In another
study, extensive MD simulations on an intrinsically disordered peptide are directly compared
to fluorescence spectroscopy measurements. ereby, the modifications of conformational and
dynamical properties of biomolecules induced by fluorescence labeling are elucidated and useful
guidelines are developed to design future experiments such that the modifications on the system
remain negligible. Eventually, two biologically relevant proteins are investigated with molec-
ular dynamics simulations and the results are compared and complemented with experimental
findings. Both system have in common that they are not structurally rigid but possess highly
flexible regions of structural disorder rendering them interesting for molecular dynamics simu-
lations. e first study is targeting the signaling protein GTPase Rabb that is involved in the
intracellular vesicle transport system. Rabb acts as a molecular switch that is characterized by
the conformational transition of a functional switch region from structural disorder to order.
Bacteria of the species Legionella pneumophila exploit this mechanism by covalently aach-
ing an adenosine monophosphate to the tyrosine  residue of Rabb thereby reprogramming
the cellular supply system to promote their own reproduction. Umbrella sampling simulations
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demonstrate that the switching mechanism is hereby locked in the activate conformation. In a
second study the association mechanism of S-peptide and S-protein forming RNAse-S is inves-
tigated. While S-peptide is disordered in solution, it adopts a stable helical configuration when
bound to S-protein. Simulations reveal that an initial key contact between the disordered S-
peptide and S-protein is sufficient to induce the folding process on the surface of S-protein. An
alternative mechanism proposing that S-peptide adopts the native conformation before binding
to S-protein is ruled out.





Chapter 

Introduction

. Motivation

e field I entered in the last years is strongly connected to our sheer existence as living beings.
About  billion years ago, long before complex organisms populated the surfaces and oceans
of our planet, the first self-organizing chemical units with reproductive capabilities evolved [].
Yet before these units were organized into cells, two fundamental paradigms of life arose from
purely chemical means. Information was stored in chemical molecules and together with the
capability to reproduce and propagate these information storing molecules, live was born. To-
day, we know two kinds of biological molecules that possess the capability to store information.
Both, the ribonucleic acid (RNA) and the deoxyribonucleic acid (DNA), are quite similar in their
chemical composition and occupy vital and complementary positions in modern cellular live.
Although initially it was unclear whether DNA preceded RNA on the evolutionary timeline or
vice versa, the widely accepted RNA world hypothesis postulates, that the first macromolecule
igniting the processes of life was indeed RNA [–]. Laboratory experiments, based on the find-
ing of Miller et al. in  showed that simple biochemical molecules like sugars, amino acids,
or nucleotide bases are formed in prebiotic conditions from a few simple chemical ingredients
that are believed to have been present in the prebiotic world. However in early experiments,
the efficiency of ribonucleotides synthesis was too low to strongly support the RNA world hy-
pothesis [–]. Recent studies successfully increased the efficiency of synthesis of activated
pyrimidine ribonucleotides in prebiotically plausible conditions []. Another ground breaking
discovery, awarded with the Nobel price in chemistry for Altman and Cech in , revealed that
certain RNA sequences possess catalytic properties, for which the term ribozym was introduced
[–]. Interestingly, it was found that important functional components of the ribosome, a
molecular machine that translates the information stored in RNA and synthesizes the encoded
proteins, are constructed from RNA themselves using proteins as scaffolding structures [].
Additionally, a candidate for the molecular machine that catalyzes the type of polymerization
required for RNA replication fully constructed from RNA was recently found []. Emerging
from the RNA world, the next step in evolution included most probably the surrounding of self-
replicating RNA units with a self-assembling bilayer membrane formed from amphiphilic fay
acids in proto-cells []. In modern cells with an increased level of complexity, the function of
storing the genetic code was mostly shied from the single-stranded and non-redundant RNA
to the double-stranded redundant DNA molecule while RNA remained in other roles e. g. gene
regulation, signal transduction and as information transporters in the process of DNA transcrip-
tion and protein synthesis []. Proteins complement the catalytic functions of RNA by having
evolved to the “workhorses” in cellular life. Having divided the tasks of information storage and
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catalytic function among these classes of biomolecules, complex super-cellular life evolved using
cells as smallest common building block which enabled the diversification into different species.
e chemical building blocks of proteins are the family of amino acids which provided a larger
set of chemical diversity compared to the four nucleotides in RNA, with over  known mem-
bers from which  are commonly found in proteins []. e amino acids are linearly linked
to form a chain that folds to a functional protein aer assembly. e first three dimensional
(D) structure of a protein was solved  for myoglobin and marked a scientific breakthrough
that established X-ray crystallography as a standard technique to solve protein structures until
today []. During his work on RNAse-A, Christian Anfinsen discovered eventually that the
amino acid sequence encodes the folded structure and thereby the function of proteins []. e
folding process arranges functional amino acid side-chains in space such that specific chemical
reactions can be catalyzed or, more generally, interactions with other molecules are enabled. In
cases where the folding process ends in a non-native state, serious malfunction in the organism
are oen the consequence [, ].

. Molecular dynamics simulations

Anfinsen’s dogma, that the native structure and function of proteins is determined by the amino
acid sequence, largely increased the interest in structural information about proteins and other
biomolecules. It has become clear that a fundamental understanding of structural properties
of biomolecules on an atomistic level is the key to the understanding of cellular life and the
investigation of many diseases. Since the first protein structure was solved by X-ray crystallog-
raphy, a multitude of alternative experimental techniques for structure determination has been
developed [–]. In parallel, computational chemists developed methods to describe molecu-
lar structure and motions in proteins and other biopolymers theoretically. is thesis is focused
on the application and development of methods describing molecular motions over time with
the help of molecular dynamics (MD) simulations. A brief introduction to the underlying the-
oretical concepts behind MD simulations shall be given in this chapter. MD simulations are
sometimes termed to be a computational microscope as they provide access to the dynamic pro-
cess in biomolecules at atomistic resolution [, ]. e approach complements experimental
techniques that are usually unable to access both atomic position and dynamics at the same time.
e information how biomolecules rearrange and change their structure over time is however a
crucial point for understanding the mechanism underlying cellular live. Although the theory of
quantum mechanics constitutes currently the most accurate theoretic description of molecular
processes, its application is limited to simple systems with a small number of atoms and to rel-
atively short time scales due to computational constraints []. erefore, molecular dynamics
simulations provide an alternative pathway to simulate molecular motions of larger systems on
longer timescales, embedded in a classical Newtonian corset. e concept of MD is based on the
approximation of Born and Oppenheimer, that proposes the wave function in the Schrödinger
equation of molecular systems to be separable in two independent electronic and nuclear contri-
butions [].

Ψtot = Ψelectronic ×Ψnuclear (.)
e Born–Oppenheimer approximation justifies a separation of timescales to treat molecular
dynamics as the motions of the slow and heavy nuclei and independently from the fast fluctua-
tions of the electrons. Despite this separation ansatz, the quantum mechanical treatment of large





. Molecular dynamics simulations

molecular systems remains still too expensive to be used for the long timescales that maer for
biological macromolecules. erefore the motions of nuclei are modeled in MD simulations with
the classical description of massive particles obeying Newtons second law.

F⃗ = m · ⃗̈x (.)

Atoms are represented in this approach by massive point particles with Cartesian coordinates
of their nuclei while the electronic contributions are accounted for with a mean field approach
by assigning partial charges to the point particles. ese partial charges account for the non-
uniform electron distribution in molecules due to the varying electronegativity of different atoms
in a covalently bonded neighborhood and are typically unphysical fractions of the elementary
charge e []. is approach however ignores the effect of electronic polarisability, the process
by which the electronic distribution of the molecules spontaneously responds to the environ-
mental electric field. As in some cases the inclusion of polarisability effects is crucial for an
accurate representation of biochemical processes, efforts are undertaken to include them into
modern MD approaches []. Having reduced the level of detail for molecular systems down to
classical massive particles, the interactions between these atoms need to be modeled. Forces in

Figure .: Intramolecular interactions in molecular dynamics force fields. From le to right, bond, angle
and dihedral interactions are shown. Atoms are represented as black spheres with indices
i, j, k, l and covalent bonds are indicated as black lines. Grey arrows show the direction of the
potential force.

molecular systems are represented by potential functions, representing the various interactions
between covalently bonded and non-bonded atoms. e sum of bonded and non-bonded po-
tential functions, acting in a molecular system define a so-called force field in MD terminology.
e class of bonded or intramolecular interactions in molecular dynamics simulations involve
typically at least the following three potentials []
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Figure . depicts the motivation and application of these three potentials to covalently bound
atoms. Covalent bonds, evolving from shared electrons between atoms i, j, are modeled as har-
monic potential with a force constant kij (equation .). e application of bond potentials repro-
duces the equilibrium distance r(0)ij between atoms, however the geometric structure of molecules
is not fully described in equilibrium by only covalent bond potentials. To account for this fact
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further potentials based on angles between three next neighbor atoms i, j, k and dihedral angles
between four atoms i, j, k, l are typically introduced (equations ., .). While the angle poten-
tial is again harmonic with force constant kijk and equilibrium angle θ(0)ijk, the dihedral potential
models the periodicity of a flip around the dihedral connection in form of a periodic cosine func-
tion with n minima per turn and a phase shi ϕ

(0)
ijkl. e cosine function is offset by  to avoid a

change of sign and a force constant kijkl is defined.
e interactions between atoms that are not in a direct covalent relationship are typically mod-

eled by two non-bonded interactions. e pairwise electrostatic interaction between atoms i, j
with partial charges qi, qj is described by the Coulomb potential (equation .). Furthermore, as
the cores of atoms i, j are positively charged and are surrounded by a negatively charged electron
cloud, they interact via induced dipoles with each other, leading to a short range aractive van
der Waals interaction that scales with distance r6ij . At close distances, on the other hand, the van
der Waals araction is replaced by a strong repulsion due to the Pauli principle of overlapping
electron orbitals. is repulsion is modeled with a distance dependence r12ij . e combination of
induced dipole araction and Pauli repulsion results in the Lennard–Jones potential (equation
.).
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All these potential functions define parameters to characterize the specific interaction between
different atoms in a molecular environment. For bonded potentials (., ., .) these are the
force constants kij , kijk, kijkl, the equilibrium distances r(0)ij , θ

(0)
ijk, ϕ

(0)
ijkl, and the number of min-

ima n per periodic flip in the dihedral potential. For non-bonded interactions (., .) these are
the partial charges of the atoms qi and the Lennard–Jones parameters C(6)

ij , C
(12)
ij . e entirety

of these parameters defines a molecular dynamics force field and the process of parametrization
is a non-trivial problem. It is typically achieved by fiing the parameters to experimental results
or results from ab initio quantum mechanics calculations. As the complex quantum mechanic
mechanisms in molecular systems are only coarsely modeled by the relatively small number of
classical potential functions, it is difficult to reproduce all sorts of different molecular situations
with only one set of parameters (i. e. with a single force field). erefore the parametrization of
force fields is an ongoing process and a plethora of different MD force fields has been proposed,
specifically designed for the simulation of different molecular situations and environments [–
].

Having defined the forces acting in a many particle molecular system, Newtons second law .
can be iteratively solved for small time steps in order to simulate the atomic motions over time
[]. However, the algorithm would yet still only represent a N particle system at constant total
energy E and volume V . In the thermodynamic world of biomolecules however, other quantities
like the temperature or pressure need to be controlled by coupling the system to an external bath.
e instantaneous temperature at time t is defined in statistical physics over the velocity vi of
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the N particles and their degrees of freedom Nf
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2
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e quantity in . which can be directly adjusted in MD simulations are the velocities vi (as
the masses mi are constant in the classical picture). ermostat algorithms therefore adjust the
temperature to stay close to the reference temperature T0 of the surrounding bath by rescaling
the particles velocities on-the-fly such that T0 = ⟨T (t)⟩. Several thermostat algorithms have
been proposed in the past [–]. Another quantity that may be coupled to an external bath is
the pressure p. e scalar pressure p is defined in statistical physics as the trace of the pressure
tensor p divided by . e instantaneous pressure tensor p(t) is defined as the sum of the kinetic
energy tensor and the virial tensor at time t
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1
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 and p(t) = Tr (p(t)) /3. (.)

Both, velocities v⃗i and positions (implicitly in the distance vector r⃗ij between atoms i, j) con-
tribute to the pressure determination and can again be adjusted during the molecular dynamics
simulation with the help of barostatic algorithms [, , ].

. Outline

is thesis deals with a variety of loosely linked topics that build on common ground being situ-
ated in the field of biomolecules investigated with molecular dynamics simulations. e concept
of MD simulations is applied and developed in different directions. Methods and detailed infor-
mation about the used techniques are given in the respective chapters as they are required. In the
first two chapters the limits of current molecular dynamics simulations are discussed with regard
to the difficulties of abundant sampling and convergence. ese chapters focus on the general is-
sues of finite sampling of biomolecular systems and the different advanced sampling approaches
that have been designed to bypass these problems. In chapter  the state of the art of advanced
sampling methods is reviewed. ese methods are designed to accelerate and enhance the sam-
pling of specific molecular processes of interest that are otherwise inaccessible to molecular dy-
namics simulations. e discussed methods include different variations of the replica exchange
methodology, simulated annealing, or meta-dynamics. In chapter  the weighted ensemble (WE)
methodology is thoroughly reviewed and described, elucidating all advantages and drawbacks
of the approach. Weighted ensemble differs from other standard advanced sampling methods by
the design features to not require modifications of the Hamiltonian or a rupture in the physical
continuity of trajectories. It is therefore apt to reproduce the statistically exact dynamic proper-
ties of the simulated system. A complete and efficient implementation of the WE methodology in
python has been developed in the course of this thesis and is presented in appendix A. Aer the
review of state of the art advanced sampling approaches and a technical introduction into the WE
methodology, the development of a replica exchange based technique that allows the study of
receptor-ligand binding processes including full flexibility of the binding partners and an explicit
inclusion of solvation effects is presented in chapter . e approach enhances the sampling of
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putative ligand-receptor complexes in order to identify energetically favorable binding modes.
e generic design provides a potential utility to predict binding structures during the design of
drug molecules inhibiting active sites of known receptors. A connection between experimental
fluorescence techniques and MD simulations is drawn in chapter . Fluorescence spectroscopy
techniques have become important tools for the experimental investigation of conformational
dynamics in biomolecules. However these techniques require the covalent aachment of label-
ing molecules to the target molecule. By combining MD simulations with photoinduced electron
transfer fluorescence correlation spectroscopy (PET-FCS) experiments, the significant effect of
fluorescence labeling on the conformational dynamics of small biomolecules is revealed. e
results may be used to minimize the influence of labeling when designing new fluorescence ex-
periments. In the chapters  and  two MD studies of biologically relevant protein systems are
discussed. e first study (chapter ) explains the effect of posranslational modifications on the
conformational switching mechanism of the cellular signaling protein Rabb. e modification
is effected by the bacterial enzyme DrrA/SidM of Legionella pneumophila in order to exploit the
intracellular vesicle transport system of the host cell to promote the replication of the bacterium
inside the host. It is found that the posranslational modification locks the switching mecha-
nism of Rabb in the active signaling conformation due to the additional negative charge that is
introduced by the modification. e results may also have implications for the mechanistic un-
derstanding of conformational switching in other signaling proteins. e second study (chapter
) investigates the association mechanism of the protein complex RNAse-S. RNAse-S consists of
the larger fragment S-protein and the smaller S-peptide. While intrinsically disordered in solu-
tion, S-peptide adopts a stable helical fold upon the association to S-protein. e exact mecha-
nism, whether S-peptide adopts the native conformation before binding to S-protein or whether
folding to the native structure occurs aer initial key contacts are formed, is investigated.





Chapter 

Exploring biomolecular dynamics and
interactions using advanced sampling
methods

Molecular dynamics (MD) and Monte Carlo (MC) simulations have emerged as a valuable
tool to investigate statistical mechanics and kinetics of biomolecules and synthetic so maer
materials. However, major limitations for routine applications are due to the accuracy of the
molecular mechanics force field and due to the maximum simulation time that can be achieved
in current simulations studies. For improving the sampling, a number of advanced sampling
approaches have been designed in recent years. In particular, variants of the parallel tempering
replica-exchange methodology are widely used in many simulation studies. Recent methodolog-
ical advancements and a discussion of specific aims and advantages are given. is includes
improved free energy simulation approaches and conformational search applications.

. Introduction

Molecular simulations are a versatile tool to study the  dynamics of so maer systems, polymeric
materials, and biological macromolecules [, ]. Differing in their level of spatial resolution,
simulations can include electrons explicitly as spatial wave function or as density function in the
framework of the density functional theory. Due to the large size of biological macromolecules
and many so maer systems it is oen desirable to only use the positions and momentum of
whole atoms as variables. In this case the interactions are described by a classical force field
based on the coordinates of atom centers. e atom- centered potentials include the average
effect of electrons and are oen based, at least in part, on experimental parameterization. Res-
olution level and associated computational demand can be even further reduced by considering
whole chemical groups as single units and defining effective interactions between such coarse-
grained centers of a system [, ]. By combining these force fields with the classical equations
of motion, molecular dynamics (MD) simulations [] can model the dynamics of so maer
systems or biological macromolecules. Alternatively, relevant conformational states of a molec-
ular system can be generated with Monte Carlo (MC) methods []. e choice of the simulation
ensemble depends on the physical framework. Although it is, in  principle, possible to generate
configurations of a system compatible with arbitrary statistical ensembles, the great majority of
simulation studies are performed under conditions that are compatible with a canonical or an
isobaric-isothermal ensemble. An ultimate goal is to extract realistic kinetic and thermodynamic

Parts of this chapter have been published in []
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quantities from simulations and to associate it with atomic resolution structural data. To extract
accurate thermodynamic and kinetic data, the sampling of relevant states during molecular sim-
ulations is of uermost importance. Standard simulation algorithms oen sample only a limited
range of the relevant configurations of a given system during the available simulation time [–
]. e improvement of simulation sampling techniques has been the major aim of advanced
or enhanced sampling techniques developed in recent years [, ]. e number of studies in
this area has increased dramatically, allowing only the discussion of a subset of important de-
velopments in the present review. It should be emphasized that many aspects of identifying and
sampling thermodynamically relevant conformational states in a molecular system also play a
role in other many body problems, including systems that are treated quantum mechanically
(QM). erefore, ideas and principles discussed in this chapter may also be of relevance to other
fields of numerical and so condensed maer physics.

. Molecular mechanics force fields to study biomolecular and
so maer systems

e standard form of a classical force field was introduced in chapter  and shall be rewrien
below,
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In such a model, atomic interactions are approximated by atom-centered model functions that
include bonded (first three summations in equation .) and non-bonded contributions (last term
in the aforementioned equation). To control the bond lengths (b) and bond angles (θ) of the
macromolecule quadratic energy terms with force constants (kb and kθ , respectively) matching
experimental vibrational frequencies are used. A combination of periodic terms is used to con-
trol dihedral torsion angles τ . e non-bonded interactions are described by van der Waals and
Coulomb terms (as a double sum over all non-bonded pairs of atoms).e form of the energy
function of a molecule allows a rapid calculation of the potential energy and also the calculation
of forces necessary for performing MD simulations based on the numerical solution of the equa-
tions of motion. It is possible to explicitly include solvent molecules and ions around the solute
molecule during the simulations. However, the explicit inclusion of a large amount of water can
increase the computational demand and requires long simulations to equilibrate the solvent and
ion atmosphere. Accounting implicitly for solvent effects can accelerate simulations and can also
improve the convergence of calculated thermodynamic averages. Most implicit solvent models
are based on macroscopic electrostatic concepts (assigning different dielectric constants to the
interior and surrounding of a solute) or hydration shell models that are based on the accessible
surface of a given solute. In the former case approximate solutions of the Poisson–Boltzmann
equation or solutions to the Generalized Born model for a macromolecule are most frequently





. Sampling problem in molecular simulations

applied [, ]. However, new hardware and design of special computer architectures dra-
matically extended simulation time and maximum size of a simulation system including explicit
solvent [, –]. Due to the availability of new hardware and design of special computa-
tional architectures [] it is now possible to simulate systems with thousands or even millions
of atoms and reaching simulation timescales in the micro-second regime (for systems with thou-
sands of atoms). In special cases even milliseconds have been reached for small solvated protein
molecules []. However, for routine applications the maximum simulation time is still a major
limitation and is, in many cases, not sufficient to cover all relevant conformational or configura-
tional states of a biomolecular or polymeric system. Although of major importance and coupled
to the sampling problem, the question of how accurately a classical force field of the form given
herein can describe a realistic molecular system is not discussed in the current review. Instead,
the sampling of relevant conformational states is the main focus.

. Sampling problem in molecular simulations

Synthetic polymeric molecules and biopolymers consist of long chain molecules typically involv-
ing rotatable chemical bonds. Molecular dynamic simulations allow only for small variations of
bond lengths and bond angles of biopolymers, since large force field constants are keeping all
relevant conformational states close to equilibrium geometry with respect to these variables.
Conformational changes mainly arise from the bond rotation or dihedral angle change at se-
lected positions along the polymer, possibly resulting in different conformational states that are
separated by steric energy barriers. Since each building block of a polymer can contain several
possible dihedral substates, the number of states for the polymeric system can grow exponentially
with the polymer length. e underlying energy function is oen termed the energy landscape
of the polymeric system. To extract thermodynamic and kinetic quantities from simulations it is
necessary to visit most or preferably all relevant states of the system. is task can be difficult or
even impossible depending on the size of the system and the character of the underlying energy
landscape []. For example, even for small systems the relevant conformational regimes with
low associated conformational energy can be separated by large energy barriers (figure ., le
panel). On the time scale of hundreds of nanoseconds up to microseconds that can currently
be covered by MD simulations, conformational transitions between stable states can still be rare
events [, ]. In addition, even in cases with small potential energy barriers between stable
states the large number of states by itself can create barriers. is is, for example, the case if the
crossing of a barrier is associated with a reduction of the number of accessible states (entropic
barrier). In such cases the lowering of energy barriers or increase of the temperature may not
help to overcome the sampling boleneck. In recent years, the field of biomolecular simulations
has witnessed a revolution in terms of the maximum reachable simulation time scale. By means
of new special purpose computer hardware [, ] it has become possible to run MD simula-
tions up to the millisecond regime and beyond for not too large protein or polymer systems.
Reversible folding and unfolding could be modeled for a set of  small proteins basing on a well
parameterized molecular mechanics force field []. Such studies did not only offer many new
insights into the atomic details of the protein folding process but also showed that molecular
mechanics force fields include the essence of the important interactions realistically enough to
allow the reversible folding of several different protein molecules. A drawback of brute force
applications to tackle a simulation challenge is the extremely large computational demand and
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still limited availability. However, significant progress has been achieved not only in the design
of new computer hardware but also in the development of new and smart sampling algorithms
[, ] with the aim to sample more relevant states of a system in shorter time or with more
limited computational resources, which is the focus of the topological review. In the first part of
the review we give an overview on the various methods that have been proposed to overcome
the conformational sampling problem during molecular simulations. For example, simulated an-
nealing techniques open a large conformational space at high simulation temperatures to finally
select low energy states by cooling down the system [–]. Second, potential scaling methods
aim to lower barriers during energy minimization or an MD simulation [–] by scaling down
the original potential or replacing it by a so core potential. ird, conformational flooding []
and meta-dynamics methods [] specifically enhance sampling along one selected collective co-
ordinate or a set of collective degrees of freedom of a molecular system. Alternatively, the locally
enhanced sampling method makes use of multiple conformational copies of a selected region of a
molecule to generate a mean field and thus to propagate the system []. Finally, example appli-
cations give an overview of types of problems and systems that benefit from enhanced sampling
methods.

. Advanced sampling approaches

.. Simulated annealing and tempering methods

e sampling problem has been recognized as a major issue since the initial developments of MC
and MD simulations methods and their application to large polymeric molecule systems [].
e simulation temperature is one commonly used classical parameter to control the ability to
overcome barriers of the potential energy during simulations. In simulated annealing techniques
[–] the system starts at a high temperature to escape from local minima in a rough energy
landscape and is subsequently slowly cooled down to preferably move to the regime of the global
minimum of the energy function. e technique is widely used in structural biology to generate
D structures of biomolecules compatible with experimental data. In fact, basically every ex-
perimental biomolecular structure determination involves such a computational modeling step
applied to a starting structure to maximize the agreement with experimental data []. It typi-
cally requires encoding the experimental data as an additional force field penalty term such that
a structure with optimal agreement with respect to experiment minimizes this penalty term. For
example, in the case of the structure determination using x-ray crystallography the experimental
data represent the electron density of the crystal structure, and a realistic structure model should
be compatible with the measured electron density or measured structure factor []. During the
modeling process the structure factor of the structural model is estimated (by Fourier transfor-
mation of the model) and compared to the experimental structure factor. e corresponding
difference is included as a force field penalty term that needs to be minimized during the struc-
ture optimization process. Another common method of structure determination uses nuclear
magnetic resonance (NMR) spectroscopy and allows the derivation of short range distances and
contacts in a molecular structure []. e experimentally determined distances can be included
during a molecular simulation approach as restraints (typically as harmonic force field penalty
terms with a minimum at the experimentally measured distance). Similar to structure determi-
nation with x-ray crystallography, the other force field terms limit the sampling of conformers
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to structures compatible with the chemical and sterical geometry of the polymer [, ]. In re-
cent years many new experimental techniques for obtaining limited or low-resolution structural
data on flexible molecules, intermediate states, or very large assemblies have been developed.
Oen no high resolution crystal structure can be determined in these cases. e most important
techniques include cryo-electron-microscopy (cryoEM), which provides low to medium (near
atomistic) resolution data on the electron density distribution []. Other examples are small
angle x-ray scaering (SAXS) [], which provides low resolution information on the shape and
fluorescence energy transfer (FRET) [, ] that allows the estimation of distances between flu-
orophors in a molecule. ese techniques are increasingly used not only to study biomolecules
[] but also to investigate many synthetic polymers or other so maer systems. In general, the
optimization of generated structures with respect to the experimental data may require escaping
from local minima on the path to a set of conformers compatible with all experimental data. As a
standard technique, simulations are initially started from a high temperature allowing the cross-
ing of large energy barriers and are subsequently cooled down slowly in a simulated annealing
protocol. A final comparison of the generated structures with the available experimental data
allows retaining only those final structures fully compatible with experimental data. Starting
such a simulated annealing optimization process from many different starting conformations
can also be used to get an impression on how accurately a polymer structure is defined by the
experimental data. Equivalent techniques are also used to generate model structures based on
similarity (homology) to a known biomolecular structure (called a template structure). In such
cases the experimentally derived restraints are derived from the stereo-chemistry and geometry
of the structural template []. e realistic and optimal inclusion of such data during structure
generation has emerged as an important task in structural biology. Since the oen sparse exper-
imental data are insufficient to uniquely define an atomistic structure it is necessary to combine
it with the most realistic simulation conditions, including, for example, the surrounding solvent
explicitly and treating molecular interactions accurately. e high initial temperatures used in
simulated annealing approaches may interfere with the presence of explicit water molecules
during MD simulations and also can disturb the conformation in directions not controlled by
the limited experimental input data. Here, it is necessary to design combinations with other ad-
vanced sampling methods that do not disturb the simulated structure in undesirable directions.
Some of the techniques discussed here could be useful to tackle this important task. Even though
high temperatures in MD simulation can help to overcome energy barriers, kinetically trapped
conformational states still can result from the cooling process. Hence, simulations do not guar-
antee the localization of a globally optimal state even if experimentally derived restraints are
respected. However, in general, high simulation temperatures dramatically increase the number
of relevant conformational states compared to low temperatures for a given polymer system. is
is a simple consequence of the functional form of the Boltzmann factor and the density of states
as a function of the energy. At high simulation temperatures the sampled states are dominated
by entropy (availability of states) and less by the relative potential energy of states. In the case
of the inclusion of experimental data in the form of energy penalty terms, it is possible to signif-
icantly limit the accessible conformational states even at high simulation temperatures. Without
such constraints high temperature simulations sample mainly states outside the regime that are
of physical importance at lower temperatures, where relative energies of states dominate. Hence,
simulated annealing may not be efficient for sampling problems that do not include (experimen-
tally derived) restraints to keep the sampled states reasonably close to a regime of interest. An
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interesting technique to accelerate sampling in selected collective variables during MD simula-
tions is the temperature accelerated MD simulation []. In this technique a restraining potential
is added to keep the sampled states close to conformations along the selected collective variable.
It is possible to separate the motion using the Langevin equation into a part along the collec-
tive degrees of freedom and orthogonal coordinates. By using higher temperatures and typically
larger viscosities for motions along the collective degrees of freedom, one can overcome energy
barriers along the collective variables of interest more easily. However, the approach requires a
selection of a collective variable of interest prior to the simulation. Switching between different
simulation temperatures can alternatively be done continuously, as in the simulated tempering
approach []. Initially, a discrete set of temperatures is chosen such that the lowest temperature
represents the temperature of interest and at the highest temperature all relevant barriers can be
crossed. At frequent intervals the temperature of a single simulation is switched to a higher or
lower level and then continued. A switch in simulation temperature is accepted according to the
following acceptance rule that preserves a canonical sampling at the selected temperatures:

Paccept(i → j) = min
{
1,

Wi

Wj
e−
[
βjV (r⃗)−βiV (r⃗)

]}
(.)

Unfortunately, the simulated tempering method requires the estimation of appropriate weights
Wi (depending on the effective accessible conformational space at each temperature) for each
temperature switch in advance of the production simulation. However, several methods have
been recently proposed to iteratively adjust these weights on the fly during the simulation [,
]. Compared to simulated annealing in simulated tempering the system continuously enters
high temperatures and low temperatures, increasing the chance of crossing barriers but still being
able to select relevant low energy states. However, one should keep in mind that, overall, the
system spends only a fraction of the total simulation time at the desired physical temperature of
interest.

.. Scaling or deforming the force field energy function to improve
sampling

Temperature is, however, not the only parameter that can be scaled to overcome energy bar-
riers during a simulation. Scaling the original potential or replacing it with so core potential
has also proven successful to enhance conformational sampling during molecular simulations
[–]. Alternatively, a boosting potential can be added whenever the potential energy of the
sampled configuration falls below a preset energy threshold. is approach, termed accelerated
MD simulation [], also effectively lowers the difference in potential energy between low en-
ergy regimes and potential energy barriers. Any scaling of selected potential energy terms or
boosting of certain energy contributions may, however, lead to a distorted energy landscape that
does not preserve the structure and the distribution of minima of that of the original force field.
Hence, it can lead to sampling of regions of the conformational space not relevant for the original
potential energy landscape. us, in high dimensional coordinate space, states of lile relevance
for the temperature or Hamiltonian of interest may be significantly oversampled. is can also
lead to a shi of the free energy difference between folded and unfolded states of a peptide or
protein [, ]. In general, Boltzmann reweighting of the sampling on a deformed potential
energy landscape can be used to recover the state distribution at the original energy function.
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However, similar to the estimation of a free energy change associated with the modification of a
Hamiltonian (free energy perturbation), the result depends strongly on the overlap of the sam-
pling in the deformed potential energy landscape with respect to the sampling at the original
force field (or desired temperature).
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Figure .: Illustration of a hypothetical energy landscape for a biopolymer along a selected reaction coor-
dinate for conformational transitions. Starting at conformation A, the sampling is restricted to
regions in the vicinity of A at low simulation temperature (marked blue), whereas crossing of
large energy barriers becomes possible at higher temperatures (le panel). In meta-dynamics
simulations biasing potentials (indicated in blue) are added to the force field during a simu-
lation (right panel). e biasing potentials in the form of Gaussian functions are centered at
already visited positions along the reaction coordinate and drive the simulation to explore new
conformations along a reaction coordinate. Eventually, the process results in a flat free energy
surface and allows extraction of the free energy function along the reaction coordinate as the
sum of the Gaussian biasing potentials (with opposite sign).

.. Conformational flooding and meta-dynamics approaches

Although atomistic simulations provide the positions and momentum of each individual atom
as a function of time, it is oen desirable to focus on a more limited set of variables that are of
physical interest or can be directly compared with experiments. In simple cases such variables
can be (D reaction coordinate) and may correspond to a distance between the termini of a poly-
mer molecule or represent the radius of gyration of a flexible macromolecule. Motion in such
variables requires the simultaneous and collective change of many atom positions. Along these
collective coordinates the free energy landscape can contain significant free energy penalties
and barriers. A classical method to guide a system along a selected  collective coordinate is the
umbrella sampling (US) method [, ] where one adds an appropriate biasing potential to the
force field to aract the system toward a desired region along the collective variable (e. g. a pre-
set distance between the ends of a polymer). Typically, one uses a simple quadratic (harmonic)
biasing potential:

V (r⃗) = Voriginal(r⃗) + Vbias(D(r⃗)) (.)

with typically
Vbias(D(r⃗)) =

k

2
(D(r⃗)−Dref)

2 (.)

Here, D(r⃗) indicates the selected collective variable that is the function of the atom coor-
dinates r, and Dref corresponds to a preset reference value along the collective variable. e
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biasing potential drives the sampling of states close to regimes of interest along D(r⃗). It is also
possible to extract the associated potential of mean force or change in free energy along the
collective variable []. e US is widely used for extracting free energy changes but less as
an advanced sampling method to improve the sampling in MD simulations in general. Confor-
mational flooding [, ] and meta-dynamics methods [] have been designed to specifically
enhance sampling along one selected collective coordinate or a set of collective degrees of free-
dom of a molecular system. In contrast to the US method only a starting point for the simulations
is required, and the interest is to explore the sampling along selected collective degrees without
any preset interval or limit on the coordinate. Conformational flooding in its original form en-
hances sampling without pre-definition of a reaction coordinate of interest []. It makes use
of a repulsive potential derived from so principal components of motion of a system to drive
the system away from the current conformational state along so collective degrees of freedom
[, ]. In meta-dynamics typically a D collective direction of interest must be provided. An
additional key feature of meta-dynamics is to use the history of the simulation to flaen the free
energy landscape and to guide the sampling away from already visited regimes of the conforma-
tional space. Similar in spirit and developed before meta-dynamics, in the local elevation method
[] a progressively changing biasing potential in the dihedral angles is added to the force field
to drive the system away from already visited conformations. In meta-dynamics simulations po-
tential functions of Gaussian shape are added to the force field along the collective coordinate
in preset intervals []. e Gaussian functions are typically centered at the current sampling
point along the reaction coordinate and act as a biasing potential to destabilize the conforma-
tional regime currently sampled in the simulation (illustrated in figure ., right panel). is leads
to a smoothing of the free energy landscape and ultimately results in a flat energy surface (along
the collective coordinate) []. e final sum of the Gaussian functions (with a negative sign)
represents the free energy function along the reaction coordinate [, ]. e meta-dynamics
technique and several variants have been used frequently to enhance conformational sampling
along a selected reaction coordinate []. Typically it is used in combination with D reaction
coordinates and is less efficient in case of higher dimensions. As a recent extension of the orig-
inal meta-dynamics approach, the well tempered meta-dynamics method allows a controlled
inclusion of Gaussian biasing functions during the meta-dynamics process []. Controlled by
parameter∆T , the height of deposited Gaussians decreases over sampling time, resulting in orig-
inal meta-dynamics sampling for large ∆T . For large ∆T the original meta-dynamics method
is recovered. In addition, other variants like the multiple walker method have been combined
with meta-dynamics to improve sampling along a reaction coordinate. In the multiple walker
method many simulations are started in parallel at different initial conditions along the reaction
coordinate and the accumulation of Gaussian functions to smooth the energy landscape is com-
bined, which allows a faster convergence []. e adaptive biasing force (ABF) method aims at
offseing the mean force along a selected reaction coordinate by adding an appropriate biasing
force during the simulation to overcome associated barriers [], which can help to overcome
barriers along the reaction coordinate. e iterative adaptation of the biasing force leads to an
accelerated sampling and beer convergence of the mean force along the reaction coordinate
that, upon integration, can be used to obtain the free energy change along the collective vari-
able. Similar to the US method the ABF and related techniques have been developed mainly
to improve free energy calculations but less to improve sampling of conformations in general.
Recent efforts have been directed toward simplifying the setup of biasing potentials to control
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and manipulate collective variables that form the basis of meta-dynamics and related simulation
approaches. For example, Bonomi et al. have designed the PLUMED package [] that can be
combined with several common MD packages such as GROMACS [], Charmm [], or Amber
[] to provide access to several types of collective variables useful in meta-dynamics or other
restraint simulation techniques. Examples of available collective variables are selected principal
components of motion obtained from an unrestrained MD simulation, the relative orientation of
subsets of atoms, or the number of atom-atom contacts relative to a reference set of contacts. A
similar effort by Fiorin et al. [] termed the COLVARS module is an integral component of the
NAMD package [] and also available for the LAMMBS program package []. e develop-
ment of such modules is very helpful for the investigation of sometimes very complex collective
degrees of freedom for which an enhanced statistical sampling of relevant states is desired.

.. Temperature for replica-exchange and parallel tempering simulations

In recent years, the replica-exchange MD (REMD) and parallel tempering methodologies have
evolved to form the most widely applied and most popular advanced sampling approaches. e
REMD simulation is setup by running several replicas (copies) of a simulation system parallel
and independently using classical MC or MD approaches at different simulation temperatures
or using force field variants (see the following paragraph on Hamiltonian replica exchange sim-
ulations). Originally, the approach was developed for simulations of spin glass systems in 
[]. e applicability to improve the sampling of peptide and protein structures was proven
in the late s by extending it to peptide and protein simulations using MC [] and MD ap-
proaches [, ]. Since then many efforts of further improving the REMD method have been
aimed to enhance sampling along specific sets of conformational variables and to reduce the com-
putational demand. In the standard application selected pairs of replicas (usually neighbors in
the range of parallel running simulations) are exchanged with a specified (Metropolis) transition
probability (figure .). An exchange between two replicas is accepted with the probability P
according to a Metropolis criterion and rejected otherwise.

P (ri → rj) =

{
1 ∀∆ ≤ 0

e−∆ ∀∆ > 0
with ∆ = (βi − βj) [H(r⃗j)−H(r⃗i)] (.)

In simulated tempering the switch in temperatures of a single system requires the determina-
tion of appropriate weights for accepting or rejecting a temperature change. In replica exchange
simulations this is avoided since one exchanges between two equilibrated simulations that run
at different temperatures. e canonical distribution of sampled states is not disturbed by the
exchanges between replicas []. Conformational variety arises from the random walk in the
simulation temperature that allows conformations trapped in local minima to exchange with
structures running in replicas at higher sampling temperature. Hence, due to the exchanges it
is possible to improve sampling in each replica. However, the height and type of barriers of the
molecular system have a significant influence on the efficiency of the REMD simulation []. If
the energy barriers are not higher than the thermal energy per degree of freedom it is unlikely
that T-REMD will improve sampling compared to the same number of regular cMD simulations
performed at the reference temperature [, ]. e form of the energy landscape also in-
fluences the performance of replica-exchange MC as has been shown for two different potential
landscapes. Parallel tempering was shown to be very effective in a double well potential, but the
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performance increased only slightly for a ‘golf course’ potential corresponding to a flat surface
interrupted by several local deep minima []. When sampling systems with mostly entropic
barriers, regular cMD can perform even beer than T-REMD simulations [] because high tem-
peratures favor the high-entropy regime []. Exchange aempts between replicas and their
acceptance frequency are of critical importance for parallel tempering simulations, since sam-
pling benefits mostly arise from replica conformations visiting different conditions. Guarantee-
ing frequent exchanges is a fundamental prerequisite for enabling effective diffusion of replica
conformations in the temperature range. It is typically evaluated as the round trip time for a
replica to visit all temperatures of the replica ladder [–]. e exponential distribution of
temperatures forms the standard procedure. However, other schemes taking the heat capacity
of the system explicitly into account [] or optimizing the exchanges rates on the fly have
also been described []. It is not necessary to limit the exchanges to direct neighbors in the
replica ladder. Accelerated ‘diffusion’ of conformers among replicas can be achieved by allowing
exchanges between any pair of temperature conditions [, ]. To speed up the round trip
rate and to prevent the formation of conformational clusters that are usually forming close to
exchange bolenecks, in the convective replica-exchange method [, ] one ‘stick’ replica is
randomly selected at the beginning of an exchange cycle and exchange with its right neighbor
is aempted at every updated state iteration until the exchange is accepted. e stick replica is
driven in one direction until it reaches the endpoint replica, followed by reversing the exchange
direction until the other endpoint is visited and reversed again to complete the round trip. en,
another replica is chosen as the new stick replica. is method alleviates the crossing of states
over exchange bolenecks and was found to accelerate mixing by a factor of two in some cases.
Alternatively, the exchange mechanism can be modified by means of the Independence Sampling
method []. In an MC-like manner the algorithm performs metropolis exchanges between ran-
domly selected replica pairs. is process is repeated during one updated state iteration to calcu-
late the energetically optimal state transition matrix. For N replicas, this stimulated annealing
of the exchange energy was found to be efficient for N3 and N5 repetitions. No maer how
the exchanges are aempted the acceptance of exchanges between replicas requires sufficient
overlap of sampled potential energies. For a given system the sampled distribution of energies
varies with the temperature. e fluctuations in the sampled energies compared to the average
energy decreases with the square root of the number of degrees of freedom. Relative to the mean
the distribution becomes sharper with increasing system size. Hence, a given temperature range
is only covered by overlapping energy distributions if the number of replicas increases with
size of the system. In turn, longer total simulation times are also necessary to allow sufficient
diffusion of all replicas among the increased number of replicas. is may also demand larger
computational resources. Of course, by increasing the exchange aempt rate the total number
of exchanges within a fixed total simulation time can be enlarged. is may indeed improve the
sampling of relevant states as recent studies suggested [–]. It is expected to enhance the
diffusion in the temperature ladder and, in turn, may improve the overall sampling (per sim-
ulation time interval). However, a small exchange interval may also lead to highly correlated
exchanges, meaning that the restarted system configuration has not adapted to the new simu-
lation conditions before a new exchange aempt. Typically, a minimum time interval of ∼  ps
is oen used for allowing relaxation of the system aer aempting a replica-exchange []. It
is also important to note that the simulation thermostat (temperature control algorithm) of the
replica runs can also influence the efficiency of T-REMD simulations and can create simulation
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artifacts [, ]. Some common velocity scaling schemes, in particular, do not guarantee a
canonical sampling of states in each replica []. In addition, the order of performing exchanges
between neighboring replicas can influence the efficiency of T-REMD simulations []. To re-
duce the excessive number of necessary replicas for proteins or long peptides systems, implicit
solvent continuum models (e. g. Generalized Born (GB) model) [] or a coarse-grained descrip-
tion of the protein [] can be used to eliminate solvent degrees of freedom. e accuracy of
current implicit solvent models may, however, fall short of providing a realistic description of
the structure and dynamics of biomolecular systems [, ]. In hybrid explicit/implicit sol-
vent models exchange probabilities are calculated in a continuum model while the simulation
of each replica includes explicit solvent []. Here, the mean response of the implicit solvent
to the solute conformation, which largely contributes to the exchange criterion, can differ sig-
nificantly from the instantaneous potential energy of the full system with explicit water of the
T-REMD simulation. It remains elusive how this potentially interferes with the conformational
sampling in each replica run. Another method couples the solute to a heat bath that varies with
the replicas, while the solvent is in all replica simulations coupled to the reference temperature
only []. is concept can be extended to assign different temperatures for different degrees of
freedom of the solute []. e number of replicas can be further decreased if only the complete
solute molecule or important collective modes of motion of the solute (typically extracted from
a principal component analysis) are coupled to the simulation heat bath controlling the replica
runs. is is, in spirit, similar to the self-guided Langevin (SGDL) dynamics method. In this
method low frequency motions of a system are accelerated (by coupling to a higher temperature
bath) while keeping the high frequency motions due to the harder degrees of freedom at a lower
temperature []. Combined with replica-exchanges this approach can accelerate the sampling
in a reference simulation lacking a self-guiding contribution. One should, however, keep in mind
that using heat baths of different temperatures to control different parts of a simulation system
can result in non-physical (non-equilibrium) replica runs without a canonical equilibrium sam-
pling in each replica (compared to conventional REMD). Furthermore, unpredictable artifacts
within each replica simulation might be caused by the artificial temperature gradients at the
solute–solvent interface (or between different degrees of freedom of the system). To avoid these
problems the temperature of parts of the system can be effectively increased by means of the
solute-tempering REMD method developed by Berne and coworkers []. Since this involves in
essence the scaling of parts of the Hamiltonian, it is discussed in the paragraph on Hamiltonian
replica exchange (H-REMD).

Alternatively, the performance of T-REMD can be improved by coupling the highest replica to
a reservoir of conformations generated independently prior to the REMD simulation and com-
monly via an implicit solvent model. Randomly selected conformers from this reservoir can
exchange with the highest temperature replica of the T-REMD and thus promote conformational
sampling. Improved sampling compared to conventional T-REMD was observed for exchanges
with a Boltzmann (equilibrated) or non-Boltzmann reservoir [–]. For some applications
covering a wide range of temperatures throughout the full simulation is unnecessary. en, T-
REMD simulations can, for example, refine the structure of a protein by starting with a small set
of replicas at high temperatures, which is subsequently cooled down until the lowest temperature
replica has reached the target temperature []. In contrast to the standard simulated annealing
technique, not only a single but also a set of promising conformations are kept throughout the
REMD simulation and cooled down to the low target temperature. Recently, numerical schemes
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have been developed that mimic a T-REMD protocol without actually performing the T-REMD
simulation [, , ]. ese methods are extremely valuable for investigating the efficiency
of new REMD methods and variants.
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Figure .: In replica-exchange MD simulations (REMD) several copies of a system (indicated as chain
molecules of varying conformation) are simulated in parallel at different temperatures or under
the control of different force fields (Hamiltonians, indicated by different colors). At preset
intervals exchanges between neighboring replicas are aempted that are accepted or rejected
according to the Metropolis criterion.

.. Hamiltonian replica-exchange approaches

e temperature is not the only parameter that can be varied in replica-exchange simulations:
the force field or Hamiltonian of the system can also be scaled along the replica ladder. For this
case the exchange criterion that preserves canonical sampling among the replicas is:

P (ri → rj) =

{
1 ∀∆ ≤ 0

e−∆ ∀∆ > 0
with ∆ = β

[
Hj(r⃗i) +Hi(r⃗j)−Hj(r⃗j)−Hi(r⃗i)

]
(.)

is Hamiltonian replica-exchange criterion can be transformed into the parallel tempering cri-
terion if the force field is scaled linearly, Hi = λiH, along the replicas:

∆ = β [λi(H(r⃗j)−H(r⃗i))− λj(H(r⃗j)−H(r⃗i))]

= (βλi − βλj) [H(r⃗j)−H(r⃗i)]
(.)

which is equivalent to the parallel tempering method (see section ..). In a classical simula-
tion, however, the force field is typically a function consisting of several additive terms (equation
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.). As a consequence the Boltzmann factor of a given system state can be split into a product of
Boltzmann factors for each energy term. Only energy terms that differ in neighboring replicas af-
fect the Boltzmann factors and enter into the Metropolis exchange criterion. Hence, Hamiltonian
replica-exchange MD (H-REMD) simulations have the advantage of scaling parts of the force field
among the replicas while preserving canonical sampling in each replica. is decreases the effec-
tive system size considered at every aempted exchange and can reduce the number of required
replicas [, ]. In contrast, the temperature is a property of the whole system and the num-
ber of required replicas to cover a given temperature range increases rapidly with system size.
Scaling different parts of the Hamiltonian among the replica runs has been explored in several
variants of the H-REMD technique. One strategy is to identify and scale the main energy terms
that are responsible for conformational energy barriers of a simulation system. For example,
the non-bonded interactions of the solute–solute and solute–solvent interactions can cause such
barriers for conformational transitions and have been scaled among the replicas either linearly
[] or by using a so-core potential []. Although very effective in reducing sterical barri-
ers, the approach generates many conformations with partially overlapping atoms in the higher
replicas where van der Waals interactions are reduced by so core interactions or decreased van
der Waals radii. As sterical energies of these conformers may be very high in the lower repli-
cas (closer to the original force field), the exchange rates between neighboring replica runs may
decrease drastically. is in turn might be compensated with an increased number of interme-
diate replica conditions. Alternatively for the solute-tempering method [, –], the sys-
tem energy is divided into separate interaction components corresponding to solvent–solvent,
solute–solvent, and solute–solute interactions. In a typical application the solute–solvent and
solute–solute interactions are then linearly reduced in the replica runs, which is equivalent to an
effective simulation temperature increase in the scaled part of the system. Since it is possible to
control the ‘effective simulation temperature’ or scaling of just the solute or of both the solute
and the solute–solvent interactions, the desired temperature range can be covered by a smaller
number of replicas. Promising initial results on peptide systems were not confirmed for protein
folding when the method was less efficient than standard T-REMD []. e method was re-
fined recently by modifying only the intra-molecular interactions in each of the replicas []. In
further variations the solute tempering methods oen differ in the type of ‘tempered’ or scaled
interactions []. For example, domain motions of a protein can be studied by including domain
interactions with the solvent in the tempered part but by excluding the intra-domain interactions
[]. is can lead to improvement in the sampling of domain–domain arrangements and can
prevent the sampling of states that affect the individual protein domains through unfolding or
refolding.

In T-REMD simulations the number of replicas and the spacing in simulation temperature can
be pre-calculated or at least estimated to adjust a desired exchange rate between neighboring
replicas (see last paragraph). e Boltzmann factor of every state in the system is affected by a
change in temperature to the same degree (change in beta in the Boltzmann factor). In the case
of H-REMD this is not necessarily the case since typically just parts of the Hamiltonian differ be-
tween replicas. For example, consider scaling of only the repulsive core of a set of atoms among
the replicas in the H-REMD simulation (e. g. up to the van der Waals radius of the atoms []),
then for many system configurations (those that do not involve atom overlaps of the scaled set of
atoms) the energy difference between replicas will be zero, resulting in a high exchange/accep-
tance rate. For those system configurations that involve atom overlaps the exchange acceptance
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is, however, strongly affected by the type and degree of scaling. Even lile changes in atom over-
lap can result in large energy differences between neighboring replicas and affect the acceptance
probability. Hence, the exchange probability in case of H-REMD is determined by the fraction of
system configurations that are influenced by modification of the Hamiltonian and within those
configurations by the type and degree of Hamiltonian modification per replica. In the general
case, it is difficult to determine these factors in advance of a simulation. In practice it is useful
to perform test simulations for a given system or to adapt the scaling of the Hamiltonian among
the replicas on the fly during the simulation to optimize exchange rates and the number of round
trips (see below).

Several H-REMD approaches try to diminish energy barriers that occur in certain types of
biomolecule, e. g. in peptides and proteins or in nucleic acids. For example, the dihedral an-
gle biasing-potential (BP-REMD) method [] uses a dihedral angle biasing potential specific
for peptides to facilitate peptide main chain transitions (figure .). Energy barriers that may
prevent dihedral transitions (so degrees of freedom) of peptides in standard MD simulations
are reduced along the replica ladder. e biasing potentially is derived from MD simulations
on small peptide model compounds in explicit solvent. Biasing potentials in the replica runs
gradually increase among the replicas, allowing transitions at high levels of biasing. Because
of the exchange criterion’s independence from the solvent molecules the method requires fewer
numbers of replicas than T-REMD simulations. e method was successfully applied to peptide
and protein folding problems [, ] and also to the refinement of protein model structures
[]. Related methods for specific enhancement of dihedral transitions by scaling van der Waals
interactions between one and four neighbors in peptide bonds have also been described [].
e approach can also enhance conformational sampling of coupled nucleic acid backbone states
[, ]. It is also possible to optimize the biasing potential applied in each replica run on the
fly during the REMD simulation [, ]. In this case the biasing potential is adjusted during
equilibration and is then used in a subsequent REMD production phase. Variants of the dihedral
angle BP-REMD approach have also been developed for improved sampling of carbohydrate-
based polymers [, ]. Conformational sampling also improves by means of the resolution
exchange approach, where a biomolecule is represented as a combination of a coarse-grained
force field and a fully atomistic model (possibly also including explicit solvent molecules). e
degree of coarse graining increases along the replica ladder defined completely by the atomistic
model in the lowest replica and by the coarse-grained representation in the highest replica run
[]. e coarse-grained model typically increases the conformational sampling in the higher
replicas (because of fewer barriers). A wider sampling can also be achieved in the atomistic ref-
erence system due to the exchanges with higher replicas. e performance, however, depends
sensitively on the overlap of the sampled states at the coarse-grained level with the relevant
states in the all-atom representation. e flexibility of proteins can be estimated using the elas-
tic network model (ENM). In particular for large-scale backbone motions such coarse-grained
models are useful. To combine the low resolution information provided by ENM models with
high-resolution atomistic MD simulations the ENM-coupled REMD approach has been developed
[, ]. Again, a biasing potential is constructed considering the so collective degrees of free-
dom (i. e. eigenmodes with small eigenvalue from the ENM calculations). is biasing potential
is used in H-REMD simulations to improve the sampling of large-scale motions in multi-domain
protein molecules.

As described, in meta-dynamics Gaussian potentials are added to the force field to adaptively





. Advanced sampling approaches

bias MD simulations along selected reaction coordinates []. e reaction coordinates can cor-
respond to different types of variables such as number of hydrogen bonds or radius of gyration
or number of atomic contacts in a biomolecule. e sampling in meta-dynamics can be further
accelerated by running replicas under the control of different biasing potentials and to adapt the
biasing potentials on the fly. It has been demonstrated that such approaches lead to faster folding
simulations using a small number of replicas [, ].
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Figure .: Application of the H-REMD simulation technique to enhance the sampling of RNAse S-peptide
conformations. e S-peptide is a fragment of a ribonuclease enzyme that adopts an alpha-
helical conformation in complex with a partner molecule (RNAse S protein) to form a func-
tional enzyme. In the absence of a binding partner the S-peptide is unstructured. During
conventional MD simulations only conformations with an intact alpha-helical core of the pep-
tide are sampled, indicated as root-mean square deviation (RMSD) from the full alpha-helical
structure and several snapshots illustrated as cartoons (upper panel). e lower panel indi-
cates the sampling in the reference replica of the H-REMD simulation starting from the same
fully helical S-peptide structure. Along the replicas a biasing potential that promoted peptide
backbone dihedral transitions (biasing potential REMD) has been added [, , ]. As a
result a much larger variety of peptide conformations can be sampled (indicated as snapshots)
in much shorter simulation times compared to conventional MD simulations (compare upper
and lower panels).
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. Application of REMD simulations to improve free energy
calculations

Besides applying REMD approaches for improving conformational sampling of stably folded
biopolymers or to simulate structure formation processes (described in the previous sections),
it is also possible to combine it with free energy simulations. e free energy change of an al-
chemical transformation to annihilate or create a chemical group or to perform a conformational
transition can be determined using free energy perturbation or thermodynamic integration meth-
ods []. For example, a chemical group can be inserted, varying the reaction coordinate λ from
 to  along the replica ladder. For λ = 0 the force field terms affecting the inserted group are
turned off and are gradually, via not necessarily physical intermediates, turned on to their full
strength at the replica with λ = 1. Convergence of the free energy can only be obtained if all
relevant conformational states for each of these intermediates are appropriately sampled [,
]. Improvement of convergence can oen be achieved if exchanges between intermediates are
possible to prevent trapping of sampled states. Free energy simulations with exchanges of the
sampled states along the reaction coordinate are equivalent to H-REMD simulations. Combining
replica-exchange and alchemical free energy methods to allow exchanges between intermediate
states can today be seen as a standard approach. In many cases convergence of thermodynamic
integration simulations [–] and free energy perturbation simulations [, ] or US
[–] can be improved without further computational costs. is allows for a more accurate
determination of both relative free energy differences from the addition or removal of chemical
groups as well as absolute binding free energies of complete ligands [–]. Convergence can
be further improved by multi-dimensional replica-exchange (e. g. in temperature and Hamilto-
nian) [, ], yet at higher computational costs due to the increase in the number of replicas.
In this case H-REMD is performed along the alchemical variable and sampling of other degrees
of freedom can be improved by T-REMD in each interval of the alchemical variable.

. Future directions

Advanced sampling techniques such as meta-dynamics and REMD simulations have found
widespread applications to enhance conformational sampling and to improve the extraction of
thermodynamic quantities from molecular simulations. In the current review only a fraction
of the recently developed methods could be covered and the selection is necessarily biased by
our own preferences. Although sampling in conventional simulations has benefited from the
progress in computer hardware there is still a high demand for further development of improved
algorithms to increase the sampling of relevant states in a molecular system. e aim of most
recent efforts was to reduce the number of replicas for covering a desired temperature range
for optimizing the performance of T-REMD simulations. e performance of the method can be
enhanced by optimizing the possible exchanges at simulation intervals and allowing exchanges
beyond nearest neighbors. Recent new approaches also involved the continuous adaptation and
on-the-fly optimization of replica temperatures during the simulations [, ]. A significant
advantage of the H-REMD approach is the possibility of varying only parts of the force field
function among the parallel running replicas. Since the temperature is a property of the whole
system such a separation of the force field into a contribution that varies among replicas and a
constant part is not possible for T-REMD unless an equilibrium canonical sampling is not desired.
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A major focus of new H-REMD methods is improved sampling of specific systems or of specific
parameters of biomolecules including selected collective variables or the enhanced sampling of
different dihedral angle states. Future development will most likely include even more structural
knowledge of specific systems and may also include biasing potentials adapting to the  system
of interest to optimize sampling, exchanges, and round trip times during the simulation. Many
recent methodological developments explore new application areas such as docking of ligands
to proteins [, , ] or combining H-REMD with T-REMD to perform multi-dimensional
REMD [, ]. e H-REMD methodology has also evolved toward a standard method for im-
proving the convergence of free energy calculations. New developments also involve the combi-
nation with T-REMD [] or solute tempering [] to further improve convergence. One of the
most important areas for applications is still the simulation of structure formation (folding) or
proteins and other biomolecules or biopolymeric materials [, , , ]. e application of
advanced sampling methods and of REMD methods in particular has contributed significantly to
the understanding of the mechanism of structure formation and to characterizing possible inter-
mediate states of the process. REMD simulations are an effective tool to study both biomolecules
that form stable D structures and intrinsically disordered protein systems [–] that form
the major part of the proteins in eukaryotic cells and that are difficult to investigate experimen-
tally. Undoubtedly numerous new applications will give new insights into structure and function
of biomolecules as well as into other so maer systems in the years to come.
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Weighted Ensemble

. Introduction

Energy barriers of different nature oen prevent the sampling of interesting processes in
biomolecular systems with MD simulations. e folding pathway of a polypeptide chain e. g.
starting from its primary structure aer mRNA translation over initial secondary structure for-
mation to the functional folded protein involves several barrier transitions. e entropic search of
the polypeptides backbone to discover the correct folding pathway out of a tremendous ensemble
of possible backbone conformations is one fundamental barrier type. e paradox fact, that the
protein can discover the correct folding configuration in finite time despite of the amount of pos-
sible conformations has been termed aer its discoverer the Levinthal paradox []. Another
principle barrier a protein chain has to overcome is of enthalpic nature. Functional chemical
groups of sidechains or the backbone itself need to change their isomeric states or release wrong
intra-chain contacts which may have formed on the way to the correct fold. As the crossing of
barriers is typically not a guided or directed process but occurs randomly based on the Brownian
motions of the molecule and its environment, it is a time consuming process. e waiting time
for barrier crossing events is directly linked to the height of the free energy barrier (figure .).
A first order approximation for the rate to overcome the activation energy ∆G‡

A→B in chemi-
cal reactions was developed by Arrhenius (equation (.)) []. e equation depicts, that the
probability to transition a barrier within a certain amount of time, decreases exponentially with
the free energy height, making barrier transition a rare event in some cases.

kA→B = Ae−∆G‡
A→B/(kBT ) (.)

Methods accelerating the sampling of rare events are of great interest in the field of molecu-
lar dynamics simulations, as they enable the access to timescales otherwise inaccessible with
given computational capabilities. In particular the accelerated sampling of enthalpic barriers has
been tackled in the past with a variety of advanced sampling techniques, to calculate thermo-
dynamic quantities e. g. the free energy difference between two states. In order to circumvent
the long waiting times of a system to transition between thermodynamic states of interest, a
modified Hamiltonian is frequently used to actively drive the system along an artificial path-
way connecting the states. Arbitrary pathways can be devised without the requirement to be
physical meaningful creating a class of so called alchemical sampling techniques []. In order
to determine the free energy difference between bound and unbound mode of a ligand which
binds to a receptor protein, the ligand may either be transferred form the binding pocket to bulk
solution by gradually removing all interaction terms between the ligand and the rest of the sys-
tem in one state and restoring them in the other []. Alternatively the ligand may as well be
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Figure .: Schematic depiction of a one-dimensional free energy landscape separating two thermody-
namic states A and B. e activation free energy to transition the barrier from state A to B

is given by ∆G‡
A→B and determines the transition rate kA→B . e free energy difference be-

tween the two states is given by ∆G† and has no influence on the transition rate in direction
A → B. e activation energy of a transition in the inverse direction ∆G‡

B→A is defined by
the sum of the two energies ∆G‡

A→B + ∆G†. e total free energy difference between the
two states only affects the upstream rate kB→A.

pulled out of the binding pocket by an additional force which can later be corrected for with
the Weighted Histogram Analysis Method (WHAM) [, ]. e class of advanced sampling
techniques which require the modification of the Hamiltonian was reviewed in detail in chapter
. Although these methods are statistically exact and yield accurate results for thermodynamic
quantities when converged, the dynamic properties of the system are altered with the Hamilto-
nian in a way that kinetic information is lost and no longer can be rigorously extracted. is is
particularly disadvantageous, when the speed of barrier transitions is of special interest for the
system e. g. when determining kinetic on- and off-rates of ligand binding.

Huber and Kim developed the Weighted Ensemble (WE) method to enhance the sampling of
infrequent events along certain reaction coordinates without modifying the Hamiltonian [].
e method will be described in detail in the following section. e basic idea is, not to propa-
gate a single long trajectory which only rarely transitions the barrier of interest, but to concur-
rently sample an ensemble of trajectories distributed along a reaction coordinate in such a way
that barrier transition can be observed frequently. e method ensures equal sampling along
the transition pathway by spliing the reaction coordinate in a number of equally sized bins
and by keeping the number of trajectories residing in one bin constant. With the trajectories
having assigned individual statistical weights, the unbiased dynamics can be extracted from the
ensemble of trajectories. is allows in principle the determination of not only the thermody-
namic stability of states, but also the associated kinetic information of transition pathways. Aer
its invention in , weighted ensemble has sunk into oblivion in the scientific community to
be revived ten years later by the Zuckerman group and being continuously refined since then
[]. Several extensions have since been proposed e. g. the probability reweighting scheme
to accelerate equilibration of the statistical weights in the bin space or an approach to obtain
kinetic information from equilibrium simulations using history dependent probability weights
[, ]. e method has succeeded in obtaining kinetic rates and path ensembles in several
steady state or equilibrium studies on relatively simple or coarse-grained systems [, –].
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Figure .: Free energy landscapes of a one-dimensional particle coupled to a thermodynamic bath. Two
states A and B are defined with an intermediate region I of width dI . e two panels depict
how different shapes of the intermediate barrier impact the time, the particle spends in the
intermediate region I .

In this chapter, we aim to review the fundamental principles of the Weighted Ensemble method
and to illustrate the underlying algorithms step-by-step.

. The weighted ensemble method

.. Transition state theory

Before diving into the description of the WE methodology, we want to introduce some basic
concepts of the transition state theory of chemical reactions which will become useful later. e
le panel of figure . schematically depicts a particle in a one-dimensional free energy landscape
coupled to a bath. e particle can reside in two states A, B and the intermediate region I which
lies on the transition barrier between the two minima. e transition rate kA→B is defined as
the inverse average waiting time of the system in state A to reach state B. When running a MD
simulation on our model system, we can extract these first passage times as follows. Whenever
the particle enters state A (crosses the border to A) we assign a transition flag α to the trajectory,
specifying that the system is currently in the transition A → B and start counting the time τα it
takes to reach state B the next time. When the particle enters state B (crosses the border to B)
the transition flag is switched to β the transition time τα is stopped and stored. Having assigned
the transition flag β the trajectory is then in transition B → A and the transition time τβ is
started to be recorded until the trajectory enters A for the next time. Note that the transition
flag α (or β) is not changed when the trajectory exits state A (or B) into the intermediate region
I and returns back into A (B) without having visited the respective other state in the meantime.
By collecting many transition events and associated first passage times τ we can then average
the mean first passage time ⟨τA→B⟩. is method to extract mean first passage times from MD
simulations is termed simple counting [–]. e mean first passage time leads us directly
to the definition of the transition rate for both directions

kA→B =
1

⟨τA→B⟩
=

NA→B

NA→B∑
i=0

τα,i

(.)
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kB→A =
1

⟨τB→A⟩
=

NA→B

NA→B∑
i=0

τβ,i

(.)

For a two state system like in figure . and a single continuous MD trajectory, the numbers of
transitions NA→B, NB→A deviates maximally by ±1 as the system propagates back and forth
between the two states. At the limit of many transitions we can therefore safely assumeNA→B =
NB→A = N . It is important to note, that thermodynamic states A and B in figure . can
be arbitrarily defined by seing the borders of the states on the reaction coordinate. Typically,
thermodynamic states are not intrinsic properties of thermodynamic systems, but can be defined
by any choice of connected phase space regions in a multidimensional phase space. Oen, the
choice is motivated by the topology of the associated phase space region e. g. a minimum (stable
state) or a maximum (transition state) that entails a biological function. e accurate definition
of states is de facto a problem when comparing kinetic or static properties of thermodynamic
systems, obtained by different experimental or theoretical approaches as states are oen only
indirectly described by experimental measurements, rendering the exact translation to phase
space regions difficult. Having defined the transition rates between two thermodynamic states,
we can rewrite the Arrhenius equation (.) to yield the free energy difference between A and
B

∆G†
AB = −kBT ln

(
kA→B

kB→A

)
. (.)

Although in the literature the transition rate between state A and B is typically defined as in
equations (.) and (.), we are free to introduce a second definition of the transition rate which
will become useful later when introducing transition rates in weighted ensemble. We define our
transition rate k† as

k†A→B =
NA→B

tA
(.)

k†B→A =
NB→A

tB
(.)

We use the index † in the same way as in figure . for defining the free energy difference between
A and B. e rate k† is based again on the number of transitions N and the total times tA and
tB the system resides in the respective states. It only indirectly includes information about the
barrier region I separating the states being intrinsically included in the number of transitions N .
In figure . we have depicted two different free energy profiles for the one-dimensional particle
system. We now want to show, that our two definitions for the transition rates k and k† become
equal in the limit of a vanishing intermediate region dI → 0 and full coverage of the phase space
by states A and B. By inspection of equations (.) and (.) we see that the equality of rates
requires the condition

N∑
i

τα,i
!
= tA =

N∑
i

tA,i (.)

to be fulfilled. We have split the total time tA the system resides in A into a sum of individual
residence times tA,i like we would inspect them when observing the system for a long time
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ttot. From the definitions of the mean passage time and the residence time follow directly that
τα,i = tA,i in case of dI → 0 and therefore

{kA→B = k†A→B | dI = 0}

{kB→A = k†B→A | dI = 0}
(.)

.. The weighted ensemble algorithm

In this section we want to introduce the fundamental algorithm of weighted ensemble as it was
described by Huber and Kim []. To accelerate the frequency of barrier crossing events (fig-
ure .) without modifying the Hamiltonian of the system, the phase space is discretized into
n bins b0, . . . , bn along the reaction coordinate (figure .). e choice of bin size and number
of bins is arbitrary but may affect the convergence as we will see later. Although we describe
the algorithm on the example of an one dimensional free energy landscape and define the bin
boundaries along the one dimensional reaction coordinate, any multidimensional combination
of reaction coordinates may be used to define bin boundaries. It is however important that the
whole phase space is covered by bins. e basic idea of the algorithm is to populate all bins with
the same number of trajectories M to provide equal sampling along the binned coordinate. In
the one dimensional example each trajectory contains a single particle that is propagated with
an MD integrator in the one dimensional free energy landscape. From time to time the WE
algorithm evaluates to location of the particles on the reaction coordinate and stops the prop-
agation of some trajectories in bins with large population while creating copies of trajectories
in weakly populated bins in a process called resampling. Statistical weights wi are assigned to
the trajectories with the sum of all weights being 1 to account for the probability of the particle
to reside in a respective bins. ese steps are performed in a round based algorithm with two
steps per iteration. First, all trajectories are propagated with a stochastic diverging MD integra-
tor for a time τ . Secondly, the location of the particles in the trajectories are evaluated and the
trajectories are assigned to the respective bins. As the particles migrate freely between the bins
during the MD propagation, the trajectories need to be reassigned to bins aer every propaga-
tion step (figure .). Aer the reassignment, trajectories in bins with lile population are copied
to provide beer sampling in these areas and deleted in bins with large trajectory population to
save computational resources in areas with abundant sampling. To increase and decrease the
number of trajectories within the bins, two methods are required. With the spliing routine, a
trajectory within a bin is randomly selected according to its statistical weight w meaning that
trajectories carrying high weight have a higher chance to be selected than trajectories with low
weight. e coordinates and velocity of the particle are then duplicated and a clone trajectory
is forked. Both, parent and child, get assigned half of the original statistical weight of the par-
ent w/2. is procedure is repeated until the desired number of trajectories M is reached in
every bin. Bins with no trajectories in them are unaffected by the spliing routine and remain

Molecular Dynamics Analysis
(Propagating trajectories) iterations (Reassignment, Resampling)

Figure .: Schematic depiction of the two basic steps performed during a WE iteration.
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Figure .: e two resampling steps in weighted ensemble simulations.

empty whereas bins with more than M trajectories are submied to a routine that decreases the
number of trajectories in them. Within the validity of the diverging propagation algorithm this
spliing process constitutes a valid representation of the evolution of the trajectory ensemble in
phase space, as long as the total probability corresponding to the configuration in phase space
remains unaffected. e detailed scheme of how many copies of the configuration are created
and how the probability is distributed is in principal arbitrary and may only affect the efficiency
of the sampling. At the same time, merging of trajectories in highly populated bins is necessary
to prevent accumulation of a large number of trajectories in regions of low free energy. is step
is crucial for the algorithm, as it avoids spending a high amount of sampling effort on regions of
the reaction coordinate where sampling is abundant. Additionally it prevents an explosion of the
total number of trajectories created by the spliing routine. It is realized by stopping the propa-
gation of certain trajectories and aributing the corresponding probabilities to other trajectories
within the same bin which are chosen to be continued. Mere deletion of trajectories would vio-
late the conservation of probability within a closed thermodynamic system. So whenever a bin
contains more than M trajectories one of them is randomly selected for deletion according to its
inverse normalized weight. A second surviving trajectory is randomly selected (according to its
weight) and gets assigned the weight of the deleted trajectory plus its own weight, thereby con-
serving the overall probability. is process is repeated until the number of trajectories reaches
eventually M . e resampling process of combining and spliing trajectories in the bin space is
depicted in figure ..

e setup of a WE simulation typically starts from one primal trajectory bearing the statistical
weight w0 = 1. is trajectory is the split in its starting bin until M copies are generated which
are then propagated for the first time step τ . To ensure that trajectories containing identical
particles positions and velocities diverge over time, a stochastic propagator is required as e. g. the
stochastic Langevin or Brownian dynamics integrators. e particles migrate along the reaction
coordinate over time and eventually populate the whole bin space while transporting probability
via their statistical weights along the reaction coordinate. e equilibrium is reached when the
detailed balance condition is met and the average net flux of probability over bin boundaries
vanishes. From the average distribution of probabilities the free energy profile can be calculated
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along the bins bi according to

G(bi) = −kBT ln⟨Pbi⟩N + c, with Pbi =

M∑
j=0

wj,bi . (.)

e bin probability Pbi is calculated from the sum of weights of all trajectories residing in bin b0
and with a constant c. e calculation of equilibrium properties like the potential of mean force
(PMF) along the binning coordinate can be extracted as an intrinsic property of the weighted
ensemble method. However, as mentioned before, the Hamiltonian is not modified by the ap-
proach and the kinetic properties of the system are therefore conserved. We will see in the next
section how transition rates can be extracted from a weighted ensemble simulation.

.. History based rate calculation

e transition rate between two dense phase space regions (or in the WE terminology between
two bins i, j) has been introduced in equations (.), (.). e rate definition has been shown in
(.) to be equal with equations (.), (.) in case that the phase space regions i, j are topologi-
cally connected. We can write the transition rate between bins i, j in the weighted ensemble bin
space as

kij = k†ij =
Nij

ti
=

Nij/ttot
ti/ttot

=
⟨Fij⟩N
⟨Pi⟩N

(.)

For reasons of convenience we introduce a shorter index notation ij for transition events i → j.
In order to translate the rate definition from the MD “simple counting” method to the probability
weight based WE terminology, we introduced the total simulation time ttot of a continuous MD
simulation. By expanding the fraction in (.) with ttot we directly see that the denominator
becomes the fraction of residence time in state (or bin) i over the total simulation time ttot which
represents at equilibrium the probability ⟨Pi⟩ to find the system in this state. e instantaneous
probability Pi can be extracted from the sum over all trajectories in bin bi in an equilibrated WE
simulation as

Pi =
∑
j∈bi

wj . (.)

is probability might however strongly fluctuate with the particles/trajectories and their asso-
ciated weights in bi among different iterations. To improve the quality of the estimate, Pi needs
to be averaged over a series of independent iterations N yielding the equilibrium probability
⟨Pi⟩N . e numerator in (.) on the other hand becomes the fraction of the number of tran-
sitions i → j over the total simulation time ttot having the units of a rate. We introduce the
average probability flux which is the probability transport per time

⟨Fi→j⟩ =
Nij

ttot
=

1

τ
⟨Pij⟩N . (.)

Again the averaging has to be performed over multiple iterations N . e reason for this is, that
the instantaneous flux only includes transitions times of order τ . Only transition events faster
than the iteration time step would be included which may be shorter than the intra bin relaxation
time. e transition time distribution would be cut aer longer transition times τij > τ and not
accounted for in the average flux which would give a statistically non rigorous transition rate kij .
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is leads directly to the problem that the rate definition (.) does not hold the criterion (.)
for transition events between not connected phase space/bin regions. In order to track transition
events that occur on timescales above the iteration time τ and to circumvent the problem, that the
history information about trajectories that need to travel over multiple bins to reach the target
state B is lost aer each WE iteration, a history based method to derive transition rates has been
introduced []. We can derive the weighted ensemble definition of history based rates directly
from the continuous MD definition of transition rates between states A and B (equation (.)).

kAB =
1

⟨τAB⟩
=

1

1

NAB

NAB∑
i=0

τAB,i

=
NAB/ttot

NAB∑
i=0

τAB,i/ttot

=
⟨F (A → B | α)⟩N

⟨P (α)⟩N
(.)

Here, we have split up the mean first passage time in a sum over the individual passage times
τAB,i normalized by the number of transitions NAB . Again we expanded the term with the total
simulation time ttot in the picture of a MD simulation in order to translate the individual terms to
probabilities and fluxes in a WE simulation. e denominator results in the probability P (α) to
find the system in the transition eventA → B averaged over multiple iterationsN . By design the
probability to find the system in either one transition direction {α | A → B} or {β | B → A}
is P (α) + P (β) = 1 when considering only two states and aer all trajectories have visited at
least one of the two states (when starting the initial WE trajectory in the intermediate region, the
direction of the transition is yet undefined). e definition of probability flux from A to B in the
numerator has to be generalized compared to the simpler case of connected states in equation
(.). F (A → B | α) denotes the probability transport in B per time under the condition, that
the arriving trajectories have previously visited state A before entering B.

e extraction of history based transition events from WE simulations is similar to the picture
we gave for continuous MD simulations to estimate passage times from single trajectories. WE
trajectories (or particles in our one dimensional picture) are tagged with a history flag α when-
ever they enter state A and a flag β whenever they enter state B. When trajectories get merged,
the flag of the deleted trajectory is eliminated and only the weight is transferred to the surviving
trajectory. When a trajectory is split on the other hand, the two children get half of the weight of
their parent and inherit the history flag. It is important that the history flag is deleted upon merg-
ing, as it is intrinsically linked to the trajectories history and can not be transferred to another
trajectory in contrast to the statistical weight. Contravention against this concept would intro-
duce spurious, unphysical history transport in phase space and distort the kinetic properties of
the transition rate. To evaluate eventually the average probability flux from ⟨F (A → B | α)⟩N
in the WE simulation, the associated weights of trajectories with flag α entering state B need to
be counted and averaged over multiple iterations N .

.. Probability reweighting

e probability flow along the reaction coordinate is a time consuming process. Weighted En-
semble simulations are typically started from a single trajectory that is located in one of the bins.
Returning to our one dimensional model system, let us assume, that the initial trajectory starts
in bin b0 which is located in state A (figures ., .). e initial trajectory has assigned all proba-
bility weight w0 = 1 and is propagated with the WE algorithm. To estimate the time dependence
of the probability transport in the bin space and to reach the equilibrium probability distribution
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Figure .: Probability equilibration in a two-state model system with and without probability reweighting
approach. All weights start in state A with PA(t = 0) = 1.

reflecting the free energy profile (equation (.)), we can treat the probability transport between
A and B as a system of coupled first order reactions

dPA(t)

dt = −kABPA(t) + kBAPB(t)

dPB(t)

dt = −kBAPB(t) + kABPA(t).

(.)

ese two coupled ordinary differential equations describe the evolution in time of probabilities
PA,B in the two states. When the equilibrium is reached, the net flux of probabilities vanishes
according to the detailed balance criterion (dPA,B/dt = 0) []. If the phase space is divided in
only two state A and B the probability of finding the system in either one state is PA + PB =
1. Using these conditions, we can then condense the two equations (.) to a single ordinary
differential equation

dPA(t)

dt = −kABPA(t) + kBA(1− PA(t)) (.)

and give the solution

PA(t) =
kBA + kAB exp (−(kAB + kBA)t)

kAB + kBA
PA(t = 0). (.)

We find, that the process to reach the equilibrium probability distribution in weighted ensemble
simulations is subjected to an exponential decay. e relaxation time constant of the decay is
given by the inverse sum of rates t0 = 1/(kAB + kBA). Depending on the transition rates, this
process typically involves many iterations and is not accelerated by the WE method itself. Figure
. exemplarily depicts the temporal evolution of the probability in states A and B of a two state
model system with a free energy landscape similar to figure . and the states stretching over the
two minima. As predicted in equation (.) the probabilities exponentially decay over several
thousands of WE iterations until reaching the flux equilibrium aer about  iterations in this
example.
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In order to accelerate the time consuming process of reaching the equilibrium probability dis-
tribution in WE simulations, the probability reweighting method has been developed by Bha
et al. []. It is based on the assumption, that the steady state equilibrium between neigh-
boring bins is only weakly coupled to the global equilibrium of the probability distribution.
erefore, the local inter-bin rates kij between next neighboring bins can be estimated from
an unequilibrated WE system according to equation (.). Although we have shown, that the
given rate definition is only equivalent to the generic mean first passage time rate of next neigh-
bor bins, it is still frequently used in the probability reweighting approach to calculate rates of
non-neighboring bins under the assumption that the transition rates to farther apart bins decay
quickly with the bin distance and have therefore only weak influence on the equilibrium flux
equations which we will introduce now. e equilibrium detailed balance condition for a system
of n bins can be wrien as a coupled linear equation system of ordinary differential equations
based on a first order rate model.

dP1

dt = −
n∑
i

k1,iP1 +

n∑
j ̸=1

kj,1Pj
!
= 0

...
...

...
dPn

dt = −
n∑
i

kn,iPn +

n∑
j ̸=n

kj,nPj
!
= 0.

(.)

With the additional constraint of probability normalization

N∑
i

Pi
!
= 1. (.)

In matrix representation, equation (.) reads

K · p =


−
∑n

i k1,i k2,1 k3,1 · · · kn,1
k1,2 −

∑n
i k2,i k3,2 · · · kn,2

...
...

... . . . ...

k1,n k2,n k3,n
... −

∑n
i kn,i

 ·

P1
...
Pn

 !
=  (.)

where  is the n dimensional null vector. In this representation it becomes obvious, that the
contribution of next neighbor rates is concentrated on the main diagonal decaying quickly in the
extra diagonal elements. In a WE simulation, to reach the equilibrium, the Pi are the unknown
variables, while under the given assumptions, the rate matrix K can be quickly estimated accord-
ing to (.) over several iterations. erefore by solving the (overdetermined) linear equation
system comprised of (.)/(.) and (.) with a standard solver algorithms e. g. Gauss elimina-
tion or singular value decomposition [], an on the fly estimate for the equilibrium probability
distribution in the n bins can be given aer every iteration of the WE algorithm (the solution of
the linear equation system (.) scales with the number of bins n2 which constitutes a negligible
effort compared to the MD sampling power required per bin). By adjusting the weights of trajec-
tories in all bins accordingly, the equilibrium probability distribution is reached by the system
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much quicker compared to the pure diffusion process (equation (.)). It is important to note,
that the probability reweighting algorithm yields only a rough estimate of the equilibrium proba-
bility distribution due to inaccurate evaluation of transition rates between non-neighboring bins.
It is therefore typically switched off aer a several equilibration iterations during the WE simu-
lations and should be followed by a second equilibration phase with the (statistically not exact)
probability reweighting method turned off (In example figure . reweighting would be typically
switched off aer ∼ 300 iterations). Note further, that the probability reweighting method can
in principle even be applied when only a subset s of all bins n is yet explored by the WE trajec-
tories. e rate matrix K is then only of size s × s. However, it may occur that one or multiple
transition rates kij among close distance bins become zero or very small numbers even aer
averaging them over multiple iterations, rendering the rate matrix K singular or its numerical
solution unstable. is oen indicates an inappropriate bin setup with high inter- or intra-bin
free energy barriers which may be mitigated by readjusting bin boundaries, the number of bins,
or the WE iteration time step τ . In figure . the situation of probability equilibration in an one
dimensional two-state model is depicted for a WE simulation with and without the probabil-
ity reweighting method being applied. e simulation with probability reweighting reaches the
probability equilibrium significantly faster than the simulation without probability reweighting.

. Convergence bolenecks in Weighted Ensemble

Although the Weighted Ensemble method yields statistically rigorous sampling of the phase
space, the convergence of WE simulations oen critically depends on various parameters [].
In this section, we aim to critically review a number of convergence and sampling bolenecks
intrinsically linked to the WE methodology. Several examples affecting the sampling efficiency
will be discussed in the following which potentially deplete or even reverse the accelerating effect
of WE on sampling and convergence if not mitigated.

.. Intra-bin barriers

e WE method involves the discretization of one or multiple reaction coordinates into a bin
structure. However the discretization itself strongly affects the convergence properties and the
time scale on which the system relaxes to equilibration. A fundamental principle of the algorithm
is to accelerate the crossing of major energetic barriers by discretizing the reaction pathway on
the barrier in several bin areas and to provide equal sampling in each of these bins by split-
ting and merging trajectories, therefore increasing the probability to observe barrier transition
events. Although the principle assumption is valid, the discretization itself is in general not a
trivial task which involves the definition of the number of bins M and the spacing between bins
respectively. Especially when the free energy landscape is rugged or unknown, the accurate
placement of bins can strongly affect sampling efficiency and represents therefore a critical part
of the setup. Figure . depicts again our well known one dimensional two-state model system
with a rugged energetic landscape involving a high barrier peak in bin b2. Apparently the effect
on the equilibration time scale is significant as the given bin setup fails to focus the sampling
effort on the major transition barrier separating states A and B. Assuming a total number of
trajectories NT in all bins, the WE algorithm may even perform worse than NT individual MD
simulations as in the WE approach, only the fraction of trajectories located in b2 sample the
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Figure .: Intra-bin barriers are an equilibration boleneck and reduce the relaxation time scale of the
global probability distribution in bin space down to the slowest intra-bin probability transport
timescale.

peak barrier transition while the remaining trajectories spend their sampling effort on shallower
areas in phase space. It is an intrinsic problem of the WE approach, that the appropriate posi-
tioning of bin boundaries requires prior knowledge about the free energy profile along the bin
coordinate. However it might be possible to conceive a binning mechanism which consumes the
current knowledge about the bin space on-the-fly to adjust bin boundaries adaptively. Note in
this context again that bin boundaries do not necessarily need to be isotropically spaced along
the reaction coordinate. It is therefore possible to increase the number of bins in regions of steep
free energy profile while covering flat free energy barriers with large bins.

.. Orthogonal barriers

Although inefficient binning along the reaction coordinate may produce intra-bin barriers that
potentially eliminate the sampling advantage of the WE approach, possible mitigation may arise
from a readjustment of bin boundaries or the increase of the number of bins in the region in
question. Another less obvious class of intra-bin barriers that defies such mitigation approaches,
are barriers orthogonal to the binning coordinate. Figure . depicts the top view of a two dimen-
sional free energy landscape in contour line representation with coordinates x, y and two defined
states A,B. e bins discretize the x coordinate in  bins and the two global minima are located
in b1 and b5 respectively states A and B. For a particle to overcome the predominant barrier of
> 5 kBT separating the global minima, the transition pathway runs mainly along the y coor-
dinate. e binning coordinate does not reflect the predominant reaction coordinate and does
therefore not improve the sampling of barrier transition events. Neither increasing the number
of bins nor shiing the bin boundaries provides an effective countermeasure to circumvent this
intrinsic issue. A possible approach to reinstate the advantages of WE, would be the binning
along both coordinates x, y or the redefinition of the binning coordinate along the predominant
transition pathway. Expanding binning to multiple dimensions is however mostly limited to a
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Figure .: Orthogonal barrier crossing in weighted ensemble simulations does not profit from the accel-
erated sampling along the reaction coordinate and reduces the sampling efficiency down to the
slowest orthogonal reaction barrier.

small number of additional dimensions, as the overall sampling effort scales exponentially with∏
nNi per number of bins Ni in n dimensions. One further drawback of all re-binning mitiga-

tion approaches however is the fact that complete information about the free energy landscape
and the association pathway is required but typically not available beforehand.

.. Conformational flooding

Another class of issues that negatively affects sampling efficiency is the conformational flood-
ing of bins. is issue requires an additional degree of freedom in the system that has not been
present in the one dimensional toy systems so far. It occurs in situations where a molecule can
adopt alternative conformations of significant lifetime. Assuming a case where the association
process of a ligand/receptor complex should be simulated with WE and the ligand can adopt two
predominant conformations c1 and c2. While the ligand may sample both conformations in so-
lution, only the c1 conformation binds to the receptor in a conformational selection mechanism,
while on the other hand the conformation c2 does not fit sterically into the binding pocket. Fig-
ure . depicts the WE setup of the given system. In the optimal case the WE simulation should
be started with an ensemble of ligand conformations in bin b0 that reflects the equilibrium dis-
tribution of ligand conformations. Upon propagation, the unexplored bins are consecutively
populated by spliing those trajectories which first arrive in unpopulated bins. Let us assume
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Figure .: Schematic depiction of conformational flooding in WE simulations in case of the association
pathway of a ligand/receptor system.

in this example that randomly conformation c2 reaches b1 first and is split until the number of
trajectories per bin n = 3 is reached leading to a population consisting only of conformations
c2 in bin b1. is over-representation of one (random) conformation at the exploration frontier
in bin space effects a self-reinforcing population selection mechanism in successively populated
bins at the exploration barrier caused by the spliing routine. is effect gets even worse when
the transition timescale of the ligand to change its conformation is much larger than the dif-
fusion timescale of trajectories from one end of the bin space to the other. Once all the bins
have been populated by the WE algorithm, the relaxation time to reach the equilibrium popu-
lation of ligand conformations slows down to the relaxation timescale of ligand conformations
as these conformational transitions are not specifically accelerated by the approach. e exam-
ple of conformational flooding accurately depicts the fact that even when carefully seing up
the bin spacing in a weighted ensemble simulation the time scale to reach the equilibrium may
strongly suffer from any orthogonality in the system. Conformational flooding can be consid-
ered as a special form of orthogonal barrier and a possible mitigation could be binning of relevant
conformations along an additional reaction coordinate in conformation space. is mitigation
however again increases the dimensionality of the bin space and thereby potentially reduces the
overall sampling efficiency and requires prior knowledge about the conformational equilibrium
ensemble of the ligand.

. Discussion

e weighted ensemble (WE) methodology constitutes an interesting alternative to the domain
of widely accepted advanced sampling approaches (see chapter ). e elegant design allows
improved sampling of kinetic and equilibrium properties along preselected reaction coordinates.
e WE approach does not demand the modification of the system Hamiltonian which in return
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conserves kinetic properties. ese can be rigorously extracted without requiring additional
non-rigorous models e. g. fiing of barrier transitions kinetics with exponential rate models or
the definition of Markov state models [, ]. Interesting proceedings have enhanced the
WE approach over the last years e. g. the development of history based transition rates and the
probability reweighting method to accelerate reaching the equilibrium probability distribution
[, ]. Yet, the approach has not achieved the breakthrough to become a widely accepted
and applied technique in the community of molecular dynamics scientists. We presented three
scenarios of transport bolenecks in equilibrium WE simulations that depict one fundamental
drawback of WE simulations and might be a reason why mainly simple systems comprising a
low number of orthogonal degrees of freedom have been published in the literature. For sim-
ple model applications, the approach yields improved sampling along the reaction coordinate,
however as soon as system properties orthogonal to the binned coordinates strongly affect the
equilibrium, the efficiency to reach the equilibrium drops to the slowest orthogonal relaxation
timescale. e introduction of appropriate binning along the orthogonal coordinates in order to
mitigate this effect is limited due to the exponential explosion of sampling effort introduced by
every additional binning coordinate. e main issue of the WE approach is however not the fact
that orthogonality may affect the sampling efficiency but that the impact of orthogonality is of-
ten difficult to detect in multi-dimensional biomolecular systems. Although all sorts of molecular
dynamics simulations in principle suffer from this problem, WE simulations in particular may
even perform worse than brute force MD approaches, when orthogonal effects drive the system
to states far from the equilibrium (conformational flooding) or consume precious computational
resources by sampling trivial phase space regions instead of focusing the sampling effort on im-
portant barrier transitions (orthogonal and intra bin barriers). Despite these drawbacks the WE
methodology provides in principle a straight forward way to discover transition pathways in
complex biomolecular systems without altering the Hamiltonian in an unphysical way. is fact
has been first discovered by Dickson et al. who developed the WEXPLORE soware which aims
at exploring physical transition pathways along binning coordinates without claiming that the
generated transition pathway ensemble has reached the equilibrium [, ]. A ready to use
soware framework WESTPA has emerged from the Zuckerman lab providing easy access to the
WE methodology for a large community of simulators []. WESTPA interfaces with popular
molecular dynamics soware suites such as Amber, Gromacs, and more. For the sake of gaining
a beer understanding and in order to implement the basic principles of the WE algorithm com-
bined with elegant parallelization routines, we developed in the course of this work our own WE
soware suite hdWE which is purely wrien in python code and therefore provides a maximum
of portability to alternative operating system platforms. is is in contrast to WESTPA which
contains in its code base a mixture of both Linux shell scripts and python code impeding a port-
ing to other platforms. A plugin framework is provided with hdWE which strongly simplifies
the interfacing with any MD soware package (see Appendix A).
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Protein-ligand docking using Hamiltonian
replica exchange simulations with so core
potentials

Molecular dynamics (MD) simulations in explicit solvent allow studying receptor-ligand bind-
ing processes including full flexibility of the binding partners and an explicit inclusion of sol-
vation effects. However, in MD simulations the search for an optimal ligand-receptor complex
geometry is frequently trapped in locally stable non-native binding geometries. A Hamiltonian
replica-exchange (H-REMD) based protocol has been designed to enhance the sampling of puta-
tive ligand-receptor complexes. It is based on soening non-bonded ligand-receptor interactions
along the replicas and one reference replica under the control of the original force field. e effi-
ciency of the method has been evaluated on two receptor-ligand systems and one protein-peptide
complex. Starting from misplaced initial docking geometries the H-REMD method reached in
each case the known binding geometry significantly faster than a standard MD simulation. e
approach could also be useful to identify and evaluate alternative binding geometries in a given
binding region with small relative differences in binding free energy.

H(λ=0.0) H(λ=0.3) H(λ=0.5)

L

R R R

L
L

Figure .: Schematics of protein-ligand docking with H-REMD based so core scaling of non-bonded
protein-ligand interactions. Ligand (L) and Receptor (R) are depicted in a key-lock representa-
tion. Non-bonded interactions of the ligand are scaled along the replicas to overcome energetic
barriers of misplaced conformations in the higher replicas (represented by large λ). Energeti-
cally favorable conformations are swapped back to the reference replica at λ = 0.

Parts of this chapter have been published in []





Chapter  Protein-ligand docking

. Introduction

e design and identification of putative drug molecules can greatly benefit from the prediction
of the structure of ligand-receptor complexes [, ]. It involves the computational dock-
ing of possible ligand molecules to cavities or ligand binding pockets on the surface of a target
biomolecule. e docking search is typically performed without explicit inclusion of the sur-
rounding solvent and no or only limited inclusion of receptor flexibility [, ]. Predicted
complexes are evaluated by simple scoring functions that include geometrical fit and different
energetic contributions [, , ]. It is frequently possible to correctly predict the recogni-
tion site on the receptor protein but the placement of the ligand can significantly deviate from
the experimentally observed geometry [, ]. e approximations inherent to the scoring
function may not allow precise and realistic distinction between different sterically possible com-
plex structures []. Furthermore, explicit solvent molecules are mostly neglected in docking
approaches to accelerate the computations. However, water molecules can play a significant role
in ligand–receptor recognition.

Molecular Dynamics (MD) simulations in explicit solvent offer a possible route for the re-
finement of incorrectly placed ligands in the binding site. In an MD simulation full atomistic
flexibility of both partners (ligand and receptor) can be considered and solvent effects can be
included more realistically by explicit waters compared to the approximate scoring functions
used in typical docking searches [, ]. Indeed, in ultra-long MD simulations it has been
demonstrated that the complete process of ligand binding to a receptor cavity can be explored
[, ]. However, such simulations require many microseconds of simulation time and the
ligand can still be trapped for long times in metastable states separated by high-energy barriers
from other realistic binding geometries. For practical applications it would be desirable to ac-
celerate the MD search without loss in the accuracy of representing the system and the aqueous
environment. In Hamiltonian replica exchange MD (H-REMD) simulations the force field of the
system is modified in parallel replica runs that exchange with a reference simulation under the
control of the original force field.

An advantage of H-REMD compared to the more common variation of the temperature among
replicas (T-REMD) is the possibility to vary only part of the Hamiltonian of the system among
replicas. is allows acceleration of transitions along selected degrees of freedom of the system
typically requiring fewer replicas compared to T-REMD []. A variaty of H-REMD approaches
have been described scaling different parts of the force field depending on the specific sampling
task [, , , –]. Due to the variety of choices, it is not always clear which part
of the Hamiltonian to modify among replicas in order to best tackle a given sampling problem.
However, in case of ligand-receptor interactions the trapping of the ligand on the surface of a
receptor molecule at a non-native locally stable placement is due to non-bonded interactions of
the ligand and receptor (or with the solvent). In order to improve the sampling of relevant ligand-
receptor structures in MD-refinement simulations, we have applied H-REMD based on soening
the ligand-receptor interactions along the replicas. Such soening of non-bonded interactions
has been used already to improve the conformational sampling of molecules in solution [,
] but not for ligand-receptor docking in explicit solvent. It allows for a broader sampling and
accelerated barrier crossing in the replicas which in turn improves the sampling of relevant states
in the reference replica. e technique is able to generate a pool of possible ligand orientations
in a known binding pocket and to discriminate among those which are energetically favorable.





. Methods

Significantly beer sampling of relevant states compared to standard MD simulations was ob-
served. It is further demonstrated that the method is applicable to the refinement of peptide-
protein complexes where side chain placement is uncertain and only backbone conformations
are known approximately.

. Methods

.. H-REMD Docking

Energetic and entropic driving forces of ligand-receptor complex formation are closely linked to
the representation of solvent molecules and ions and oen demand a more accurate treatment
than given by simplified docking algorithms. MD simulations have the potential to become a
valuable tool for elucidating the association of ligand-receptor complexes. Seminal studies of ul-
tralong MD simulations on special purpose machines reproduced in a proof of principle manner
the binding event of small ligands to receptor molecules [, ]. Recent speedup of MD algo-
rithms with graphics processing units (GPUs) allowed the production of µs binding trajectories
on readily affordable hardware []. e computational effort, however, is still tremendous.
e major drawback of MD simulations is the incapability of scanning the relevant phase space
region in reasonable computing time due to energy barriers. In order to accelerate the generation
of conformations and to rapidly scan relevant areas in the ligand-receptor free energy landscape
a Hamiltonian replica exchange (H-REMD) method was employed.

e method accelerates the searching of possible ligand binding modes in a known binding
site by scaling the non-bonded interactions of the ligand with the rest of the system. A coupling
coordinate λ is introduced to connect the unmodified Hamiltonian HA of the system with a
Hamiltonian HB where all non-bonded interactions of the ligand with the rest of the system
are turned off (dummy ligand). e transition from the HA to the HB regime is mapped to
parallel replica simulations at different λi values. e reference simulation at λ = 0 is connected
to replicas at higher λ values by the H-REMD technique [] as depicted in Figure .. e
increment of λ between the replica has to be chosen such that sufficient phase space overlap
ensures reasonable exchange rates. To avoid numerical instabilities at λ values close to  and ,
the Hamiltonians are connected with so core scaling potentials [, ].

.. Simulation Setup

Simulations were performed with an in house implementation of H-REMD in GROMACS release
. and with release . of GROMACS which includes the implementation of H-REMD and is
significantly faster than release .. Structural data was taken from PDB files and processed with
the GROMACS toolchain [, ] to solvate the proteins in a truncated octahedron water box
with periodic boundary conditions. Crystal water and ions were removed from the PDB file in
order to not overlap with manually generated initial ligand placements for FKBP- but crystal
water was kept for FKBP- and MHC class I. FKBP- was cleaved aer residue Gly to obtain
the ligand binding subdomain solely. Hydrogen atoms provided by the PDB files were discarded
and automatically assigned by the gromacs tool pdbgmx which derived protonation states for
all residues. No possible differences in protonation states between bound and unbound receptor
protein were considered. e Amber parmSB forcefield [] was used in conjunction with the
TIPP water model []. Forcefield parameters for the ligand molecules were parametrized in
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the general Amber forcefield GAFF [] with the Antechamber soware package []. Coun-
terions were added to render the system electrostatically neutral. e box dimensions were
adjusted with an initial minimum distance of  nm of the solute to the box boundaries. Energy
minimization via steepest decent was performed with a convergence criterion of  k steps or
 kJ mol− nm− followed by an equilibration simulation in the NVT ensemble for  ps and a
time step size of  fs. A second equilibration phase of the same duration and step size adapted the
system to . bar in constant pressure NPT ensemble. e equations of motion during equilibra-
tion were integrated with the leap-frog integrator (MD). Temperature was coupled to the system
with the velocity rescale thermostat [] at  K and the Berendsen barostat [] was used for
NPT. During energy minimization and equilibration simulations non-hydrogen atoms of the pro-
tein were restraint in space with a harmonic potential at force constant of  kJ mol− nm−.
e bond lengths of H atoms were constrained with the Linear Constraint Solver [] with a
coupling matrix extension order of  ( in production run) as proposed in Ref. [] Electrostatic
interactions were calculated with the particle–mesh Ewald algorithm [] with a grid spacing
of . nm and cubic B-spline interpolation. e Lennard-Jones interactions were switched to
zero aer . nm and a cutoff at . nm. Long-range dispersion correction resulting from the
truncated Lennard-Jones interactions was applied to pressure and energy.

.. Hamiltonian Replica Exchanges

e replica exchange docking simulations were performed with the stochastic velocity Verlet
[] integrator which handles the temperature coupling implicitly ( K). e Parrinello-
Rahman barostat [] (. bar) was used to generate an NPT ensemble. A  fs time step was
used. e non-bonded ligand interactions (with receptor and solvent) were scaled in each replica
using the so core scaling method [, ] with α = 0.3 the so core power p = 1.0 and an
interaction radius of σ = (C12/C6)

1/6 or σ = 0.25 when Van der Waals parameters C12 or C6

were zero.

Vsocore(r) = (1− λ)VA(rA) + λVB(rB)

rA =
(
ασ6

Aλ
p + r6

) 1
6

rB =
(
ασ6

B(1− λ)p + r6
) 1

6

(.)

e parameter λ allows a smooth scaling of the non-bonded interactions with λ =  repre-
senting the reference states with all interactions switched on and λ =  the state with all ligand
atoms represented as (noninteracting) dummy atoms. To avoid sampling of completely unreal-
istic ligand placements (with large possible overlap with receptor atoms) a maximum λ = .
was used in the highest of  replicas and λ increased in each replica by ∆λ = 0.06. Test sim-
ulations indicated that this step size resulted in a reasonable exchange acceptance rate of about
%. Replica exchanges were aempted every  steps among neighboring replicas (λi and
λi+1 where i was alternating between odd or even replica numbers). A further increase of the
maximum λ > 0.54 resulted in a rapid drop of the exchange acceptance rates because many
conformations with close ligand-receptor atom-atom distance (and large non-bonded overlap
energies in neighboring replicas with smaller λ values) were sampled. Note, that the so core
scaling of the electrostatic interactions was only performed for the real space interaction. Due
to the shi factor α the non-bonded potential is shied in realspace which can lead to slight
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discontinuities of the electrostatic interactions at the cutoff radius (in the replicas but not in the
reference replica with the original force field that was used for all the analysis of the simulations).

Starting positions for protein-ligand compounds were generated either by manually rotating
and translating the ligand in its binding pocket or by running a continuous MD simulation at
λ = 0.54 and subsequent energy minimization using the full force field. e down scaling of
ligand-receptor interactions can cause dissociation of the ligand from the receptor surface. In
order to prevent the dissociation of the ligand from the receptor especially in the high λ replica
windows, a position restraint based on the center of mass (COM) pull code was implemented in
GROMACS. A harmonic potential f(r) with force constant kcom =  kJ mol− nm− along the
connection vector of the COMs of ligand and protein was applied when the actual COM distance
r moved farther than a penalty value d away from the equilibrium distance req.

f(r) =


kcom(r − req + d)2, r < req − d

kcom(r − req − d)2, r > req + d

0, req − d ≤ r ≤ req + d

(.)

We adjusted the penalty value to d = . nm.

.. Test systems

e human FKBP protein (FKBP-) in complex with the high-affinity ligand FK (PDB code
LAX) and a complex with the lower affinity ligand SB [] (in complex with FKBP-, PDB
code FKG) served as test systems for the H-REMD docking simulations. e dissociation con-
stant of SB (,-Diphenyl--Propyl--(,-Dimethyl-,-Dioxyphenyl)--Piperidine Carboxy-
late) and the FKBP domain is Kd =  nM compared to Kd = . nM of the native FKBP in-
hibitor FK. Refinement of docked peptides was tested on the peptide binding domain of a
murine MHC class I molecule in complex with a viral antigen (PDB code VAB). e antigen
sequence is FAPGNYPAL and is derived from the Sendai virus nucleoprotein (-), SEV-
[].

. Results and Discussion

.. FKBP ligand-receptor complexes

MD simulations have been used in the past to refine docked ligand-receptor complexes [–
]. In order to evaluate the capability of continuous MD (cMD) simulations for refining docked
ligand-receptor complexes simulations were started from two initial ligand placements denoted
as W and W that deviated by . and .nm of RMSDligand from the native FKBP–FK com-
plex (Figure .). e root mean-square deviation (RMSDligand) corresponds to the deviation of
the ligand atoms from the native structure aer best superposition of the receptor structure onto
the receptor of the native complex. An RMSDligand of less than . nm was considered as a near-
native binding mode. In order to provide a fair comparison with the H-REMD approach,  in-
dependent simulations of  ns duration for each starting structure W and W were performed.
Starting velocities for each run were assigned randomly according to the Maxwell distribution
at temperature  K. e cMD simulation setup was chosen such that approximately the same
computational resources were used for the comparative H-REMD run with  replicas.
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W1

W2

Figure .: Starting (le panels) and final (right panels) W and W structures for H-REMD simulations
of FKBP- protein in complex with ligand FK Tacrolimus (sticks). Protein backbone struc-
tures of FKBP- are aligned with the crystal structure (PDB Code LAX) and the native ligand
binding mode is colored green.

For the first starting structure W, all cMD simulations were unsuccessful to move the ligand
closer to the known binding configuration within  ns simulation time (Figure .A). A cluster
analysis revealed that simulations were kinetically trapped in the initial ligand configuration or
moved away from the native binding mode (Figure .B).

For the second structure W, two cMD simulations explored the native binding mode aer
 ns and  ns respectively, however the majority of trajectories moved away from the native
ligand conformation and were trapped in metastable non-native binding modes (Figure .A).
e cluster representing the native binding mode covers approximately % of the joined  ns
W trajectories but is not the largest cluster.

In contrast to the cMD simulations, the H-REMD simulations resulted in both cases in a rapid
drop of the RMSDligand with respect to the native complex structure within less than  ns in case
of initial structure W and . ns simulation time in case of start structure W (Figure .). A
cluster analysis of the sampled states in the replica under the control of the original force field
identified in both cases ligand placements with an RMSDligand < . nm as most populated states
within  ns H-REMD simulations (Figure .B).

e ligand binding modes sampled at the final stage of the two H-REMD simulations starting
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Figure .: H-REMD simulations of FK binding to the FKBP- protein. Two starting conformations
W (upper row) and W (lower row) of FK ligand were used to initially feed H-REMD
and control MD simulations (start structures are shown in Figure ). (A) RMSDligand of FK
versus crystal structure for the H-REMD reference replica (le panel) and  continuous MD
runs (right panel). e FKBP- backbone was aligned with respect to the crystal structure
prior to RMSDligand calculations. (B) Relative population of the seven largest clusters for H-
REMD and MD simulations, respectively, vs. RMSDligand. e cluster occupancy is the fraction
of cluster members over all frames and gives a measure of the relative cluster size. Binding
modes are clustered with the single-linkage method and the cluster RMSDligand to reference
crystal structure was calculated for the cluster member with smallest average RMSDligand to all
other structures of the cluster. MD runs have been concatenated to one  ns trajectory for
W and W, respectively, before clustering.
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Figure .: H-REMD simulations of FKBP- in complex with ligand SB. (A) Pool of initial SB confor-
mations for H-REMD (shaded orange) superimposed onto the crystal structure (green). (B)
Cluster analysis of SB binding modes observed in the reference H-REMD window (blue boxes
correspond to near native solutions). Average structures of the three most populated clusters
are illustrated (predicted ligand as orange vs. native ligand in green stick representation).

from different initial placements differed in RMSDligand. e placement that was reached from the
second start structure W reached a considerably lower RMSDligand than the simulation starting
from W (Figure .). Inspection of the binding pocket indicated that differences in the side chain
conformations of the receptor in the binding pocket are a likely reason for the alternative ligand
placements. e Tyr side chain hindered the (S,S)--Methoxycyclohexanol motive of FK
from moving in the correct configuration (see W right panel in Figure .). It should be noted,
that during H-REMD only the receptor-ligand interactions were scaled along the replicas but
not the side chain–side chain interactions in the binding region. is indicates that the H-REMD
approach rapidly identifies near-native binding modes of the FKBP-–FK complex. However,
a full equilibration could not be achieved since alternative binding modes still competed during
the  ns in the reference replica and for both start structure cases slightly different receptor
conformations evolved during the search.

For the second test system FKBP- with ligand SB an alternative strategy was evaluated.
Instead of starting from only one ligand-receptor complex different start structures (one in each
replica) were used. Each start structure had an RMSDligand > . nm from the native binding mode.
Application of  independent cMD simulations (each  ns) resulted in kinetically trapped com-
plex structures and none of the simulations reached any near-native complex geometry (supp.
Material, Figure S). In contrast, cluster analysis of the H-REMD application resulted in several
notable near-native binding modes in the reference replica (Figure .). Cluster  was close to the
crystal structure binding mode with RMSDligand < . nm. Noteworthy, cluster  which showed
a quasi symmetric flip of the two phenyl rings in the SB ,-diphenylprobyl subunit compared
to crystal structure was otherwise very similar to the experimental geometry (see Figure .).
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A  ns H-REMD simulation on the crystal structure swapped aer  ns an alternative binding
mode with a rearranged loop region into the reference replica. is binding mode survived for
the last  ns in the lower λ replica and was present in the reference replica aer its first occur-
rence with a % probability. is mode was not found in a standard MD simulation starting from
the FKBP-–SB crystal structure (data not shown). However, the observation of alternative
binding modes for the SB ligand with lower affinity compared to the first ligand-receptor sys-
tem in line with previous ultra-long MD simulations on the same system []. It indicates that
the present approach could be especially useful to identify putative alternative binding modes
for a ligand in shorter simulation time than standard MD simulations.

For a fully equilibrated simulation the relative populations of conformational clusters should
directly reflect the relative free energies of the clusters. Hence, the accumulation of ligand place-
ments in the most populated cluster can be used to identify the most likely binding mode in the
typical case when the native complex is not known. Indeed, in case of the high-affinity FKBP–
FK complex the most populated clusters corresponded to the near-native complex (although
not with a large gap relative to alternative placements) and its population was larger for the sec-
ond half compared to the first half of the H-REMD simulation. However, for the second system
the near native geometry was sampled but not as most populated cluster (Figure .). In practical
applications one is interested to identify putative binding modes as quickly as possible and will
not be able to run simulations to full equilibration. It is therefore useful to look into alternative
strategies to identify the most likely near-native geometry, eg. by re-scoring of sampled ligand-
receptor geometries. Interestingly, for the present systems the average ligand-receptor interac-
tion energy showed a correlation with the deviation of the ligand from the near-native placement
(see supp. Material Figure S). Near-native sampled complexes of FKBP–FK showed on aver-
age a more favorable interaction energy compared to complexes with larger deviation from the
native placement. Presumably this is due to an optimal complementarity of interactions in the
native binding placement. For the FKBP–SB system the near native placement and an alter-
native configuration at RMSDligand≈ . nm showed similar interaction energies (supp. Material
Figure S). Hence, for the present cases the interaction energy could be used (besides of cluster
population) as a criterion to select possible near-native binding modes. Note, however, that the
binding affinity is in general not only determined by direct ligand-receptor interactions but also
by other energetic and entropic contributions.

.. Refinement of a MHC class I peptide-protein complexes

MHC class I proteins play a central role in the recognition of antigenic peptides and their repre-
sentation to the immune system. Class I proteins contain a narrow cle between two α-helices to
bind antigenic peptides of - residues with an extended backbone structure []. e receptor
conformation and bound peptide backbone conformation is similar for most antigenic peptides
of the same length which is confirmed by over  crystallized structures in the Protein Data
Bank. It offers the possibility to test the H-REMD method on predicting the side chain structure
for an approximately known peptide backbone conformation. A peptide start structure with
extended backbone and randomized side chain conformations was generated and energy mini-
mized in the binding groove to remove possible sterical clashes (Figure .). e ligand backbone
conformation was weakly restrained to the reference coordinates of the crystal structure with
a force constant of  kJ mol− nm− which allowed backbone conformational fluctuations of
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Figure .: MHC class I protein in complex with viral antigen SEV-. e MHC class I protein backbone
structure is aligned with the crystal structure (PDB Code VAB). e native antigen peptide
configuration is colored green. On the le side the starting structure for MD and H-REMD
simulations is indicated in red. e right panel shows the average structure representing the
second largest cluster (orange) obtained aer H-REMD simulation (green: native ligand con-
formation). e RMSDligand of the predicted structure is below .nm with respect to the native
ligand placement.
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Figure .: RMSDligand vs. simulation time for MD simulation and reference replica of the H-REMD simu-
lation of MHC class I protein in complex with viral protein fragment SEV-. Simulations were
started from a starting structure shown in Figure .. e ligand conformation is trapped near
its starting conformation by sterical barriers during the whole MD simulation. In the H-REMD
reference window a lower RMSD configuration is already found within < . ns equilibration.
Only two main binding modes survive in the reference replica aer .ns which differ mainly
in the side chain rotamer of Phe.
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±.nm. In a standard MD simulation of  ns the peptide was trapped over the whole simula-
tion time close to the initial conformation due to sterical barriers in the narrow binding cle of
MHC class I protein (Figure .). e cluster analysis for ligand conformations found only one
cluster with more than one member. e average structure was similar to the starting structure
(Figure .). In contrast, the H-REMD simulations sampled the correct binding mode with most
side chains in near-native rotameric states in less than  ns. Already during the equilibration
phase a conformation with lower ligand RMSD than the starting structure was swapped in the
reference replica and only two relevant clusters survived for the rest of the simulation. e two
clusters differed mainly in the side chain rotamer of the Phe peptide residue. Similar to the FKBP
systems (previous paragraphs) a noteworthy correlation of the peptide-receptor interaction en-
ergy with respect to deviation from the native complex structure was found (supp. Material Figur
S) indicating that also in this case the interaction energy could serve as an additional criterion
to select realistic docking structures.

.. Additional Information

RMSDligand plots of  independent MD simulations on the FKBP-–SB complex are depicted
in figure .. e RMSDligand was calculated with respect to the native complex. In addition, the
correlation of RMSDligand with interaction energy between ligand and receptor for all three test
systems is shown .. e correlation was calculated from the reference replica of the H-REMD
simulations.

. Conclusions

e realistic prediction of ligand-receptor binding geometries is an important goal of in silico
drug discovery. Molecular docking methods are widely used to generate and evaluate puta-
tive binding geometries mostly employing simple scoring functions that include flexibility of
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Figure .: Deviation of the SB ligand (RMSDligand) with respect to the placement in the native complex in
 independent continous MD simulations of  ns duration (indicated by different line colors)
on the FKBP-–SB complex starting from different starting structures. Each simulation was
trapped in non-native placements and no near native binding geometry (with RMSDligand <
. nm) was sampled.
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Figure .: Correlation of the deviation of the ligand from the native placement (in terms of RMSDligand)
and interaction energy between ligand and receptor molecules for conformations sampled in
the reference replica during H-REMD simulations. Plots are shown for all three systems inves-
tigated by the H-REMD docking approach.

the binding partners and solvation of the ligand and receptor binding site only approximately.
MD simulations on the other hand include both full flexibility of binding partners and explicit
solvation of partner molecules and are increasingly being used for studying ligand-receptor as-
sociation events. e major drawback of standard MD simulations, however, is the large compu-
tational demand coupled with sampling mostly irrelevant states before reaching a native binding
mode. High energy barriers separating favorable putative binding geometries prevent the iden-
tification of near-native binding modes in reasonable sampling times. In order to accelerate
the search we tested an H-REMD approach based on so core scaling non-bonded interactions
between partners along the replicas. Similar approaches have already been used to enhance
conformational sampling of isolated molecules [, ] in explicit solvent but not to refine pu-
tative ligand-receptor complex structures. e approach requires a smaller number of replicas
compared to standard temperature (T-)REMD because the scaling affects only a small fraction of
the system. For the present test cases ten replicas were sufficient to significantly reduce barriers,
enhance sampling and still allow reasonable exchange rates between neighboring replicas. e
method was tested on three systems including a peptide-protein complex. In all cases signifi-
cant improvement of initially misplaced ligand-receptor complexes and side chain placements in
case of the peptide-protein complex was obtained. In contrast, standard MD simulations largely
failed on the test cases to refine the initial conformations. e approach is especially powerful to
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sample a broader range of possible ligand-receptor complex structures compared to standard MD
simulation. A full equilibration of sampled states was still not achieved for the ligand-receptor
complexes since different distributions of sampled states were obtained depending on the start
structure (e. g. in the FKBP–FK system). is can be aributed in part to limited sampling but
may also be due to alternative receptor conformations evolving during the simulations starting
from different initial ligand placements.

A possible extension of the approach is to not only scale ligand-receptor interactions among
replicas but also the interactions between side chains of the receptor in the vicinity of the ligand
binding site which could result in a simultaneous enhanced sampling of alternative receptor
conformations. It should be noted that the computational demand of the approach is much higher
than of standard docking tools. However, it should also be emphasized that the approach is not
intended for systematic evaluation of thousands of putative ligands or binding modes but to refine
a small fraction of preselected putative docking geometries (e. g. obtained form a systematic
docking run). With increasing efficiency of MD simulations such approach can become a valuable
alternative to simple scoring methods of docking geometries that largely neglect the dynamics
of partners and do not include explicit solvent molecules.

Another interesting possible application is the generation of alternative binding geometries for
a given ligand in a binding site that are of similar binding free energy. We identified an alterna-
tive binding mode of the FKBP-–SB system in a H-REMD simulation that started from crystal
structure configuration. e finding agrees with previous MD studies which identified alterna-
tive binding modes for the same complex []. e population of different binding modes in a
given binding site reflects the relative stability of these modes and may give hints which inter-
actions (chemical groups on the ligand or possible chemical ligand modifications) may stabilize
or destabilize a given binding geometry.







Chapter 

Covalent dye aachment influences the
dynamics and conformational properties of
flexible peptides

Fluorescence spectroscopy techniques like Förster resonance energy transfer (FRET) and fluo-
rescence correlation spectroscopy (FCS) have become important tools for the in vitro and in vivo
investigation of conformational dynamics in biomolecules. ese methods rely on the distance-
dependent quenching of the fluorescence signal of a donor fluorophore either by a fluorescent
acceptor fluorophore (FRET) or a non-fluorescent quencher, as used in FCS with photoinduced
electron transfer (PET). e aachment of fluorophores to the molecule of interest alters the
molecular properties and may affect the relevant conformational states and dynamics especially
of flexible biomolecules like intrinsically disordered proteins (IDP). Using the intrinsically disor-
dered S-peptide as a model system, we investigate the impact of terminal fluorescence labeling on
the molecular properties. We perform extensive molecular dynamics simulations on the labeled
and unlabeled peptide and compare the results with in vitro PET-FCS measurements. Experi-
mental and simulated timescales of end-to-end fluctuations were found in excellent agreement.
Comparison between simulations with and without labels reveal that the π-stacking interaction
between the fluorophore labels traps the conformation of S-peptide in a single dominant state,
while the unlabeled peptide undergoes continuous conformational rearrangements. Further-
more, we find that the refolding rate of S-peptide is decreased by at least one order of magnitude
by the fluorophore aachment. Our approach combining experimental and in silico methods pro-
vides a benchmark for the simulations and reveals the significant effect that fluorescence labeling
can have on the conformational dynamics of small biomolecules. e presented protocol is not
only useful to compare PET-FCS experiments with simulation results but provides a strategy to
minimize the influence on molecular properties when designing fluorescence labeling.

. Introduction

Changes in the three dimensional structure on various timescales are an omnipresent feature of
proteins and other biopolymers. Fluorescence spectroscopy techniques provide a useful toolset
to investigate the dynamics and extent of these structural rearrangements in vitro and in vivo
[–]. One of the most common approaches is the use of Förster resonance energy transfer

is study was performed in collaboration with the research group of Prof. Don C. Lamb, Department Chemie,
Physikalische Chemie, Ludwig-Maximilians-Universität München. PET-FCS and CD spectrum measurements were
performed by Anders Barth and Alvaro H. Crevenna.
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(FRET) between two fluorophores aached to the molecule of interest []. e radiationless
transfer of energy from the excited donor dye to the red-shied acceptor dye depends on the
relative orientation and distance between the fluorophores. Its high sensitivity in the range of
– Å renders the effect interesting for experimental determination of distances at the molec-
ular scale. Another example of radiation-less energy transfer is photoinduced electron transfer
(PET) [, , –]. e excited-state energy may dissipate via electron transfer from the
fluorophore to the quencher or vice versa, depending on the redox potentials of the excited state
fluorophore and quencher. Relaxation to the ground state then occurs non-radiatively by charge
recombination of the radical donor/acceptor ion pair. e timescale of the PET reaction resides
in the range of femtoseconds to picoseconds [, ] which is significantly faster than the flu-
orescence lifetime of the fluorophores of typically a few nanoseconds [, ]. e efficiency
of PET decays exponentially with distance on the length scale of a few Å, showing effectively an
all-or-nothing quenching behaviour. PET enables the in vitro time resolved detection of closed
and open contacts between fluorophore and quencher in proteins and other biomolecules. Due to
the on-off characteristics of PET, it is commonly used with fluorescence correlation spectroscopy
(FCS) [] to study the timescale of the dynamic changes of the fluorescence signal. FCS is based
on the analysis of the time correlation of the detected signal and is thus sensitive to all processes
that affect the fluorescence signal. Most commonly FCS is being used to study the diffusion prop-
erties of molecules [], but it is also a powerful tool to study conformational dynamics when
combined with FRET or PET [, ].

In proteins, tryptophan is the only naturally occurring amino acid which possesses photo-
physical properties that enable fluorescence quenching through PET []. If tryptophan is not
part of the protein sequence, a PET experiment requires the artificial inclusion of a Trp residue in
the region of interest by either mutation or the adherence of an additional residue. Trp residues
which might interfere in an undesirable way with the fluorophore need to be deleted from the
protein. e labeling of proteins with fluorophores usually requires modification of the protein
sequence. Typically, labeling is performed by reacting a maleimide derivative of the fluorescent
dye with cystein residues in the protein. To achieve specificity, this approach requires the re-
moval of natural cystein residues or the introduction of additional cystein residues by mutation.
Other labeling approaches target amino groups or rely on bioorthogonal labeling strategies based
on the addition of unnatural amino acids []. Aer aaching the fluorphore to the molecule
of interest, careful control measurements have to be performed to ensure that the photophysi-
cal properties are not altered by the local environment, and that no sticking interactions occur
which would impair the rotational freedom of the fluorophore.

Although fluorescence techniques have been applied successfully on a variety of systems [,
, ], usually lile information is available to what extent the structural or dynamical prop-
erties of the studied system are modified by the aachment of the fluorescence labels. Molecular
dynamics studies can help in the interpretation of experimental results and detection of potential
artifacts introduced by the dye label [–]. As the fluorophores typically exceed the size of
naturally occurring amino acids, it is expected that at least the local diffusivity is modified. Fur-
thermore, many readily available fluorophores contain rigid ring systems which function as light
absorbing centers (e. g. oxazine derivatives MR, Ao and Ao Oxa) and potentially fa-
cilitate hydrophobic or π-stacking interactions with other aromatic ring structures especially of
the quencher. A significant influence of the fluorescent label on the local structure, the confor-
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mational dynamics and the overall functionality of the protein can thus usually not be excluded,
and careful controls have to be performed to ensure the validity of the experimental results.

In the present study we conducted a comparative in vitro and in silico study on the  amino
acid long truncated S-peptide, which historically served as a model system for intrinsically dis-
ordered peptides [–]. We N-terminally aached fluorophore Ao and added a trypto-
phan residue to the C-terminus serving as a fluorescence quencher []. For the labeled pep-
tide the fluorescence quenching autocorrelation was measured and analyzed with respect to the
dynamic contribution, which is a measure for the end-to-end dynamics of the peptide chain.
Additionally, we performed extensive, continuous molecular dynamics (MD) simulations on S-
peptide with and without the fluorescence labels, to provide atomistic insight into the dynamic
and conformational regime of the peptides.

antitative agreement of the experimental quenching autocorrelation of labeled S-peptide
and in silico results was obtained. Comparison of the simulations reveals, that the dynamical
and conformational regime of S-peptide was significantly altered by the aachment of Ao
and Trp. is study sheds light on systematic modifications of macromolecular properties
introduced by fluorescence labeling and provides valuable insight for the design of future fluo-
rescence spectroscopy experiments.

. Results

.. MD simulations

Labeled and unlabeled versions of S-peptide were extensively simulated with molecular dynamics
simulations (MD) for  μs. To give qualitative insight in the refolding dynamics of intrinsically
disordered S-peptide, the evolution of the RMSD with respect to the starting structure was calcu-
lated (Figure .) and trajectories were visually inspected. To allow direct comparison between
RMSD regimes of both systems, the RMSD was only calculated for residues  to  (without
Ao and Trp).

Unlabeled S-peptide rapidly fluctuated between conformational modes on the timescale of sev-
eral nanoseconds as expected for an intrinsically disordered peptide. Fluctuation of the RMSD
indicated no stable conformation surviving in the microsecond time regime throughout the
whole simulation. Labeled S-peptide, however, showed a significantly reduced bandwidth of
RMSD fluctuations with several plateaus in the RMSD evolution. Visual inspection confirmed
metastable states surviving for several microseconds during the trajectory. Many configurations
revealed close contacts between the two ring systems of terminal Ao and Trp indicating
a strong stacking interaction that traps the system in a quenched state. Aer about  μs the
backbone locked into a stable β-sheet like configuration and remained in this state until finally
folding to a β-sheet structure aer  μs (see Figures .,. and conformational regime clusters
# and #).

.. Conformational regime

Conformations from MD trajectories were clustered for both systems separately to quantify the
impact of labeling on the conformational regime. Clustering along the RMSD was performed
with the single-linkage algorithm using a RMSD cutoff of . nm and 105 frames from each
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Figure .: e RMSD of heavy atoms of residues - with respect to the unfolded starting structure for
simulations with (lower panel) and without (upper panel) labels. e mean structures of the
respectively four largest clusters are shown and their cluster index is indicated (#). Additionally
the timestamp of the clusters mean structures occurrence during the simulation is indicated at
the boom right of each cluster structure.
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Figure .: e population size of the ten largest clusters in percentage of livetime compared to the whole
trajectory from simulations with (right panel) and without (le panel) fluorescence labels. Clus-
tering was based on the RMSD and the single linkage algorithm [] with a . nm cutoff was
used.
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Figure .: Experimentally obtained FCS curve and model fit function for labeled S-peptide. Indicated
are the four main time regimes of the relevant processes. I: Photon antibunching, II: Chain
dynamics, III: Photophysics, IV: Diffusion.

trajectory []. Clusters were sorted and numbered by their frequency of occurrence and the
distribution of the ten biggest clusters is shown in Figure ..

As expected, cluster sizes of unmodified S-peptide reflect the typical conformational behavior
of an intrinsically disordered peptide. e decrease in probability with increasing cluster index
is relatively moderate suggesting low free energy differences between neighboring clusters. A
total of about 4700 clusters was found where S-peptide adopted even the configuration of the
largest cluster only during 6% of the total simulation time. e mean structures of the first four
clusters are depicted in figure . and give insight into the variability of conformations.

With the aachment of Ao and Trp to the termini of S-peptide, the conformational
behavior however changed significantly. e variability of clusters narrowed down to about
1000 different clusters, with many showing stacked Ao/Trp configurations. e largest
cluster, found between – μs, dominates the conformational regime with a probability of over
60% and indicates a shi from intrinsic disorder to a meta stably folded peptide, reducing the
conformational variability significantly. ree out of four mean structures of the largest clusters
show strong stacking interaction between terminal labels (figure .).

.. PET-FCS measurements

e dye-quencher dynamics of labeled S-peptide were measured with a PET-FCS setup experi-
mentally. e full PET-FCS correlation function is shown in Figure .. Since FCS is sensitive
to all processes that affect the fluorescence signal, multiple phenomena are observed (Regimes
I-IV). Photon antibunching is observed on the timescale of the fluorescence lifetime of ∼  ns,
a typical property of quantum emiers []. Diffusion through the confocal volume occurs
on timescales between several tenths of μs to ms, depending on the size of the observation vol-
ume and the diffusion coefficient of the molecule. Most fluorescent dyes can undergo intersys-
tem crossing from the excited singlet state into a dark triplet state with lifetimes in the range
of several μs. Any conformational dynamics are superimposed onto these processes. e fast
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Figure .: Ao/Trp fluorescence quenching autocorrelation data fied with a two-state exponential
model function. Data and fits are shown for MD simulations (A, B) and experimental PET-FCS
measurement (C). (A) Data from MD calculated over the whole simulation time ( μs). (B)
Initial  μs of MD data omied. (C) Dynamic part of the correlation curve from experimental
PET-FCS measurement (red) overlayed with the fied MD data collected aer  μs (black).

chain dynamics of intrinsically disordered peptides or unfolded proteins usually occur on the
submicrosecond timescale [], while slower conformational dynamics involving large confor-
mational rearrangements usually take place in the range of ms to s [].

e quenching contribution to the correlation function is indicated in regime II (Figure .). To
determine the timescales of the chain dynamics, we fit the correlation function with a model ac-
counting for the listed contributions (Equation (.)). By careful inspection of the weighted resid-
uals of our correlation fit function, we find, that the addition of a second dynamic contribution
to the model function improves the quality of the fit significantly (Figure .). It remains how-
ever unclear, whether the second component arises from an alternative conformational regime
of S-peptide (see discussion). erefore, we limit our discussion to the average timescale and
overall amplitude of the two components, because the length of the MD simulation is not suffi-
cient to address the existence of two dynamic contributions. To directly compare the measured
dynamics to the correlation functions obtained from MD, we isolate the dynamic contribution by
dividing the correlation function by the contributions of diffusion, photophysics and antibunch-
ing (Figure . B). We converted the observed amplitude and relaxation time to off- and on-rates
by equations (.) and (.) yielding an off-rate koff = . μs− and an on-rate kon = . μs−.

.. Fluorescence quenching

Configurations of Ao/Trp from simulation were classified as “dark” state when the dis-
tance between the geometric centers of their ring compounds was below a quenching distance
of r∗ < . nm or as fluorescent otherwise [, ]. e quenching autocorrelation function
was fit to a two-state kinetic model (Equation (.)). Due to the global conformational rearrange-
ments of S-peptide during the initial  μs and the associated metastable states with lifetimes in
the microsecond regime, the convergence of quenching autocorrelation data was insufficient. Es-
pecially large correlation times τ >  ns suffered from the lack of sampling (Figure ., A). e
long-lived metastable states however dominated the quenching dynamics resulting in relaxation
timescales of τr =  ns (Table .).

Because S-peptide locked in a quasi-stable folded β–sheet like configuration aer  μs simula-
tion time, we decided to treat the initial  μs as equilibration time and recalculate the quenching
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Figure .: enched and fluorescent conformations in the timeframe between .–. μs are shown
over time. Although the backbone conformation was locked in cluster # during this timeslot,
spontaneous unstacking of Ao/Trp was observed. Two exemplary structures shortly be-
fore and aer an unstacking event are shown below. e stacked (grey) configuration quenches
the Ao fluorescence, while the unstacked (red) configuration allows fluorescence. Un-
stacking was observed to occure on sub nanosecond timescales.

autocorrelation for only the second part of the simulation with subsequently refiing the two-
state model (Figure ., B). e resulting quenching relaxation timescale of τr =  ns was about
- times faster as dye and quencher could not diffuse far away from each other by the confined
β-sheet like backbone structure. In the investigated simulation time window (– μs) no global
backbone rearrangements of S-peptide were observed and lifetimes of quenching states of the flu-
orescence labels were found in the range of hundreds of nanoseconds (see Figure .). Omiing
the initial  μs as equilibration also led to a significant improvement of coincidation between the
two-state exponential fit model and the simulation data especially for long relaxation times τr .
Similar to PET-FCS data treatment we also calculated on and off rates by equations (.) and (.)
from fluorescence amplitude and relaxation time. Comparative data between experiment and
simulation for fied relaxation parameters and rates are shown in Table .. We find that the
quenching dynamics for simulation data aer  μs are in good agreement with the experimen-
tal results.

ar τr [ns] kon [µs−1] koff [µs−1]
PET-FCS . . . .
MD >  μs . . . .
MD all . . . .

Table .: Relaxation time scales (τr) and amplitudes (ar) of the fluorescence autocorrelation fied with an
exponential two-state model. Data is shown for experimental PET-FCS measurements and MD
simulations. For PET-FCS data, the sum of amplitudes and the average relaxation time of the
two dynamic components are shown. Additionally relaxation times and amplitudes have been
converted to microscopic on and off rates of the related quenching process with formulas (.),
(.). e rates accord with the average opening and closing frequency of quenching contact
formation between dye and quencher in labeled S-peptide.
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Figure .: Mean residue elliptisity from circular dichroism spectra of labeled S-peptide with and without
Ao stacking partner Trp. e peak at nm indicates residual α-helix formation in
labeled S-peptide without Trp.

.. Refolding dynamics

To characterize the effect of the fluorescent labels on the dynamics of S-peptide, we analyzed
the end-to-end distance d of the peptide as a measure for the refolding dynamics. e distance d
was calculated between C-β atoms of residues Lys and Asp again for both systems with and
without labels. We split the distance ensemble in two regimes, to characterize the switching dy-
namics between a folded and unfolded regimes of S-peptide. Distances d < . nm at immediate
contact were assigned to a “close” regime while distances d > . nm were assigned to an “open”
regime. By counting the number of transitions from one regime to the other and dividing it by
the total simulation time, a mean refolding rate of opening and closing events of the peptide was
calculated. For S-peptide without labels a refolding rate of . μs− was found while refolding
dynamics for labeled S-peptide were slowed by more then one order of magnitude to . μs−.
Note, that this refolding rate definition only roughly correlates with the kon and koff rates of
quenching contact formation which are related to fluorescence autocorrelation model via for-
mulas (.), (.). e quenching rates describe the frequency of opening and closing quenching
contact between fluorophore Ao and quencher Trp. is rates can be extracted from both
experiment and simulations and serve to compare the agreement between those. However, to
compare the dynamics between simulations with and without fluorescence labels, we defined a
two-state model (open/close) based on a feature that both systems have in common.
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.. Circular dichroism spectra

To identify to what extend the β-sheet conformation that labeled S-peptide adopts in simulation
is part of the equilibrium regime and to measure the modification in the conformational regime
by dye-quencher interactions, we measured circular dichroism spectra of labeled S-peptide and
compared it with the spectrum of S-peptide labeled with Ao but without Trp (Figure .).
When Trp is added to the peptide the peak at  nm vanishes, indicating an increase in β-
sheet structure induced by the π-stacking interaction between the termini. e CD spectrum
reveals that the conformational regime is not dominated by only β-sheet structures but includes
contributions of helical and random coil conformations. is supports the results from the  μs
simulation where labeled S-peptide adopted β-sheet conformation only during a fraction of the
simulation time and exposed random coil backbone configurations otherwise (Figure ., cluster
#).

. Discussion

e interpretation of fluorescence spectroscopy measurements depends on the assumption that
the artificial aachment of fluorophores does not alter the conformations and dynamics of the
target molecule itself. We performed comparative MD simulations and PET-FCS measurements
on fluorescently labeled  residue S-peptide, serving as a model system of an intrinsically dis-
ordered peptide. Our results reveal that the labeling strongly affects both the conformational
and dynamical properties of S-peptide, shiing it from the disordered conformational regime to
a semi-stable fold with β-sheet content. e reason is the strong π-stacking interaction between
the rigid ring systems of Ao and Trp, which traps the termini of the peptide to remain at
close distance. is effect may occur with many widely used fluorophores containing rigid ring
systems as their light absorbing centers that facilitate stacking interactions with other aromatic
ring structures.

e agreement between quenching correlation functions from MD simulations and PET-FCS
measurement is surprisingly good, although only when skipping the initial  μs of the MD tra-
jectory as equilibration time (Table .). As the starting structure of labeled S-peptide was chosen
from the regime of the unlabeled S-peptide (helical structure), we assumed that the system re-
quires some time to reach equilibrium and treated the initial  μs as equilibration time, thereby
dividing the dynamic S-peptide regime in two characteristic regimes. e first part of the sim-
ulation was dominated by global backbone rearrangments and slow quenching dynamics as the
peptide backbone continously stretched and refolded. During the second part the S-peptide back-
bone locked into a meta-stable fold with only the label side chains stacking interaction opening
and closing from time to time. Simulation time, however, is finite, therefore it remains unclear
to what degrees these two regimes contribute to the equilibrium regime. As we reproduce good
agreement between simulation and experiment for the second regime with faster quenching dy-
namcis, we assume that S-peptide preferably resides in this regime. However, the fit quality
of experimental PET-FCS data can be improved by adding an additional dynamic term with a
slower relaxation coefficient. We speculate, that this second dynamic term might correspond to
the regime of global rearrangments seen in the initial part of MD simulations.

e good agreement between experiment and simulation is even more surprising as the
quenching state is judged only by a simple distance criterion which was proposed earlier by Va-
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iana et al. [] and was based on a fit of fluorophore MD trajectories to correlation spectroscopy
data. However, previous studies successfully demonstrated that the connection between atom-
istic MD simulations and experimental PET-FCS measurements can be drawn with such a simple
criterion []. Gaining a more detailed understanding of the relation between dye-quencher
orientation and fluorescence quenching would require to derive redox potentials for single MD
frames via quantum chemical calculations. However we use the experimental PET-FCS mea-
surements only for the validation of our labeled S-peptide simulations, whereas the comparison
between simulations with and without labels reveal the stark influence of fluorescence labeling
on the peptide dynamic and conformational regime. Our circular dichroism measurements on
labeled and unlabeled S-peptide strongly support these findings.

e influence of the local environment on the photophysical properties of fluorophores is a
well-known artifact and can be addressed experimentally. Changes in the absorption and emis-
sion spectra or quantum yield (and related, lifetime) all affect the Förster radius in FRET experi-
ments, requiring careful control measurements. It is additionally crucial that the rotational free-
dom of the fluorophore is not compromised by geometric hindrance, specific interactions with
aromatic rings, or electrostatic or hydrophobic interactions, as the FRET efficiency critically de-
pends on the relative orientation of donor and acceptor fluorophores. e rotational freedom of
the fluorophore can be addressed by means of the fluorescence anisotropy []. Our study, on
the other hand, sheds light on the effect of the chemical modification on the target biomolecule.
Certain considerations need to be taken into account to prevent that the fluorescence label affects
the conformational and dynamical properties of the target biomolecule in an undesirable way. In
particular PET-FCS experiments, which intrinsically require that fluorophore and quencher can
come at close proximity, suffer from possible interactions between them. e influence of spe-
cific dye-quencher or dye-dye interactions on conformational dynamics is especially pronounced
when unstructured systems like unfolded or unstructured proteins as presented here are stud-
ied, for which PET and FRET are oen the method of choice. In general, it should be good
advise to use fluorescence labeling only in systems where the size of the dye is significantly
smaller than the target molecule to avoid that a single dye interaction dominates the conforma-
tional properties. e position for the fluorescent label should be chosen in a well-structured and
solvent-exposed part of the protein sequence to minimize the influence on the local structure and
dynamics, especially when partly disordered proteins are studied. We demonstrate that MD is
a valuable tool to quantitatively analyze PET-FCS experiments and relate the measurements to
atomistic details. Furthermore, simulations provide a useful strategy to predict the influence of
labeling configurations on systematic properties when designing fluorescence experiments.

. Methods

.. Molecular Dynamics

Two simulations of S-peptide with and without labels were started from extended peptide con-
formations. e periodic box boundaries were set at minimal distance of  nm to the peptide. e
peptide was parametrized with the Ambersb-ILDN forcefield []. Parameters for the Ao
fluorophore were generated as follows. First the electron density was calculated using Gaus-
sian [] with BLYP [, ] at -G* basis set level [], second the partial charges
were generated with the restraint electrostatic potential protocol (RESP) []. Finally, atom
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types and bonded/nonbonded parameters were assigned from the general amber forcefield GAFF
[]. Both systems were energy minimized and equilibrated in NPT ensemble ( K, . bar)
aer the addition of explicit solvent TipP water molecules []. Respectively four positive and
negative counter ions were added to the solution keeping the box charge neutral. e production
run was performed at timestep of  fs with the GROMACS . [, ] MD soware suite using
the velocity rescaling thermostat in NVT ensemble ( K) [].

.. Peptide synthesis

e  amino acid truncated S-peptide (KETAA AKFER QHMD) was used as a model system
for an intrinsically disordered peptide [–]. To fluorescently label the S-peptide for PET-
FCS measurements, the fluorophore Ao was aached to the N terminus and an additional
Tryptophan was added to the C terminus serving as a fluorescence quencher []. e resulting
sequence of labeled S-peptide was Ao KETAA AKFER QHMDW. Peptide synthesis, labeling
and purification was performed as described previously [].

.. PET-FCS Measurements

PET-FCS measurements were performed on a custom-built confocal single-molecule fluorescence
microscope. e sample was excited with a diode laser (LDH-D-C-, Picoant) operated in
continuous wave mode at an average laser power of  μW as measured before the aperture of
the objective. e fluorescence signal was passed through a pinhole and split on two avalanche
photodiodes (SPCM-AQR-, Perkin Elmer Optoelectronics) by a : beam splier to avoid
detector dead time in a Hanbury Brown-Twiss-type detector arrangement []. Fluorescence
signal was passed through an emission filter (ET/, AHF Analysentechnik). e range of the
emission filter was chosen as to avoid detector crosstalk due to the breakdown flash of the APDs
[]. Individual photon arrival times were recorded with  ps resolution using time-correlated
single photon counting (TCSPC) hardware (HydraHarp, Picoant). S-peptide was dissolved
in standard PBS buffer with .% Tween- to prevent sticking to the cover slide surface, and
diluted to a final concentration of ∼  nM. FCS data was collected over a time of  h at room
temperature.

.. enching Autocorrelation

Configurations of Ao/Trp from simulation were classified as “dark” state when the dis-
tance between the geometric centers of their ring compounds was below the quenching distance
of r∗ < . nm or as fluorescent otherwise [, ]. To calculate the quenching autocorrela-
tion 106 frames from the  μs MD trajectory were analyzed. e quenching signal autocorrela-
tion data was then fied with a two-state model of single exponential signal decay

Gdyn(τ) = are
−τ/τr (.)

where ar is the amplitude and τr the relaxation time constant of the quenching relaxation auto-
correlation.
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.. FCS Data Analysis

e second order intensity cross-correlation function Gij(τ) between two channels i and j is
defined by:

Gij(τ) =
⟨Ii(t)Ij(t+ τ)⟩
⟨Ii(t)⟩⟨Ij(t)⟩

(.)

where Ii(t) is the intensity in channel i at time t, τ is the time lag and ⟨⟩ denotes time av-
eraging. Cross-correlation functions between the two detectors were computed using custom-
wrien soware based on a multiple-tau correlation algorithm []. Error bars are determined
by spliing the measurement into ten segments of equal length and computing the standard er-
ror of mean of the correlation functions. Fiing of the correlation function was performed in
MATLAB (e Mathworks, Inc.) using the non-linear least squares fit routine by minimizing the
weighted residuals. Confidence intervals (%) of determined parameters are computed from the
covariance matrix obtained from the fit procedure. FCS curves are fit using a model accounting
for photon antibunching, triplet kinetics and diffusion, as well as one or two additional bunching
terms for the observed kinetics:

G(τ) =
γ

N

(
1 +

τ

τD

)−1(
1 +

τ

p2τD

)−1/2

×(
1 +

T

1− T
e

τ
τT

)(
1 + ar,1e

−τ/τr,1 + ar,2e
−τ/τr,2

)
(.)

where ar,1/2 are the amplitudes and τr,1/2 the relaxation time constants of the quenching re-
laxation autocorrelation [], τD is the diffusion time constant, N is the average number of
particles in the focus, γ = 2−3/2 is a correction factor accounting for the shape of the confocal
volume, p is the ratio of axial to lateral size of the confocal volume, τT is the triplet time constant
and T is the triplet fraction. e parameters of the dynamic quenching term are related to the
off- and on-rates of the quenching process by []:

τr =
1

kon + koff
(.)

ar =
koff
kon

(.)

In terms of the system at hand, kon and koff can be interpreted as the microscopic rate constants
of end-to-end contact formation and dissociation.

. Supplementary experimental results

.. Control measurements

We characterized the labeled S-peptide in terms of fluorescence lifetime and anisotropy with
respect to a control construct without tryptophan (Figure . A and B). e fluorescence lifetime
of Ao changed slightly upon aachment to the peptide from . ns for the free dye (data not
shown) to . ns. Upon addition of the tryptophan, the lifetime decreased slightly to . ns,





. Supplementary experimental results

τ1 A1 τ2 A2

37± 5 ns 0.32± 0.05 120± 11 ns 0.35± 0.05

N τD p τAB AAB τT T

0.411± 0.001 51.4± 0.2 µs 4.28± 0.05 1.67± 0.05 ns 0.91± 0.02 2.4± 0.2 µs 0.085± 0.003

Table .: Fit results for PET-FCS measurement. Parameters as described in the main text. Errors are given
as % confidence intervals.

which is due to dynamic quenching on the timescale of the fluorescence lifetime []. Using the
Stern-Volmer equation [], the dynamic quenching rate kq can be calculated from the quenched
and unquenched lifetime τq and τu as:

kq = τ−1
q − τ−1

u (.)

is yields a relaxation time for the dynamic quenching process of ∼ ns, in very good
agreement with the observed fast quenching constant. No significant change in the fluores-
cence anisotropy was observed upon addition of the tryptophan, thus the rotational movement
of the dye is not affected by the quenching interaction. Upon removal of the tryptophan, the dy-
namic quenching term disappears (Figure . C). Still, a small triplet amplitude is detected even
in the absence of tryptophan. To confirm that the observed amplitude is indeed caused by photo-
physics, we performed a series of measurements at different excitation powers (Figure . D-F).
e only significant change in the obtained correlation functions was the triplet amplitude (see
Figure . F and inset in Figure . D), whereas the other kinetic amplitudes showed no power
dependence (Figure . E).

.. Circular dichroism

CD measurements were performed on a Jasco J- spectrophotometer at  ℃. Labeled S-
peptide with and without Trp was solvated at  mg ml− concentration in DPBS buffer (Sigma-
Aldrich). e samples were measured in a quartz cell with . mm path lenght. Data is expressed
in terms of mean residue molecular elliptisity [θ]λ. CD data was smoothed using a Savitzky-
Golay-Filter with order  and a window of  nm [].
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Figure .: Fit of the experimental correlation function using a model accounting for one kinetic compo-
nent (A) and two kinetic components (B). e weighted residuals show that one kinetic com-
ponent is not sufficient to describe the observed dynamics. e χ2

red. goodness-of-fit measure
changes from 2.80 to 1.09 upon inclusion of a second kinetic component. e Bayesian infor-
mation criterion (BIC) is significantly lowered from  to , justifying the inclusion of the
second kinetic component.

Figure .: (A) Normalized intensity decays for S-peptide. e lifetime changes from . ns to . ns upon
addition of the tryptophan residue. (e lifetime of free Ao dye is . ns) (B) e time-
resolved fluorescence anisotropy shows no significant change. (C) PET-FCS curves reveal no
dynamic term in the control construct, although a small triplet fraction is visible. Measurement
performed at  μW laser power. (D-E) Testing for power dependence of observed bunching
terms reveals that only the triplet term at ∼  μs depends on laser power, while the kinetic
terms are not affected. (A) Amplitude for ∼  ns component. (A) Amplitude for ∼  ns
component.





Chapter 

Adenylylation of Tyr stabilizes Rabb
GTPase in an active state: A molecular
dynamics simulation analysis

e pathogenic pathway of Legionella pneumophila exploits the intracellular vesicle transport
system via the posranslational aachment of adenosine monophosphate (AMP) to the Tyr
sidechain of human Ras like GTPase Rabb. e modification, termed adenylylation, is per-
formed by the bacterial enzyme DrrA/SidM, however the effect on conformational properties
of the molecular switch mechanism of Rabb remained unresolved. In this study we find that
the adenylylation of Tyr stabilizes the active Rabb state by locking the switch in the active
signaling conformation independent of bound GTP or GDP and that electrostatic interactions
due to the additional negative charge in the switch region make significant contributions. e
stacking interaction between adenine and Phe however, seems to have only minor influence
on this stabilisation. e results may also have implications for the mechanistic understanding
of conformational switching in other signaling proteins.

. Introduction

e orchestration of intracellular protein interaction networks requires tight temporal and spa-
tial regulation in order to maintain homeostasis and to react to changing environmental condi-
tions. Small Ras-like GTPases (guanosine triphosphate phosphohydrolases), also referred to as
G-proteins, play a pivotal role in the coordination of intracellular signaling by acting as binary
molecular switches []. e discrimination between the active and inactive state is achieved
by differential co-factor binding: GTPases are in the active (“on”) state when bound to guanosine
triphosphate (GTP), but inactive (“o”) when complexed with guanosine diphosphate (GDP). Sig-
naling is promoted by the binding and recruitment of effector proteins that specifically interact
with the active state of the GTPase. Due to their fundamental role in coordinating signaling it is
not very surprising that many intracellularly replicating bacterial pathogens have evolved with
mechanisms to interfere with GTPase activities and thereby promote their survival []. Among
several activity modulating strategies, the covalent aachment of additional functional groups
(also referred to as posranslational modifications (PTMs)) appears to be particularly prominent
and interesting. We and others have previously observed that the pathogenic bacterium Le-
gionella pneumophila covalently modifies the human G-protein Rabb via the posranslational
aachment of adenosine monophosphate (AMP) from adenosine triphosphate (ATP) to the side

Parts of this chapter have been published in []
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chain of residue Tyr with the help of the bacterial protein DrrA (also known as SidM). is en-
zymatic adenylylation (also termed AMPylation) exploits the intracellular vesicle transport sys-
tem of its host cell []. It has been observed that adenylylation of small GTPases can abrogate
the interaction with GAPs [] or downstream effectors [, ]. In particular, adenylylation
of Rab blocks the access of the human GAP TBCD and the Legionella GAP LepB in vitro [,
, ]. us, Rab adenylylation appears to stabilize the G-protein in the active GTP-state by
inhibiting GAP-mediated GTP-hydrolysis. It is, however, less obvious whether the adenylylated
Rab protein also maintains an active conformation that is in principle capable of interacting
with GTP-state specific cellular factors. e activity state of a GTPase is communicated to in-
teraction partners mainly via two highly important regulatory regions that are referred to as
switch I and switch II. In the inactive GDP-bound state, these regions are structurally disordered
but they become highly conformationally restrained in the active GTP-bound form. Interacting
molecules very sensitively probe the switch conformations and thus can bind specifically either
the GDP- or the GTP-state. Interestingly, the adenylylated residue Tyr of Rab is located in
the switch II region and consequently the question arises as to how this modification may affect
the configurational ensemble of the switch II and/or switch I regions. e X-ray structure of
the AMP-Rab:GTP complex revealed a stacking interaction of the adenine base of the adeny-
lylated Tyr of switch II with a highly conserved phenylalanine (Phe) side chain []. is
interaction may suggest that Tyr-adenylylation fixes switch II in a defined and active–state
like conformation. Furthermore, we have observed recently that the deadenylylation reaction of
AMP-Rab by SidD is independent of the nucleotide-state of the G-protein, i. e. AMP-Rab:GDP
and AMP-Rab:GTP show no difference in their substrate properties [].

is observation is a very astonishing finding since most GTPase interacting molecules very
sensitively discriminate between the GDP- and GTP-states by binding only to the inactive or
the active switch conformations, respectively. e lack of discrimination of SidD between the
GDP- and GTP-states of AMP-Rab may therefore suggest that the switch regions are locked in
identical conformations. Consequently, adenylylation of Rabb could force the switch regions
into the active conformation even if the protein is actually in the GDP-state possibly due to the
stacking interaction with the Phe residue observed in the crystal structure.

In order to elucidate this mechanism we performed extensive continuous Molecular Dynamics
(MD) and Umbrella Sampling (US) based free energy simulations to compare the influence of
adenylylation on Rabb conformational states bound to either GTP or GDP. e simulations
indicate a stabilizing effect of the Tyr adenylylation on the active form of Rabb even in the
presence of GDP. In addition, electrostatic energy analysis of conformational ensembles close to
the active states vs. states representing the inactive form reveals that electrostatic interactions
make the major favorable contribution to the active state stabilization in the presence of the Tyr
adenylylation. e simulation study indicates that stabilizing effects of side chain modifications
in GTPases (not necessarily close to the GTP/GDP binding site) might not only be mediated by
contacts but also indirectly e. g. by electrostatic interactions. e result may also have important
implications for understanding the influence of other modifications on signaling proteins.
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. Results

.. Molecular Dynamics simulations and in vitro deadenylylation assay on
Rabb

In order to elucidate the influence of the bound nucleotide and adenylylation of Tyr on the
conformational flexibility and stability of Rabb we first performed a series of continuous (c)MD-
simulations in explicit solvent. e simulations were started from the crystal structure of the GTP
bound form with native or adenylylated residue Tyr (i. e. AMP covalently aached to the OZ
atom of Tyr). Starting structures in complex with GDP with or without Tyr modification
were generated in silico by removing the corresponding atoms from the crystal structure. In all
simulations the protein structure remained overall close to the starting conformation with an
overall backbone root-mean-square deviation (RMSD) of < . nm with respect to the crystal
structure (Figure .). e calculated root-mean-square-fluctuation (RMSF) of the switch I and II
regions showed larger fluctuations in the GDP vs GTP complexes but no sign of unfolding, e. g.
towards the inactive form in the presence of GDP (Figure .).

e Mg2+ ion stayed close to the initial placement in simulations with either GTP or GDP
bound to Rabb. In simulations with GTP two water molecules persisted in the close vicinity of
Mg2+ exposing the oxygen atom which carries the negative partial charge to the Mg ion (Figure
.). is induced a local shielding effect of the two positive charges by the dipole field of the
water molecules. ese water molecules were also found in the crystal structure of Rabb [].
e cavity arising from the hydrolysis of GTP to GDP (i.e removal of the γ-phosphate from
GTP) was filled with a third water molecule which persisted throughout all simulations with
GDP bound to Rabb. Residues Ser, r and Tyr located in the switch I region formed
persistent H-bonds with the γ-phosphate during the simulation in line with the X-ray structure
[]. Also in agreement with experiment, one persistent H-bond between γ-phosphate and the
backbone of switch II residue Gly was observed.

e X-ray structure of the AMP-Rabb:GppNHp complex revealed a planar packing of the
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Figure .: Root-mean-square deviation (RMSD) of protein backbone with respect to the AMP-
Rabb:GppNHp X-ray structures of four cMD simulations for different Rabb systems. e
flexible five N- and C-terminal residues were excluded from the RMSD calculations, respec-
tively. e initial conformations were well conserved throughout the  ns simulations which
is reflected in a RMSD below . nm for all simulations.
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Figure .: Noncovalent interaction network of GTP bound to Rabb observed during Molecular Dynam-
ics simulations. GTP is depicted as atom-color-coded sticks while Rabb is indicated as blue
cartoon. e bound magnesium ion is shown as a green sphere. Rabb residues forming bonds
with GTP are shown as sticks. e γ-phosphate group of GTP forms  hydrogen bonds with
switch I residues Tyr, Ser, and r of Rabb. One additional bond is formed between
switch II residue Gly and GTP. e nucleotide is further stabilized in the binding pocket by
two salt bridges formed with core residue Lys. Two water molecules build a charge shielding
shell around Mg2+ ion and are tightly bound during all the simulations.
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nine double ring structure of AMP-Tyr during cMD simulations. A short distance (below .
nm) indicates a stacking interaction between the adenine and residue . Sampling of larger
distances corresponds to non-contacting states.

highly conserved Phe phenyl ring with the adenine double ring of adenylylated Tyr which
suggests a functionally relevant π-stacking interaction []. Based on this suggestion additional
 ns simulations of the adenylylated Rabb mutant FA (Rabb(FA)) in the presence of ei-
ther GDP or GTP were performed and compared with simulation results of wild type AMP-Rabb.
Again, neither the GTP nor the GDP bound case resulted in significant structural changes in the
switch regions during the simulation time (see Figure .). However, the conformational sam-
pling of the adenine base aached to Tyr is altered by the FA mutation: A histogram plot of
distances between the Cβ-atom of residue  and the adenine double ring of AMP-Tyr reveals
a significant loss of the stacking interaction between the Ala side chain and the adenine ring
in the Rabb(FA) mutant compared to wild-type (both in the GTP or GDP bound case, Figure
.). Cluster analysis indicated a dominating cluster for AMP-Rabb with about % of all frames
representing a stacking interaction between Phe and AMP when GTP was bound and slightly
less with bound GDP (see Figure ., .A). For the FA mutant the clustering revealed that the
AMP modification gains conformational freedom visiting a broader range of configurations (Fig-
ure ., C,B, and D: three of the five largest clusters). Importantly, the average distance between
AMP group and residue  is considerably larger in case of the FA mutation compared to the
wild type (Figure .) incompatible with an effective stacking interaction.

In order to probe its relevance for the switch mechanism we performed enzymatic deadeny-
lylation reactions of preparatively modified AMP-Rabb. We have observed previously that
the deadenylylation enzyme SidD does not discriminate between GDP- and GTP-bound AMP-
Rabb []. However, SidD shows much weaker activity toward the synthetic adenylylated
switch II peptide TITYAMPYRGAHGC in comparison to AMP-Rabb:GTP (kcat/KM(peptide) =
 M− s− vs. kcat/KM(AMP-Rabb:GTP) =  ×  M− s−) (Figure .) []. is obser-
vation is a strong indication that SidD requires the recognition of specific structural elements
in Rabb rather than merely binding to the adenylylated tyrosine. e structural specificity of
SidD in particular and since GTPase-binding proteins and enzymes usually discriminate very
sensitively activity states by probing the conformations of the switch regions, the hypothesis
was derived that adenylylation locks both GDP- and GTP-forms in the same conformation. If
the Phe-adenine interaction was relevant for this locking effect, a FA substitution would be
expected to promote conformational segregation and thus affect SidD catalytic rates (resulting
in preference of AMP-Rab(FA):GTP over AMP-Rab(FA):GDP). However, the differences
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AMP-Tyr77
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Figure .: Stacking interactions between the adenine double ring of adenylylated Tyr with the phenyl
ring of Phe observed during  ns continuous MD simulation of AMP-Rabb:GTP. Cluster-
ing of AMP-Tyr orientations indicated stacked conformations (largest conformational clus-
ter) occurring in % of the whole simulation trajectory (A). e stacking interaction, how-
ever, is greatly reduced in the simulation of the FA mutation. e decoupled AMP sidechain
showed high flexibility and visited various states at increased distance to Ala during a  ns
simulation of the mutant. e three largest clusters are depicted (B,C,D).

in catalytic deadenylylation of AMP-Rab(FA):GppNHp vs AMP-Rab(FA):GDP were neg-
ligible (Figure .) and thus similar (active) conformations of the switch regions in the AMP-
Rab(FA) proteins are expected. Consequently, the Phe may not contribute significantly to
rigidifying the conformations of adenylylated Rab in both activity states, suggesting that other
molecular effects are predominant in locking the conformational states.

.. Free energy calculation of switch region unfolding reveals stabilization
by adenylylation

In order to directly probe the effect of chemical modification and/or mutation of Rabb on the
transition between active and inactive states (conformational ensembles), we performed Um-
brella Sampling (US) free energy simulations. is approach permits to induce conformational
transitions associated with the active and inactive states using a penalty potential to unfold the
switch region during simulations. It also allowed us to calculate the associated change in free en-
ergy (also termed potential of mean force: PMF) for the transition and how it depends on adeny-
lylation and on bound nucleotide. As a reaction coordinate for the US simulations the mean
deviation of a set of distances within the switch II region from the active state was employed
(dRMSD coordinate, illustrated in Figure . and explained in detail in the Methods section). A
small reference dRMSD results in sampling of conformations close to the active GTPase con-
formation whereas unfolding of the switch region is induced with increasing reference dRMSD
(modified in  umbrella windows from DA

0 =  nm to DB
0 = . nm). In order to improve the

convergence of the US simulations frequent replica exchanges between neighboring US windows
were allowed (H-REUS technique, see Methods). e calculated PMF showed reasonable conver-
gence aer  ns of data gathering time in each US window (Figure .). e active state ensemble
is represented by conformations close to the minimum of the calculated free energy curve (Figure
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Figure .: (A) Illustration of the set of distances which contributed to the dRMSD bond network in order
to bias the unfolding of the switch II region. Contributing atoms are highlighted as red spheres,
the distances are shown as dashed lines. Rabb is shown in its active conformation taken from
X-ray structure (PDB code NKV) but without adenylylation. (B) Superimposed structures of
Rabb homologs human RAS-related proteins Rabd (PDB code GF) and Raba (PDB code
CLV) in GDP bound form with a representative inactive state snapshot from dRMSD US sim-
ulations. e snapshot agrees qualitatively with unfolded features of switch I and switch II
regions observed in the Rabb GDP bound homologs.
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Figure .: Kinetics of deadenylylation (A) Deadenylylation of AMP-Rabb:GTP and the adenylylated pep-
tide TITYAMPYRGAHGC by SidD revealing a significant preference for the adenylylate pro-
tein. Demodification of AMP-Rabb:GTP ( μM) or peptide ( μM) were initiated with cat-
alytic amounts of SidD ( nM or  nM, respectively). Deadenylylation was monitored using
the change in intrinsic tryptophan fluorescence (AMP-Rabb:GTP) or by quantifying reaction
products on reversed phase chromatography (peptides). Data were fied to a single expo-
nential function. Inset: Comparison of reaction progress on long time scales. For compari-
son, the reaction progress curve for  μM peptide-AMP with  nM SidD (grey) was simulated
as described in methods. (B) Deadenylylation of Rabb AMP-Rabb(FA):GDP (green) and
AMP-Rabb(FA):GppNHp (black) by SidD. Deadenylylation of  μM Rabb was initiated by
addition of  nM SidD and monitored via intrinsic tryptophan fluorescence.
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Figure .: e effect of different modifications in Rabb on the unfolding free energy of switch II along
the dRMSD coordinate. Only the inactive Rabb:GDP form has a significantly lower unfolding
free energy of the switch II region compared to the other Rabb modifications. e removal of
the Phe stacking interaction with adenylylated Tyr by FA mutation shows no notable
difference in the unfolding free energy profile compared to the AMP-Rabb:GDP version.

.) at small dRMSD (below . nm). Already at dRMSD > . nm the switch region starts to
unfold. e definition of a dRMSD range for the inactive state was based on the comparison with
GDP bound GTPase X-ray structures and their associated dRMSD values (. nm for the set of
distances, which is also close to the plateau regime observed in the calculated free energy curves,
Figure .). Note, that during the US simulations along the dRMSD coordinate an ensemble of
conformations at the regime of the inactive state was sampled (Figure S). Hence, the simula-
tions support the view that the inactive state is not represented by a single stable conformation
but compatible with various unfolded conformations. In all systems the unfolding process re-
sulted in an increase in free energy along the reaction coordinate (Figure .). However, in case
of an unmodified Rabb:GDP the free energy increase was significantly (about  kJ/mol) smaller
than in case of a bound GTP. e calculated free energy changes were also tested with respect
to changes in the force constants used to control the dRMSD deviation from a reference during
the US simulations (supp. Information, Figure S). For increasing or lowering the force constant
by a factor of  or , respectively, almost the same free energy change (within ∼  kJ mol−,
supp. Information, Figure S) was obtained indicating the calculated PMFs are robust with re-
spect to changes in the force constants used in the US simulations. In addition, the presence of
the adenylylated Tyr appears to stabilize the active state of the GTPase for both the GTP and
GDP bound cases (Figure .). e calculated free energy change for the AMP-Rabb:GDP case
is similar to the Rabb:GTP curve. For Rabb:GDP a consecutive unfolding was found starting
with the switch II helix unfolding in lower dRMSD replica and followed by switch I at higher
dRMSD indicating a coupling of both conformational regimes. Unfolding simulations of switch
II revealed that the major conformational rearrangement occurred in the N-terminal part of the
helix between residues Gly and Tyr (see MD-snapshot in Figure .). In addition to the wild
type Rabb protein, free energy simulations were also performed on the FA mutation of AMP-
Rabb:GDP. Surprisingly, the unfolding characteristics of the FA mutant were similar to the
AMP-Rabb:GDP simulation indicating that the observed transient stacking between AMP and
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Difference electrostatic unfolding energy a ∆∆Ecoulomb ∆∆Ereaction-field ∆∆Etotal

AMP-Rabb:GDP − Rabb:GDP −2.6± 1.8 22.4± 10.4 19.8± 12.2
Rabb:GTP − Rabb:GDP −1.5± 1.4 30.5± 10.4 29.0± 11.8

a values are given in [kJ/mol]

Table .: Electrostatic contributions to the mean energy difference of inactive vs. active conformational
ensembles of Rabb:GDP in the presence or absence of the adenylylation at Tyr based on
FDPB calculations (see Methods for details). A positive ∆∆E indicates a stronger favorisation
of the active form (relative to inactive) for the adenylylated variant (equivalent to a relative
stabilization of the inactive ensemble vs active ensemble in the absence of adenylylation). e
energetic contributions are split into two contributions for direct Coulomb interactions and the
electrostatic solvation (reaction field) term, respectively. e top row shows the relative elec-
trostatic stabilization of the wildtype vs. the adenylylated Rabb (both with GDP bound). e
second row indicates the corresponding electrostatic energy differences for active vs inactive
conformations in case of GTP vs. GDP bound to Rabb (indicating an electrostatic stabilization
of the active conformational ensemble by the presence of GTP compared to GDP).

Phe (observed in the cMD simulations) may not be of dominant importance for stabilizing the
active state (Figure .).

.. Electrostatic effects of adenylylation affect Rabb conformations

Since the proposed stacking interaction between Phe and the adenine base appeared not to be
of major significance for stabilizing the switch region, we aimed at analyzing the electrostatic
effects resulting from the presence of AMP on Rabb conformations. e adenylylated Tyr
residue is located in the switch II region relatively far from the GTP binding site. In order to
investigate the influence of long-range electrostatic interactions we compared the electrostatic
energy of Rabb in the active and inactive states. e electrostatic energies were calculated for an
ensemble of conformations extracted from the AMP-Rabb:GDP umbrella sampling simulations
with dRMSD values of around .nm representing the active state. A conformational ensemble of
unfolded switch II region with dRMSD around .nm represented the inactive conformational
ensemble. Snapshots were taken from the trajectories every . ns skipping the initial  ns to
account for equilibration. Electrostatic contributions can be split into Coulomb interactions be-
tween atoms belonging to Rabb in the different ensembles (termed Coulomb contributions) and
secondary interactions of the protein atoms with the surrounding solvent (termed electrostatic
solvation or reaction field contribution). Both average contributions can differ in the active ver-
sus inactive ensembles depending on distances between charges (Coulomb contribution) and
accessibility to solvent (solvation or reaction field contribution). e total electrostatic energy is
given as a sum of these two contributions.

e Coulomb contributions and solvent induced reaction field contributions were calculated
with the finite-difference Poisson-Boltzmann (FDPB) approach and a continuum solvent repre-
sentation (see Methods for details). In order to focus on the influence of adenylylation and to
minimize the numerical error of the FDBP solutions, the calculations were repeated aer re-
placing the adenylylated residue  with an unmodified Tyr residue in the active and inactive
ensembles. is procedure does not account for possible differences in the sampled ensembles
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System ∆∆G ∆G

AMP-Rabb:GDP . .
AMP-Rabb(FA):GDP . .
AMP-Rabb:GTP . .

Rabb:GTP . .
Rabb:GDP – .

Table .: Calculated relative free energy differences of unfolding the switch II region with respect to
Rabb:GDP (∆∆G) and absolute unfolding free energy (∆G) in [kJ/mol] from US simulations.
e absolute unfolding free energies ∆G were calculated by integrating the PMF for the ac-
tive regime (corresponding dRMSD range .–. nm) and the inactive regime (dRMSD range
.–. nm) and substracting the values. e free energy of unfolding for the Rabb:GDP case
was again substracted from ∆G values to get relative ∆∆G.

between adenylylated and unmodified Rabb but allows to focus directly on the adenylylation
effect.

While the direct Coulomb interactions favor the unfolded structure of AMP-Tyr compared
to unmodified Tyr by about −. kJ mol−, the inverse effect was observed for the reaction
field contribution with about . kJ mol− (Table .). In total, the wildtype Rabb:GDP inactive
ensemble of switch II is favored electrostatically by . kJ mol− compared to AMP-Rabb:GDP.
e calculated difference in electrostatic energy is consistent with the PMF unfolding curves
(suggesting a free energy difference of about  kJ mol−, Table .) and provides a possible en-
ergetic explanation for the stabilizing effect of AMP on the switch regions. Although not at the
focus of the present study we also compared the mean electrostatic energy of Rabb:GTP ver-
sus Rabb:GDP in active versus inactive ensembles using the same procedure. In this case the
calculations predicted a strong favorisation of the inactive ensemble vs. active ensemble of the
Rabb:GDP complex relative to the Rabb:GTP complex by . kJ mol− (Table .). is result
predicts that electrostatic interactions stabilize an active state ensemble (relative to the inactive
state ensemble) considerably more in the presence of GTP versus GDP (in agreement with the
experimental observation). Note, that the same trend was also found for calculations using an
internal dielectric constant of  or  for the protein (see supp. Material Table S) which in part
accounts for the possible relaxation of the protein charge distribution upon removal of the Tyr
modification or switch from GTP to a bound GDP in the trajectory analysis. It is also consistent
with the calculated trend from the free energy simulations which predicted a relative stabiliza-
tion free energy of . kJ mol− (Table .). Note, that an agreement is not necessarily expected
because other energetic and entropic contributions also contribute to the relative stabilities of
inactive and active conformational ensembles. ese contributions are accounted for the in free
energy simulations but not in the electrostatic energy calculations.

. Discussion

e molecular mechanism how adenylylation of residue Tyr within the switch II region affects
the active and inactive conformations of Rabb has not been addressed previously. Here, we em-
ployed MD and free energy simulations to characterize the conformational flexibility and stability
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of Rabb in different GDP/GTP states in dependence of Tyr adenylylation. On the time scale
of  ns of our continuous MD simulations similar flexibility paerns of the different Rabb nu-
cleotide complexes were found. e observed hydrogen bonding paern and location of water
molecules was compatible with available experimental structures []. In case of Tyr adeny-
lylation, the adenine group of AMP stacked on the neighboring Phe for a significant fraction
of the simulation time but also other states with fully solvent exposed AMP group were sampled.
A FA substitution in silico resulted in the elimination of this π-stacking interaction and in-
creased the conformational flexibility of Tyr-AMP. e modified and unmodified Rabb:GDP
complexes showed generally larger fluctuations in the switch I and switch II regions compared to
GTP-bound complexes. However, no spontaneous unfolding of the switch regions characteristic
for an inactive conformation in the presence of GDP was observed on the time scale of the cMD
simulations. is is not surprising since the estimated time scale of such changes is in the range
of tenth of seconds [–].

In order to still calculate the free energy change associated with a transition to the inactive
state we employed US based on a dRMSD coordinate that allows gradual unfolding of the switch
region and transition to conformations representing the inactive state. e sampled inactive
conformations agreed qualitatively well with switch II helix and switch I loop regions found in
related Ras-GTPases (X-ray structures of the GDP bound form of Rab proteins , PDB codes GF,
CLV and Q, Figure .) []. e simulations predicted in all cases an increase of the free
energy towards unfolding of the switch region. Although this may support a view that Rabb
behaves as a non-classical GTPase there is are many experimental studies that demonstrate that
Rabb indeed operates by a classical GTPase-mode. is is supported by the crystal structure of
a homologous Raba GTPase (more than % sequence identity to Rabb) in the presence of GDP
(PDB code FOL) which indicates an unfolded and disordered structure of the switch regions. In
addition, it has been shown that several Rab effector proteins (such as Mical-, Mical-C, Mical-
C, Golgin, GM, p, Rabaptin) favor the GTP-bound state over the GDP state [–].
In addition, the GDP-specific Rab-binding protein GDI has been shown in several instances that
it does not bind to the GTP-state but only interacts with the inactive GDP Rabb form [,
]. ese results indicate that Rabb significantly differs in its conformations between the
GDP- and GTP-states since effectors (GTP-specific) and GDI (GDP-specific) discriminate unam-
biguously between the activity states. Our US simulations along the dRMSD coordinate did not
reveal a single compact conformation representing the inactive state but suggest a largely disor-
dered more solvent exposed ensemble of conformations. It is well known that current molecular
mechanics force fields overestimate the stability of compact states even of disordered proteins
[, ]. In turn this might cause an artificial over-stabilization of the folded compact states of
the switch regions. Nevertheless, the calculated free energy change associated with a transition
from an active to an inactive state was significantly smaller in the presence of GDP compared to
GTP confirming that the relative change for the transition is in qualitative agreement with the
experimental observation.

Furthermore, the US simulations showed that the adenylylation of Tyr stabilizes the active
state relative to the inactive state regardless of GDP or GTP binding. e free energy costs of
unfolding the switch region (AMP-Rab:GDP to Rab:GDP) were similar to the level obtained
for Rabb:GTP (Rab:GTP to Rab:GDP). is result agrees with an interpretation that Tyr
adenylylation could lock Rabb in an active conformation in the AMP-modified form [, ].
Hypothetically, the stacking interaction of the AMP group with the Phe observed in the ex-
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perimental X-ray structure [] and during the cMD simulations may be involved in this stabi-
lization. However, a similar calculated free energy change associated with the unfolding process
was obtained for a FA mutation in silico, suggesting that base stacking is not the major con-
tribution to conformational stabilization of AMP-Tyr. An analysis of the electrostatic energy
of the active and inactive states revealed that the presence of the adenylylation destabilizes the
ensemble of the inactive conformations mainly due to a reduced electrostatic solvation (solvent
reaction field) contribution. In combination with our observation, that the geometric coordina-
tion of the adenine group of AMP does not impair the stabilization of the active state ensemble
we assume, that mainly the inclusion of an additional negative charge in switch II located at the
phosphate group of AMP modifies the electrostatic field such that the reaction of surrounding
dielectric solvent molecules inhibits a transition to the inactive ensemble.

e combination of MD simulations and in vitro enzymatic activity assays suggest that adeny-
lylation of Rab at switch II tyrosine  significantly changes conformational transitions of the
GTPase domain. As a consequence, the G-protein surprisingly adopts an active-like conforma-
tion in both nucleotide states and thus AMP-modification may in this instance uncouple Rab-
activation from the conventional cyclic GDP-GTP-binding. Generally, the effects of PTMs on
the conformations of small GTPases using structural or computational methods are only poorly
characterized. In one study, Kalbitzer and coworkers used H and P nuclear magnetic reso-
nance (NMR) spectroscopy to investigate the consequences of r-glycosylation of H-Ras to
gain insight into structural consequences of this particular PTM []. eir work supported an
earlier model from crystallographic studies of glycosylated H-Ras that suggested a disordering of
switch I due to interference with Mg2+ coordination and Tyr-nucleotide interactions []. In
this respect, glycosylation impaired effector protein binding by promoting a disordered switch I
state and by sterically interfering with protein-protein interactions. Rab adenylylation appears
to have the opposite effect and actually promotes the active conformations of the switch region.
It will be interesting to see whether other modifications of small GTPases (i. e. adenylylation of
Cdc on r or Tyr, phosphocholination of Rabb on Ser [, , ]) will have similar
conformational consequences.

Our study indicates that chemical modifications located at a distance from the nucleotide bind-
ing site of a Rabb protein may considerably affect the conformational equilibrium of active and
inactive states. In addition to contacts in the neighborhood of the modification, long range elec-
trostatic interactions contribute significantly to stabilizing an active signaling state which may
also be relevant for understanding the influence of other modifications on the signaling mecha-
nism in other signaling proteins.

. Methods

.. Molecular Dynamics Simulation Setup

e crystal structure of the Rabb protein with an Adenosinmonophosphate (AMP) moiety cova-
lently aached to OZ atom of Tyr in complex with the GTP analog Phosphoaminophosphonic
Acid Guanylate Ester (GNP) (PDB code NKV) served as start structure for the simulations. e
nitrogen atom in GNP bridging the beta to the gamma phosphate group was replaced by an oxy-
gen atom which resulted in the AMP-Rabb:GTP complex model structure. For simulations on
unmodified Rabb or bound to GDP the AMP modification and/or the γ-phosphate group were
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removed to create start structures of the Rabb:GTP, AMP-Rabb:GDP, and Rabb:GDP com-
plexes, respectively. All simulations were performed with the GROMACS molecular dynamics
soware suite release version v. [, ]. e Amber ffsb-ILDN forcefield [] was used for
the protein and parameters for guanosine nucleotides GDP and GTP were taken from Carlson et
al. []. Partial charges for the adenylylated Tyr residue were calculated using Gaussian
[] with BLYP [, ] with the -G* basis set level [] and a total charge of − e
following the restraint electrostatic potential (RESP) protocol []. e antechamber program
[] of the AmberTools package [] in combination with the general amber forcefield GAFF
[] was used to assign atom types and bonded parameters. e system topologies were finally
prepared with the tleap tool from the AmberTools soware package and then translated to
Gromacs topology files via acype []. To render the systems charge neutral sodium ions were
added and the protein was solvated with the TIPP water model [] in a truncated octahedron
box with periodic boundary conditions and a minimum distance of  mm from solute to the box
boundaries.

.. Simulation protocol

Aer the setup procedure, energy minimization with the steepest decent algorithm was
performed until one convergence criterion of either  k steps or a maximum force below
 kJ mol− nm− was reached. e minimization was followed by two short equilibration runs
of each  ps duration at a time step of  fs, primarily in the NVT and then in the NPT ensemble.
All heavy backbone atoms were restraint in space with a harmonic potential at force constant
of  kJ mol− nm− to avoid conformational rearrangements whilst equilibration. e equa-
tions of motions were solved according to the leap-frog integrator (MD) and the Particle Mesh
Ewald (PME) algorithm was used to calculate long range electrostatics [] with a grid inter-
polation up to the order of  ( in NPT and production run) and FFT grid spacing of . nm.
e Lennard–Jones interactions were switched to zero aer . nm with a cutoff value of . nm
for both Lennard–Jones and real space electrostatic interactions. e temperature was adapted
to a reference of  K with the velocity rescale [] algorithm and pressure in the NPT equili-
bration phase was controlled with the Berendsen barostat [] to equal . bar. For production
runs the time step size was increased to  fs and the Parinello–Rahman barostat was applied
[]. A long range dispersion correction for energy and pressure was applied to account for the
error introduced by truncated Lennard-Jones interactions. e LINear Constraint Solver []
with a coupling matrix extension order of  ( in production run) constrained the bond lengths
involving H atoms.

.. Stacking interaction between Phe and AMP-Tyr sidechains

Sidechain conformations of AMP-Tyr were clustered for the  ns trajectories of systems
Rabb:GTP, Rabb:GDP, Rabb(FA):GTP, and Rabb(FA):GDP in order to characterise the
prevalence of the π-stacking interaction between adenine double ring of AMP-Tyr with the
phenyl ring of Phe. e protein trajectories were aligned before clustering of the AMP-Tyr
sidechain was performed using the single linkage method with a RMSD cutoff of . nm as im-
plemented in g_cluster of the GROMACS toolchain. Additionally the distance between Cβ atom
of residue  and the center of mass of the adenine double ring has been monitored over time
and a histogram was calculated by spliing the observed distance range in  bins (Figure .).
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.. Free energy simulations based on the root mean square deviation of a set
of intramolecular distances

e root mean square deviation of a set of distances (dRMSD) obtained during the simulation with
respect to the same set of distances in a reference structure was used as reaction coordinate. In
contrast to Cartesian RMSD this reaction coordinate does not require a superposition step and
is invariant under rotation. An additional advantage is that it is possible to include only subsets
of distances that are spatially separated in the dRMSD coordinate (e. g. only local short range
distances) which would require several superposition operations if using the Cartesian RMSD as
reaction coordinate. e collective variable is defined as the RMS sum over a set of N interatomic
distances di with a reference distance di0 (equation .).

D(di) =

√√√√ 1

N

N∑
i

(
di − di0

)2

(.)

e spring like biasing potential which emerges from the dRMSD (equation .) is expanded
to two reference dRMSD values DA

0 and DB
0 which are linearly connected over a coordinate

λ and allows for the calculation of a Potential of mean Force (PMF) curve along this coupling
coordinate.
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e biasing potential was used to perform umbrella sampling (US) free energy simulations
along the reaction coordinate λ. e simulations were carried out with an in-house implemen-
tation of the dRMSD potential in the GROMACS v. soware. In order to improve the sampling
of relevant conformational states along the dRMSD coordinate during US simulations replica
exchanges between simulations of neighboring λ values were introduced (REUS-technique).
Replica exchanges were aempted every  steps alternating between odd and even indexed
neighboring replica pairs to avoid that one system state could swap with more than one replica
window per exchange step. e force constant for the harmonic dRMSD potential function was
set to a value of  kJ mol− nm− and the reference dRMSD was changed in equidistant steps
from DA

0 = . nm to DB
0 = . nm in the replica windows. e number of  replica windows

was adjusted in test simulations such that exchange rates higher than  % were recorded. In or-
der to seed the reference distances for the distance pairs which accounted to the dRMSD, average
distances were calculated from the  ns cMD simulations. e PMF along the dRMSD coor-
dinate was calculated with the WHAM [] algorithm implemented by Grossfield et al. [],
using  bins and a tolerance of  × − kJ.

.. Electrostatic energy calculations

e electrostatic energy of Rabb conformations in different modification and in the presence
of different nucleotides was calculated using the finite-difference Poisson Boltzmann (FDPB) ap-
proach implemented in the APBS soware package []. Structures representing the active
state (represented by replica window with average dRMSD ≈ 0.1 nm with respect to the crystal
start structure) and the inactive state (replica with dRMSD ≈ 0.25 nm) were obtained as snap-
shots from the trajectories every  ps skipping the initial  ns to account for equilibration. All
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water molecules and surrounding ions were removed and the linearized FDPB was solved for
each snapshot with the APBS soware package [] using a two-stage focusing (initial bound-
ary conditions were calculated with the multiple Debye-Hückel option) and a final grid spacing
of . Å. e divalent Mg2+ was included in the continuum electrostatics calculation as it has
a significant effect on the local electrostatic field of the nucleotide binding site and the nearby
switch regions and was found to be conserved in its binding site throughout all simulations.
A dielectric constant of ϵ = 80 for solvent was used [] for protein in water was used. A
permiivity of ϵ = 1 in the protein was used to directly compare with the explicit solvent sim-
ulations which employ a vacuum permiivity and implicitly include orientational polarisation
effects since a trajectory of conformations was analysed. Electrostatic energy calculations for
the AMP-Rabb:GDP ensemble in inactive and active states were repeated aer replacing the
adenylylated residue  with tyrosine (resulting in Rabb:GDP structures) in order to estimate
the electrostatic contribution of the AMP modification to the switch opening. is procedure
minimizes all errors of electrostatic energy calculations which arise from the grid representation
of the molecules because the investigated structures differ only in the presence or absence of the
AMP group but not in the coordinates of all other atoms (placement relative to the grid). e
same protocol was applied to inactive and active conformations of the Rabb:GTP ensembles and
subsequent in silico mutation to Rabb:GDP by deletion of the γ-phosphate in GTP, in order to
give an estimate for the electrostatic contribution of GTP vs. GDP to the switch I/II stability.

.. Protein Expression and Purification

Rabb proteins, SidD37−350 and DrrA8−533 were produced as described previously [, , ].
In brief, SidD37−350 and DrrA- were cloned in a pET vector with N-terminal Hexahistidine-
tag (His6-tag) and a tobacco etch virus cleavage site. Protein production in E. coli BL Codon-
Plus (DE)-RIL cells was induced by addition of . mM IPTG overnight at  ℃. Purification
was achieved by Nickel affinity chromatography including cleavage of the His6-tag and final
gel filtration in  mM HEPES pH .;  mM NaCl;  mM DTE;  mM MgCl2. Rabb- pro-
teins were produced in a pMAL vector with N-terminal His6-MBP tag and a tobacco etch virus
cleavage site. Rabb mutant proteins were generated by site-directed mutagenesis. Protein pro-
duction in E. coli BL CodonPlus (DE) cells was induced by addition of . mM IPTG overnight
at  ℃. Purification was achieved by Nickel affinity chromatography including cleavage of the
His6-MBP-tag and final gel filtration in  mM HEPES pH .;  mM NaCl;  mM DTE;  mM
MgCl2;  μM GDP.

.. Preparative nucleotide exchange

Nucleotide exchange of Rabb proteins was performed as described earlier []. In brief, Rab
proteins were incubated with  mM ethylendiamintetraacetid acid (EDTA) and a  times molar
excess of nucleotide at  ℃ for at least  hours in exchange buffer ( mM HEPES pH .;  mM
NaCl,  mM DTE). Excess nucleotide was removed by using a PD- column (GE Healthcare) in
storage buffer ( mM HEPES pH .;  mM NaCl,  mM DTE;  mM MgCl2;  μM nucleotide).
Completeness of the exchange was verified by reversed phase HPLC analysis.
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Figure .: Convergence of PMF along the global dRMSD coordinate for AMP-Rabb:GDP system over
time. e cumulative PMF is ploed every  ns and the initial  ns are excluded from the
calculation for equilibration. PMF does not change by more than . kJ mol− ns− aer ap-
proximately  ns.

.. Preparative Adenylylation

Preparative adenylylation of Rabb was performed as described previously []. In brief, Rabb
was incubated with a . molar excess of ATP and an . molar ratio of DrrA- at room tem-
perature. Completeness of the reaction was verified by mass spectrometry. e modified protein
was purified by size exclusion chromatography ( mM HEPES pH .;  mM NaCl,  mM DTE;
 mM MgCl2;  μM GDP).

.. Deadenylylation of Peptide-AMP by SidD

Deadenylylation of the switch II peptide TITYAMPYRGAHGC by SidD37−350 was analyzed in a
time-dependent manner by reversed phase chromatography using an Aeris C widepore column
(Phenomenex) on a Shimadzu HPLC system. Peptide ( μM) was incubated with . μM SidD at
 ℃ and subjected to reversed phase HPLC analysis at indicated time points. A binary gradient
of % H2O containing .% trifluoracetic acid (TFA) and % acetonitrile containing .%
TFA from  to % acetonitrile at  ml min− flow rate was used to elute peptides. Peptides were
detected by measuring tyrosine absorption at  nm. e progress curve of  μM peptide-AMP
by  nM SidD was calculated in OriginPro v.G (OriginLab, Northampton, MA) using a  times
lower rate constant.

.. Deadenylylation assay

Deadenylylation by SidD- was measured using the change in tryptophan fluorescence as
reported previously [] in a Fluoromax- spectrophotometer (HORIBA Jobin Yvon) (excitation
at  nm; emission at  nm). Start of the deadenylylation reaction was induced by adding
 nM and  nM of SidD- to  μM Rabb- QA and  μM Rabb- FA in  mM
HEPES pH ., respectively;  mM NaCl;  mM MgCl2;  mM DTE at  ℃.
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.. Convergence of dRMSD simulations

In order to estimate the required simulation time to obtain well converged potential-of-mean-
force (PMF) curves for simulations with a dRMSD biasing potential on the switch II region,
we tested different simulation times of up to  ns per dRMSD interval (window) with 
replica windows on the unmodified Rabb:GDP system biasing the unfolding of switch II along
the dRMSD coordinate. e cumulative PMF along the dRMSD coordinate was ploed every
 ns (figure .). We found that the PMF change was smaller than  kJ mol− per  ns or
. kJ mol− ns− aer approximately  ns. Accordingly, following these benchmark results
we chose a simulation time of  ns for all dRMSD H-REUS simulations. e convergence crite-
rion of . kJ mol− ns− for the change in PMF per simulation time was met by all dRMSD PMF
simulations within the  ns .

System differences ϵprotein ∆∆Ecoulomb ∆∆Ereaction-field ∆∆Etotal

AMP-Rabb:GDP − Rabb-GDP 1 −2.6± 1.8 22.4± 10.4 19.8± 12.2
AMP-Rabb:GDP − Rabb-GDP 2 −1.3± 0.9 16.2± 9.4 14.9± 10.3
AMP-Rabb:GDP − Rabb-GDP 4 −0.7± 0.5 9.9± 7.6 9.2± 8.1

Rabb:GTP − Rabb-GDP 1 −1.5± 1.4 30.5± 10.4 29.0± 11.8
Rabb:GTP − Rabb-GDP 2 −0.8± 0.7 18.9± 13.5 18.1± 13.2
Rabb:GTP − Rabb-GDP 4 −0.4± 0.4 11.6± 7.7 11.2± 8.1

Table .: Electrostatic contributions to the mean energy difference of inactive vs. active conformational
ensembles of Rabb:GDP in the presence or absence of the adenylylation at Tyr based on
FDPB calculations (see Methods for details). Energies have been calculated for three different
dielectric constants in protein (ϵ = 1, 2, 4). e reaction field stabilizes the active conforma-
tion more when AMP or GTP are present and the effect is reproducible for different protein
permiivities ϵprotein. e reduction in calculated energy differences with increasing ϵ results
the increasing similarity of solvent and solute permiivity. e conformations that were used
for FDPB calculations were extracted from simulations in explicit solvent using a dielectric per-
miivity of ϵ = 1 which therefore is the correct permiivity for comparison with MD results.
∆∆E values are given in [kJ/mol].
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Figure .: An ensemble of conformations representing the transition from active to inactive state. Switch
II is colored in dark blue, the rest of Rabb is colored light blue. Snapshots are taken from
different replicas of the dRMSD H-REUS simulations.
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Figure .: Different force constants for the dRMSD biasing potential (equation ) have been tested for
unfolding of switch II region exemplarily on the Rabb:GDP system. Force constants k are
given in [kJ mol− nm−]. e biasing potential was increased in  steps from a reference
value of RA

0 = 0.0 to RB
0 = 0.65 (in production runs RB

0 = 0.40 was used). Note that the
effective force constant acting on a dRMSD atom pair is keff = k/N with the number of atom
pairs N = 11 resulting from the derivative of the biasing potential aer di. e resulting
PMFs converge for force constants over  kJ mol− nm−. At even lower force constant of
 kJ mol− nm− the biasing potential is unable to unfold switch II region resulting in no
sampling of the inactive configurations.





Chapter 

From Chaos to Order: The association
process of RNAse-S studied by Molecular
Dynamics Simulations

S-peptide undergoes a transitions from intrinsic disorder to an ordered helical state upon bind-
ing to its partner S-protein when forming the complex RNAse-S. Although RNAse-S is one of
the most studied protein systems, the driving principles of the association mechanism are still
not understood in full detail []. We use Molecular dynamics (MD) and advanced sampling
approaches to investigate the binding process of the  residue S-peptide at atomic resolution.
Our results complement the picture drawn by published literature. In agreement with experi-
ment we find significant conformational fluctuations of the isolated S-peptide compatible with
a disordered regime and only lile residual helical structure. Based on this solution regime and
with the help of two simplified diffusive models we rebut that S-peptide binds to S-protein via
a conformational selection mechanism. With systematic in silico Alanine scanning we uncover
that the major contribution to complex stability emerges from the C-terminal helical turn con-
sisting of residues - while the N-terminal residues - contribute only lile. Comparative
simulations of S-protein in presence and absence of S-peptide reveal that isolated S-protein un-
dergoes a global pincer like conformational change that narrows the S-peptide binding cle. is
conformational change is reversed by S-peptide association which also stabilizes conformational
fluctuations in S-protein. In complex, the N-terminal helix of S-peptide unfolds and refolds re-
peatedly revealing that helix is only part of the equilibrium regime for these residues while the
C-terminal residues are tighly confined the conformation that is found in the X-ray structure.
is is in line with speculations from previous studies that helix formation constitutes the final
step of the association process. We ultimately simulate  trajectories of S-peptide fragment
consisting of residues - positioned in the close vicinity of the S-protein binding site. While
in the majority of simulations S-peptide diffuses away from the binding site, many of those tra-
jectories that aach to the S-protein surface, form initial native contacts with residues Phe or
Met. We assume that the initial anchoring of these residues is followed by helix formation
of S-peptide on the surface which agrees with experimental findings that at least Phe plays an
important role for the transition state.

. Introduction

e initial stage in proteolysis of bovine pancreatic ribonuclease (RNAse-A) is a hydrolytic cleav-
age of the protein backbone between residues  and  by the serine protease subtilisin that con-
serves catalytic activity in the resulting complex RNAse-S [, ]. RNAse-S consists of the
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smaller N-terminal fragment S-peptide- (residues -) and the larger C-terminal S-protein
(residues -). In complex, S-peptide residues - are coordinated in a disordered flexible
loop region while the N-terminal residues - adopt an ordered helical conformation similar
to the conformation in RNAse-A [, ]. However when unbound in solution the confor-
mational regime of S-peptide is governed by intrinsic disorder [–, ]. How S-peptide
transitions from the disordered regime to the ordered helical state upon association to S-protein,
is still not fully understood, despite the plethora of studies RNAse-S has been subjected to in
the past []. Essentially two distinct association mechanisms have been proposed []. e
induced fit hypothesis assumes that binding and folding of S-peptide to its native structure is cou-
pled such that folding occurs simultaneously or quickly aer initial contacts with the S-protein
surface are formed. On the other hand the conformational selection hypothesis expects S-peptide
to recurrently adopt the native conformation in solution and to bind only then to S-protein. e
question has been targeted within a variety of studies to investigate first principles of disorder
to order transitions induced by peptide binding.

Systematic truncation studies of the S-peptide sequence by Finn and Hofmann have shown
that the first  residues of S-peptide- are sufficient to fully restore enzymatic activity [].
eir study further revealed that the smallest possible motive to recover RNAse-S activity is
S-peptide-, however only at high molar surplus. Later a study with Alanine mutations of
residues which did not contact S-protein led to a simplified analog of S-peptide- forming a
native like complex with S-protein at slightly reduced activity and ten fold higher dissociation
constant (AEAAAAKFARAHMAA compared to the native KETAAAKFERQHMDS) [, ].
ese findings together with the X-ray structures of RNAse-S complex emphasized the impor-
tance of residues His, Met, and Phe functioning as scaffolding residues for S-peptide where
additionally His participates in the enzymatic breakdown mechanism of RNA [, , ].
eir side chains represent % to the S-peptide surface area that becomes buried in complex
and strongly interact with the hydrophobic patch at the S-protein binding surface [, ]. N-
terminal residues (-) on the other hand only weakly affect the specific binding mechanism and
complex stability as was shown by their replacement with Alanine. Tritium exchange measure-
ments further suggested that helix unzipping without unbinding of S-peptide occurs as a native
state fluctuation in RNAse-S, an effect which is enhanced at both low pH and salt concentra-
tion []. Removal of Lys has no large effect on activity and dissociation but removal of Glu,
which forms a salt bridge with Arg in the crystal that potentially stabilizes the helix, increases
dissociation by a factor of  [].

A sidechain replacement study measuring the effect on binding kinetics by Goldberg and Bald-
win later identified Phe as key residue to stabilize the transition state []. While PheAla mu-
tation strongly affected both binding kinetics and complex stability the mutation of Met and
His, two other complex stabilizing residues, had only lile effect on kon leading to the assump-
tion that native interaction between these residues and S-protein are not present in the transition
state. e authors however were not decisive whether the transition state requires residual helix
content from disordered S-peptide prior to association. To illuminate this question, they pro-
posed an experiment that should locally destabilizes S-peptide helix properties and measure the
effect on association kinetics []. Such an experiment was performed by Bachmann et al. by
replacing amino bonds in the S-peptide backbone with thioxo bonds. e local helix destabi-
lization revealed that the effect on association rates kon is weak for most backbone positions
except for Phe which reduced wildtype association rates by a factor of two. Helix destabiliza-
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tion however affected complex stability at least when included in residues Lys to His [].
ey concluded that the initial recognition does not require helical packing in S-peptide and that
folding occurred on the surface of S-protein.

In this work we carefully review the literature on RNAse-S with regard to complex formation
and complement the general picture with in silico experiments. We use Molecular Dynamics
(MD) simulations to quantify the disordered conformational ensemble of unbound S-peptide -
and draw connections to other studies. Based on these findings we take an alternative approach
of two simple diffusion models to discuss and rule out the conformational selection hypothesis.
We perform computational Alanine scanning on the S-peptide - sequence and identify Met,
His, and Phe as important complex stabilizers, in good agreement with experiment. Surpris-
ingly we find that Arg contributes also significantly to complex stability, a residue which is
located in the minimal binding motive of S-peptide - required for RNAse-S activity. A com-
parative simulation of S-protein with and without S-peptide bound, reveals that the S-protein
structure is stabilized by S-peptide binding and the binding site is narrowed in absence of S-
peptide. In agreement with predictions on helix unzipping we find that the salt bridge between
Arg and Glu which stabilizes the N-terminal helix opens and closes in the equilibrium lead-
ing to unfolding and refolding of the native helix in residues - while in the meantime residues
- remain firmly bound to their native sites. Although the time scale of association hinders the
simulation of the full pathways of S-peptide - association, we perform  independent simu-
lations of the shorter fragment S-peptide - starting in the proximity of the S-protein binding
site. We find that Phe or Met bind first to the hydrophobic pocket in the S-protein binding
site at their native position serving as the earlier predicted anchor prior to S-peptide folding.

. Results and Discussion

.. Intrinsic disorder of S-peptide

e key characteristic in the association mechanism of RNAse-S is the intrinsic disorder of un-
bound S-peptide in solution. To investigate the conformational regime and to answer the ques-
tion how oen S-peptide adopts the bound helix conformation yet before interacting with S-
protein we performed an extensive  μs continuous MD simulation on unbound S-peptide -
at  K (see Figure .). During the whole simulation time S-peptide underwent a continuous
refolding process, thereby sampling a variety of diverse conformations. e metastable confor-
mations possessed lifetimes of at most several hundreds of nanoseconds before undergoing the
next global structural transformation. An average fraction of helicity of % with most of the
helical content being confined to residues Lys to Arg was found (figure .). Measuring the
root mean square deviation (RMSD) to the native bound S-peptide conformation over time re-
vealed that less than .% of the configurations were closer than . nm. e before mentioned
conformational selection mechanism would require that conformations close to the bound one
are sampled which was the case in our simulations only during .% of the time. Otherwise a
coupled binding and folding mechanism would pose no such restrictions to the conformational
regime of unbound S-peptide.

Altough sampling of the dynamic regime was certainly not exhaustive during the  μs simula-
tion, the simulation draws a picture of the intrinsically disordered S-peptide in solution that was
expected and outlined previously in experiments: e increased helicity between residues Lys
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Figure .: e helicity per residue over time of freely diffusing S-peptide - calculated from a  μs con-
tinuous MD simulation. Several structural snapshots of S-peptide - are depicted above and
below in blue cartoon representation. e average helicity per residue is shown in the le
panel.

and Arg of S-peptide is in good agreement with 15N relaxation parameter measurements on
the  residue recombinant variant of S-peptide by Alexandrescu et al. which resulted in a com-
parable helicity profile []. Interestingly, early measurements on the  residues S-peptide -
revealed, that even at low temperatures helix formation stops before r possibly near Met,
the residue where helix propagation stops in RNAse-S []. In our simulations we used trun-
cated S-peptide - which could explain that helix propagation stops already at residue Arg
as for short peptides, the terminal residues have increased entrophic freedom resulting in a de-
creased propensity to be ordered. S-peptide is known to have overall helicity values of –%
at low temperatures  ℃ down to only % at  ℃ [, –]. Furthermore, Kim and Baldwin
reported for isolated S-peptide - that the helix propagation is terminated closely aer residue
Met and their data suggested helix formation in isolated S-peptide - to be limited to the same
regions as in complex with S-protein []. Experimental evidence that the helix is stabilized at
low pH and high salt ( M) and model building studies suggested that a salt bridge formation
between Glu- and His+ might be the reason [, ] which has been refuted later and was
also not found in our simulation []. Our finding that the region of increased helicity largely
overlaps with the minimal required motive S-peptide - to restore RNAse-S activity, leads to
the speculation that increased packing in the region where transition state formation is expected
to happen might be a requirement for complex formation. Note, that the transmutation among
conformational states of S-peptide occurred on a timescale of several hundreds of nanoseconds
in our simulation. is might be a hint that folding timescales of S-peptide on the S-protein
surface reside in the same order of magnitude or are possibly even slower which would in turn
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render the full simulation of S-peptide association events difficult with the currently available
simulation capabilities.

.. Diffusion controlled models for the S-peptide association

Two distinct mechanisms have been proposed for the binding mechanism of RNAse-S namely
conformational selection and induced fit []. While for the induced fit mechanism, the con-
formation of S-peptide is not relevant for the initial association event, the conformational se-
lection mechanism requires, that the disordered S-peptide adopts the bound conformation in
solution previous to binding. Our previous results, however, showed that only less than % of
the conformations sampled by S-peptide in solution are close to the bound conformation which
drastically reduces the probability to form an encounter complex in case of a conformational
selection mechanism. With the help of two diffusion based models, we estimate an upper limit
for the association rate of S-peptide binding to S-protein under the fictitious assumption that S-
peptide always adopts the bound conformation in solution. Our approach thereby neglects first
the intrinsic disorder of S-peptide and simulates the optimal conditions of a conformational se-
lection mechanism. e estimated rates are then compared to the experimentally derived value
of kon = . ×  M− s− []. Under the assumption that the association mechanism is a
conformational selection, we reduce the resulting rates by two orders of magnitude to include
the effect of intrinsic disorder of S-peptide in solution. As in both models boundary conditions
are used which define a very generous reaction condition and include only the diffusion con-
trolled part of the association pathway, the real association rates are expected to be even further
reduced by the subsequent binding process. By comparison with the experimental rate we then
find, whether or not a conformational selection mechanism can be ruled out based on our simple
diffusive models.

We first apply an analytic diffusion model which was originally invented by Schlosshauer et
al. to predict association rates for protein–protein complexes in cases where binding partners are
rigid and the binding mechanism is mainly diffusion controlled [, ]. Long-range electro-
static interactions between the binding partners are neglected in the model although S-peptide
has a net charge of +1 at physiologic pH that can be assumed to decelerate the association ki-
netics with the positively charged binding region on S-protein due to electrostatic repulsion.
Experimental results have confirmed this speculation as the kon rate of S-peptide slows down
with decreasing salt concentration []. e model treats the binding partners as rigid spheres
which can react when they contact with the reactive regions of their surface. e reactive re-
gions are defined by polar angles of the spherical representation of the binding partners (θA,B,
see figure .). In addition to contact, the reactive patches have to be orientated axially within
certain tolerances (δϕ0, δχ0). e diffusive properties of the binding partners are treated via their
translational and rotational diffusion constants.

We used the sum of the radii of gyration as contact distance and for the calculation of rota-
tional diffusion constants with the Stokes-Einstein formula. Translational diffusion constants
were extracted from continuous MD simulations by fiing the root mean square displacement
(see methods). e most critical and difficult to justify parameters of the model are the size of the
reactive patches of the binding partners and the axial orientation tolerances. Based on a set of
parameters fied by Schlosshauer et al. on a variety of protein-protein complexes we calculated
kon rates for several sizes of reactive patches (θA,B) and tolerances (δϕ0, δχ0, see table .). e
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Figure .: Coordinate definition for the analytic diffusion model of Schlosshauer et al. []. S-protein
and S-peptide are represented as spheres of radii RA, RB for which the radii of gyration were
used. Binding occurs when r ≤ RA + RB and the reactive patches (defined by polar angles
θA,B) align within certain axial tolerances (δϕ0, δχ0).

resulting association rates greatly depend on the choice of reaction parameters. For extremely
large reactive patch size and tolerance (e. g. θA,B, δϕ0, δχ0 = °) the rate can be boosted to arbi-
trarily fast association, however, parameters close to the maximum found by Schlosshauer et al.
[] in a set of protein–protein complexes (θA,B, δϕ0, δχ0 = °) give a reasonable upper diffu-
sive limit for the association rate of RNAse-S kon(ana) = . ×  M− s−. is is about one
order of magnitude faster than measured in experiment, but would rule out the conformational
selection mechanism because less than % of the encounter complexes match the reaction crite-
rion and retard therefore the association kinetics estimate by at least two orders of magnitude
being then one order of magnitude slower than the experimental value. A coupled folding and
binding mechanism on the other hand involves a subsequent folding step to the native structure
which can be expected to slow down the estimated association rate thereby potentially matching
the experiment. e model provides a reasonable upper limit for the diffusion controlled associ-
ation rate to form the encounter complex, that we can safely assume to be further slowed down
to the total association rate when encounter complex subsequently folds to the native mode.

Although the analytic model given by Schlosshauer is inherently correct, its validity strongly
depends on the accurate choice of reaction parameters. We therefore applied a second numeric
model based on Brownian Dynamics (BD) simulations in order to estimate association rates as
presented by Northrup et al. [, ]. In this model, BD simulations were initiated with a
starting distance between the binding partners at which pairwise interactions are negligible.
e simulations are terminated when the binding partners diffuse either away to a larger dis-
tance threshold or satisfy the reaction criterion for which a distance root mean square deviation
of dRMSD <  Å from the native X-ray structure involving four interface residues was cho-
sen (see table .). Electrostatic interactions between the binding partners were accounted for
by solving the Poisson-Boltzmann equation. e final kon rate was then calculated from a set
of  ×  trajectories resulting in kon(BD) = . ×  M− s− ( mM NaCl). e reaction
criterion was weak enough that encounter complexes did not form van der Waals contacts be-
tween S-protein and S-peptide but ensured a reasonable orientation of the binding partners. e
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resulting rate should therefore be interpreted as an upper limit estimate for the diffusion from
bulk into a pre-bound encounter complex requiring subsequent binding steps to form the native
complex. e real kon rate to the native complex can be safely assumed to be lower than this
estimate. Again the result rules out the conformational selection model as a reduction of at least
two orders of magnitude (due to subsequent binding steps and S-peptide conformations) leads to
binding kinetics slower than those measured in experiment. In order to investigate the influence
of salt concentration on the association kinetics, we performed a second BD run with electro-
static interactions at  mM NaCl. Similar to findings of Bachmann et al. we find an association
rate kon(BD) = . ×  M− s− at  mM NaCl that slows down with decreasing salt concen-
tration (compared to kon(BD) = . ×  M− s− at  mM NaCl). e effect arises from the
positive net charges of both S-peptide - (+) and the S-protein binding site. e slight electro-
static repulsion gets damped at high salt concentration allowing S-peptide to form the encounter
complex more oen.

.. Free energy calculations on S-peptide Alanine mutants

Residues Phe, His, and Met of S-peptide are known to contribute strongly to RNAse-S com-
plex stability []. Folding studies with a fluorescently labeled S-peptide - further revealed
that Phe has a predominant effect on the transition state stability and was identified as a key
residue to form specific contact between S-peptide and S-protein during the transition state [].
To investigate the effect of specific sidechain interactions between S-peptide and the hydropho-
bic binding site of S-protein on the complex stability, we performed a systematic computational
Alanine scan on the complete sequence of S-peptide and measured the contribution to the bind-
ing free energy.

e results of the free energy calculations are shown in table . and are in good agreement
with available data from experimental binding studies [, ]. e systematic underestimation
of the difference binding affinities of about – kJ mol− may be partly aributed to a residual
effect of the helical starting structures especially for the free S-peptide mutations which would
require more conformational equilibration in order to reflect the intrinsic behavior in solution.
However also other free energy studies using the same Amber-sb forcefield found that the
calculated binding affinities were slightly below the experimental results which indicates a sys-
tematic cause by the forcefield []. As expected the largest sidechain contribution to complex
stability is found for the Alanine substitution of scaffolding residue Phe in good agreement
with previous findings. To our surprise Arg adds the second largest contribution (at signifi-
cant errors tough) to the binding free energy only then followed by the documented stabilizers
Met and His. is is surprising as it was not expected aer experimental substitution of
ArgPhe by Bachmann et al. [] resulted in only . kJ, however this measurement was made
in % DMSO compared to the other substitutions as the authors claimed this would increase
S-peptide solubility however DMSO is known to modify binding properties in proteins [].
Additionally the ArgPhe mutation may result in completely different binding properties com-
pared to ArgAla. Mutation of Glu reveals only weak contribution to the binding affinity
although the salt bridge formation with Arg in the bound state would have been expected to
have higher impact on the binding affinity. One reason might be that mutation simulations in
unbound S-peptide were started from native X-ray structure biasing the helical state of the other-
wise intrinsically disordered S-peptide. Salt bridge formation between Glu-Arg was expected
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Mutation ∆∆Gfec[kJ/mol] ∆∆Gexp[kJ/mol]

AspAla −1.07± 3.26 −
MetAla 10.32± 0.35 15.58± 0.19
HisAla 7.87± 0.90 11.08± 0.34
GlnAla 1.86± 0.44 −
ArgAla 11.62± 2.71 −
GluAla −3.65± 0.89 −
PheAla 25.87± 0.64 29.06± 0.50
LysAla −0.66± 0.59 −
rAla 0.80± 0.31 −
GluAla 2.42± 2.72 −

Table .: Difference free energy of binding of S-peptide Alanine mutations. Experimental data from Bald-
win et al. [] measured at pH .,  mM Mops, . ℃.

to increase complex stability by stabilizing the N-terminal turns of S-peptide helix but our results
indicate a minor importance to binding affinity. e major contribution to binding affinity arises
from residues between Phe and Met. In particular N-terminal residues before Phe have only
weak influence on complex stability. is agrees with previous findings that the reduction in
binding free energy by N-terminal truncation amounts only . kJ mol− for S-peptide- and
. kJ mol− for S-peptide- compared to a total binding energy of ∼  kJ mol− for wildtype
S-peptide- [, ].

ere is an ongoing debate about the role of His protonation state in the association process
which we want to briefly review. e acid-base properties of the imidazole ring in His play
a critical role in the catalytic mechanism of RNAse-S []. Its protonation state is affected by
substrate binding and respectively two pKa values were measured with and without substrate
presence in the active site []. While the pKa = 5.75 without substrate is close to the pKa
value of the His sidechain in solution [], the presence of the substrate shis the tendency of
His to be protonated to pKa = 7.0 []. When no substrate is bound the His-δ tautomer
was speculated to be hydrogen bonded to the hydroxyl oxygen of r []. Studies on the
C-peptide lactone (CPL), the N-terminal residues - of RNAse-A, revealed that the helix is un-
stable at standard conditions ( ℃, ionic strength  μM) partial helix formation is conserved
at low temperatures ( ℃, ionic strength  μM) [, ]. At these low temperatures the helix
stability of S-peptide was found to strongly correlate with the pH but melts out rapidly with in-
creasing temperature being independent of temperature above  ℃ even at low pH being [].
It has been speculated that the residual helix content may be caused by a salt bridge formation
between residues Glu- and His+ at low pH, a salt bridge that is not present in the crystal
structure []. is hypothesis has been proven wrong by experiments with C-peptide analogs
and our simulations on free S-peptide - []. An interaction between His and Phe has
been identified to increase the helix stability at low temperature while stabilizing effect from the
protonation of His imidazole ring at low pH arose mainly from favorable interactions with
the helix backbone []. Later studies postulated that a ring interaction between Phe and
His+ is the primary mechanism by which His stabilizes the C-peptide helix []. is led
to the hypothesis that the C-peptide sequence might contain sufficient information to act as an
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Figure .: Calculated difference free energy of binding for Alanine mutants of the three His tautomers
compared with experimental results. Experimental values are Ref.† from Baldwin et al. (pH
.) [] and Ref.‡ from Bachmann et al. (pH ) []. Simulated values are derived from free
energy perturbation (FEP) combined with H-REMD.

autonomous folding unit []. e effect of His protonation on the association transition
state and complex stability remained unresolved. We performed free energy calculations to de-
termine to what degree complex stability is affected by Ala substitutes of His tautomers and
His+ mimicking low pH. Comparing the difference binding affinities of our simulations with
experimental HisAla mutations studies reveals that the His-δ tautomer is the predominant
protonation state during S-peptide/S-protein complex formation (figure .). Our results show,
that the protonation of His+ at low pH is unfavorable for the complex stability although the
helix stability of S-peptide in solution was previously found to be increased. is is in good
agreement with the experimental finding, that association kinetics are slowed down at low pH
confirming the hypothesis that lile helical structure is present in the transition state [] and
impedes previous assumptions that S-peptide acts as autonomous folding unit prior to associa-
tion []. Additionally, the deceleration of association kinetics at low pH is amplified by the
increased electrostatic repulsion between S-peptide (net charge increased to + due to charged
His+) and the positively charged S-protein binding site.

.. Conformational regimes of S-protein and S-peptide

Circular dichroism specra of RNAse-S and S-protein indicated the same composition of secondary
structure elements of S-protein and RNAse-S (pH .,  ℃) and a similar spectrum of S-protein
at temperature below ° with slight modifications at increased temperature [, ]. While
the predicted difference in secondary structure of S-protein in absence of S-peptide is only small,
we investigate possible changes in the tertiary structure by performing  μs MD simulation of
S-protein in presence and absence of bound S-peptide. e conformational regime found for
S-protein bound to S-peptide is very similar to the X-ray structure of RNAse-S with a RMSD
of S-protein mostly below . nm (figure ., B) which is in good agreement with experimental
observations []. In the absence of S-peptide however, S-protein underwent a structural rear-
rangement of its global conformation. e hydrophobic S-peptide binding site narrowed down
by a pincer-like closing motion of helix I and β-sheet II with a concurrent distortion of β-sheet
I serving as a rotational axis (figure ., A). e transition occurred rapidly aer S-peptide was
removed within the first  ns of the simulation. S-protein also showed increased flexibility and
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Figure .: Cartoon illustration of the pincer-like conformational transition of S-protein in absence of S-
peptide (A). e hydrophobic binding site of S-peptide is narrowed by the upward moving
β-sheet II and the downward motion of Helix I. Helix II is stretched during this process and
unfolds. e RMSD of the S-protein backbone with respect to X-ray structure is shown in (B)
both for simulations in presence and absence of S-peptide bound to S-protein. e N-terminal
five residues (-) of S-protein were removed from the RMSD calculation to mitigate noise
from terminal fluctuations. e conformational transition occurs within the first  ns of the
simulation without S-peptide bound. e distance between S-protein residues Asn in Helix
I and Val in the hydrophobic pocket (C) is measured in both simulations with and without
S-peptide present (D). e compression of the binding pocket in S-protein is characterized by
a shortening of this distance by more then . nm when S-peptide is absent. Running averages
are depicted in both RMSD and distance plots as solid lines while the actual data points are
shown as light shades.

was conformationally less confined than RNAse-S which led to higher fluctuations in RMSD. e
compression of the binding site was visualized over the distance between Helix I residue Asn
and S-peptide binding site residue Val (figure ., C). When S-peptide was removed, the dis-
tance decreased by more than . nm (figure ., D). In presence of S-peptide on the other hand,
the S-protein structure and the whole complex became inherently stabilized. We speculate, that
the narrowed binding region potentially decelerates the mean first passage time of binding but
not necessarily affects the second order kinetics of S-peptide association. e finding is surpris-
ing as to our knowledge a conformational change of S-protein coupled to S-peptide association
has not been reported in the literature so far in particular as no X-ray structure of S-protein alone
is currently available.

In our simulation of RNAse-S on the other hand, the salt bridge between sidechains Arg
and Glu in S-peptide opened aer about  ns and unlocked a flexible regime for the N-terminal
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Figure .: RMSD of S-peptide during a  μs simulations of RNAse-S. Two RMSDs are calculated with
respect to X-ray structure for S-peptides residues Lys-Lys (orange) and residues Phe-Asp
(blue). Snapshots of the RNAse-S are shown above to visualize the partial unzipping of N-
terminal S-peptide helix. S-peptide residues - are shown in orange cartoon, residues -
are shown as blue cartoon and S-protein is shown in white cartoon representation. Running
averages are depicted as solid lines while actual data points are visualized as light shades.

residues - including uncoiling of the involved helical turn. Partial helix unzipping fluctuations
of bound S-peptide were previously detected by tritium exchange experiments in the native state
of RNAse-S without delivering an atomistic explanation and strongly support our findings. e
effect was found to be enhanced at both low pH and low salt []. It was further speculated,
that helix formation represents the final step of the association event []. Based on these
findings, we performed another  μs simulation of RNAse-S to investigate to what extent un-
zipping fluctuations of S-peptide helix are part of the equilibrium ensemble in solution (figure
.). e C-terminal residues - remained close to the crystal structure conformation includ-
ing RNAse-S catalytic residues His during the whole simulation. e stability was provided by
Phe sidechain as the N-terminal residue of this stable motive which remained firmly aached
to the hydrophobic S-protein binding pocket formed by Val, Val, Phe and Pro serv-
ing as an stabilizing anchor for the following residues -. Residues - however, that feature
lile contact with S-protein, rearranged their conformation by unzipping and refolding the N-
terminal helix (figure .). e helix stabilizing salt bridge formed between Glu and Arg,
which is present in crystal structure, repeatedly opened and closed during the simulation and
revealing alternative conformations of the N-terminal tail of S-peptide where in particular the
positively charged tail interacted with charged alternative sites on S-protein and S-peptide. Af-
ter about  μs the S-peptide formed again a helical structure with closed Glu-Arg salt bridge
and all native contacts restored very similar to the X-ray structure. Our results provide evidence
that in equilibrium, S-peptide continuously unfolds and refolds the helical part between residues
- while the C-terminal residues - are tightly confined to the X-ray conformation. e salt
bridge between Arg and Glu that was expected to increase helix stability is only a temporary
feature in the RNAse-S complex. is finding is confirmed by studies on a simplified S-peptide
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analog which formed a catalytically active complex with S-protein but lacked the salt bridge
between Arg and Glu which indicates that the salt bridge formation is of minor importance
for the RNAse-S complex and activity []. Note, that catalytic activity is even conserved aer
removal of Lys and Glu in S-peptide - [].

.. S-peptide - association simulations

Based on experiments with truncated S-peptide, which revealed that S-peptide - constitutes
the minimal required motive to restore catalytic activity with S-protein, however at strongly
reduced activity of only % compared to S-peptide - and at a surplus of : molar ratio
to S-protein, we designed a setup to simulate the initial step in S-peptide/S-protein recognition
with atomistic MD simulations []. Due to the weak activity of S-peptide - we included the
complex stabilizing residue Met and the additional negatively charged Asp to overcome the
slight electrostatic repulsion which is found unfavorable for the transition state formation. is
is in line with the fact that already the addition of Met in S-peptide - strongly increased
the activity in the truncation studies []. We assume that S-peptide - includes all essential
binding features and removal of the N-terminal residues is justified as they form an ensemble of
metastable states in equilibrium including N-terminal helix unzipping. We assume therefore that
these residues are not involved in the primal step of the association pathway. To test whether
the complex of S-protein and S-peptide - exhibits similar stability as with S-peptide - we
performed a  μs simulation starting from truncated X-ray structure. Indeed, S-peptide - re-
mained firmly bound without notable rearrangements of the complex structure (data not shown).
In particular the catalytic sidechain of His and the scaffolding residue Phe remained in an X-
ray structure like configuration, supporting the finding that enough structural information is
conserved in the S-peptide - motive to restore RNAse-S activity.

We simulated  trajectories with S-peptide - positioned close to the binding site but with-
out direct van der Waals contacts between S-peptide and S-protein to identify potential common
features of the binding pathway and investigate the recognition step (see methods). Of the ini-
tial  trajectories,  were abandoned when S-peptide diffused away from the proximity of
the binding site. e remaining  trajectories were terminated aer  μs of simulation time.
Although only in one trajectory S-peptide - formed an X-ray structure like complex with S-
protein most of the  trajectories revealed a common binding feature. In  out of the  sim-
ulations the scaffolding residue Phe bound to the hydrophobic pocket in the S-protein binding
site formed by residues Val, Val, Ile, Val, Pro, and Phe (See figure .) and in
further  trajectories complex stabilizer Met bound to this pocket instead. is initial anchor-
ing to the binding site successfully hindered S-peptide to diffuse away from the binding site in
those cases. is finding confirms earlier speculations that at least hydrophobic residue Phe
serves as an initial anchor for the subsequent folding of S-peptide on the surface of S-protein
[, ]. In one trajectory S-peptide adopted a helical conformation and subsequently bound
to the X-ray like pose forming crystal structure like RNAse-S in an conformational selection
manner (See figures ., ., trajectory ). We assume however, that neither the sampling time
nor the number of simulated trajectories is sufficient to allow the drawing of a concluding picture
of the binding mechanism. Especially as structural rearrangements of S-peptide on the S-protein
surface occurred on the timescale of several hundreds of nanoseconds. While looking at the pin-
cer like structural change of S-protein that narrows the S-peptide binding site, we found several
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Figure .: e distance of residues Phe (blue) and Met (orange) to the center of the hydrophobic pocket
in S-protein formed by residues Val, Val, Ile, Val, Pro, and Phe. e distance
is measured for those  out of  simulations of S-peptide- association where S-peptide-
remained closer than . nm to the binding site during the  μs simulation time. e running
average over  ns is depicted as solid line, actual data is shown transparently. A distance of
about . nm corresponds to the native side chain pose of Phe in the RNAse-S complex.

trajectories where in particular the flexibility of helix I hindered some S-peptide residues to lock
into their native binding site (figure . depicts the S-protein/S-peptide - conformation aer
 μs simulation time). We speculate that this global conformational change in S-protein limits
association kinetics by impeding the hydrophobic collapse of S-peptide on the binding surface
to form the helical turn in residues -.

. Conclusion

is study aims to complement and complete the picture of the mechanism underlying complex
formation of S-peptide with S-protein and the associated transition from disorder to order of
S-peptide conformations. Combining the present knowledge and our findings this picture can
be summarized as follows: In the absence of S-peptide, S-protein undergoes a pincer like confor-
mational rearrangement that narrows the cle where S-peptide binds. e conformational rear-
rangement comes at increased flexibility of the whole protein. is behavior is reversed upon
S-peptide association and helix formation. While intrinsically disordered in solution S-peptide
folds on the surface of S-protein aer formation of initial key contacts of residues Phe or Met
with the hydrophobic pocket in the S-protein binding site. e hypothesis that conformational
selection is the predominant association pathway can safely be ruled out by considerations based
on two diffusion models. It is however still unclear whether increased helicity in the region of
residues - as found in experiment and our simulations is a requirement for complex forma-
tion. At least when helix propensity at Phe is decreased in experiment, the association rate
is halved [] which might arise from both retarded folding on the surface or conformational
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Figure .: Final snapshots of S-peptide- association simulations of those  out of  simulations where
S-peptide- remained close to the binding site of S-protein. S-peptide- is shown in blue
cartoon with residues Met and Phe highlighted as orange stick. S-protein is depicted as
white surface with the hydrophobic patch in the S-peptide binding site colored in light orange.

selection of the C-terminal helix turn of S-peptide (residues -). e helix formation of the
N-terminal residues - on the other hand seems to be the final step in the association process.
is helical turn can be stabilized by a salt bridge formation between residues Arg and Glu
but in equilibrium the N-terminal tail of S-peptide undergoes continuous conformational rear-
rangements with the helix being only one out of many allowed conformations in the native state
ensemble. is behavior contrasts with the C-terminal residues - which remain tightly con-
fined to their positions in complex and contribute most to binding affinity. By comparing free
energy simulations of His mutation to Alanine with experimental free energy differences we
find that His+ protonation slightly defavours complex stability and association kinetics and
that the predominant protonation state during complex formation must be the N-δ tautomer.
Interestingly we find, in agreement with experiment, that diffusion of S-peptide into the vicinity
of the S-protein binding site is slightly slower at low salt concentration, an effect which evolves
presumably from the damping of repulsive electrostatics between positively charged S-protein
and S-peptide. At high S-peptide concentrations, the reaction becomes concentration indepen-
dent which shows that the concentration dependent encounter complex formation is followed
by a concentration independent structural rearrangement [, ].

e question remains why S-peptide requires the N-terminal residues although they do not
remain in a stable helical fold in RNAse-S and their mutation to Alanine has only lile or no im-
pact on complex stability. Possibly, the N-terminal residues increase the specificity of S-peptide
and prevent unspecific sticking to the S-protein surface or formation of inactive complex con-
figurations as found in our association simulations of S-peptide -. Definitely, their presence
strongly improves the catalytic activity of RNAse-S.
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.. Preparations

We used the crystal structure of wild-type bovine pancreatic RNAse A as starting conformation
for our simulations (PDB Code FS). Residues  to  were removed to produce the complex
of RNAse-S as those residues were found to be unimportant for both binding and enzymatic ac-
tivity []. Superimposition of crystal structures of RNase-S (PDB Code RNS) with RNase A
showed identical conformations within the estimated errors which of . Å [] which ren-
ders any of the X-ray structures a valid starting point for the simulations. X-ray water molecules
were kept and the protein was solvated in a rhombic dodecahedron box with periodic bound-
ary conditions and rendered electrostatically neutral by the inclusion of chloride ions. Atomic
interactions were parametrized with the Amber ffsb-ILDN forcefield [] and the TIPP []
explicit solvent model. To account for the correct ionisations states of acidic and basic residues,
we carefully performed a pKA computation with the Karlsberg++ web server [, ] and in-
cluded the resulting protonation states at pH = 7.0 in the setup. Simulations were performed
with the GROMACS . molecular dynamics soware package [, ]. Simulations of unbound
S-peptide were always started from the bound configuration (residues KETAAAKFERQHMD in
PDB FS) with stripped of S-protein and crystal waters if not indicated differently.

.. Simulation protocol

Following the setup procedure, energy minimization with the steepest decent algorithm was per-
formed to remove steric clashes until one of the two convergence criteria was reached ( k steps
or the maximal force below  kJ mol− nm−). e system was then heated to K in the NVT
ensemble for  ps with the velocity rescaling thermostat [] and equilibrated at standard con-
dition pressure . bar in a NPT ensemble using the Berendsen barostat [] for another  ps.
During equilibration the time step for the leap-frog integrator was set to  fs and increased to  fs
for the production runs. Production runs were performed with the Parinello-Rahman barostat
[]. Longrange electrostatic interactions were treated with the Particle Mesh Ewald (PME) al-
gorithm [] with grid interpolation of th order ( during production runs) and a fast Fourier
transform spacing of . nm. Short range interactions were switched off with a cutoff distance
of . nm and the error introduced by the truncation of Lennard–Jones interactions to pressure
and energy was mitigated with a long-range dispersion correction. LINCs at a coupling matrix
extension order of  ( in production) was applied to covalent bonds comprising hydrogen atoms
[]. To prevent undesired conformational rearrangements of the protein during the equilibra-
tion, backbone atoms were restraint to their X-ray structure position with a force constant of
 kJ mol− nm−.

.. Free energy calculations for Alanine mutations

e difference free energy of binding associated with the mutation of S-peptide residues to Ala-
nine were simulated with a H-REMD free energy protocol as described previously []. In
brief, interactions of the mutated sidechain with the rest of the system were gradually switched
off while interactions of the Alanine methyl group were simultaneously turned on via a coupling
coordinate λ based on a dual topology approach []. Both non-bonded van der Waals and
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Distance S-peptide S-protein

d1 Phe Leu
d2 Phe Phe
d3 Asp Tyr
d4 Ala Val

Table .: Residue pairs that defined the distances di in the dRMSD calculation. e dRMSD was used as
the reaction criterion between S-peptide and S-protein in the BD based association model.

electrostatic interactions were represented by socore potentials (αsc = 0.3, σsc = 0.25 and a
socore power of ) [, ]. e transformation was performed along  equidistant λ steps
and replica exchange was aempted every 1000 time steps. In order to calculate difference free
energies of binding, the mutation was simulated twice, once in S-peptide/S-protein complex and
once in unbound S-peptide. Each λ window was simulated for  ns and to account for con-
formational rearrangements especially in unbound S-peptide, the initial  ns were skipped for
the free energy calculations. e free energy difference between wild type and Alanine mutant
was then estimated with the Benne Acceptance Ratio method []. All windows were started
from the X-ray configuration of the RNAse-S complex with removed loop residues  to  (PDB
code FS) and removed S-protein for mutations in unbound S-peptide. Errors were estimated by
spliing the data in five blocks assuming uncorrelated sampling amongst those and calculating
the mean variance. e corresponding change in binding affinities for the mutations was then
calculated as the difference free energy of mutating the residue once in RNAse-S complex and
once in unbound S-peptide.

.. Association simulations

To generate an ensemble of conformations a  μs simulation was performed of S-peptide - in
water. S-peptide structures from this ensemble were then isotropically positioned on a  nm
shell around S-protein and Brownian Dynamics simulations were performed. e BD simula-
tions were terminated either when S-peptide diffused away to a  nm radius or came close to
the binding site of S-protein. e criterion for close configurations was measured as the dis-
tance root mean square displacement (dRMSD) of pairs of residue distances listed in table .
and reference distances of . nm. Whenever the dRMSD was below . nm, the BD simulation
was terminated. BD simulations were performed until a set of  starting structures with close
S-peptide/S-protein separation was generated. ese configurations were the solvated in TIPP
water [] at  mM NaCl and minimized and equilibrated for  ps at  K and . bar in
an NPT simulation. Hydrogen mass repartitioning was used [] to support a simulation time
step of . fs. e  equilibrated conformations were subsequently simulated for either  μs
in an NVT ensemble or terminated when the center of mass (COM) of S-peptide diffused away
from the binding site of S-protein (COM of residue Val) by more than  nm. Trajectories where
S-peptide remained close to the binding site were further analyzed.
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.. Diffusion controlled association rate calculation

We wrote an in house soware implementation for the protein-protein association rate calcu-
lation based on a purely diffusion controlled model of two spheres with orientation restraints
as it was presented by Schlosshauer et al. []. Translational diffusion constants for both S-
protein and S-peptide were estimated from continuous MD simulations of . μs and . μs du-
ration by measuring the mean square displacement over time and fiing the Einstein relation
[]. e resulting values Dtrans

S-protein = .()Å ns− and Dtrans
S-peptide = .()Å ns−

were found. Rotational diffusion constants were estimated from the Stokes–Einstein relation
Drot = kBT/6πηR with a viscosity of η = . N s m− and T =  K (Drot

S-protein = . ° ns−

and Drot
S-peptide = . ° ns−). For the contact radii R we calculated the average radius of gyra-

tion over the continuous MD trajectories and plugged them into the relation for the rotational
diffusion constant (R S-protein = . Å and R S-peptide = . Å). kon values for different an-
gular restraints δϕ0, δχ0, θ

0
A, and θ0B were calculated. It should be noted, that even the upper

limit of ° resulted in an increase of the association rate of only about one order of magnitude
(kon = . ×  M− s−). e absolute theoretical diffusion limited association rate for two
uniformly reactive spheres is given by Smoluchovskis formula kD = 4πDR with the relative dif-
fusion constantD = DA+DB and the reaction contact distance of the two spheresR = RA+RB

[]. e infinite series of rotation matrix integrations was truncated aer N = 40 (Equation
.).

.. Analytic Schlosshauer model

For the calculation of association rates we applied a model system consisting of two spheres in
full diffusion controlled limit. e model assumes that reaction occurs when the spheres are at
contact distanceR = RA+RB. To account for the fact that for proteins, the reaction can only take
place if the binding partners are facing each other with their binding site various constraints can
be applied. A oen used assumption describes the reactive part of the surface with a polar angle
θA,B a so called reactive patch which has to be aligned before reaction [, ]. Schlosshauer
derived a even more general expression for the kon rate which includes also the requirement for
an axial alignment of the two reactive patches defined by angle restraints δϕ0, δχ0 (see figure
.) [].

kon = D(Ra0/8π
2)2×[

D

κ
a0 −R

∞∑
l,l1,l2

Kl+1/2(ξ
∗)

lKl+1/2(ξ∗)− ξ∗Kl+3/2(ξ∗)
×

qll1l2

l1∑
n=−l1

(
l1∑

m=−l1

Ĉmn
l1l2

(
l l1 l2
0 m −m

))2]−1

(.)

with qll1l2 = 16π(2l + 1)(2l1 + 1)(2l2 + 1) and κ quantifying the extent of diffusion control in
the reaction where κ → ∞ in the full diffusion controlled limit. e Kl+1/2 are the modified
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bessel functions of the second kind.
(
l l1 l2
0 m −m

)
is the Wigner 3j symbol and

Ĉmn
l1l2 =

sin(mδϕ0)

m

sin(nδχ0)

n

θ0A∫
0

sin(θA)d
l1
mn(θA)dθA

θ0B∫
0

sin(θB)d
l2
−m−n(θB)dθB. (.)

e relative translational diffusion constant is defined as the sum of the two respective diffusion
constants D = DA +DB. e diffusion dependent variable ξ∗ is given as

ξ∗ = R

[
l1(l1 + 1)

Drot
A
D

+ l2(l2 + 1)
Drot

B
D

]1/2
. (.)

e integral over Euler angles a0 is given as

a0 = (4π)3δϕ0δχ0(1− cos θ0A)(1− cos θ0B) (.)

with Wigner’s small dlmn(θ) rotation matrix. We truncated the infinite sum over indices l, l1, l2
aer N = 40 as the relative change of kon per additional iteration dropped under %. e
nomenclature in the literature is ambiguous as the Kl+1/2 are also sometimes termed modified
Bessel functions of the third kind [, ]. To avoid ambiguity the modified Bessel functions
of the second kind used here are defined according to Solc and Stockmeyer [] as:

Kl+1/2(x) = K1/2(x)
l∑

m=0

κm,l x
−m (.)

with the Bessel function of order 1/2,

K1/2(x) = (π/2x)1/2 e−x (.)

and the recurrence relation for the coefficients κm,l

κm,l+1 = κm,l−1 + (2l + 1)κm−1,l with 0 < m < l. (.)

Initial values are given by

κm,l = 0, m > l (.)
κ0,l = 1, κl,l = (2l − 1)!!. (.)

Equation (.) was numerically solved with an in house soware implementation wrien in
python.

.. Brownian Dynamics Simulations

Brownian Dynamics (BD) simulations [] were used to estimate the rate of S-peptide to form
an encounter complex for the scenario of a conformational selection mechanism. e electro-
static potential around S-protein was first calculated by solving the Poisson Boltzmann equation
at  K and a relative permiivity of water ϵ = 78.5 with the ABPS soware package []. e
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θ0A θ0B δϕ0 δχ0 kon [M−1s−1]

    4.1× 105

    1.7× 106

    3.0× 106

    5.5× 106

    6.8× 108

Table .: Association rates of S-peptide to S-protein for several reactive patches sizes and axial orientation
tolerances. Angular constraints θ0A, θ0B , δϕ0, δχ0 are denoted in degrees.

electrostatic potential was saved on a grid around the centered S-protein to calculate electro-
static interactions during the BD simulations. Effects of S-peptide on the electrostatic field were
neglected. To smooth the surface of the binding partners, hydrogen atoms were removed during
the BD simulation and their charge was added to the connected heavy atoms. Spacial exclusion
between S-peptide and S-protein was set to an atomic collision distance of  Å. BD simulations
were started with randomly oriented S-peptide at a distance of b =  Å from the center of
mass (COM) of S-protein where interactions were isotropic and negligible and terminated when
either S-peptide diffused away from S-protein by more than q =  Å or when the encounter
complex was formed. When the distance root mean square deviation (dRMSD) of four residue
distances between S-peptide and S-protein (table .) became smaller than dRMSD <  Å the
configuration was counted as encounter complex. e dRMSD (Equation (.)) was calculated
fromN = 4 atomic distances di between the binding interface of S-protein and S-peptide thereby
simultaneously ensuring reasonable orientation and separation of the encounter complex.

dRMSD =

√√√√ 1

N

N∑
i=1

(di − di0)2 (.)

e reference distances di0 were taken from the X-ray structure of RNAse-S. e rate of forming
the encounter complex was then calculated with the method proposed by Northrup et al. []

kES
on = 4πD0bβ∞ (.)

where D0 is the relative diffusion constant of the binding partners which was calculated from
Stokes–Einstein relation from the radii of gyration and

β∞ =
βBD

1− (1− βBD)∆
(.)

with βBD being the fraction of encounter complexes formed during all started BD trajectories
and

∆ =
b

q
. (.)







Conclusion and Outlook

When Karplus, Levi, and Warshel received the Nobel price in chemistry in  for their con-
tributions in the field of molecular dynamics simulations and particularly the combination of
different levels of theory in multiscale approaches, the field of computational biochemistry in
general crossed an important border on its way to becoming a widely accepted theory outside
the boundaries of a specialized scientific community. When asked for a simple description of his
work, Nobel price laureate Martin Karplus answered aer winning the price: “If you like to know
how a machine works, you take it apart, we do that for molecules.” He inherently included in
his statement the picture of molecular dynamics being a computational microscope that enables
scientists to investigate the structural and dynamical processes of biological molecules at atom-
istic resolution. e track of success of molecular dynamics simulations that recently climaxed
in the Nobel price award started back in the late ’s when the age of computers was mak-
ing its first steps. When the first stereochemical structures of larger biomolecules were solved,
experimentalists used models of plastic balls and sticks to visualize the spatial arrangement of
atoms and bonds between them. Electron density maps calculated from X-ray diffraction data
were frequently visualized with manual drawings. A publication from the early years of protein
structure determination, investigating the structure of the protein–protein complex RNAse-S by
Wyckhoff et al. in  gives a good impression how tedious this process must have been at
the time before computers came into play []. Nowadays, computer programs are not only
performing the calculations to determine molecular structures or serve as a visualization plat-
form but even allow the simulation of molecular structure formation directly in silico. Currently
the simulation of complete folding pathways of proteins is limited on standard hardware but
the development of Anton, a special purpose molecular dynamics computer, permied already
in  a glimpse into this future when successfully simulating the folding pathways of several
fast-folding proteins on the millisecond timescale []. is might soon be possible on readily
available standard hardware if the industrial ambition of developing faster computer hardware
continues with the current speed, a progress which just recently enabled simulations of reason-
able protein sizes for several microseconds on graphics processing units (GPUs). In principle, the
structure prediction of proteins simply starting from the knowledge of the genetic information
that encodes the protein sequence would then be possible by the abundant simulation of folding
pathway ensembles, thereby potentially replacing the complex and time consuming processes in-
volved in the experimental structure determination by a generic computer simulation. On other
scientific frontiers like the field of drug development, the simulation of binding affinities and as-
sociation pathways for a large number of potential drug candidates could replace cost intensive
high-throughput screening techniques in the laboratory. e simulation techniques for this are
already nowadays available and have proven their predictive capabilities on the small scale.

In that sense, the future sounds like a world where simulators might one day completely re-
place experimentalists in a lab coat. Although this is certainly thinkable for specialized appli-
cations, theory and experiment have ever been bonded together in the progress of science and
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certainly will be in the future. e reason is, that physics, chemistry, and biology are empiric sci-
ences that develop theories to describe the world based on experiences and measurements which
are obtained from experiments. e predictions of theoretic models therefore require the nor-
mative power of experimental measurements to improve their quality in a most probably never
ending feedback loop. Although current models already have proven their predictive quality
in many situations they are still incomplete. at counts for the description of molecules with
quantum mechanics calculations (the best theoretic description of molecules currently available)
and obviously even more for the classical modeling of atoms as balls connected by springs in
molecular dynamics simulations. Systematic errors are inherent in these models and are difficult
to quantify, may they evolve from incomplete description of physical processes or just be a mat-
ter of numeric discretization. e dependence on experiments might first seem a drawback of
theoretic models in general but it constitutes the most powerful paradigm in empirical sciences.
It is based on the recognition that the provability of theories is logically excluded as their models
are solely based on a finite series of limited empirical observations. eories therefore can either
be falsified by rebuing their predictions with an experiment or the predictions are confirmed by
the experiment but the theory itself will never be proven correct. A theory remains valid as long
as its predictions are not contradicted by experimental results. e quality of our current models
and computational limitations resulting in insufficient sampling are typical reasons why simula-
tors have oen difficulties with their results being considered equal by experimental colleagues.
is is well reflected by the fact that predictive simulation studies are rarely found in high impact
peer reviewed journals. If they make their way into these journals, they are typically strongly
connected to experimental findings or have reproductive character. is sometimes seduces ex-
perimentalists to sit on a high horse claiming that their results represent the real world a believe
that is certainly oen justified (they may be interpreted incorrectly though), however thereby
ignoring the predictive power inherent in simulations. Simulations can provide a comfortable
shortcut compared to experiment that ideally sharpens the eye of the experimentalists by telling
them where to look at and by delivering alternative insight. On the other hand, simulators some-
times li off the ground of empiricism and neglect the fact that their results remain predictions
and require experimental confirmation. For the sake of an improved scientific progress and in
order to close the confidence gap between these two species of scientists, we need strong com-
munication and tight collaboration between both worlds.

In this thesis a series of studies is presented showing, that simulations and experiments are at
their best when tightly coupled together. Inspired by experimental work of the group of omas
Kieaber we approached the association mechanism of RNAse-S with molecular dynamics sim-
ulations. RNAse-S is a product of the proteolytic cleavage of RNAse-A which is according to a
review by Ronald T. Raines from  the “most extensively studied enzyme of the th century”
[]. RNAse-S is formed when the smaller S-peptide binds to its larger partner S-protein. S-
peptide is an intrinsically disordered peptide in solution but adopts an helical conformation when
bound to S-protein. Despite of the groundbreaking experimental work of the Kieaber group
and others, the complete association process is still not fully understood. By carefully comparing
our simulation results with the vast amount of experimental studies around RNAse-S we vali-
dated every step of our proceeding. With a simple diffusion model calculation we could rule out
one of the two proposed binding mechanisms and confirm the interpretation of the Kieaber
study. But our simulations also indicated additional, so far unknown effects. Not only S-peptide
seems to undergo a conformational transition upon binding, but also its larger partner S-protein





which has been expected to be conformationally stable undergoes a global conformational re-
arrangement. Discussions with our collaborators in the Kieaber group resulted in the idea of
measuring this prediction in vitro with the help of an small angle X-ray scaering experiment.
eoretically predicted scaering curves seem promising that the effect could be visible in such
an experiment. Also our simulations indicate that S-peptide forms an initial key contact with
S-protein with specific anchoring residues first before folding on the surface to the native heli-
cal conformation. is mechanism has been suspected in the past and could be produced under
the ”computational microscope“ but would be difficult to observe with experimental techniques
otherwise. However the sampling capabilities of molecular dynamics simulations performed on
GPUs of the latest generation are still not sufficient to sample complete association pathways of
S-peptide to S-protein in an unmodified forcefield as full association occurs on timescales above
tens of microseconds.

Our study on the switching mechanism of Rabb is based on an experimental finding, that
bacteria of the species Legionella pneumophila express the enzyme DrrA/SidM to introduce a
posranslational modification in Rabb by adenylylating the Tyrosine residue . Aymelt Itzen
and his group challenged us whether we could come up with a reasonable model about what
this modification effects in Rabb and in particular how the switching mechanism is affected.
Based on umbrella sampling simulations and Poisson–Boltzmann calculations we found that the
switching mechanism of Rabb is locked in its active configuration by the posranslational mod-
ification, providing a mechanism for the bacterium to interact with the vesicle trafficking control
system of the host cell. We find that the effect is mainly caused by the negative charge of the
modification which is introduced into the functional switch region of Rabb. Interestingly, an-
other bacterial enzyme SidD has been identified that removes the adenylylation from Rabb and
thereby reinstates the original cellular control mechanism. In the meantime our explanation of
the modified switching mechanism could be fully confirmed by preliminary nuclear magnetics
resonance spectra of adenylylated and wild type Rabb in their GDP (inactive) and GTP (active)
form. Interestingly, further preliminary results from simulations and experiments indicate that
another posranslational modification, the posphocholination of neighboring residue Serine 
which is net charge neutral, has no impact on the structural coordination of Rabb.

An impressive example how simulations may help experimentalists to figure out the issues
inherently drowsing in experimental techniques is given in our study on fluorescence labeling
of S-peptide. While discussing about the possibilities of a fluorescence spectroscopy study of the
S-peptide/S-protein association process with collaborators of the Don Lamb group, we realized,
that S-peptide might be too small to be fluorescently labeled without significantly influencing
the conformations and dynamics. We asked ourselves whether it might be possible to identify
such a modification in silico and whether such simulations could be confirmed by connecting
them to experimental fluorescence spectroscopy measurements. We used continuous molecular
dynamics simulations to investigate the conformational and dynamical regime of S-peptide with
and without the fluorescence labels being aached. We validated the results of the simulation
of labeled S-peptide by comparing them with the experimental PET-FCS measurements. e
successful validation allowed us to compare the simulated conformational and dynamical regimes
between labeled and unlabeled S-peptide. e impact of the labeling was found to be surprisingly
strong. Not only the diffusive properties of S-peptide were heavily affected but the peptide was
also locked in a metastable β-sheet configuration during the simulations caused by a short-range
stacking interaction between the fluorescence labels. In order to confirm the findings from the
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simulations, we measured the circular dichroism spectrum of both the labeled and unlabeled S-
peptide and found accordance with our predictions from the simulations. is study highlights
the potential of molecular dynamics simulations to help experimentalists to identify whether a
measurement technique itself modifies the behavior of the measured system, an effect which is
oen difficult to access by solely experimental means.

In a further study, we developed a protocol to identify ligand binding modes in the receptor
binding site with simulations. With regard to the field of drug design it is quite possible, that
parts of the work which is currently performed in the laboratory might soon be replaced by such
simulation protocols. With high-throughput screening techniques, large libraries of thousands of
drug candidates are frequently checked in a trial and error approach for their binding capabilities
to the drug target. is process is both expensive and time consuming. e theoretic concepts
and protocols to calculate binding affinities of drug candidates on the computer are already avail-
able but they are computationally still too expensive to be applied on the large scale. However
these computational approaches promise more than to be one day just a cheaper replacement for
the lab techniques. ey give access to detailed atomistic insight in the dynamic processes oc-
curring in the binding pocket. Such information paves the way to the sophisticated and specific
design of drug molecules instead of the brute force trial and error testing of thousands ligands.

e progress in the understanding of life will in the future even stronger depend on the in-
teraction between different groups of scientists be they experimentalists or theoreticians. Tools
and simulation protocols need to be developed in order to shortcut oen time consuming, expen-
sive, and error prone laboratory techniques. Yet, simulation techniques are capable to provide
valuable insight into biomolecular processes that is otherwise difficult to obtain in experiment.
However molecular dynamics simulations still require improvements especially in terms of force-
field parametrization and the inclusion of additional physical effects in order to strengthen their
predictive power and their accurate representation of molecular processes. Experiments are the
ultimate instance to check these predictions for their validity in the real world.





Appendix A

hdWE: A hyper-dimensional Weighted
Ensemble implementation

In the course of this thesis, we developed from scratch an implementation of the weighted
ensemble methodology. e original idea was to allow the simultaneous simulation of multiple
binning coordinates in one WE setup, therefore we came up with the name hyper-dimensional
Weighted Ensemble or short hdWE for the implementation, a name which is admiedly somewhat
extravagant. e code is purely wrien in Python  to guarantee a maximum of platform inde-
pendence and provide an easy start for coding newcomers who want to understand and expand
the implementation. e WE algorithm is subdivided in two basic parts: While the bookkeep-
ing of bin structures, WE iterations, analysis of bin coordinates, and stochastic weights wi of
the trajectories is handled by the hdWE program itself, the molecular dynamics simulations are
outsourced to an external MD soware suite (e. g. AMBER, Gromacs). is subdivision allowed
us to focus our efforts on the design and performance improvement of the WE implementation
itself while taking advantage of state of the art MD implementations at the same time. Two
key benefits of this approach should be noted. First, as the weighted ensemble does not require
modifications of the Hamiltonian, we rely on the fastest available implementations of pure MD
algorithms which are nowadays typically accelerated with the help of General Purpose graphics
processing Units (GPUs) and allow us to access timescale of several μs for a typical biomolecular
system of ∼ 50000 atoms. Second, during the propagation step of a WE iteration, the trajec-
tories are completely independent from each other and can therefore be propagated in multiple
parallel MD threads for the next WE time step τ (figure .). is form of trivial parallelizability
is an intrinsic advantage of the WE algorithm. Aer the trajectories have been propagated, their
end structures are evaluated with respect to their new position on the binning coordinates and
resorted into the bins. en the trajectories are split and merged according to the resampling
mechanism to ensure that the bins are evenly filled. Eventually the algorithm reenters the MD
propagation step.

A. Implementation details

In this section we want to briefly outline the important data structures and the hierarchy among
them to provide insight into the design of the hdWE program. At the lowest hierarchical level, the
WE algorithm organizes a number of trajectories which are evenly distributed along the binning
coordinate. Trajectories are represented in hdWE as an instance of the class Segment(). For

e full source code of hdWE was released under the license terms of the GPLv and can be obtained from
https://github.com/enzyx/hdWE
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the beer understanding, we want to look at a pseudo code representation of this class, which is
reduced to the principle features.

class Segment(object):
def __init__(self, probability, parent_iteration_id,

parent_bin_id, parent_segment_id,
iteration_id, bin_id, segment_id):

self.probability = probability # float
self.parent_iteration_id = parent_iteration_id # int
self.parent_bin_id = parent_bin_id # int
self.parent_segment_id = parent_segment_id # int
self.bin_id = bin_id # int
self.segment_id = segment_id # int
self.iteration_id = iteration_id # int
self.coordinates = None # list of floats

A Segment() object is located and identifiable in time and bin space with three ids defining
the iteration (iteration_id), bin (bin_id) and position in the bin (segment_id). In addition
to that, the segment stores information about its recent history in the variables prefixed with
parent_. e ids define the position of a segment in the bin data structure above and are di-
rectly linked to a trajectory coordinate file. e statistical weight wi of the trajectory assigned
by the WE algorithm is stored in probability and the coordinate(s) of the trajectory on the
binning coordinate(s) are stored in as an array in coordinates, e. g. in case of a single binning
coordinate, the array contains only one element. e segments are organized in the Bin() class,
containing an array segments of segment instances.

class Bin(object):
def __init__(self, iteration_id, bin_id, target_number_of_segments,

coordinate_ids):
self.iteration_id = iteration_id # int
self.bin_id = bin_id # int
self.target_number_of_segments = \

target_number_of_segments # int
self.coordinate_ids = coordinate_ids
self.segments = []
self.initial_segments = []
self.resampling_history = []

e Bin() is again identifiable via iteration_id and bin_id which are redundantly stored in
the segment instances for simple access to identifiers. e bin class carries information about
its position along the binning coordinate(s) in the coordinate_ids array and stores the target
number of segments. In order to preserve the full history about segments being merged and split
during the resampling procedure, a copy of the segments array is stored in initial_segments
before resampling. Every step of the resampling process is stored in the resampling_history
array. e resampling elements in this array are instances of the classes Split() or Merge()
containing mainly segment_ids of the merged and split segments.





A. Implementation details

class Merge(object):
"""
surviving_segment: The index of the surviving segment
deleted_segments: List of segment_ids which are

deleted probability
"""
def __init__(self, surviving_segment_id, deleted_segments_ids):

self.surviving_segment_id = surviving_segment_id
self.deleted_segments_ids = deleted_segments_ids

def getType(self):
return type(self).__name__

class Split(object):
"""
parent_segment: segment_id of the split segment
m: Number of segments which result from splitting
"""
def __init__(self, parent_segment_id, m):

self.parent_segment_id = parent_segment_id
self.m = m

def getType(self):
return type(self).__name__

e WE algorithm is round based and the underlying data structure representing one WE round
is the class Iteration(). e iteration class stores information about the binning coordinates
(boundaries) which are referenced by the bin instances in bin.coordinate_ids. e iteration
counter is stored in iteration_id and the list of bin instances in the bins array.

class Iteration(object):
def __init__(self, iteration_id, boundaries, n_starting_structures):

self.iteration_id = iteration_id # int
self.boundaries = boundaries # array
self.bins = []

Having introduced the data structure hierarchy, we now can analyze the main program loop in
hdWE. For educational reasons, we skip the setup routines and jump directly into a pseudo-code
representation. e code has been slightly simplified in terms of call parameters and additional
function calls, compared to the actual hdWE implementation, to keep the level of detail at a
minimum and focus on the essentials of the WE routine.

for iteration_counter in range(MAX_ITERATIONS):
# 1. Intialize iteration and sort segments into bins
iterations.append(Iteration(iteration_counter,

iterations[-1]))
resorting.copyBinStructureToLastIteration(iterations)
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resorting.resort(iterations)

# 2. Backup the segments lists of all bins
for this_bin in iterations[-1]:

this_bin.backupInitialSegments()

# 3. Resampling (split/merge trajectories)
resampler.resample(iterations[-1])

# 4. Reweighting
reweighter.doProbabilityReweighting(iterations)

# 5. Run MDs
md_module.runMDs(iterations[-1])

# 6. Calculate Segment Coordinates
md_module.calcCoordinates(iterations[-1])

e loop runs over a predefined number of WE iterations MAX_ITERATIONS and the instances
of the Iteration() class are stored in the iterations array. First, a new instance of
Iteration() is created and appended to the iterations list. e resorting instance pro-
vides functions to copy the bins and segments of the previous iteration to our new iteration
object. Because segments have been propagated with MD at the end of the previous iteration,
the trajectories (segments) have new coordinates in the bin spaces and need to be assigned to
the bins with the resorting.resort() routine. If a trajectory accessed a previously empty bin
region during the last iteration, a new bin instance is generated on-the-fly. In a second step, the
segments list in the bins is backed up to the initial_segments list before the resampling rou-
tine merges and splits segments. e reweighting routine can (optionally) be applied, readjusting
the probability weights of the segments. Internally, the reweighting routine calculates the aver-
aged rate matrix over a given number of iterations. en the algorithm enters the propagation
step which is handled by the md_module which provides an interface to the external Molecular
Dynamics program. e MD_module() class functions as a wrapper to different MD programs
on a plugin basis. e specific call syntax of the individual MD programs is hidden behind gen-
eral function calls (e. g. runMDs(), calcCoordinates) which have to be implemented when
aiming to support an alternative MD soware package in hdWE. e ultimate step in the main
loop is the calculation of the new bin coordinates (md_module.calcCoordinates()) for the
propagated trajectories to allow resorting them into bins in the subsequent iteration.

A. Usage of hdWE

In this section, we briefly present the individual steps required to setup and perform a WE sim-
ulation with the hdWE program and the Amber molecular dynamics soware []. hdWE uses
a global configuration file (hdWE.conf) to define the WE simulation parameters. Its syntax is
based on the python module ConfigParser. e following example shows a configuration file
to simulate the binding process of a ligand to a protein with WE using the distance between
protein and ligand as binning coordinate.
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[hdWE]
workdir = /work/dir/path/
starting-structures = ./pro-lig.rst7
jobname = pro-lig
segments-per-bin = 10
max-iterations = 10000
boundaries = 10.0 12.0 14.0 16.0 18.0 20.0
sample-region = -99999 99999
keep-coords-frequency = 100
keep-trajectory-files = False
resampling-mode = westpa
merge-threshold = 0.01
compress-iteration = False
number-of-threads = 8

[amber]
topology-path = pro-lig.top
infile-path = pro-lig.in
coordinate-masks = pro-lig.mask
binary = pmemd.cuda
cuda_visible_devices = 0,1,2,3
parallelization-mode = mpi
mpirun = /usr/bin/mpirun -np 4

e workflow initially requires the setup of topology and coordinate files of the protein and
ligand system with the AMBER package. Instructions on the setup protocol can be found in the
AMBER manual. e resulting topology (pro-lig.top), coordinate (pro-lig.top), and Amber
run file pro-lig.in have to be specified in the WE configuration file. e workdir parameter
points to the directory where hdWE searches for files and writes the output of the WE simulation.
In order to calculate the binning coordinate(s) from the MD trajectories, hdWE relies on the
Amber tool cpptraj. e syntax for cpptraj input files is documented in the Amber manual
and can be any type of coordinate. To specify one ore multiple binning coordinates, an Amber
mask has to be wrien to the pro-lig.mask input file in one line per coordinate.

distance d :1-367 :LIG

In this example, the protein is defined by residues – while the ligand molecule is identified
with the residue name LIG. e out directive for the definition of the cpptraj output file will
automatically be added by hdWE. e bin boundaries are then defined with the boundaries pa-
rameter. In our example we have  bins covering distances b0 = { d | 0 < d ≤ 10 }, b1 = { d |
10 < d ≤ 12 }, . . . , b6 = { d | 20 < d ≤ ∞}. e bins are open at their endpoints covering the
whole phase space up to the region specified in sampling-region. In our case we just specified
a numerically large range compared to the system size. e units of the distance are taken from
cpptraj which uses Å for distances. If multiple binning coordinates are used, additional coordi-
nate boundaries are specified in a comma separated list format. e target number of trajectories
per bin is given in segments-per-bin and is required by the resampling routine to define, how
oen trajectories are to be split or merged. max-iterations gives the number of WE itera-
tions and the additional flags keep-trajectory-files and keep-coords-frequency spec-
ify, whether the trajectory output files are stored and at how oen the coordinate files resulting
from each WE iteration are stored. e amber binary pmemd.cuda should be in the $PATH vari-
able of the shell, alternatively a full path can be specified. hdWE starts multiple pmemd programs
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in parallel via a mpi pipeline, therefore the user can fine tune the parallelization via the mpirun
command which may also run on multiple nodes via the --host or --hostfile flag of mpirun.
Parallelization is switched on with the parallelization-mode parameter and the available
GPUs are defined over the cuda_visible_devices parameter which is translated internally to
the CUDA_VISIBLE_DEVICES shell variable. Aer having setup the configuration file, the sim-
ulation is ready to be started with hdwE. When calling hdWE with the flag -h from a terminal, it
outputs an overview of the available command line options.

usage: hdWE.py [-h] [-c FILE] [-d] [-a | -o] [-n]

_ ___ ________
| | | \ \ / / ____|
| |__ __| |\ \ /\ / /| |__
| '_ \ / _` | \ \/ \/ / | __|
| | | | (_| | \ /\ / | |____
|_| |_|\__,_| \/ \/ |______|

A hyperdimensional weighted ensemble simulation implementation.

optional arguments:
-h, --help show this help message and exit
-c FILE, --conf FILE The hdWE configuration file
-d, --debug Turn debugging on
-a, --append continue previous iterations (use parameters from conf

file when --read is given)
-o, --overwrite overwrite previous simulation data
-n, --new-conf Read new boundaries from config file when --append is

used

In our example of a protein–ligand complex formation, the command to initiate the simulation
would be

hdwe.py -c hdWE.conf

e program creates two output directories pro-lig-log and pro-lig-run containing log files
of every iteration in the first and the trajectory/coordinate files in the second folder. e iter-
ation log filenames are the zero padded iteration indices with the filename extension .iter
(e. g. 00000000.iter, 00000001.iter). e naming scheme for the coordinate and trajec-
tory output files is assembled again from zero padded iteration, bin, and trajectory index (e. g.
file 00000034_00002_00013.rst7 identifies as segment  of bin  in iteration ). hdWE pro-
vides a set of tools to analyze the results of a WE simulation. In the given example the transition
rates between arbitrary states can be calculated with the ana_TraceFlux program.

ana_TraceFlux -l pro-lig-log --state-A 0 10 --state-B 18 99999 -B 1000 -bs 500

e program requires the log file directory of the WE simulation and the definition of state
intervals along the binning coordinate. e -B flag effects that the initial  WE iterations
are skipped as equilibration for the analysis. ana_TraceFlux performs error analysis according
to the statistical bootstrapping method, and therefore splits the data in blocks of size -bs 500
[]. e ana_BinPMF tool calculates the PMF along the binning coordinate.

ana_BinPMF.py -l pro-lig-log -o pmf.dat

It again requires the path of the log file directory and an optional output filename. e PMF data
is stored as an ASCII file which can be conveniently visualized with standard ploing soware.
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Distance based RMSD potential in
GROMACS

In chapter  the influence of Tyr adenylylation on the conformational regime of Rabb was
investigated with the help of umbrella sampling (US) molecular dynamics simulations combined
with the replica exchange (RE) technique. As reaction coordinate to unfold the switch regions
in Rabb a distance based root mean square deviation (dRMSD) potential was chosen and imple-
mented natively in GROMACS version .. e sampling along the dRMSD coordinate provides
a powerful tool to investigate conformational changes of biomolecules and we want to briefly
introduce the fundamental concepts as well as an application note of our dRMSD implementation
in GROMACS.

B. Theory

e dRMSD coordinate is defined as the mean deviation of a set of distances di from their refer-
ences di0. e distances di are typically defined between pairs of atoms ai1, ai2 and the reference
distances correspond to a target molecular structure. We write the definition of the dRMSD (D)
as

D(d1, . . . , dN ) =

√√√√ 1

N

N∑
i

(di − di0)2 (B.)

where the index i runs over all distances between N atom pairs which contribute to D. e
dRMSD is similar to the root mean square deviation (RMSD), which describes the deviation of
a set of coordinates from their reference position and is oen applied in the field of molecular
dynamics to analyze the conformational evolution of molecules in simulations. Despite their sim-
ilarity in definition and applicability, the dRMSD coordinate offers significant advantages over
the RMSD with respect to soware implementation and algorithmic performance. e main rea-
son is, that distances between atom pairs can be trivially extracted during a MD simulation, as
they are invariant from the rotation and translation of the molecule. e RMSD on the other
hand, requires the molecular structure to be superimposed with its reference structure to elimi-
nate the rotational and translational contributions and to yield only the internal conformational
deviation from the reference. e superimposition step requires the determination of a transla-
tion vector to align the centroids of the molecules current and reference structures and an optimal
rotation matrix for rotational alignment. e Kabsch algorithm provides a fully analytic solution

e full source code can be obtained from https://github.com/enzyx/gromacs-.-drmsd



https://github.com/enzyx/gromacs-4.6-drmsd
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for the alignment problem [, ]. However, its application involves the numerical solution
of a linear equation system, which is not always numerically stable. Furthermore, when used as
a reaction coordinate in MD simulations, the superimposition has to be performed during every
step of the MD algorithm, constituting additional computational cost. erefore the dRMSD co-
ordinate constitutes typically the safer to implement choice which delivers beer computational
performance over RMSD. In order to perform an US simulation along the dRMSD coordinate,
a potential has to be defined, which traps the simulation at a specific point along the reaction
coordinate. Frequently, a spring like potential is used in the form

V (d1, . . . , dN ) =
1

2
k0
(
D(d1, . . . , dN )−D0

)2
. (B.)

with a reference dRMSD D0 and a force constant k0. In order to translate the dRMSD potential to
forces which can be applied to the atoms in a MD simulation, we keep in mind that the distances
di are functions of the atom pair coordinates r⃗i1, r⃗i2.

di ≡ di(r⃗i1, r⃗i2) = |r⃗i1 − r⃗i2| =
√

(r⃗i1 − r⃗i2)2 (B.)

e forces on the Cartesian atom coordinates xi1, yi1, zi1 and xi2, yi2, zi2 of atoms ai1, ai2 in-
volved in distance di are taken from the total derivative of D with respect to the atom coordinate
e. g. x1i

Fxi1 = −dV (d1, . . . , dN )

dxi1

= −k0
N

· D(d1, . . . , dN )−D0

D(d1, . . . , dN )
· (di − d0) ·

xi1 − xi2
di

= −Fxi2

(B.)

According to Newtons rd law, the equal force on x1i acts on x2i in opposite direction. In vec-
torial form, equation B. may be rewrien as

F⃗ai1 = −k0
N

· D(di)−D0

D(di)
· (di − d0) ·

d⃗i
di

= −F⃗ai2 (B.)

Having extracted the forces, the dRMSD potential can then be applied on a MD simulation. In
order to drive a system between two states A and B however, we need to extend D with infor-
mation about the endpoints A,B. Endpoints in terms of dRMSD can be defined by different sets
of reference distances dAi0, dBi0 for the two states. e sets of reference distances may represent
two different conformations of the molecule of interest for example. To control the potential
between the endpoints, a scaling parameter λ ∈ [0, 1] is introduced. e λ dependent dRMSD
coordinate is then defined as

D(di, λ) =

√√√√ 1

N

N∑
i

(
di − (1− λ)dAi0 − λdBi0

)2

(B.)

e system is driven to the endpoint A if λ = 0 and to B if λ = 1 by linearly switching be-
tween the reference distance sets. e λ dependent dRMSD potential is further extended by two
reference dRMSDs DA

0 , D
B
0 and takes the form

V (di, λ) =
k0
2

(
D(di, λ)− (1− λ)DA

0 − λDB
0

)2

(B.)
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Again the forces on Cartesian coordinates of atoms ai1, ai2 have the form e. g. for xi1, xi2

Fxi1 =− dV (di, λ)

dxi1

=− k0
N

· D(di, λ)− (1− λ)DA
0 − λDB

0

D(di, λ)
·(

di − (1− λ)dAi0 − λdBi0
)
· xi1 − xi2

di
=− Fxi2

(B.)

When performing US simulations with several λ windows along the reaction coordinate, the
Replica Exchange technique may be applied in addition to enhance the diffusion of conforma-
tions between the end points and accelerate the discovery of alternative structures. is may be
necessary especially as the conformational space that “fulfills” a certain dRMSD condition may
vary at different λ values.

B. Application notes

e input files of GROMACS have been extended by several parameters to setup a Hamiltonian
Replica Exchange Umbrella Sampling simulation (H-REUS). e simulation parameters are ad-
justed in the configuration file syntax (.mdp) and the following additional parameters are avail-
able.

drmsd-pot:

yes
Enable distance based RMSD potential.

no
Disable distance based RMSD potential.

drmsd-ref: (.) [nm]
Reference distance RMSD

drmsd-refB: (drmsd-ref) [nm]
Reference distance RMSD for state B

drmsd-k: (.) [kJ mol−1 nm−2]
Force konstant of the distance RMSD potential

nstdrmsdpout: ()
Frequency of writing distance RMSD potential output (unimplemented yet)

e dRMSD potential can be turned on and off with the drmsd-pot switch. e parameters
drmsd-ref, drmsd-refB and drmsd-k0 correspond to the reference dRMSD values DA

0 ,DB
0

and the force constant k0 in equation B.. e standard units of GROMACS have to be used
for the parameters as indicated. Atom pairs and their reference distances are defined in a
dedicated section in the system topology file (.top). e position of the additional section
[ drmsd_restraints ] in the topology file is not relevant. An exemplary definition of three
distances has the following representation
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[ drmsd_restraints ]
; ai aj type d0 d0B

9 39 1 0.5 0.6
19 49 1 0.5 0.6
29 59 1 0.5 0.6

e first line represents the section header, while the second line is a comment (prefixed with the
escape character “;” in GROMACS topology files). e subsequent lines are organized in white
space separated columns. e first and second columns indicate the atom indices of ai1, ai2 defin-
ing the distance di. e third column is internally used by GROMACS to identify the bond type
and should always be 1. e reference distances dAi0, dBi0 are given in the last two columns. e
different λ windows in a replica exchange simulation are controlled with the .mdp file parameter

bonded-lambdas:
Zero, one or more lambda values for which Delta H values will be determined
and wrien to dhdl.xvg every nstdhdl steps. Values must be between  and .
Only the bonded interactions are controlled with this component of the lambda
vector.

E. g. for a setup with  equidistant λ windows, the input line would be
bonded-lambdas = 0.00 0.20 0.40 0.60 0.80 1.00

To enable the λ control, the .mdp file parameter free-energy must be set to yes. e rest of the
system setup and the production run follows the standard GROMACS guidelines. As the dRMSD
implementation is natively integrated in the replica exchange framework of GROMACS, it can
be combined with other techniques requiring modifications to the Hamiltonian e. g. free energy
calculations or temperature replica exchange [].

e dRMSD implementation makes full use of the MPI and OpenMP paradigms in GROMACS.
However, the long-range interaction between far distant atom pairs may break the domain de-
composition mechanism used in GROMACS to parallelize large systems [, ]. erefore
the user can either opt for the particle domain decomposition scheme with the mdrun flag -pd or
decide to use only OpenMP to parallelize the propagation within a single λ window while using
MPI to manage parallelization on the higher replica exchange level. An error message is shown
to the user when the setup violates these requirements.

e output files, the dRMSD results are directed to, are defined with the -drmsd flag. A typical
run command of mdrun using  MPI hosts for the λ windows with each  OpenMP threads to
parallelize the internal force calculation and propagation would be:

mpirun -n 6 mdrun -multi 6 -ntomp 16 -replex 1000 \
-deffnm protein_ -s protein_.tpr -drmsd drmsd_.xvg

e dRMSD output is directed to the files (drmsd_0.xvg, drmsd_1.xvg, ...) and stored in
the standard ASCII based GROMACS .xvg file format. e currentλ value, the reference dRMSD
values and the force constants are stored in the file header. e simulation data is wrien in three
columns, saving the simulation time stamp t, the dRMSD value D(t), and the associated dRMSD
potential V (D(t)). In order to calculate a potential of mean force along the dRMSD coordinate,
these files can be conveniently analyzed with the Weighted Histogram Analysis method (WHAM)
[].
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Symbols and Abbreviations

Symbols and constants

S Entropy
F Helmholtz free energy
G Gibbs free energy
T Temperature
p Pressure
V Volume
kB Boltzmann constant
β 1/(kBT )

Constants
ϵ0 Vacuum Permiivity 8.8542× 10−12 F/m
µ0 Vacuum Permeability 4π × 10−7 N/A2

e Electron Charge 1.6022× 10−19 C
kB Boltzmann constant 1.3807× 10−23 J/K
π Pi 16 arctan(15)− 4 arctan( 1

239)
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Abbreviations
ABF Adaptive Biasing Force
AMBER Assisted Model Building with Energy Refinement (Soware) []
APBS Adaptive Poisson–Boltzmann Solver (Soware) []
BD Brownian Dynamics
cMD continous Molecular Dynamics
dRMSD distance Root Mean Square Deviation
FDPB Finite Difference Poisson–Boltzmann
GDP Guanosine Diphosphate
GROMACS GROningen Machine for Chemical Simulations (Soware) [, ]
GTP Guanosine Triphosphate
H-REMD Hamiltonian Replica Exchange Molecular Dynamics
H-REUS Hamiltonian Replica Exchange Umbralla Sampling
MC Monte Carlo
MD Molecular Dynamics
NPT Constant number of particles (N), pressure (P), temperature (T)
NVT Constant number of particles (N), volume (V), temperature (T)
PDB Protein Data Bank
PMF Potential of Mean Force
PTM Post Translational Modification
QM antum Mechanics
REMD Replica Exchange Molecular Dynamics
RMSD Root Mean Square Displacement
T-REMD Temperature Replica Exchange Molecular Dynamics
US Umbrella Sampling
WE Weighted Ensemble
WHAM Weighted Histogram Analysis Method
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