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Abstract

The slow dynamics of proteins around its native folded state is usually described by diffusion in a strongly anhar-
monic potential. In this paper, we try to understand the form and origin of the anharmonicities, with the principal aim
of gaining a better understanding of the principal motion types, but also in order to develop more efficient numerical
methods for simulating neutron scattering spectra of large proteins. First, we decompose a molecular dynamics (MD)
trajectory of 1.5 ns for a C-phycocyanin dimer surrounded by a layer of water into three contributions that we expect to
be independent: the global motion of the residues, the rigid-body motion of the sidechains relative to the backbone, and
the internal deformations of the sidechains. We show that they are indeed almost independent by verifying the fac-
torization of the incoherent intermediate scattering function. Then, we show that the global residue motions, which
include all large-scale backbone motions, can be reproduced by a simple harmonic model which contains two con-
tributions: a short-time vibrational term, described by a standard normal mode calculation in a local minimum, and a
long-time diffusive term, described by Brownian motion in an effective harmonic potential. The potential and the
friction constants were fitted to the MD data. The major anharmonic contribution to the incoherent intermediate
scattering function comes from the rigid-body diffusion of the sidechains. This model can be used to calculate scattering
functions for large proteins and for long-time scales very efficiently, and thus provides a useful complement to MD
simulations, which are best suited for detailed studies on smaller systems or for shorter time scales. © 2000 Elsevier
Science B.V. All rights reserved.
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1. Introduction

One of the most important applications of
neutron scattering in the biological sciences has
been the study of protein dynamics. In this field,
computer simulations have always been essential
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for interpreting the experimental spectra due to
the complexity of the systems [1,2]. The prevalent
simulation technique has been molecular dynamics
(MD) simulation, which calculates the detailed
motion of all atoms. From this information, all
observable quantities can be calculated in princi-
ple, although the length of simulation runs that
can be performed in practice is often a limiting
factor. Few, if any, MD trajectories ever pro-
duced for proteins are long enough to permit a
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conformational sampling that includes the low-
frequency large-amplitude motions. As an alter-
native technique, normal mode analysis has been
used to reproduce vibrational spectra. This tech-
nique has the advantage of permitting the ana-
Iytical calculation of time-dependent quantities on
all time scales, without the sampling problems of
MD, but it is inherently unable to describe the
diffusive dynamics that dominates protein motion
on long time scales and at physiological tempera-
tures. Another problem is the limitation to a single
local minimum of the potential energy surface,
which cannot describe the amplitudes of large-
scale motions correctly.

Several attempts have been made to introduce
friction and thereby diffusive motions into normal
mode models. Smith et al. [3] used a model in
which they assigned a friction term to each normal
mode independently, i.e. they neglected the cou-
pling between modes that results from the ran-
dom forces. They used an empirical model for the
frequency-dependent friction constant. This ap-
proach has also been used by Hayward et al. [4].
Kottalam and Case [5] and later Ansari [6] have
applied the Langevin mode formalism developed
by Lamm and Szabo [7] on the basis of a theory by
Wang and Uhlenbeck [8] to proteins, using an
atomic model and force field with friction con-
stants calculated according to an empirical for-
mula that was developed by Pastor and Karplus [9]
for liquid alkanes. The validity of this model for
proteins is questionable, however, and as in the
work of Smith et al., the limitation to a local
minimum of an atomic force field remains. Fric-
tion constants have also been obtained from MD
trajectories (e.g. Ref. [10]), but this approach has
not become widely used.

The aim of this article is to gain a better un-
derstanding of the long-time diffusive dynamics of
proteins, as measured by neutron scattering, and
to examine whether it is possible to describe it by a
much simpler model than explicit Newtonian dy-
namics on the atomic scale. Our starting point
(Section 2) is a long MD trajectory for a mid-sized
protein, a C-phycocyanin dimer. In Section 3, we
decompose this trajectory into three terms which
we expect to be approximatively independent:
one term describes the large-scale motions of the

backbone, the second one, the rotational diffusion
of the sidechains relative to the backbone, and the
third term describes the internal deformations of
the sidechains.

In a compactly folded protein with a single well-
defined equilibrium structure, the overall shape of
the potential energy surface must be that of a
single well. It is well known that the stable equi-
librium configurations of proteins actually consists
of multiple conformational substates [11-13], but
this “fine structure” of the potential energy surface
can be regarded as a modulation of a smooth
single-well potential that defines the protein’s
general folding topology. Motion in such a system
can be described qualitatively as vibrational mo-
tion within a local potential energy minimum on a
short-time scale, and as diffusion on a smooth ef-
fective potential energy surface on a long-time
scale. In Section 4, we will attempt to describe the
large-scale dynamics of a protein by precisely such
a model, assuming both the local minima and the
overall potential well to be harmonic.

2. Molecular dynamics simulation

The MD trajectory was prepared and used to
compare the simulation data with neutron scat-
tering experiments performed on a hydrated
powder of C-phycocyanin [14-16]. Protein pow-
ders obtained by lyophylisation and re-hydration
are disordered systems that differ structurally both
from solutions and from crystalline powders. A
realistic description of such a system would have
been an arrangement of four to eight molecules
in the simulation box, with the corresponding
amount of hydration water. However, this would
have increased the number of atoms beyond what
can be reasonably treated by MD simulations. It
was therefore decided to use the simplest model
that still retains the essential properties of the
system: a protein dimer surrounded by a small
amount of water such that the water/protein
weight ratio is the same as in the powders used in
experiments [15,16].

The preparation of the hydrated C-phycocyanin
model and the generation of the MD trajectory
were performed using the CHARMM program [17]
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with version 22 of the all-atom potential function
[18]. The parametrization for the chromophores,
for which there are no parameters in this potential
function, will be described elsewhere.

The starting point of the simulation was a
crystallographic structure by Duerring et al. [19],
PDB code 1CPC, from which an all-atom repre-
sentation of the C-phycocyanin dimer was con-
structed. This model consists of the two peptide
chains, three phycocyanobilins, and 243 water
molecules. A box with water molecules at normal
density of dimensions 9 x 6 x 4.5 nm® was equili-
brated using cHARMM. Water molecules with the
oxygen within 0.26 nm from any heavy atom of
the protein and at a distance larger than 0.47 nm
were eliminated, as were five water molecules that
would have been placed in pockets inside the
protein where no water is found in the X-ray
structure. In this way, a shell corresponding to a
hydration level of ~0.6 g g~! and corresponding
approximately to two hydration shells was gener-
ated around the protein. In total, there are 1086
water molecules in our system, which together with
the protein make up for 8417 atoms.

The simulation was performed in the microca-
nonical (NVE) ensemble. The cutoff distance for
the nonbonded list was set to 1.4 nm instead of the
more usual value of 1.2 nm. The cutoff distances
for the smoothing function were 0.9 m, for the
start and 1.3 nm for the end. These values were
found to increase the accuracy of the simulation
without greatly affecting the computational effort
per simulation step. To allow a simulation time
step of 2 fs, bonds between hydrogens and heavy
atoms were kept rigid.

After an initial energy minimization (500 steps
of steepest descent, followed by 5000 steps with the
second-order adopted basis Newton—Raphson
(ABNR) algorithm), the system was brought to the
simulation temperature of 300 K in steps of 5 K
over 3000 steps. In the subsequent equilibration
phase, the particle velocities were rescaled to bring
the temperature back to 300 K whenever it devi-
ated by more than 10 K from this value. This was
continued until such rescaling steps were no longer
necessary, which was after 5000 steps. Finally, a
production run was started in which the system
configuration was stored in a trajectory files every

50 steps over a total simulated time of 1.6 ns. The
root-mean-square (RMS) deviation from the crys-
tal structure during the dynamics was less than
0.15 nm.

3. Trajectory analysis

The first step in the analysis was the elimination
of global translation and rotation from the tra-
jectory, followed by the construction of three new
trajectories of which each one contains only one
specific part of the total motion. The Molecular
Modeling Toolkit [20] was used for these opera-
tions.

To represent the collective motions of the
backbone, we chose the C, atoms; other choices
(e.g., the center of mass of each residue) are pos-
sible, but make little difference. For the calculation
of the scattering functions, each C, atom was as-
signed the scattering length of the whole residue
that it represents.

The second trajectory contains the rigid-body
motion of the sidechains. However, contrary to an
earlier study on rigid sidechain motions [21,22], we
include only the motion relative to the backbone
because the global motion of the whole residue is
already taken into account in the first trajectory.
Since the sidechains are connected to the backbone
by a chemical bond, relative translation is negli-
gible, such that only rotational motion must be
kept. In the sidechain rotation trajectory, the
backbone atoms keep their initial positions at all
times. For the sidechains, a rigid-body superposi-
tion fit [23] onto the initial conformation is per-
formed at each time step. The result of this fit is
the linear transformation that transforms initial
conformation of the sidechain to the conformation
at time ¢ with the smallest possible error; this
transformation is described by a displacement
vector dy(¢) and a rotation matrix Ry (¢). The same
superposition fit is performed for a five-residue
segment of the backbone whose center is the resi-
due under consideration; the result of this fit is
described by dy,(¢) and Ry (7). The displacement
vectors are not used because only the rotational
motion is of interest. The rotation of the side-
chain relative to the backbone is described by the
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rotation matrix Ry(¢) = Ry, (¢) - Re(¢). This rota-
tion is applied to all atoms of the sidechain in the
initial configuration, with the position of the C,
atom as reference point. The resulting trajectory
can contain unphysical configurations in which
some interatomic distances are very small. How-
ever, this is not a problem as long as only single-
atom quantities, such as incoherent scattering
functions, are calculated.

The third trajectory contains the internal de-
formation of the sidechains. As for the sidechain
rotation trajectory, the backbone atoms keep their
initial positions at all times. The sidechain atom
positions are determined by rotating the sidechains
around the C, positions with the rotation matrix
R;Cl (). Again there is a possibility of generating
unphysical configurations, limiting the use of these
trajectories to the calculation of single-atom
quantities.

The second step of the analysis is the calcula-
tion of the incoherent intermediate scattering
function F.(g, ¢) for the full trajectory and for the
three extracted trajectories, using a recent reim-
plementation [24] of the NMOoLDYN package [25].
For each value of ¢, the scattering functions were
calculated as an average over 30 g-vectors chosen
randomly from a uniform direction distribution.
We call the four results F2!, FC, ot and F&'. If
we assume that the three extracted trajectories to
be approximately uncorrelated and their combi-
nation to represent all possible motions, then the
product
Fp(g,1) = Frz(a, 0F (g, 0 Fpd (4,1) (1)

inc inc inc

should be a good approximation for F!(q, 7).
This approximation is verified in Fig. 1. The
most important conclusion from this comparison
is that the C, and sidechain rotation contributions
together provide an excellent approximation at
low ¢, i.e. for large-scale motions, as well as for
short times at all g. The C, and the sidechain ro-
tation contributions are of similar magnitude. The
sidechain deformation contribution, however, is
much smaller. At short times, it reduces the
agreement with the full trajectory result, which
means that the assumption of negligible correla-
tion is not valid. For long times, when all corre-
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Fig. 1. The incoherent intermediate scattering function 2 (g, ¢)
compared to the factorization approximation from Eq. (1). (a)
ES* and FS*F compared to F2! for two values of ¢. The C,
contribution alone is clearly insufficient, but the product with
the sidechain rotggi]c)n contribution is an qxglellent approxima-
tion for g = 0.5 A and also for ¢ =0.5 A and short times.
(b) FS2Fret and FECFRUFS! compared to F2! for four values of
g. The addition of the sidechain deformation term provides the
correct long-time values, but leads to a wrong behavior at short
times. This shows that the assumption of negligible correlation

between the three types of motion is not entirely justified.

lations become small and F,. measures essentially
the position fluctuations of the atoms, the side-
chain deformation term improves the agreement
by providing the missing fluctuation contribution.
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We conclude from this analysis that the motions
which are measured by Fj,(gq,¢) can to a good
approximation be described by an uncorrelated
combination of whole-residue motion (represented
by the motion of the C, atoms) and rigid-body
rotation of the sidechains relative to the backbone.

4. Brownian modes

Our next aim is the reproduction of the long-
time large-scale motions, measured by F *(q,?),
with a much simplified physical model, in order to
verify if the assumption of harmonic motion is
justified. Our protein model consists only of the C,,
atoms, which however are assigned the masses of
the whole residues they represent. Such a model
has been used successfully for studies of thermal
fluctuations [26] and domain motions [27,28]. The
C, atoms interact via an harmonic pair potential,
which is derived from the MD trajectory, and are
subject to friction originating from the solvent and
from the other protein atoms that are not included
explicitly.

We assume to be in the Brownian motion re-
gime in which the only dynamical variables are the
positions of the atoms. The usual justification for
this model is that the velocities are supposed to be
uncorrelated on the time scale under consideration
and their distribution thus is the equilibrium dis-
tribution. In a damped harmonic system, the re-
laxation times of the position and velocity
autocorrelation functions are the same. However,
as shown in Ref. [29], on a coarse-grained time
scale, the neutron scattering law for the Langevin
and Brownian motion regime are the same if fric-
tion dominates. This is certainly the case for the
large-scale motions that we wish to describe. Here,
the local dynamics is governed by many jumps
between local minima which create an effective
friction on a coarse-grained time scale. The net
effect is diffusion in a smooth effective potential.
We will deal with this diffusion first and come back
to the short-time vibrations in a local minimum in
Section 4.4. All the techniques described in this
section were implemented using the Molecular
Modeling Toolkit [20].

4.1. Brownian motion in an harmonic potential

The equation of motion for Brownian dynamics
is the Smoluchowski equation,

a T
aP=vi DV

1 T
7V -D1P, ()

where P(R,t|R’,7) is the probability for a move
R’ — R within a time interval ¥ — ¢, and R and R’
are the 3N-dimensional position vectors (N being
the number of particles) at time ¢ and ¢, respec-
tively. The vector f comprises the forces, and the
diffusion matrix D is related to the friction matrix
v by D = kgTy~". In the case of an harmonic sys-
tem, we have f = —K - (R — R*), where R* is a
(stable) minimum of the potential energy. The
force constant matrix K is positive (semi-)definite,
and the solution of the Smoluchowski equation is
a Gaussian distribution. The corresponding sto-
chastic process described by it is known as the
Ornstein—Uhlenbeck process [8]. This solution can
be expressed in a form that is similar to standard
normal mode analysis, and analytic expressions
for the scattering functions can be derived [29].
The expressions below are taken from Ref. [29]
but are rewritten in non-mass-weighted Cartesian
coordinates to be suitable for direct numerical
application. Here, we cannot make the assumption
that the force constant matrix is positive definite,
because for a system without external forces, it
always has six zero-frequency eigenvalues. This
requires some minor modifications to the expres-
sions found in Ref. [29]. Essentially, the inverse of
K has to be replaced by the pseudoinverse, K*,
which has the properties that K* - K =K -K" is
the projector on the subspace describing infinites-
imal global rotations and translations.

The incoherent intermediate scattering function
for a harmonic Brownian system can be written
as

N
Fineom(@,0) = Y B2 10 (@, 00)13,(a, 1), (3)
a=1

with

fo(q,00) = exp ( - kBTqT ’ (KM)+ ’ (I), 4)
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IN-6
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75 (@) = ke T (6)

and the eigenvalues A4, and eigenvectors u; satisfy
the relation

A- u, = /lkllk, (7)

with A =M'"?y'.K-M""? where M is the di-
agonal matrix containing the particle masses.
Furthermore, u,ﬁ“) is the displacement of atom o in
the eigenvector of mode k. Note, that we have
eliminated the six modes with A, = 0 which de-
scribe global translation and rotation of the pro-
tein.

For numerical calculations, Eq. (7) has the in-
convenience that the matrix A is not symmetric.
However, an equivalent symmetric eigenvalue
problem can be constructed by defining the sym-
metric matrix

A=y K-y (8)
and the modified eigenvectors
i =y'/2’M% . 9)

It can easily be verified that the vectors G, are the
eigenvectors of A with eigenvalues /.

The essential difference between Brownian
mode analysis and standard normal mode analysis
is thus that the force-constant matrix K is not mass
weighted, but friction weighted. A simple physical
interpretation of the Brownian modes can be given
in the absence of random forces, i.e. with no
coupling to a heat bath. Then each Brownian
mode k will independently move from its initial
amplitude along M~'?.u, towards the stable
equilibrium configuration with a time constant of
Ax; this motion is overdamped for all modes. In the
presence of random forces, all modes are always
excited, such that no single-mode motion can exist.
The Brownian modes then only provide a conve-
nient description of the probability density for
configurational changes.

4.2. Effective potential well

In a study of domain motions in large proteins
by normal mode analysis [27,28], it was found that
domain motions can be reproduced using a simple
harmonic potential of the form

z Us(R, —Ryg) (10)

all pairs o,

U(Rla"'aRN) =

with the pair potential

)2. (11)

Usplr) = k(R (Il - |RY)

Here and in the following x, = R, — R}' are the
particle displacements with respect to the equilib-
rium position, and Rfy(;; =R} — R} is the pair
distance vector in the stable equilibrium configu-
ration. The pair force constant was chosen as

k(r) = exp <—;|22) (12)

with ry = 0.7 nm, essentially for mathematical
convenience. For the determination of domain
motions, the only important feature of the poten-
tial energy well is a clear distinction between
slow and fast motions; reproduction of dynamical
time scales or of the total atomic fluctuation is
not important. This potential can therefore not be
expected to yield good results in the present
study.

One can derive a force constant matrix for a C,
model from the force constant matrix for an all-
atom model by assuming that for any given dis-
placement of the C, atoms, the other atoms move
along in such a way as to minimize the potential
energy. For an harmonic potential energy well,
this energy-minimizing displacement vector can be
determined analytically. In the following, we in-
dicate the C, atoms by the superscript o and the
other atoms by the superscript o. We thus divide
the all-atom force constant matrix K into four
submatrices,

K® Ko
K= ( K(oa) K(oo) (13)
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and the vector x describing the atomic displace-
ments from the energy minimum into the subvec-
tors x* and x®. Then for given x*, the x(® are
given by

x© — _(K<oo>)1 KO L @ (14)

and the effective force constant matrix K for the C,
atoms becomes

K =K* 1

. K(ao) . (K(oo)) . K(oot). (15)
The inversion of K° poses no problem in prin-
ciple, because this matrix does not have zero ei-
genvalues. However, in practice this approach can
only be used for small proteins, both because of
the inversion of this large matrix and because a
careful energy minimization is required before the
evaluation of K.

In order to obtain a simpler model, we assume
again the functional form given by Egs. (10) and
(11), but with a different distance-dependent force
constant than the one from Eq. (12). We determine
this force constant from the effective force con-
stant matrix Eq. (15) which we calculate for
crambin using the AMBER 94 force field [30]. Then,
we assume that each pair entry I~(l~j can be derived
from a pair potential that has the form of Eq. (11)
and calculate the effective pair force constant

ky = ~Tr (Ky). (16)

By plotting this quantity against the distance be-
tween atoms o and f (Fig. 2), we find that the
points can be approximated well by

k() = { 86 10° kJmol'nm~3 -
128 kJnm*mol " - 76

The two distance categories are required to de-
scribe the substantial difference between nearest-
neighbor pairs along the backbone (distances
below 0.4 nm) and all other pairs.

It can be seen from Fig. 2 that this fit yields a
very good approximation of the original effective
force constant matrix K. However, this matrix, like

r—2.39 % 10° kJmol 'nm~2 for r < 0.4 nm,

the all-atom force constant matrix K from which it
was derived, describes a single local minimum in
the AMBER 94 potential energy surface. What we
need for our Brownian modes study is an effective
potential well that describes large-scale motions.
There is no a priori reason why these two potential
wells should have anything in common; the effec-
tive potential well is expected to contain many
local minima that even might differ from each
other significantly. However, there is evidence that
the local minima are very similar to each other
[31], and also, up to a global scaling factor, to the
effective potential well describing large-scale mo-
tions. The evidence for this latter similarity comes
from numerous normal mode studies on proteins
which, in spite of being limited to a single local
minimum of the potential energy surface, can re-
produce experimental information that is clearly
related to large-scale motions, such as domain
motions or the residue dependence of atomic
fluctuations, if only a scaling factor is applied to
the amplitude of the motions. There seems to be a
fundamental self-similarity principle in protein
energy surfaces which has not yet been studied in
detail.

We thus apply a global scaling factor s to our
potential energy surface, which we obtain by fit-
ting to the MD trajectory for the C, atoms. From
Eq. (4), it is evident that the long-time limit
Fine(q,t — 00), also known as the elastic incoher-
ent structure factor (EISF), depends only on the
shape of the potential well, described by K, but not
on the friction constants y. We thus determine the
scaling factor s by fitting to the EISF obtained
from the MD trajectory; the resulting value is

(17)

for » > 0.4 nm.

s = 0.115. The fit is shown in Fig. 3. In view of the
completely different potential energy surfaces and
sampling techniques in the two approaches, the
agreement is remarkably good, even considering
the fact that the EISF is not highly sensitive to
force field details. It also provides a first indica-
tion that the assumption of an effective harmonic



32

K. Hinsen et al. | Chemical Physics 261 (2000) 25-37

120

100 - %
NE‘ 2
[ ot . .
3 80 x derived from Amber 94 force field
£ fit
2
8 60
©
i<
o]
@ 40 I
Q
(&)
[
o
e 20 -
‘©
o

0 L
-20 ‘ ‘ ‘ ‘
0.3 0.5 0.7 0.9 1.1 1.3

C,, pair distance [nm]

Fig. 2. The pair force constants (Eq. (16)) obtained from the effective C, force constant matrix (Eq. (15)) derived from the AMBER 94
force field, and the fit given by Eq. (17). The force constants derived from the AMBER 94 force field can become negative because the
assumption that the effective force constant matrix is a sum of pair terms is not entirely justified. Distances less than 0.4 nm correspond
to neighboring C, atoms along the backbone; the force constant in this region increases linearly with the distance. The fit for larger

distances has the form a/r°.
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Fig. 3. The EISF from the MD trajectory for the C, atoms
compared to the results from Brownian mode analysis (long-
time limit of Eq. (3)).

potential for the long-time dynamics of C-phyco-
cyanin is reasonable.

4.3. Friction constants

In the most general case, the friction matrix vy is
an arbitrary symmetric and positive-definite 3N x
3N matrix that depends on the configuration x. In
the absence of a well-defined microscopic model
for the origin of friction in solvated proteins, we
prefer to limit ourselves to the simplest case in
which there is one friction constant y; or each atom;
the off-diagonal elements of y are assumed to be
zero. We thus have only N friction parameters
which can be obtained from the MD trajectory.

The most convenient dynamical quantity for
fitting the friction constants is the mean-square
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displacement of atom o, which can be expressed in
terms of Brownian modes as

2

3y ﬁli“) A
<[x1(t) — xa(O)]2> — ZkBTkz:; i (1 _ e’“").
(18)
For short times, we obtain
(It =01y =2 1 (7). (19

the well-known Einstein relation for Brownian
motion. In principle, the friction constants can
therefore be calculated from the initial linearly
increasing part of the mean-square displacements
for the C, atoms, which we obtain from the MD
trajectory by an efficient FFT-based method [25].
However, our model also contains a short-time
vibrational component which contributes to the
mean-square displacement; the presence of such a
term is even visible in the simulation data, which
shows oscillatory behavior for short times. It is
therefore preferable to include data at longer times
into the fit as well. We have used a very simple
two-parameter model that describes each atom by
three Brownian oscillators with the same relax-
ation time, i.e.

<[Xoc(t) - xx(o)]2> _ 6ks T 1_76_;,,.

Va A

(20)

This model is certainly not perfect, and the simu-
lation data suffers from insufficient statistics at
long times, which results in a noticeable depen-
dence of the fitted parameters of the time interval
in which the fit was performed; the friction con-
stants can differ by up to a factor two. Fortu-
nately, the Brownian modes are not particularly
sensitive to such variations, as will be shown in
Section 4.5. In the following, we use the friction
constants obtained from a fit in the interval
0<t<40 ps.

One could use the fitted friction constants di-
rectly in a Brownian mode calculation, but a few-
parameter model is clearly preferable because it
allows a transfer to other proteins. Moreover, a

model for the friction constants can help to gain
a better understanding of the origin of friction in
macromolecular systems. A suitable model can be
constructed based on the observation that the
friction constants inside the protein are larger
than those at the surface. This is in contradiction
to a frequently used model in which the friction
constants are assumed to be proportional to the
solvent-exposed surface of each atom [9]. This
model was developed for liquid alkanes in which
practically all atoms have exposed surfaces, and
whose physical properties differ fundamentally
from densely packed viscoelastic systems such as
proteins. There is no reason why such a model
should work well for proteins, and to our know-
ledge, it has never been validated by experiment
or simulation for this application. Since a friction
constant can be interpreted as the number of
collisions per time unit with other particles, it
seems reasonable that there are more collisions
inside the very dense protein than between
the protein surface and the comparatively dilute
solvent.

A possible objection to our findings is the small
amount of water that was used in the simulation; a
standard water box with well-defined thermody-
namic parameters, which would be appropriate to
model a protein in solution, might result in higher
collision frequencies for the solvent-exposed at-
oms. However, preliminary results from a simu-
lation of lysozyme in a periodic water box at
constant pressure indicate that in such a more re-
alistic system, the friction constants are also
highest inside the protein. Clearly, this subject re-
quires more detailed study.

We found empirically that the friction constants
show a strong correlation with the quantity

3
d, :m;Nmﬂ@(R— IR; — R,)), (21)

i.e. the average density of the protein atoms inside
a sphere of radius R around atom o. The solvent
atoms are ignored in the calculation of d,. We
found that R = 1.5 nm yields a sufficiently good
correlation to permit substituting the original
friction constants by the simple linear relation

'ya =a + bdﬁ” (22)
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Fig. 4. The friction constants y, fitted from the MD trajectory
vs. the average protein density around atom o (see Eq. (21)),
and the linear fit to this relation given by Eq. (22).

1 1

with @ = —2160 amups~' and » = 38.2 nm? ps~!.
This linear relation and the original fitted friction
constants are shown in Fig. 4.

As mentioned above, fitting the friction con-
stants in a different time interval yields somewhat
different values, but there is always a strong linear
correlation with the densities d,. For comparison,
we will use the values fitted in the interval
0 < ¢ < 100 ps, which lead to a linear relation with
the parameter ¢ = —500 amups~' and b =204
nm?’ ps~!. The friction constants are thus system-
atically lower and grow less with increasing den-
sity. It will be shown in Section 4.5 that the
influence on the incoherent intermediate scattering
function is nevertheless small.

4.4. Short-time vibrational contributions

We have mentioned before that our model
consists of two contributions, diffusive motion on
long-time scales, and vibrational motion on short-
times scales defined by the frequency of jumps
between different local minima. We assume these
two contributions to be independent, such that the
total incoherent intermediate scattering function is
given by the product

Enc (q7 t) = Enc,bm (qa t)F;nctvib (q; t)v (23)

with Fieom(q, ?) given by Eq. (3). We describe the
short-time vibrational motion by a standard nor-
mal mode calculation for the C, atoms, using the
potential energy function described in Section 4.2
but without the scaling factor s, which was intro-
duced specifically for describing the amplitudes of
slow large-scale motions. The result of the normal
mode analysis is a set of eigenfrequencies wy,
k=1,...,3N, with corresponding eigenvectors v;.
As for the Brownian modes, we eliminate the six
modes with w; = 0 that describe global translation
and rotation of the protein.

The incoherent intermediate scattering factor
for an harmonic oscillator is given by

N
Enc,vib ((L t) = Z biinc,fw,vib ((L t) (24)
o=1
with
fm,vib (qa t)

= exp (%(qT V)21 — w(r) cos wkt]> ,

k=1

(25)

where we have added a windowing function w(¢).
Without this function (i.e. w(¢) = 1), the scattering
function shows an oscillatory behavior after an
initial decay. This oscillatory behavior reflects the
existence of nonzero correlations over long-time
scales, as is to be expected for a purely oscillatory
system. However, in our model, the position cor-
relations should vanish on a time scale corre-
sponding to jumps between local minima. This can
be achieved by introducing a Gaussian windowing
function

w(t) = exp ( - i—i) (26)

We do not know the relaxation time 7, of course,
but its value is not critical; the only reason for
introducing the windowing function is to obtain a
smooth function at long times that converges to
the EISF. We use a value of © = 20 ps in the re-
sults shown and discussed below.

A straightforward calculation of F,.(q,?) from
Eq. (23) would result in a wrong long-time limit
(the EISF) because the potential energy for the
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Brownian modes term alone was already scaled to
reproduce the EISF. We thus have to replace the
scaling coefficient s (Section 4.2) by a factor ¢
which takes into account the contribution of the
vibrational term to the total atomic fluctuations.
Since the fluctuations are proportional to 1/s, and
the vibrational potential energy has s = 1, we find
s'=1/(1/s—=1)=0.13.

4.5. Results

We have calculated the incoherent intermediate
scattering function using the potential energy
function and friction constant model described
above, both with pure Brownian modes (Eq. (3))
and with a combined Brownian modes/vibration
approach (Eq. (23)). As for the MD calculations,
we calculate an isotropic average over the direc-
tions of q by repeating the calculation for several
randomly chosen vectors of length ¢ =|q[; 10
vectors per ¢ value proved to be sufficient to obtain
a converged average.

Fig. 5 shows the incoherent intermediate scat-
tering function for ¢ = 5 nm~". It is clear from this
picture that Brownian modes alone cannot repro-
duce the MD data; the convergence to the as-
ymptotic value is much too slow, even for low

—— Molecular Dynamics

---- Brownian modes + vibrational term, first friction set

\' — —- Brownian modes + vibrational term, second friction set
—-— Brownian modes, first friction set

0.98 k. . -
- Brownian modes, second friction set

0.96 | \"\

Focl@, 1)

0.94

0.92 L L L L
0 200 400 600 800 1000

Time [ps]

Fig. 5. The incoherent intermediate scattering function F,.(q, 7)
for ¢ = 5 nm~'. The Brownian modes alone cannot reproduce
the MD curve, even for the lower friction constants. The larger
friction constants together with the vibrational contribution
yield a very good agreement with the MD result.

values of the friction constants. It is worth point-
ing out again that all the functions in Fig. 5 have
the same asymptotic value, defined by the EISF.
The MD results seem to be systematically lower at
long times, but this is due to insufficient statistics
in calculating the averages; the incoherent inter-
mediate scattering function in fact reaches values
that are far below its asymptotic limit, the EISF.
This apparent contradiction is caused by different
calculation procedures for Fj,. and the EISF: the
EISF is calculated as a static average over all
configurations in the trajectory, whereas F,. is
calculated as a correlation function, with much
poorer statistics for long times than for short ones.

The different Brownian mode results show that
it is clearly not sufficient to get the asymptotic
value and the initial slope (i.e. the friction con-
stant) correct in order to reproduce the complete
time correlation function. The very good agree-
ment between MD and our Brownian modes ap-
proach with a vibrational contribution is therefore
far from evident, and the vibrational contribution
is essential for obtaining good results. Fig. 6
demonstrates that this very good agreement ex-
tends to much higher values of ¢, i.e. more local-
ized motions. The highest ¢ value shown in Fig. 6
corresponds to a wavelength of 0.25 nm, i.c. less
than the nearest-neighbour C, distance of about

0.2 F —— Molecular Dynamics
-~~~ Brownian modes + vibrational term

0 200 400 600 800 1000
Time [ps]

Fig. 6. The incoherent intermediate scattering function F.(q, 7)
for three values of ¢g. The Brownian mode results were obtained
with the friction constants labelled “first set” in Fig. 5.
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0.4 nm; an agreement beyond this value is thus not
to be expected.

We thus find that the C, dynamics of a globular
protein can be reproduced with a simple harmonic
model that contains only six parameters of which
three were fitted to the MD trajectory and three to
the AMBER 94 force field.

5. Conclusions

We have shown that the dynamics of a globu-
lar protein, as measured by the incoherent in-
termediate scattering function F.(gq,?), can be
described by two approximately independent
contributions: whole-residue motion, described by
the C, trajectories, and rotational sidechain diffu-
sion. Furthermore, we have shown that the first
contribution can be reproduced extremely well
from a model that consists of vibration in local
energy minima plus jumps between minima that
lead to an effective diffusive motion in a smooth
harmonic potential well.

An obvious question is how general our model
is, i.e. if it can be transferred to other proteins. The
three parameters fitted to the AMBER 94 force field
were determined for crambin and thus have al-
ready been transferred to another protein. More-
over, previous experience with normal mode
calculations on simplified protein models [27]
suggests that the pair interaction term should not
differ among proteins. Obtaining an effective po-
tential well for long-time diffusion from the de-
scription of a local minimum by scaling is expected
to work for all proteins with a single stable con-
formation, but the scaling factor s might depend
on the size of the protein or even on its structure.
As for the friction constants, our current under-
standing of the origin of friction in proteins is too
incomplete to permit any statement about the
generality of our findings. More studies on differ-
ent proteins will be required before a definite an-
swer can be given.

The question of generality also arises for the
rotational sidechain diffusion term in the incoher-
ent intermediate scattering function. Since the
sidechains and their packing density is the same in
all proteins, we would expect this term to have a

universal shape and a magnitude proportional to
the size of the protein. Again, only further studies
on different proteins can clarify this point.

Our main conclusion is that, in spite of the
apparent complexity of proteins, many of their
properties can be described by very simple models,
which can be treated by computationally cheap
operations. This has been shown earlier for atomic
fluctuations [26] and domain motions [27,28], but
none of these are dynamic, i.e. time-dependent,
quantities. The results presented in this paper ex-
tend the applicability of simple models to dynamic
quantities that are observed by neutron scattering,
and thereby opens new possibilities for the simu-
lation-aided interpretation of experimental results
on large proteins.
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