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Abstract
Fluorescence resonance energy transfer is a powerful technique which is often used to probe the
properties of proteins and complex macromolecules. The technique relies on relatively large
fluorescent dyes which are engineered into the molecule of interest. In the case of small
proteins, these dyes may affect the stability of the protein, and modify the folding kinetics and
the folding mechanisms which are being probed. Here we use atomistic simulation to
investigate the effect that commonly used fluorescent dyes have on the folding of a four-helix
bundle protein. We show that, depending on where the dyes are attached, their effect on the
kinetic and thermodynamic properties of the protein may be significant. We find that, while the
overall folding mechanism is not affected by the dyes, they can destabilize, or even stabilize,
intermediate states.

(Some figures in this article are in colour only in the electronic version)

1. Introduction

Experiments based on the measurement of fluorescence have
long provided crucial information on the thermodynamics
and kinetics of protein folding [1–3]. Naturally occurring
fluorescent residues such as tryptophan or tyrosine which are
quenched in one of the folded or unfolded states are often used
as probes of the folding process. Where no suitable naturally
occurring residues are present, mutations which introduce
fluorescence can be made. In recent years fluorescent probes
have become commonly used in a different way: to probe
intramolecular distances in proteins using a technique known
as fluorescence resonance energy transfer (FRET). FRET is
the transfer of energy between two fluorophores, a donor
and an acceptor, upon excitation of the donor fluorophore.
Importantly, and as shown by Förster in his original work [4],
the rate of energy transfer depends strongly on the distance
between the two fluorophores. Thus, if two of the residues
in a protein can be made to act as fluorophores, in theory
the inter-residue distance can be measured by exciting the
donor fluorophore and using the number of photons emitted

by both the donor and acceptor fluorophores to calculate
the energy transfer efficiency. These measurements can be
made at a single molecule level, for example by limiting
the concentration of the protein solution so that only one
molecule is present in the confocal volume at any one
time [5]. Such advanced and specific measurements are not
obtainable in any other way, and could provide a great deal
of insight into the folding process. In fact, FRET has already
provided a large amount of valuable information, particularly
concerning the collapse of the denatured state on reduction of
denaturant concentration [6–11]. However, the measurement
and interpretation of FRET data is a complicated process, and
some issues related to the process remain unresolved. One
such issue is that of the orientational factor, κ2, which has been
widely debated [12–16]. Another issue, which we investigate
in this paper, concerns the effect of the fluorophores themselves
on the thermodynamics and kinetics of the folding process.
Whilst naturally occurring fluorescent residues can often be
used as probes of folding, they are rarely useful for FRET
measurements. The reason for this is that resonant energy
transfer only occurs between certain pairs of fluorophores.
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Figure 1. Im7 with protein (green), linker (grey) and dye (red/blue) beads attached. 1–86 (top left), 17–56 (top centre), 17–70 (top right) and
36–70 (bottom centre) variants shown.

For example, energy transfer will not occur unless there is
some overlap between the emission spectrum of the donor
fluorophore and the absorption spectrum of the acceptor
fluorophore. Even if there is some overlap between the spectra,
the length range over which the transfer occurs depends on
a number of properties of the fluorophores and the medium
between them. These requirements limit considerably the
choice of natural occurring fluorophores. Usually, artificial
fluorophores which have been developed specifically for the
purpose of FRET measurements are attached to the protein
at certain positions. The artificial fluorophores are generally
attached covalently, via flexible linkers. This procedure
is very convenient, as fluorophores which are suitable for
the protein under investigation can be chosen, and because
experiments can be carried out on variants of the same protein
in which different pairs of residues are labelled, thus building
up a map of inter-residue distances [17]. However, the
artificial fluorophore molecules which are attached to the
protein molecule are often relatively large compared to the
protein under investigation. For example, the Alexa Fluor
dyes which have been used to study the small Cold-Shock
protein CspTm [6, 11, 17, 18], have a mass which is 20%
of the mass of the wild-type protein. It is not inconceivable
that attaching a mass of this magnitude could alter the folding
mechanism or even the native structure of the protein. The
effect of attaching the dye molecules is often assessed by
simply measuring changes in stability of the native state (see
SI of [17], for example); this information alone could hide
changes in folding pathway or native state structure. Generally,
attaching dyes has the effect of destabilizing the native state.

This issue can be, and has been to some extent, addressed
by simulation: Schroder et al [19] found, using all-atom force

fields, that attaching a dye to the loop region of a fragment of
the helical protein bacteriorhodopsin had only a small effect on
the native state dynamics of the protein, but did not look at the
folding behaviour.

In this paper we use a structure-based, coarse-grained
model of protein, linker and dye molecules to look at the
issue discussed above. The specific protein studied is Im7,
a small four-helix bundle, which has been recently studied
experimentally [20], and which is homologous to the protein
Im9, which has also been studied using FRET [21]. Most
of the conclusions, however, relate to the general effects that
attaching dyes to proteins may have, and do not depend on the
specific properties of Im7.

A native-centric model is used for the protein, in which
only native interactions are favourable and persistent non-
native interactions are ruled out, i.e., the denatured state owes
its stability to its high entropy alone. Such a model allows,
unlike more accurate models, full equilibrium to be reached
and reversible folding to be observed. The linker and dyes
were included in the model by attaching a chain of hard-sphere-
like beads to the protein (see section 2.1). The four variants
illustrated in figure 1 are investigated: with the linker and dye
beads attached to the two termini (the 1–86 variant), helices 1
and 3 (the 17–56 variant), helices 1 and 4 (the 17–70 variant)
and helices 2 and 4 (the 36–70 variant).

2. Methods

2.1. Model

The model used is an extension of the structure-based protein
model described in Karanicolas and Brooks [22, 23]. Each
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amino acid is represented as a bead on a chain, and the
interactions between the beads depend on the experimental
native structure of the protein, so that the native state is the
most enthalpically stable. The model includes implicitly the
effects of the side chains and the solvent. Note that, as one
of the 87 residues is unresolved in the PDB entry for Im7
(1AYI), the model contains only 86 protein beads. The model
has been modified to include a simple representation of the
linker and dye molecules, in a similar way to that described
in Merchant et al [10]. The dye and linker molecules are based
on the Alexa Fluor 488 c-5 maleimide fluorophore, and are
each represented by a chain of five beads attached to a protein
residue. The chain consists of four linker beads and one dye
bead, each representing a group of atoms within the molecule.
The masses of the beads are equal to the total mass of the
group of atoms in question. An all-atom simulation of the
Alexa Fluor 488 c-5 maleimide attached to a string of three
amino acids was carried out with the MS modelling package
and ‘COMPASS’ force field (Accelrys Inc., 2003). The results
of this simulation were used to choose suitable values for the
bond length, radii and angular and dihedral parameters for the
coarse-grained linker and dye model. The dye and linker beads
interact repulsively with each other and the protein beads. The
forms of the potentials are the same as those in the protein
model. The results shown in this report are for simulations
with dyes in positions 1–86 (i.e., at the C- and N-termini), 17–
56 (helix 1–helix 3), 17–70 (helix 1–helix 4) and 36–70 (helix
2–helix 4).

2.2. Simulations

Langevin dynamics simulations of the four models described
above were carried out at temperatures ranging from 250 to
500 K. The models were implemented within the CHARMM
program [24]. A friction coefficient of 1 ps−1, low enough
to guarantee the generation of a large sample of folding and
unfolding events, but not in a ballistic, low friction regime [25],
was used. The SHAKE algorithm was applied to Cα–Cα bonds,
and a timestep of 10 fs was used. Coordinates were saved every
1 ps, and simulations run for 2 μs.

2.3. Analysis

The effect of attaching dyes to the model on the thermody-
namics of folding was assessed using specific heat curves,
and projections of the trajectory onto the two-dimensional
reaction coordinate (RMSD, QN), where RMSD is the root
mean square deviation from the experimental structure and QN

is the fraction of native contacts. RMSD from the experimental
native structure was calculated using the core residues 5–
81. Contacts were considered to be present if two Cα atoms
separated by more than four residues in sequence were less
than 12 Å apart. The average native state structure of the
wild-type (WT) protein from a short trajectory at 300 K was
used to calculate the native contact map. The separation
of the N, I and D states in the projections of (RMSD, QN)
made it possible to split the trajectories into N, I and D parts
according to these criteria. The accuracy of the separation into
the different states was verified using the robust method [26]

Figure 2. Histograms of RMSD from experimental native structure
and fraction of native contacts formed, QN, for simulations of
wild-type Im7 model and four variants at 250 K.

which uses dynamic, rather than geometric, criteria, to extract
relative free energies and mutual interconversion rates from
the trajectory. The specific heat capacity was calculated as a
function of temperature using the weighted histogram analysis
method (WHAM) [27].

3. Results

A first interesting finding is that the attachment of dyes does
not greatly perturb the native state. Figure 2 shows histograms
of RMSD from native structure and fraction of native contacts,
QN for the trajectories of the wild-type protein and the four
variants at 250 K (a temperature sufficiently low to ensure
that the probability of unfolding is zero). Throughout the
trajectories the RMSD is <5 Å and QN is >0.86, indicating
that the variants remain in a native-like state. Interestingly,
the RMSD projection reveals that for the wild-type and all the
variants there are two native sub-states, the most populated
(sub-state 1) having a low value of RMSD (≈1.2 Å for the
wild-type) and the less populated (sub-state 2) having a slightly
higher value of RMSD (≈3.2 Å for the wild-type). The
position of sub-state 1 on the RMSD projection varies slightly
between variants, with the 17–70 variant having the highest
value (≈1.5 Å), indicating that attaching the dyes in these
positions perturbs the native state the most. The relative
populations of the two sub-states are approximately the same
for the wild-type and all variants except 17–56, which only
marginally populates sub-state 2. This can be understood by
analysing the structural differences between the two states.
Figure 3 shows the RMS fluctuations of the wild-type 250 K
trajectory, split into the two sub-states according to their values
of RMSD (RMSD < 2.25 Å or RMSD > 2.25 Å). The main
difference lies in the loop region between helix 3 and helix 4,
which is more flexible in sub-state 2. Residue 56 lies in this
loop region: attaching the linker and dye molecule at this point
has a dampening effect on the loop and destabilizes sub-state 2.

Figure 4 shows the effect of the attachment of the dyes on
the heat capacity of the protein. The wild-type curve is shown
in black, and the curves for the variants with dyes attached in
different colours. The heat capacity curve of the wild-type has
a broad peak indicating a non-cooperative native to denatured
transition: this qualitatively agrees with experimental data
which shows Im7 to fold via an intermediate [28–31] and
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Figure 3. RMSFs of Cα atoms from simulation of wild-type Im7
model at 250 K, separated into two native sub-states according to
RMSD values.

with simulations of an analogous model [32]. The effect
of the dyes depends strongly on their positions, and, as the
specific heat shows, can be significant. Interestingly, in the
case of the 1–86 variant, the heat capacity curve peaks at a
higher temperature than the wild-type curve: this indicates that
when attached at the two termini the dyes stabilize the native
state. The protein is destabilized by the dyes (i.e., the peaks
of the heat capacity curves shift to lower temperature) in the
three other cases (17–56, 17–70 and 36–70). The width of
the heat capacity peak also varies strongly according to dye
position; in some cases the peak becomes narrower than the
wild-type, indicating a more cooperative transition (e.g., 17–
56) and in others becoming wider, indicating a less cooperative
transition (e.g., 1–86, 36–70). The bimodal shape of the 17–70
protein is particularly interesting, and indicates that the protein
undergoes two distinct transitions.

The origins of the changes in native state stability upon
addition of the dyes can be investigated by studying the heat
capacity curves in more detail. Following suitable baseline
subtractions for both the native and denatured states, the
enthalpy and entropy changes for the unfolding transitions can
be estimated by integrating the curves:

�H =
∫ Tf

T0

dT CP (1)

�S =
∫ Tf

T0

d ln T CP . (2)

Note that, as our simulations do not explicitly include any
solvent molecules, they are effectively carried out at infinite
volume and therefore zero pressure, CV = CP . T0 and Tf are
the onset and completion temperatures of the transition. Using
regions of the curve in which the protein is either completely
native or completely denatured (280–300 K and 400–450 K)
to calculate linear baselines, values of �H and �S were
estimated for the variants with unimodal heat capacity curves
(i.e., WT, 1–86, 17–56 and 36–70). The results are shown in
table 1. Unsurprisingly, for all variants both values are positive
i.e., the unfolding transition is enthalpically unfavourable and
entropically favourable. On addition of the dyes both �H and

Figure 4. Heat capacities for Im7 with and without dyes.

Table 1. Enthalpy and entropy changes for the unfolding transition,
estimated from the heat capacity curves.

Variant WT 1–86 17–56 36–70

�H (kcal mol−1) 54.1 57.7 64.2 58.6
�H − �HWT (kcal mol−1) — 3.6 10.1 4.5
�S (kcal mol−1 K−1) 0.146 0.152 0.178 1.175
�S − �SWT (kcal mol−1 K−1) — 0.006 0.032 0.029

�S increase. As the dye and linker beads make no attractive
interactions, the increase in �H must arise from enthalpic
destabilization of the denatured state relative to the native state.
This relative destabilization is most likely a result of increased
unfavourable steric interactions: whilst in the native state the
dye/linker beads can only collide with a limited portion of the
chain close to the position of attachment, in the denatured state
they are free to collide with a much larger portion of the chain.
The increase in �S on addition of the dyes indicates that the
dye/linker beads have more freedom in the denatured state than
in the native state. Note that the increase in �S is smallest for
the 1–86 variant; this is because the movement of the dye/linker
beads in the native state is much less restricted when they
are positioned at the two termini. The overall stabilization or
destabilization of the variants relative to the wild-type protein
results from a careful balance of the enthalpic stabilization and
the entropic destabilization of the native state described above.
In the 1–86 variant �S is sufficiently small that enthalpy is the
dominant factor, and the native state is stabilized. In the other
variants the larger �Ss make entropy the dominant factor, thus
destabilizing the native state.

Experimentally, the attachment of dyes is generally found
to destabilize native states [6, 17]; this may be partially due
to the entropic stabilization of the unfolded state observed in
our simulations, but it is likely that a number of interactions
not included in our model are important. Alexa Fluor dyes, for
example, are negatively charged and hydrophilic, whereas the
dye beads in our model have only hard-sphere-like repulsive
interactions. In addition, the model does not explicitly include
solvent molecules, which provide a large contribution to
experimentally measured enthalpy and entropy changes. Thus
whilst the above results provide information about some the
factors which might cause stability changes of a protein on
attachment of dyes, the absolute values of enthalpy and entropy
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Figure 5. RMSFs of Cα atoms from simulations of Im7 and
Im7 + dyes at 250 K (lines). RMSFs of dye beads are shown as
crosses.

do not correspond to any experimentally measurable quantities.
The effects observed in our simulations are also dependant on
the size of the fluorophore and the protein: we would expect
that the smaller the size of the fluorophore in relation to the
protein, the smaller the perturbation of the energy landscape.
The structure of the protein is also important, with certain
proteins having more robust energy landscapes than others.

Figure 5 compares the RMS fluctuations (RMSF) of the
Cα beads of each variant at 250 K (i.e., in the native state)
with the wild-type protein. The effect of the dyes is generally
very small; only the 17–56 variant differs significantly from the
wild-type. The difference lies in the region between helices
3 and 4: the dye in position 56 (at the end of helix 3) has
the effect of dampening the fluctuations in this region. The
RMSFs are higher for dye beads than for the protein beads: as
they make no attractive interactions they are able to move more
freely. The dye beads in the 1–86 variant fluctuate more than
those in the other variants; this is in agreement with the low
�S for this variant which arises from the increased freedom of
the dyes in the native state.

Figure 6 shows − ln p, where p = p(RMSD, QN) is the
probability of finding a conformation with fraction of native
contacts QN = QN and RMSD from the native state RMSD for
simulations of the proteins at the temperature at which N and D
are approximately equally populated. For all the variants, three
states are visible, in the same region of RMSD/QN in each.
This suggests that the folding mechanism does not change
significantly when the dye/linkers are attached: three states are
always evident and their features, as far as can be determined
from the coordinates fraction of native contacts and root mean
square deviation from the native state, are unchanged. Further
inspection of conformations from the intermediate basins for
the different variants confirms that for all variants they share
the same basic structure: helices 1–3 native-like, helix 4
formed but not docked to the rest of the structure. Note
that, while the basic 3-state mechanism agrees well with
experimental data on Im7 [28], the intermediate state of the real
protein is believed to be stabilized by non-native interactions,
with helices 1, 2 and 4 formed and docked together, and helix

Figure 6. Projections of − ln p onto RMSD/QN for simulations of
wild-type Im7 and Im7 with dyes in different positions at the
temperature at which the heat capacity (figure 4) peaks.

3 unformed [29, 33]. This difference highlights a weakness of
models based solely on native interactions [34, 35].

Whilst the same three states are populated by all the
variants, the occupancy of each of the states differs. The
relative stability of the intermediate, and the size of the
free-energy barriers clearly depend on the presence, and the
positions, of the dyes. For example, in the 17–70 variant
the intermediate state is strongly populated with the native
and denatured basins only marginally occupied: either the
intermediate state is stabilized or the free-energy barriers
between I and D, and I and N, are increased by attaching
the dyes in these positions. The existence of two distinct
transitions (N → I and I → D) explains the bimodal heat
capacity curve seen in figure 4.

4. Discussion

In recent years FRET has become a widely used tool for
probing inter-residue distances in proteins, and has uncovered a
great deal of valuable information, particularly about the nature
of the unfolded state. FRET is a process which occurs between
two fluorophores, and FRET experiments which investigate
protein folding therefore require either two of the proteins’
amino acids to be fluorescent, or the attachment of two
fluorophores to the protein. Typically, the latter option is
taken, and fluorophores such as Alexa Fluor dyes are attached
to the protein via flexible linker molecules. In this paper,
we have used molecular dynamics simulations to explore the
effects that relatively large linkers and dyes may have on the
thermodynamics and kinetics of folding of relatively small
proteins.

Such a dissection is important as FRET is now a frequently
used technique which has provided a large amount of detailed
information, particularly concerning the denatured state of
proteins. As folding and unfolding occur a number of times
during a typical FRET measurement, the experiment can only
be mimicked using a model for which full equilibrium can
be reached during a simulation (and which folds reversibly
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within the simulation time). This requirement limits the
number of useable models; models which represent chemical
interactions transferably based on the properties of individual
amino acids only allow the observation of reversible folding
for a few short peptides and preclude the exploration of the
equilibrium folding of even small proteins. Here we have used
a coarse-grained, structure-based model, adapted to include the
linker and dye molecules as beads with only excluded volume
interactions attached to various points on the protein chain.

The first issue which has been addressed is the effect of
attaching dye molecules on the thermodynamics and kinetics
of folding. The Alexa Fluor 488 dye, which is often used in
FRET experiments, and on which our model was based, has a
molecular mass of 721, around 7% of the mass of the protein
Im7. The effect of attaching two of the dyes to the protein
is not only to significantly increase the mass of the protein,
but also to introduce excluded volume interactions and specific
dye–solvent or dye–protein interactions. In reality Alexa Fluor
dyes are both negatively charged and hydrophilic while in our
model they are treated simply as entropic weights with only
excluded volume interactions.

The effect of attaching the dyes to the model depends
strongly on their positions. Depending on the relative effects
that the dyes in different positions have on the enthalpy and
entropy changes associated with the folding transition, the
native state is either stabilized or destabilized. In the case
of the four-helix bundle Im7 protein studied here, although
the size of the energy barriers is in some cases significantly
increased, even causing the intermediate state to become the
most stable at the melting temperature in one case, the folding
pathway is unchanged by attaching the dyes. The folding of the
protein Im7 and the homologous Im9, as well as large number
of mutants thereof has been studied in great depth in the group
of Sheena Radford in the past decade: while the population
of an obligatory intermediate depends strongly on the variant
studied, the folding mechanism is robust and the pathway
identical [28, 30, 31]. For other proteins, the presence and
position of the dyes may well affect the folding mechanisms.
This is even more likely in the case of ‘real’ dyes as opposed
to the ‘ideal’ dyes used in the simulation; the latter interact
only via steric effects, have a non-negligible contribution to
the thermodynamics of folding which depend on the position
of the dyes.
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