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Abstract
Large changes in heat capacity Ž DCp . have long been regarded as the characteristic thermodynamic signature of
hydrophobic interactions. However, similar effects arise quite generally in order]disorder transitions in homogeneous systems, particularly those comprising hydrogen-bonded networks, and this may have significance for our
understanding of protein folding and other biomolecular processes. The positive DCp associated with unfolding of
globular proteins in water, thought to be due to hydrophobic interactions, is also typical of the values found for the
melting of crystalline solids, where the effect is greatest for the melting of polar compounds, including pure water.
This suggests an alternative model of protein folding based on the thermodynamics of phase transitions in
hydrogen-bonded networks. Folded proteins may be viewed as islands of cooperatively-ordered hydrogen-bonded
structure, floating in an aqueous network of less-well-ordered H-bonds in which the degree of hydrogen bonding
decreases with increasing temperature. The enthalpy of melting of the protein consequently increases with
temperature. A simple algebraic model, based on the overall number of protein and solvent hydrogen bonds in folded
and unfolded states, shows how DCp from this source could match the hydrophobic contribution. This confirms the
growing view that the thermodynamics of protein folding, and other interactions in aqueous systems, are best
described in terms of a mixture of polar and non-polar effects in which no one contribution is necessarily dominant.
Q 2000 Elsevier Science B.V. All rights reserved.
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1. Introduction
Non-covalent interactions involving biological
and other macromolecules frequently involve
large changes in heat capacity Ž Cp . of the system.
The thermal unfolding of globular proteins in
water is a classic example, where direct calorimetric ŽDSC. measurements, supported by more indirect methods, show that an overall heat capacity
increment Žpositive DCp . is an almost universal
characteristic of the unfolding transition w1]8x,
see Fig. 1 for example. The heat capacity of the
unfolded polypeptide is significantly greater than
that of the more compact native conformation,
which itself has a heat capacity comparable to
that of an organic solid. Similar changes in Cp are
seen in measurements of protein]protein interactions and, usually to a lesser extent, in the binding
of smaller ligands to protein sites and other
macromolecular processes.
Since heat capacity is the fundamental quantity
from which other thermodynamic functions may
be derived Žparticularly enthalpy and entropy., it
is clearly important to clarify the sourceŽs. of any
apparently anomalous Cp behaviour. It is particularly important in biomolecular systems since DCp
effects might have significant functional consequences. For example, a large DCp leads to significant temperature variations in D H and D S
which, nevertheless, tend to compensate to give
relative smaller changes in the more functionally
significant Gibbs free energy change, DG, which
is then less sensitive to temperature fluctuations
w9x ŽCooper et al., in preparation.. Such variability
makes it difficult to use enthalpy andror entropy
values alone for diagnosing specific components
of non-covalent forces w10x, though the ‘thermodynamic buffering’ that results may be of biological advantage. Entropy]enthalpy compensation,
and the relatively high DCp from which it stems,
is often thought to be associated with the unusual
properties of solvent water, but it is now known to
be a rather general consequence of the multiplicity of weak, non-covalent interactions in macromolecular systems w11x, of which liquid water is
just one possible example. We would anticipate,
nonetheless, that water should play the dominant
role in biomolecular systems.

Fig. 1. Typical data for the heat capacity increment observed
upon thermal unfolding of a globular protein in aqueous
solution. Representative data for the excess specific heats Ž Cp .
of folded and unfolded states Žsolid line. for a protein Žlysozyme. unfolding cooperatively at 508C are taken from w41x and
references therein. The dotted line shows the overall heat
energy uptake associated with the actual unfolding transition,
for illustration, although it is the absolute heat capacities
shown by the pre- and post-transition baselines that are of
concern here. The heat capacity increment Ž DCp . at the
transition temperature is approximately 0.46 J Ky1 gy1 in this
case.

Speculation on the origin of DCp effects is not
new. Since Kauzmann w6,12x, large changes in
heat capacity have been taken as evidence for the
involvement of hydrophobic interactions arising
from specific properties of water. Experimental
data on transfer of small molecules from nonaqueous to aqueous liquid environments show
that such transfers are normally accompanied by
a positive DCp w13x. This is usually pictured at the
molecular level as a consequence of the increase
in hydrogen-bonded water structures that form
around non-polar groups as they are accommodated into the liquid water lattice. The progressive ‘melting’ of such ice-like structures with increasing temperature soaks up thermal energy
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and thereby accounts for the increased heat capacity. Accordingly, when a protein unfolds, hitherto buried hydrophobic residues become exposed to water, with resultant increase in Cp .
Similar arguments can be applied to changes in
side-chain environment during protein]protein
and protein]ligand interactions. There has been
considerable argument about whether this effect
is sufficient to explain the magnitude of the effect
seen in protein folding and other interactions, but
it is generally believed that such changes in hydrophobic exposure are the source of DCp effects
and there is impressive correlation between measured DCp and changes in accessible surface
areas ŽASA. in several systems w14x. Despite this,
there are still some inconsistencies w6,15,16x, and
several authors have challenged the dominance of
the role of hydrophobic interactions w17]19x.
But changes in heat capacity are seen in many
order]disorder transitions, and are not necessarily a sole property of hydrophobic interactions.
Particularly relevant are the increases in Cp associated with the melting of polar solids which, as
will be illustrated below, mimic in many ways the
unfolding of proteins. Consequently, we will examine here an alternative view of DCp effects
based on phase changes in polar ŽH-bonded. networks, to see if such effects might be of relevance
in biomolecular systems. These considerations will
be based on known thermodynamic properties of
pure compounds, together with a simple thermodynamic model for protein unfolding in an aqueous lattice. What will emerge is a picture illustrating how it is possible to rationalise, both qualitatively and quantitatively, some of the apparently
anomalous heat capacity properties of biomolecules in water in terms of the overall solventrmacromolecular H-bonded network, without necessarily any need to resort to hydrophobic
explanations. The purpose here, however, is not
necessarily to supplant such explanations, but
simply to show how additional factors may also
contribute.

2. Heat capacities of solid–liquid transitions
An increase in heat capacity is a fundamental
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property of most order]disorder transitions in the
condensed phase because of the increase in accessible degrees of freedom to molecules in the
disordered state. If the disordered Žliquid. state
moreover allows thermal disruption of intermolecular interactions Žbonds. which would otherwise be held in place by the cooperative nature
of the crystal lattice, then such substances should
show a further increase in heat capacity when
going from solid to liquid phase. Empirical data
confirm that the melting of most crystalline solids
is accompanied by a positive DCp , as shown in
Fig. 2. This illustrates the general rule that melting of simple crystalline solids to a more disordered liquid state generally results in an increase in heat capacity of the substance. More
particularly, as a general empirical rule, melting
of polar materials involving intermolecular hydrogen bonding tends to give the highest values for
DCp , as is most evident for substances like water
and ammonia where both the solid and the liquid
phases are highly structured with extensive intermolecular hydrogen bonding. Liquids generally
have a greater specific heat than solids under the
same conditions. For example, compilations of
experimental heat capacities w20x show that for
pure organic compounds with elemental composition roughly similar to that of proteins, the heat
capacities at 298 K fall into two discrete sets ŽFig.
3a. depending on whether the substances are
liquids or crystalline solids at that temperature.
For CHNO compounds Žup to C 5 . for which data
are available at 298 K, the mean heat capacity is
1.32 Ž"0.22. J Ky1 gy1 for crystalline solids
Ž n s 118; range 0.81]1.92. and 2.18 Ž"0.38. J
Ky1 gy1 for liquids Ž n s 159; range 1.53]4.16..
Fig. 3b shows also the distribution of heat capacities of folded and unfolded proteins in solution,
for comparison. This general trend is also illustrated by the empirical analysis of functional
group contributions to the heat capacities of solid
and liquid organic compounds w21x, which shows
that polar functional groups tend to contribute a
higher Cp component to the liquid rather than
the crystalline solid phase at the same temperature.
Heat capacity differences between solid and
liquid phases may be rationalised in qualitative
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lowed by this ordered lattice and consequently Cp
is low. This contrasts with the liquid state where,
although residual H-bondrlattice structure may
persist Žas seen to greatest effect in liquid water.,
intermolecular bonds have much more freedom
to bend or break with increasing temperature. It
follows, therefore, that additional thermal energy

Fig. 2. Examples of absolute heat capacities for pure solid and
liquid compounds as a function of temperature, plotted with
respect to the normal melting point Ž D t s T y Tm .. Empirical
data are taken from w52x. For simplicity, the heat capacity
increments at the melting points Ž D t s 0. omit the large Cp
discontinuity associated with heat of melting at this point. The
hydrocarbons Žsolid line: cyclohexane, Tm s 6.78C, DCp s 0.19
J Ky1 gy1 ; dashed line: benzene, Tm s 5.58C, DCp s 0.04 J
Ky1 gy1 ; dotted line: naphthalene, Tm s 818C, DCp s 0.04 J
Ky1 gy1 . generally show much smaller changes in heat capacity at the crystalline solid:liquid phase transition than the
more polar compounds Žwater: Tm s 08C, DCp s 2.16 J Ky1
gy1 ; ammonia: Tm s y788C, DCp s 1.31 J Ky1 gy1 ; ethanol:
Tm s y1308C, DCp s 0.67 J Ky1 gy1 ; ethanoic Žacetic. acid:
Tm s 16.58C, DCp s 0.59 J Ky1 gy1 ..

terms by observing that the crystalline phase of
most polar compounds comprises a cooperatively
hydrogen bonded network or lattice where thermal breakage of individual bonds is energetically
and structurally unfavourable in the solid state.
This means that heat absorption is confined
mainly to the vibrational degrees of freedom al-

Fig. 3. Ža. Distribution of specific heats Žheat capacity, Cp . at
298 K for pure organic solids and liquids. Experimental data
are taken from w20x for compounds up to and including C5
with elemental composition CHO, CHN or CHNO for which
data are available Ž118 crystalline solids and 159 pure liquids..
The mean values Ž"S.D.. are 1.32 Ž"0.22. J Ky1 gy1 and
2.18 Ž"0.38. J Ky1 gy1 for solids and liquids, respectively.
The curves show Gaussian fits to the individual distributions.
Žb. Cp values for native Ž n s 35. and denatured Ž n s 13.
proteins in aqueous solution at 298]300 K. Data are taken
from the compilation in w41x with mean values of 1.49 Ž"0.13.
J Ky1 gy1 and 1.95 Ž"0.15. J Ky1 gy1 for native and
denatured states, respectively.
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may be taken up by the polar liquid as intermolecular H-bonds are broken, in addition to the
translational and rotational degrees of freedom
further allowed to the molecules in the liquid
state. Consequently it takes more thermal energy
to bring about a rise in temperature of the liquid
than the solid, and Cp is higher.
3. Proteins as parts of H-bonded networks
The heat capacity effects described above for
pure substances show striking similarity with
changes seen upon thermal unfolding of proteins
ŽFigs. 1]3.. The apparent excess heat capacities
of proteins in solution can now be measured quite
accurately by calorimetric methods w1]8,22x. For
native globular proteins in water the heat capacity shows a slight temperature dependence, with
typical values of approximately 1.5 J Ky1 gy1 at
room temperature, comparable to organic solids
of similar elemental composition ŽFig. 3.. Unfolded polypeptides in water have a higher heat
capacity Žapprox. 1.9 J Ky1 gy1 ., and the overall
temperature dependence of Cp Žincluding the unfolding transition . as typically observed in a DSC
experiment is illustrated in Fig. 1. wUnlike regular
crystalline solids, the microscopic size of a single
protein molecule means that the ‘melting’ transition does not show the discontinuity in heat capacity usually seen for first-order phase transitions of macroscopic systems, but rather the
broader endotherm } shown by the dotted line
in Fig. 1 } representing the ‘latent heat of
fusion’ or thermal energy required to undergo
unfolding. However, this simply reflects the finite
size of the cooperative unit Ži.e. the protein
molecule. involved in the transition w3,7x and has
no bearing on the more general properties under
consideration here.x
These similarities } both qualitative and
quantitative } between the melting of pure compounds and the unfolding of proteins in water
may be simply coincidental. However, on reflection, there may be closer parallels than hitherto
considered. Globular proteins in their native state
are generally compact cooperative structures, and
their thermal unfolding may be regarded in some
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ways as analogous to the melting of a small solid.
Other thermodynamic properties of native proteins such as packing density, compressibility,
thermal expansion coefficient, etc., are similar to
bulk organic solids w19,23]25x, and recent structural analysis w26x has shown how they may be
best regarded as surface-molten solids. A folded
protein is a cooperative structure in which most,
if not all, polypeptide backbone and sidechain
hydrogen bonds are satisfied, either internally by
H-bonding to other groups or externally by solvation. Extensive structural studies have shown that
unpaired H-bond donors or acceptors are rare
inside native proteins w27,28x, as might be expected from the energetic cost of breaking a
hydrogen bond without compensatory solvation or
other interactions. The interior of a globular protein, although often pictured as a non-polar environment, more realistically comprises an extended network of hydrogen-bonded interactions
between peptide groups and polar sidechains, irregular but nonetheless conformationally specific,
within which non-polar residues may be accommodated. Indeed, it is this cooperative interplay
between the packing of bulky sidechains and the
satisfaction of H-bonding requirements that determines the native fold. And the cooperative
nature of the fold means that, although there may
be small changes in dynamics and surface details,
the majority of these structural features remain
intact in the folded state regardless of variations
in temperature, pH, or the presence of denaturants, until the system becomes globally unstable
and a cooperative transition to some other state
is induced.
In distinct contrast to the cooperative native
fold, the unfolded protein is a much less ordered
structure: conformationally heterogeneous and
dynamic, with groups exposed predominantly to
solvent water. Many of the protein]protein Hbonds that existed in the folded structure may be
replaced by protein]water interactions in the unfolded state. However, the extent of hydrogen
bonding } both peptide]water in the unfolded
state and in the aqueous solvent itself } will vary
with temperature Žand denaturants?. in a way
that should be reflected in the temperature dependence of the enthalpy of unfolding and other
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parameters. ŽThe molecular mechanics of protein]water hydrogen bonds and the effects of
local water bridges on polypeptide conformations
have been examined recently w29x, but here we
wish to focus on the more general thermodynamic
effects on protein stability.. The situation is illustrated schematically in Fig. 4. At low temperatures, protein]protein hydrogen bonds within the
folded structure are largely replaced by hydrogen
bonds to water molecules in the unfolded state,

so there is little or no change in overall numbers
of bonds. At higher temperatures, however, much
less H-bonding network exists in the solvent and
unfolded polypeptide states } although it persists in the cooperatively folded state. Consequently there is an overall breakage of hydrogen
bonds upon unfolding at higher temperatures,
and the enthalpy of unfolding becomes progressively more endothermic with increase in temperature.

Fig. 4. Cartoon depicting the extent of proteinrwater hydrogen bonding in the folded and unfolded states. No semblance of
structural realism is intended here. The bold lines represent stylistically the protein polypeptide, with water molecules swarming
around. Hydrogen bonds are indicated by dotted lines. The cooperatively folded structure will have elements of secondary and
tertiary structure with an internal hydrogen bonded network that remains relatively intact regardless of temperature. In contrast,
the unfolded polypeptide, and the water that surrounds and hydrates it, will contain more transient hydrogen bonded networks that
decrease in extent with increase in temperature. ŽThis unfolded polypeptide, though sketched here in an extended conformation,
will in reality exist as a dynamic ensemble of conformational substates that approaches the hypothetical random coil state only
under extreme conditions.. When the protein unfolds at low temperatures, most, if not all internal hydrogen bonds might be
replaced by hydrogen bonds to water, and the net enthalpy contribution from this source might be close to zero. However, for
unfolding at higher temperatures, the cooperative nature of the protein fold means that the same number of internal bonds are
broken, but relatively fewer of them might be replaced by interaction with water. Consequently, unfolding at higher temperature
will be more endothermic.
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All this takes place, normally, within a solvent
environment which itself consists of an extensive,
albeit dynamic, network of hydrogen bonded interactions between water molecules. There have
been many theories of liquid water, but . . . ‘The
present consensus seems to be that liquid water is a
macroscopic network of molecules connected by frequent but transient hydrogen bonds, which allow
unbonded neighbours to occur in numbers that ¨ ary
with temperature and pressure.’ w30x. ŽAs pointed
out by Dill w6x, this ‘melting’ of the hydrogenbonded water lattice at higher temperatures might
best be viewed as a bending rather than breakage
of discrete bonds, but this does not affect the
overall picture presented here.. Consequently,
both the protein molecule and the water environment around it comprise extensively hydrogenbonded networks. For the liquid water and the
unfolded polypeptide within it, this network is
fluxional, with ephemeral regions of order and
disorder in perpetual dynamic interchange, at
rates and levels that depend on temperature and
other parameters. In comparison, folded proteins
may be viewed as islands of cooperatively-ordered
hydrogen-bonded structure, floating in an aqueous network of less-well-ordered H-bonds in which
the degree of hydrogen bonding decreases with
increasing temperature.
One consequence of this picture is that the role
of solvent water in the overall thermodynamics of
hydrogen bonding in such systems should now
become more temperature dependent. Conventionally, hydrogen bonding in biomolecular systems has been considered ‘thermodynamically
neutral’, since it was generally perceived that in a
typical unfolding or ligand-dissociation process,
H-bonds between protein Žor other. groups would
be replaced by H-bonds to water in the overall
scheme, and no net change in total number of
hydrogen bonds would result. This conclusion follows naturally from the known high solubility of
polar compounds in water, supported in more
detail by classic model compound studies
w6,19,31,32x which seem to confirm that little or
no thermodynamic advantage to the formation of
hydrogen bonds between groups when water was
present } at least in terms of free energy Ž DG ..
In this picture, hydrogen bonds are clearly crucial
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in controlling folding and stereochemical specificity, but do not appear to contribute in any
major way to the overall thermodynamic stability.
However, such model compound studies have
been concerned mainly with DG effects at just
one temperature Žusually 258C., so heat capacity
effects have not been examined in detail. Moreover, the effects of cooperativity and temperature
on the overall H-bond balance sheet are not
accounted for in such models. In particular, if the
propensity for water hydrogen bonding to solvated groups decreases at higher temperatures,
then the overall neutrality of hydrogen bonding
must be called into question. In the context of
protein unfolding, as described above, this means
that the total number of hydrogen bonds broken
in the protein]water system during unfolding will
rise as the temperature of the transition increases. Consequently, at least enthalpically, hydrogen bonding will not be neutral over an extended temperature range. Indeed, we would expect the endothermic D H arising from hydrogen
bond breaking to increase with temperature, giving a positive contribution to the DCp of unfolding Žsee Fig. 4..

4. Protein unfolding: a hydrogen-bonded lattice
model
These largely qualitative observations may be
reinforced by consideration of a simple algebraic
model taking account of the overall numbers of
hydrogen bonds, including solvent, in both folded
and unfolded states at different temperatures.
For simplicity, and in order to illustrate the main
points, this model will be based on the following
assumptions:
1. The native protein ŽN. is a compact, cooperatively-folded structure in which most, if not
all, internal hydrogen bonding interactions
are satisfied. The cooperative nature of the
folding means that these hydrogen bonds remain essentially intact at all temperatures,
until the protein unfolds. ŽThis is essentially
the ‘2-state’ hypothesis upon which most
analysis of protein folding is based..
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2. The unfolded polypeptide ŽU. is an irregular,
flexible structure Žor ensemble of dynamically
interchanging structures ., predominantly exposed to solvent. The non-cooperative nature
of this structure means that interactions are
kinetically transient and temperature dependent. In particular, the extent of hydrogen
bonding between protein Žpeptide and
sidechain. groups and water will decrease with
rise in temperature.
3. The solvent water Žw. comprises a similarly
irregular hydrogen-bonded lattice, in which
the extent of intermolecular H-bonding also
decreases with increasing temperature.
Clearly these assumptions are simplistic, particularly in relation to the structure and interactions
in liquid water, but they will allow us to proceed
to illustrate the salient features. Much more realistic details may be incorporated into the model
later, if required, once its relevance has been
established.
The model will examine what contribution hydrogen bonds might make, over and above hydrophobic and other non-covalent interactions
that have already been extensively discussed by
others. We will concentrate here on counting the
total number of hydrogen bonds in the system
under various conditions, and for this it is necessary to define a series of terms. Imagine an
isolated protein molecule in an appropriate
amount of solvent water, and let:
n
nw
f pp

f ww
f pw

s the total number of amino acid residues
in the polypeptide chain;
s the total number of water molecules
Žper polypeptide. in the system;
s the fraction of Žinternal . protein]protein H-bonds made in the nativelyfolded ŽN. state Ž f pp s 1 in the simplest
case, ignoring unmade bonds.;
s the fractional probability of formation
of water]water H-bonds in the bulk
solvent;
s the fractional probability that any exposed protein donorracceptor group
may be H-bonded to water in the unfolded ŽU. state;

h pp
h ww
h pw
HN
HU

s the Žaverage. enthalpy of formation of
a protein]protein H-bond, assumed all
identical for simplicity;
s the enthalpy of formation of a water]
water H-bond;
s the Žaverage. enthalpy of formation of
a protein]water H-bond, assumed all
identical for simplicity;
s total enthalpy of the native protein system Žincluding waters.; and
s total enthalpy of the unfolded protein
system Žincluding waters..

Similar nomenclature will apply for other thermodynamic parameters: entropy Ž s ww , s wp , spp ,
S N , S U .; and free energy Ž g ww , g wp , g pp , G N , G U ..
Imagine a polypeptide chain that can fold
cooperatively into a compact globular structure
and in which donor and acceptor sites may align
Žmore or less. perfectly to form bonds. Imagine
also that this exists in a sea of solvent Žwater.
molecules that themselves also carry donor and
acceptor sites that may form bonds with each
other or with exposed sites on the polypeptide or
protein Žsee Fig. 4.. Since we are interested in
changes in thermodynamic parameters during unfolding, assume a scenario in which there exist
only two possible states: the compact ‘native’ fold
ŽN. and the flexible, extended, ‘unfolded’ state
ŽU.. ŽThis does not necessarily imply that only
these two states are available, but simply that
these represent two extreme possibilities. The nature of cooperative 2-state behaviour has been
discussed by several authors, see w33,34x for example, and even a continuum of states can exhibit
apparent 2-state properties under some circumstances w35x..
In order to estimate the hydrogen bonding
contribution to the overall thermodynamics of
unfolding, it is necessary simply to count the total
number of hydrogen bonds Žincluding solvent
bonds. in each state. A fraction Ž f pp . of
donor]acceptor groups in the native protein ŽN.
will form protein]protein Žp]p. bonds. In the
unfolded protein ŽU. a fraction Ž f pw . of such
groups will instead form hydrogen bonds to water.
Both N and U systems will also contain ‘free’
water molecules that will themselves experience
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transient hydrogen bonding with other molecules,
with time-averaged fractional water]water hydrogen bonding f ww . Simply counting hydrogen
bonds, including both chain and water molecules
and bearing in mind that each residue Žpeptide.
contains two potential hydrogen bond sites and
that solvent bonds are shared, gives the total
enthalpy of the N state Žassuming only p]p and
w]w bonds exist, and ignoring sidechain hydrogen
bonds for simplicity.:
H N s n ? f pp ? h pp q n w ? f ww ? h wwr2
and for the U state:
H U s 2 n ? f pw ? h pw q Ž n w y 2 n . ? f ww ? h wwr2
giving, for the enthalpy of unfolding Žhydrogen
bond contribution only.:
D Hunf,h s H U y HN
s n ? Ž 2 ? f pw ? h pw y f ww ? h ww y f pp ? h pp . Ž 1 .
with similar expressions for the hydrogen bond
contributions to unfolding entropy and free energy. ŽThe subscript ‘h’ indicates that this represents only hydrogen bond contributions. Other
terms may be added later if required..
This expression wEq. Ž1.x will allow qualitative
discussion, and might even form the basis for
simple numerical estimates. For example, and to
check for consistency, consider some particular
cases.
Firstly, imagine the situation if all hydrogen
bonds are identical and of equal occupancy no
matter where they occur, then h ww s h pw s h pp ,
f ww s f pw s f pp , and D Hunf,h s 0 as expected. In
this case, which corresponds roughly to the conventional thermodynamically neutral view of hydrogen bond effects in water, there would be no
enthalpic contribution Žstabilising or otherwise.
to folding. Similar conclusions would be drawn
about hydrogen bond contributions to D Sunf and
DGunf . In such a case, all the thermodynamics
would be determined by the other interactions
Žhydrophobic, dispersion, etc.. that have been
omitted here.
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A slightly more plausible view might propose
Žfor simplicity. that all hydrogen bonds have the
same enthalpies, h ww s h pw s h pp ' h, but Žpotentially. different fractional occupancies. Although
it is clearly unrealistic to assume that all H-bond
enthalpies are the same, regardless of their
chemical nature, this assumption does allow formulation of a basic model that may be refined
later as necessary. In this case:
D Hunf,h s nh Ž 2 ? f pw y f ww y f pp .
showing that a finite enthalpy of unfolding Žpositive or negative. can arise even if all hydrogen
bonds have the same heat of formation, provided
the overall extent of hydrogen bonding changes
during the unfolding process.
This example forms the basis for a tentative
working model in which we might assume for
simplicity, or because we lack any more detailed
knowledge, that:
1. all internal protein hydrogen bonds are made
in the native state: f pp s 1;
2. all hydrogen bond enthalpies are equal: h ww
s h pw s h pp ' h; and
3. protein]water and water]water bonds are indistinguishable: f pw s f ww ' f.
This reduces Eq. Ž1. to a seductively simple
expression for the unfolding enthalpy:
D Hunf,h s ynh Ž 1 y f .

Ž2.

where h is the heat of formation of a hydrogen
bond Žof whatever kind. and f is the fractional
probability of any water molecule or exposed
protein group forming a hydrogen bond with another water molecule.
Certain consequences follow from this model,
as expressed by Eq. Ž2.:
D Hunf,h is normally endothermic Žpositive.
since the heat of hydrogen bond formation
Ž h. must be negative Žexothermic., and f F 1.
2. Since, intuitively, f will decrease with increasing temperature, D Hunf,h also increases Žbecoming more endothermic. with increasing

1.
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temperature. Consequently, DCp,unf is positi¨ e.
3. D Hunf,h might reach a hypothetical maximum
Ž D Hunf,h,max s ynh. when f s 0, presumably
at some temperature sufficiently high above
1008C that water molecules Žin the liquid
state. might be viewed to have lost all hydrogen bond interactions with their neighbours.
4. D Hunf,h might reach a hypothetical minimum
Ž D Hunf,h,min s 0. at some sufficiently low Žbut
possibly unattainable . temperature when f
approaches unity.
5. Exothermic unfolding at low temperatures
Žcold denaturation w36,37x., though not explicitly a prediction of this primitive model wEq.
Ž2.x, would result if not all p]p bonds were
made in the native state Ž f pp - 1.. In such
instances Eq. Ž2. would become: D Hunf,h s
ynhŽ f pp y f . so that the enthalpy of unfolding would change sign at temperatures below
which the fractional hydrogen bonding in Žsupercooled?. liquid water exceeds that in the
folded protein. Since 100% of possible Hbonding is not seen even in the best folded
examples w27,28x, this is not implausible.
All these predictions match remarkably well
with known properties of proteins w1]7,22x, despite the relative simplicity of the underlying assumptions. More detailed versions of this model
might adopt the more realistic view Že.g. w19,38x.
that not all hydrogen bonds are the same in Eq.
Ž1. and use a variety of enthalpies Ž h. and fractional probabilities Ž f .. For example, if formation of
protein]water hydrogen bonds were to be more
exothermic than water]water or protein]protein
bonds Ž h pw - h ww ,h pp . then protein unfolding
would be exothermic even without change in f.
The unfolding enthalpy could thus be made either
endo- or exothermic at will by appropriate choice
of parameters. Unfortunately there is not yet
sufficient detailed empirical information about
the individual hydrogen bond strengths in such
circumstances w19x to merit taking this approach
further here.
Similar considerations will also apply to the
entropic contribution from hydrogen bonding.
Again taking the simplest basic assumptions as

above, the hydrogen bond component of the entropy of unfolding might be written:
D Sunf,h s yns Ž 1 y f .
where s is the entropy of formation of any hydrogen bond, expected to be negative because of the
loss of motional degrees of freedom that this
implies. As a result, D Sunf,h would be expected to
make a positive contribution to unfolding, again
increasingly positive with increase in temperature
as f decreases.
The relative stability of N vs. U depends of
course on the balance of enthalpic and entropic
contributions as expressed in the overall Gibbs
free energy change, which for the hydrogen bond
contribution in this model would be written:
DGunf,h s D Hunf,h y T ? D Sunf,h
s yn Ž 1 y f .Ž h y T ? s .
For completeness at this stage, recognising that
we have ignored or omitted many other possible
contributions to the overall unfolding process, we
must add the change in configurational entropy of
the polypeptide chain upon unfolding Ž D Sconfig ;
this is of course the major thermodynamic barrier
to folding that all other interactions must overcome if folding is to be possible., together with a
contribution Ž DGother . that takes account of all
other interactions Žhydrophobic, electrostatic, van
der Waals, etc.. so far neglected. This gives an
overall expression for the unfolding free energy
of the form:
DGunf s yn Ž 1 y f .Ž h y T ? s . y T ? D Sconfig
q DGother
where the first term on the right is the hydrogen
bond model contribution developed here, T is the
absolute temperature, D Sconfig is the change Žincrease. in configurational entropy of the polypeptide chain upon unfolding, and DGother covers all
other contributions to the unfolding free energy.
Certain questions remain:
1. What is meant by ‘h’ and ‘s’ in this context?
We have defined these terms as the enthalpy
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Ž h. and entropy Ž s . of formation of a hydrogen
bond in the proteinrsolvent lattice, without much
consideration of what they might represent in real
terms or what values they might take. As a first
approximation we might imagine these to be similar to the enthalpy and entropy of hydrogen bond
formation between groups in vacuo Žor vapour
phase., and we might certainly use such numbers
as an upper limit. Enthalpies Ž h. based on such
estimates would be in the range y12 to y25 kJ
moly1 Žy3 to y6 kcal moly1 ., for example
w19,39x. But this is probably an overestimate. More
reasonably, in the context of the current model, h
and s might be considered to be the enthalpy and
entropy change for a Žpossibly hypothetical.
process going from a freely rotating group in a
polar cavity to a fixed, hydrogen bond orientation.
As a result, s will probably be negative due to
loss of rotational degrees of freedom, and h will
be the Žnegative. enthalpy difference between a
rotationally averaged-dipole in a polar cavity and
the most favourable hydrogen bond orientation.
In either case, the absolute magnitudes are
probably less than would be anticipated from in
vacuo measurements.
2. How might we estimate f and its variation
with temperature?
Inasmuch as we are assuming that p]w bonds
are very similar to w]w bonds, and inasmuch as
many of the thermodynamic properties of liquid
water are themselves a manifestation of hydrogen
bond interactions, it may be reasonable to estimate f ŽT . from the known properties of water
Žw39x, for example.. Following the same logic as
above, considering liquid water alone in the
absence of protein, and assigning the bulk of the
thermodynamic properties to hydrogen bonding,
the total enthalpy of n w water molecules in the
liquid phase would be:
Hw s n w ? f ww ? h ww
with molar heat capacity: Cp,water s Ž1rn w . ?
d HwrdT s h ww ? d f wwrdT, giving: d f wwrdT s
Cp,waterrh ww .
Incorporating this into the primitive model wEq.
Ž2.x gives, for the molar heat capacity increment
upon unfolding:
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DCp,unf s dD HunfrdT s nh? d frdT f n ? Cp,water
where Cp,water is that fraction of the molar heat
capacity of liquid water that might be ascribed to
thermal disruption of the hydrogen bond network
in the liquid. Of course, not all of the heat
capacity of water Žtotalling 4.18 J Ky1 gy1, or 75 J
Ky1 moly1 , at room temperature. may be attributed to the effects of hydrogen bonding. But
the most that might be ascribed to molecular
motions in the equipartition limit would be 3 R, or
approximately 25 J Ky1 moly1 , assuming three
translational and three rotational degrees of freedom Žwhere R is the gas constant, and ignoring
molecular vibrations that will be suppressed by
quantum effects at normal temperatures.. The
remainder must be due to inter-molecular effects,
primarily hydrogen bonding in this case. This
would suggest an upper limit to the hydrogen
bond contribution to the heat capacity increment
on unfolding per residue of order Cp,water , that is
approximately 50 J Ky1 moly1 at room temperature. Given the extreme crudity of the model, and
the naivety of some of the underlying approximations, this is surprisingly good numerical agreement with observation. Experimental heat capacity increments for a range of proteins w22,40,41x
lie in the range 40]80 J Ky1 moly1 per residue at
room temperature, falling to lower values Ž20]50
J Ky1 moly1 . at higher temperatures in a way
that the model does not Žyet. predict } though
this could easily be explained away by a reduction
in d frdT or a temperature-dependent change in
bonding in the native state. Nonetheless, this
estimated upper limit per residue for DCp of
approximately 50 J Ky1 moly1 , corresponding to
approximately 0.45 J Ky1 gy1 for a mean residue
weight of 110 Da, is not inconsistent with the
observed spread of data at 258C ŽFig. 3.. For the
proteins for which data are currently available
w41x the mean increase in Cp upon unfolding at
258C is 0.48 Ž"0.14. J Ky1 gy1.
Further numerical estimates are equally
promising. The enthalpy of the solidª liquid Žice
ª water. melting transition varies from 6 kJ
moly1 at 08C to approximately 10 kJ moly1 at
1008C Žby extrapolation using experimental heat
capacity data., suggesting an estimate for h of
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approximately y5 kJ moly1 if all this comes from
breaking of hydrogen bonds Žtwo per molecule. in
the condensed phase. Similar orders of magnitude
may be obtained from estimates of the fractional
hydrogen bonding in liquid water at different
temperatures w39x. Consequently we would anticipate a maximum D Hunf Ž f ª 0. of order q5 kJ
moly1 per residue in this model. Experimentally
w40x the maximalrplateau values of specific unfolding enthalpies are found to cluster approximately q5.5 kJ moly1 . ŽEarlier work suggesting
more exact convergence on common values at
high temperatures, which sparked considerable
speculation w2,42]44x, has not been substantiated
by data from a larger set of trial proteins w40x..

5. Discussion
Unfolding of a protein requires that specific
hydrogen bonds within the native fold be replaced, at least in part, by less specific hydrogen
bonds to solvent. The cooperative nature of protein folding implies that most, if not all hydrogen
bonds are formed in the native state, but the
number of H-bonds Žprimarily to solvent. in the
unfolded state will depend on conditions such as
temperature and denaturant concentrations. In
particular, with increase in temperature, the number of peptide]solvent hydrogen bonds will decrease, giving an increasingly more endothermic
contribution Žpositive DCp . to the unfolding thermodynamics. Although one might query the
numerical assumptions and approximations involved, it is clear that the thermodynamics of
melting of hydrogen-bonded networks described
here is at least qualitatively similar to the experimental behaviour for unfolding of proteins in
water. And crude numerical estimates suggest
that the model might be quantitatively significant
as well. Using a model in which folded proteins
are viewed as islands of crystallinity floating in a
sea of less-well-ordered hydrogen bonds we have
been able to account for many of the basic features of unfolding thermodynamics in terms of
hydrogen bonding alone, without recourse to
other effects.

But this contrasts with the more conventional
view of protein folding, which attributes most of
the thermodynamic effects to changes in exposure
of non-polar sidechain groups during unfolding.
Indeed, statistical correlation analyses which demonstrate a relationship between DCp and buried
surface areas ŽASA. tend to indicate a negative
contribution of peptide hydrogen bonding to unfolding heat capacity changes w14x, in direct contrast to the positive value suggested here. Although the correlations look quite convincing,
Rose and Wolfenden, and others, w19x have
pointed out a potential difficulty with such analyses where . . . ‘if proteins bury a well-beha¨ ed and
constant fraction of their apolar surface and also
ha¨ e a constant heat capacity, then any strong correlation between these properties need not be causal..’
w19x. The universality of the ASArDCp effect has
been challenged in recent work w45,46x in which
DCp values obtained experimentally do not necessarily tally with what might have been expected
on the basis of changes in non-polar surface areas
alone. In any case, the experimental situation is
so under-determined, with broadly similar data
from a relatively small set of proteins for which
both detailed structural and calorimetric data are
available, that it is feasible that multi-variate
analysis may not necessarily yield a unique correlation. This possibility is currently under investigation, but it is feasible that in attempting to
ascribe the majority of the DCp effect to non-polar
groups, one might force the analysis to over-compensate with other contributions that do not necessarily reflect physical reality. Moreover, the various small model compound systems } both solid
and liquid } used in much previous work may
not properly reflect the folded protein environment. Estimates based on solubilities and heats of
solution of cyclic dipeptides w38x suggest a negative DCp for amide]amide hydrogen bonds but a
positive DCp for amide]hydroxyl bonds. Such
differences are hard to reconcile theoretically,
and the experimental situation may be confounded by specific crystal packing effects that
are difficult to separate from individual group
contributions w38x. This illustrates some of the
profound difficulties encountered when attempting to tease out the separate contributions to

A. Cooper r Biophysical Chemistry 85 (2000) 25]39

interaction thermodynamics in such heterogeneous systems.
This work has shown how it is possible that
‘partial melting’ of hydrogen-bonded lattices
might result in thermodynamic characteristics
similar to those changes conventionally associated
with hydrophobic group exposure. Consequently,
in most cases involving unfolding of globular proteins, for example, it will be difficult to estimate
which Žif any. of these two interpretations is
correct. One test would be to examine thermal
transitions in polypeptides that do not contain
significant buried hydrophobic groups or which do
not involve significant changes in non-polar ASA.
In such instances we would anticipate a finite
positive DCp in the unfolding transition, even in
the apparent absence of hydrophobic effects. Two
recent examples show just this effect w47,48x. A
16-residue peptide that forms a b-hairpin involving anti-parallel b-sheet in water unfolds cooperatively with a large DCp s 1400 J Ky1 moly1
Žapprox. 0.8 J Ky1 gy1 . at 298 K w47x. A similar
effect, with DCp s 460 J Ky1 moly1 Žapprox. 0.15
J Ky1 gy1 ., has been reported for the unfolding
of an a-helical dicyclic 29-residue peptide w48x.
These values span the range seen for unfolding of
much larger globular proteins w22,40,41x. Although both sets of authors w47,48x attempt to
interpret their data in hydrophobic terms, it might
seem more pragmatic to associate the effects
more directly with the more obvious hydrogen
bonding changes. Similar DCp effects are seen for
unfolding of large fibrous proteins such as collagen, myosin and paramyosin w22,49x, further
showing that significant DCp effects can occur
even in the absence of an identifiable core of
hydrophobic residues. Recent work has shown
that single-layer b-sheets can fold without a hydrophobic core w50x, and members of the cellular
retinoic acid binding protein ŽCRABP. family
have an unusually small hydrophobic core despite
their very stable fold w51x. Although DCp data are
not yet available, such proteins and synthetic peptides should provide an interesting test of the
proposals presented here.
The model described here might be applicable
in other areas of protein folding and interaction.
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For example, the effects of increasing concentrations of denaturants such as urea or guanidinium
hydrochloride might be viewed, at least in part, as
analogous to an increase in temperature, since
such small hydrophilic molecules are likely to
disrupt the H-bonding lattice in the solvent and
unfolded polypeptide state without markedly affecting the folded protein. It should be possible to
extend these ideas to other systems such as protein]protein or protein]nucleic acid complexes
where extensive hydrogen bonding and solvent
interface effects may be significant. And the model
may also rationalise the thermodynamics of nonspecific aggregation of unfolded or mis-folded
proteins frequently observed especially at higher
temperatures.
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