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Native state topology has been implicated as a major determinant of
protein-folding mechanisms. Here, we test experimentally the robustness
of the src SH3-domain folding transition state to changes in topology by
covalently constraining regions of the protein with disul®de crosslinks
and then performing kinetic analysis on point mutations in the context
of these modi®ed proteins. Circularization (crosslinking the N and C
termini) of the src SH3 domain makes the protein topologically sym-
metric and causes delocalization of structure in the transition state
ensemble suggesting a change in the folding mechanism. In contrast,
crosslinking a single structural element (the distal b-hairpin) which is an
essential part of the transition state, results in a protein that folds 30
times faster, but does not change the distribution of structure in the tran-
sition state. As the transition states of distantly related SH3 domains
were previously found to be very similar, we conclude that the free
energy landscape of this protein family contains deep features which are
relatively insensitive to sequence variations but can be altered by changes
in topology.
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Introduction

A recent development in the protein folding
®eld has been the empirical observation that native
state topology is a major determinant of folding
rates, with simple fold proteins folding faster than
proteins with complicated topologies.1 The remark-
able correlation found between the average
sequence separation of interacting residues in the
native structure (contact order) and the rate of
folding suggests that the free energy barrier to
folding has a large entropic contribution while
variations in the strength of the stabilizing inter-
actions manifest themselves on a smaller scale.
Consistent with the idea that the molecular details
of the interactions are overshadowed by the entro-
pic cost of making them, several theoretical models
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have been successful in predicting the transition
state for folding and/or the folding rate for small
proteins using only information from the native
state structure.2 ± 5 Furthermore, recent experimen-
tal studies have established the conservation of
folding transition states among homologous pro-
teins with the same topology but sequence identity
as low as 13%6 ± 8 suggesting that once the native-
state topology is speci®ed by the sequence the fold-
ing transition state is largely determined as well.
The goal of our study is to explore and test these
conclusions further.

Previous studies of the folding transition state of
the src SH3 domain showed that it involves the
association of the distal b-hairpin and the diver-
ging turn, while the N and C termini are comple-
tely disordered (Figure 1(a)).8,9 Here, we explore
the robustness of this transition state to chain
crosslinks in order to test the role of topology. Pre-
viously Serrano and co-workers showed that circu-
larly permuting the a-spectrin SH3 domain can
change its transition state depending on the site of
permutation,10 while smaller mutations that stabil-
ize a part of the folding nucleus do not alter struc-
ture elsewhere in the transition state.7,11 This
argued for a conformationally restricted transition
state, which requires the interaction of speci®c
# 2001 Academic Press
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Figure 1. Structure in the transition state of (a) wt, (b)
NC terminal crosslink. Color scheme is continuous from
yellow (�F � 1) to red (�F � 0.5) to blue (�F � 0). Aster-
isks indicate negative �F values, which suggest the
involvement of these residues in non-native interactions
in the transition state. Graphics were generated with
Molscript28 and Raster3d.29,30

556 Changing the src SH3 Folding Transition State
parts of the molecule to overcome the loss of entro-
py during folding. Here, we examine the effects on
the transition state of disul®de crosslinking the
distal b-hairpin and circularizing (linking the N
and C termini) the protein. These modi®cations
were previously characterized kinetically in their
reduced and oxidized forms to test backbone con-
formational ordering in the transition state.12

Crosslinking the distal hairpin increased the fold-
ing rate 30-fold without affecting the unfolding
rate, suggesting that this structural element is as
conformationally constrained in the transition state
as in the native state. Crosslinking the N and the C
termini stabilized the protein signi®cantly both by
increasing the folding rate and by decreasing the
unfolding rate, indicating that the two termini are
not fully interacting in the transition state. Here,
we perform mutational analysis to determine if
these modi®cations affect the distribution of struc-
ture in the transition state. By deleting parts of
individual residues (as in mutations to an alanine
residue) and then assessing the effect of the
mutation on stability and folding kinetics, we can
gain site-speci®c information about structure at the
rate-limiting step.13 The degree of structure for-
mation around each residue in the transition state
can be conveniently represented by fF values,
de®ned as ��GU-{/��GU-F (see Materials and
Methods). In the case of the distal hairpin cross-
link, we investigate whether it allows overcoming
of the entropic cost of ordering earlier in the fold-
ing reaction and thus makes other parts of the
transition state less structured. In the case of the
terminal crosslink, we examine if signi®cantly
decreasing the entropic barrier to folding and mak-
ing the protein topologically symmetric causes its
transition state to become delocalized with all resi-
dues contributing equally, or whether it remains
structurally polarized. A similar circularization
experiment was performed on chymotrypsin
inhibitor 2 (CI2),14 however, circularization did not
affect its transition state probably because it is lar-
gely delocalized even in the wild-type protein.15

Our results suggest that, at least for the src SH3
domain, the transition state ensemble can be
shifted when the native topology is signi®cantly
perturbed as in circularization, but not by stabiliz-
ation of the existing nucleus.

Results

Disulfide crosslinking of the distal bbb-hairpin

Covalent crosslinking of the distal b-hairpin is
expected to decrease the entropy of the denatured
state and stabilize intrahairpin interactions. If both
chain entropy and energy are smoothly varying
functions of the degree of ordering and the pos-
ition of the transition state is determined by their
imperfect cancellation, then such a change should
alter the position of the transition state. Consistent
with the Hammond postulate,16 destabilizing the
denatured state would shift the position of the
transition state closer to the denatured state and
result in lower �F values in regions other than the
distal hairpin. In contrast, if the energy decreases
abruptly when a large number of contacts form
simultaneously, the transition state would be less
sensitive to changes in interaction strengths and it
would be effectively ``locked''. In that case, we
would expect that crosslinking the distal hairpin
will increase the folding rate, but structure in the
transition state will remain the same. The distal
hairpin was previously crosslinked by mutating
residues W43 and S58 to cysteine residues and
forming a disul®de bridge between them under
oxidizing conditions.12 Here, we perform � value
analysis on several mutants throughout the cross-
linked protein (denoted SS) to determine whether



Figure 2. Kinetic analysis of mutants in the context of the distal hairpin SS crosslink. Rates of folding and unfolding
were measured using stopped ¯ow ¯uorescence at 295 K. Continuous lines represent the best ®t to the experimental
data (Kaleidagraph).
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structure in the transition state has changed (F10A
and A12G (N-terminal strand), D15A and L24A
(RT loop), G29A and E30A (diverging turn), I34A
(n-src loop) and G51A and I56A (distal b-hairpin)).
The relative effect of the mutations on the rate of
folding and unfolding is very similar in the context
of the crosslinked protein and in the wild-type
(Figure 2 and Table 1) resulting in similar �F

values. Even though the distal hairpin is covalently
crosslinked at its base, G51A retains a �F value
close to 1, suggesting that this residue plays an
important role in organizing structure at the turn
(the glycine may allow the sidechain oxygens of
S47 and T50 to hydrogen bond with neighboring
backbone amides, positioning them to interact with
the diverging turn). The only mutations that exhi-
Table 1. Kinetic parameters for the SS mutants

Mutant ln(kf)
1.5 M ln(ku)5 M mf

SS WTa 5.83 2.83 0.716
SS F10A 5.50 4.98 0.723
SS D15A 5.70 3.90 0.666
SS L24A 5.12 3.80 0.803
SS G29A 4.42 5.82 0.630
SS E30A 4.10 4.35 0.581
SS G51A 3.64 3.19 0.911
SS I56A 3.36 3.71 1.06

kf is reported in 1 M guanidine, while ku is in 6 M guanidine to av
and the unfolding rates, respectively, on Gnd. Typical errors for the

a Kinetic data for this mutant was published previously by Grantc
b �F values taken from the paper by Riddle et al.8
bit different behavior in the wt and crosslinked
protein are L24A and I34A, but these effects can be
attributed to changes in local structure around the
disul®de crosslink. In the wild-type (wt) protein,
I34A destabilizes the transition state more than the
native state, suggesting non-native structure in the
transition state, however, in the crosslinked mutant
the I34A mutation has an intermediate fF value,
perhaps because the replacement of the large W43
sidechain by cysteine destabilizes non-native struc-
ture in this region. L24A, on the other hand, shows
an increase in �F value in the crosslinked mutant
from 0.26 to 0.42 indicating that the diverging turn
is slightly better packed onto the distal hairpin in
the transition state. Overall, however, the transition
state of the crosslinked protein involves the same
mu ��GU �F
SS �F

WT b

0.600 - - -
0.519 ÿ1.45 0.13 0.10
0.358 ÿ0.721 0.13 ÿ0.22
0.404 ÿ0.985 0.42 0.26
0.638 ÿ2.58 0.32 0.44
0.482 ÿ1.91 0.53 0.62
0.332 ÿ1.50 0.86 1.06
0.276 ÿ1.96 0.74 0.71

oid extrapolation; mf and mu are the dependences of the folding
kinetic measurements are 2-20 % as reported by Riddle et al.8

harova et al.12
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structural elements as that of the wild-type SH3
domain. We can conclude that even though for-
mation of the distal b-hairpin is required for the
overcoming of the activation barrier, it is not suf®-
cient, even when it is largely stabilized. The rate-
limiting step involves bringing the distal b-hairpin
and the diverging turn together to form a three-
stranded b-sheet. Thus, stabilization of this element
speeds folding, but does not alter the transition
state ensemble.

Disulfide crosslinking of the N and C termini

Theoretical models of the transition state for
folding emphasize the balance between loss of con-
®gurational entropy and formation of stabilizing
interactions in determining which part of the mol-
ecule folds ®rst.17 ± 19 The combination of structural
elements in the protein that can bury the most sur-
face area while losing the least amount of con®g-
urational entropy may nucleate folding. In the
modeled free energy landscape for the src SH3
domain2 there is only one set of segments (the dis-
tal hairpin and the diverging turn) which can
associate with suf®cient number of favorable con-
tacts to compensate for the loss in entropy; all
other pairings are entropically too costly and
poorly populated to lead to productive folding. In
particular, the two terminal strands, which form a
sheet in the native state, were found to be comple-
tely unstructured in the transition state due to their
large sequence separation. Our strategy here is to
connect the termini and examine how the distri-
bution of structure in the transition state changes.
A circularized version of the src SH3 domain
(denoted NC protein) was previously constructed
by mutating both residues T9 and S64 to cysteine
residues and forming a disul®de bridge between
them under oxidizing conditions.12 Crosslinking
makes the topology of the protein symmetric and
entropically there is no reason why one three-
stranded sheet would form ®rst over the other.
One prediction is that circularization would greatly
reduce structural polarization because it will offer
alternative routes for folding. Another possibility is
that the same folding nucleus will be maintained
because the interactions present in it are inherently
more favorable. Such a breakdown in symmetry is
seen in protein L which is topologically symmetric
and yet one part of the molecule is preferentially
structured at the transition state.20,21 Distinguishing
between these two possibilities addresses the rela-
tive importance of variations in interaction energies
and chain entropy in determining the folding tran-
sition state.

In order to determine the effect of circularization
on the transition state we examined the effect of
mutants in the context of the crosslinked protein.
A total of 14 mutants were designed to probe
different regions of the transition state: A12G,
L13A, Y16A and D23A (®rst strand) and RT loop;
F26A and G29A (diverging turn); I34A and W43A
(n-src loop); A45G, S47A and G51A (distal hair-
pin); I56A and P57A (310 helix); V61A (C-terminal
strand). Kinetic analysis (Figure 3 and Table 2)
reveals that there are clear differences between
some of the mutants in the NC protein and the cor-
responding mutations in the wt.8 The most signi®-
cant changes are observed in the �F values of
residues in the distal hairpin. A45G, S47A and
G51A affect both the rates of folding and unfolding
in the NC mutant, while in the context of the wt
protein their �F values were all 1 (Figure 3(a) and
(b)). Since we are not certain of the homogeneity of
Figure 3. Kinetic analysis of
mutants in the context of the NC
terminal crosslink. Rates of folding
and unfolding were measured
using stopped ¯ow ¯uorescence at
295 K. Continuous lines represent
the best ®t to the experimental data
(Kaleidagraph).



Table 2. Kinetic parameters for the NC crosslink mutants

Mutant ln(kf)
1 M ln(ku)6 M mf mu ��GU �F

NC �F
WT b

NC WTa 4.73 ÿ0.597 0.766 0.800 - - -
NC A12G 4.41 2.76 0.874 0.637 ÿ2.16 0.09 0.05
NC L13A 4.00 2.58 0.740 0.340 ÿ2.29 0.19 ÿ0.03
NC Y16A 4.01 3.28 0.752 0.431 ÿ2.69 0.16 0.03
NC D23A 4.64 0.305 0.760 0.500 ÿ0.580 0.09 0.13
NC F26A 3.26 1.13 0.812 0.370 ÿ1.87 0.46 0.40
NC G29A 3.46 1.78 0.780 0.500 ÿ2.14 0.35 0.44
NC I34A 3.66 ÿ1.22 1.082 0.216 ÿ0.263 c c

NC W43A 3.97 1.75 0.830 0.337 ÿ1.82 0.25 0.15
NC A45G 4.50 0.436 1.00 0.322 ÿ0.737 0.18 1.20
NC S47A 3.95 0.400 0.990 0.309 ÿ1.04 0.44 0.95
NC G51A 3.99 0.551 0.994 0.437 ÿ1.11 0.39 1.06
NC I56A 2.67 ÿ0.353 1.10 0.190 ÿ1.35 0.89 0.71
NC P57A 3.78 1.95 0.770 0.550 ÿ2.05 0.27 0.24
NC V61A 3.84 1.66 0.821 0.315 ÿ1.84 0.28 ÿ0.06

kf is reported in 1 M guanidine, while ku is in 6 M guanidine to avoid extrapolation; mf and mu are the dependences of the folding
and the unfolding rates, respectively, on Gnd. Typical errors for the kinetic measurements are 2-20 % as reported by Riddle et al.8

a Kinetic data for this mutant was published by Grantcharova et al.12

b �F values taken from the paper by Riddle et al.8
c Mutation decreases both kf and ku.
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the transition state the intermediate �F values can
either mean that the interactions in which these
residues participate are not completely formed in
the transition state, or that the transition state
ensemble consists of some conformations in which
the distal hairpin is formed and some in which the
hairpin is disordered. On the other hand,
mutations which probe formation of the hairpin
newly created by the crosslink and the region
around the 310 helix have increased �F values,
suggesting that these residues now contribute to
stabilization of the transition state. I56, an integral
part of the hydrophobic core exhibits an increase
in �F value from 0.7 to 0.89 (Figure 3(c) and (d)).
In the n-src loop, mutation of the buried W43 to
alanine had no effect on the rate of folding in the
wt context, but in the NC protein it has a �F value
of 0.25. In a similar way, V61 (C-terminal strand),
which takes part in the hydrophobic core, and L13
(N-terminal strand), which interacts with the
C-terminal strand on the solvent exposed side,
both have increased �F values upon mutation
from 0 to 0.28 and 0.19, respectively. Other
mutations in the ®rst strand and the RT loop
(A12G and D23A) exhibit roughly the same �F

values in the NC mutant as in the WT protein (�F

values close to 0), suggesting that despite the cross-
Table 3. Kinetic parameters for WT and mutants in 0.4 M so

Mutant ln(kf)
0.5 M ln(ku)5 M mf

WT sulf 4.31 0.867 0.695
F10I sulf 4.22 3.65 0.702
L44A sulf 2.87 2.66 1.24
G51A sulf 2.33 1.12 0.959
I56A sulf 2.06 1.70 1.14

kf is reported in 0.5 M guanidine, while ku is in 5 M guanidine to
ing and the unfolding rates, respectively, on Gnd. Typical errors for

a �F values taken from the work by Riddle et al.8
link this region remains unstructured in the tran-
sition state. F26A and G29A in the diverging turn
also preserve their intermediate �F values in the
NC mutant.

Taken together, these data suggest that the tran-
sition state of the circularized protein is signi®-
cantly different from that of the wt protein
(Figure 1(a) and (b); Figure 4(b)). The transition
state of the WT SH3 domain is highly polarized
with the distal hairpin and the diverging turn
almost fully ordered in a three-stranded sheet, and
the termini disordered. In contrast, the circularized
protein appears to have a more delocalized tran-
sition state with a prevalence of intermediate �F

values in most of the structural elements probed.
The distal hairpin, however, is still more ordered
than other hairpins in the protein, probably
because it has the highest density of intrahairpin
interactions. It is interesting that one residue, I56
(central hydrophobic core residue), stands out with
a �F value close to 1 and therefore can be viewed
as the nucleus around which structure consoli-
dates. We can surmise that because of the circular
topology of the protein, hairpin formation is not as
important in the NC protein as it is in the wt.
Instead, it appears that hydrophobic collapse,
rather than local b-hairpin and sheet formation,
dium sulfate

mu ��GU �F
sulf �F

WT b

0.805 - - -
0.580 ÿ1.68 0.03 ÿ0.05
0.474 ÿ1.89 0.45 0.54
0.519 ÿ1.31 0.89 1.06
0.468 ÿ1.81 0.73 0.71

avoid extrapolation; mf and mu are the dependences of the fold-
the kinetic measurements are 2-20 % as reported by Riddle et al.8



Figure 4. Comparison of �F values for mutated resi-
dues in the wt and the (a) SS crosslink and (b) NC
crosslink. Asterisk indicates a negative �F value, which
suggests the involvement of this residue in non-native
interactions in the transition state.
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drives the early stages of folding of the circularized
protein, due to the decreased cost of bringing
together residues distant in the chain.

Global stabilization and structure in the
transition state

Probing the effect of a globally stabilizing agent
on the rate-limiting step in folding provides
another way to examine the robustness of the tran-
sition state. Sodium sulfate stabilizes proteins, pre-
sumably by its preferential hydration of water,
therefore facilitating hydrophobic collapse.22 Its
effect on the kinetics of the src SH3 domain is to
increase the folding rate and to decrease the
unfolding rate (Table 3), indicating that protein
desolvation occurs both before and after the tran-
sition state. It also decreases the denaturant depen-
dence of the folding rate (i.e. mf value), suggesting
that it makes the denatured state more compact.
We performed kinetic analysis in the presence of
0.4 M sodium sulfate of several mutants, in the wt
context, which in the absence of sodium sulfate
cover the full range of �F values: F10I (�F value of
0); G51A (�F value of 1); L44A and I56A (inter-
mediate �F values). All mutants conserve their �
values in the presence of sodium sulfate (Table 3),
suggesting that the transition state ensemble has
not been changed by addition of the salt. This is a
further con®rmation that the transition state for
folding is determined by deep features of the SH3
energy landscape. Similar experiments with the
a-spectrin SH3 domain show that variations in pH
do not affect transition state structure.7

Discussion

Changing the structure of transition
state ensembles

Point mutagenesis, which probes residue-speci®c
interactions, and covalent modi®cations (glycine
loop insertions and disul®de crosslinking), which
test long-range order in the transition state
revealed the conformationally restricted nature of
the transition state ensemble of the src SH3
domain.8,12 Here, we have explored in more detail
the free-energy landscape of this protein and have
determined how changes in chain con®gurational
entropy and interaction strengths affect the distri-
bution of structure in the transition state.

Covalent crosslinking is a convenient way of
altering the entropic cost of contact formation. It
reduces the average sequence separation between
interacting residues (i.e. contact order (CO)) and is
therefore expected to increase the rate of folding,
as observed in the very good correlation between
CO and rate of folding for all the characterized
two state folding proteins.23 Both the NC and SS-
crosslinked mutants fall within the spread
observed for natural proteins on the CO versus
log(k) plot (data not shown). It should be noted,
however, that the distal hairpin crosslink causes a
larger increase in folding rate than the NC-terminal
crosslink even though the contact order of the NC
protein is smaller. This is because the folding rate
is sensitive to chain entropy loss in the transition
state rather than the native state. The distal loop
crosslink reduces the entropy of the denatured
state dramatically but has essentially no effect on
that of the transition state (the loop is already
formed), while the NC crosslink reduces the entro-
py of both the denatured state and the transition
state. The overall correlation between contact order
and folding rate suggests that on average the dis-
tribution of contacts (contact order) in the folding
transition state follows that of the native structure,
but in any speci®c case, the effect of a crosslink on
the folding rate will depend on the transition state
structure and not solely on the reduction in the
native state contact order.

The ®nding that stabilization of local structure
by distal hairpin crosslinking (Table 1, Figure 4(a))
and global stabilization by sodium sulfate (Table 3)
do not alter the placement of the transition state
along the reaction coordinate (as judged by �F

value distributions) indicates that there are some
deep features in the energy landscape which are
not altered by such changes. These results are con-
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sistent with experiments on other SH3 domains.
The distantly related src and a-spectrin SH3
domains exhibit very similar transition states,7,8

and stabilizing mutations11 and changes in pH7 do
not seem to affect transition state structure of the
spectrin SH3 domain. It appears then, that SH3
domains allow quite large variations in sequence
and experimental conditions with no change to the
transition state probably because there are no
alternative structural elements that can be suf®-
ciently stabilized to become folding nuclei. On the
other hand, modifying the topology of the protein,
as in circularization, can signi®cantly change the
free energy landscape to favor alternative routes
for folding. Similar conclusions were drawn from
the circular permutation experiments on the
a-spectrin SH3 domain.10 Connecting the wt termi-
ni with a small peptide linker and introducing a
cut in the distal hairpin resulted in a shift in the
structure of the transition state towards the n-src
loop and the hairpin formed by the old termini;
the former distal hairpin was completely disor-
dered at the rate-limiting step. (In contrast, circular
permutations that did not involve the distal loop
b-hairpin did not appear to change the folding
transition state.) Therefore, shifts in transition state
structure can occur when formerly distant elements
are covalently linked to reduce the entropic cost of
their interaction.

It should be noted that SH3 domains have more
polarized folding transition states than other small
proteins (CI2, ACBP, AcP, FKBP12). Therefore,
changes in the structure of the folding transition
state are more evident for the SH3 domains than
for proteins with more delocalized folding tran-
sition state ensembles. A particularly well studied
example of a protein with a more delocalized fold-
ing transition state is chymotrypsin inhibitor 2
(CI2), only one residue has a �F value greater than
0.5. Drastic changes in the topology of CI2 through
circular permutation or circularization14 have rela-
tively little effect on the folding transition state.

While topology plays an important role in deter-
mining a protein's folding mechanism, the distri-
bution of interaction energies throughout the
protein also affects structure in the transition state.
Recent experiments demonstrate that the transition
state conservation observed for sequence homologs
of the SH3 domain does not hold for structural
homologs. For example, drastic mutagenesis,
which weakens the interaction energies throughout
the protein can make the transition state deloca-
lized. A sequence simpli®ed mutant of the src SH3
domain made predominantly of ®ve amino acid
residues (I, K, E, A, G) was found to have a more
delocalized transition state (distal hairpin is not
fully formed), most likely because the interactions
stabilizing the wt SH3 transition state are not
strong enough in the simpli®ed mutant to over-
come the loss in entropy and residues from other
parts of the protein have to participate (Q. Yi and
D.B., unpublished results). Furthermore, the pre-
sence of destabilizing features in a particular struc-
tural element might be required for functional
reasons. This results in a preferential switch in the
structured parts of the transition state to other
regions with more favorable interactions. PsaE, a
structural homolog of the SH3 domain, has a large
loop insertion at the distal hairpin (13 residues)
required for its function in the photosynthetic cen-
ter I of cyanobacteria.24 The larger entropic cost of
forming stabilizing interactions makes the tran-
sition state delocalized with high �

F
values distrib-

uted throughout the protein (P. Bowers and D.B.,
unpublished results). Sso7d, a DNA binding pro-
tein from Sulfolobus solfataricus,1 is another structur-
al homolog of the SH3 domain. Its distal hairpin
contains three glycine residues at the turn and two
more in the b-strands required for function, and is
not well ordered early in folding (R. Guerois and
L. Serrano, personal communication). The n-src
hairpin, on the other hand, is the most regular
element of structure with a favorable hydro-
phobic/hydrophilic pattern along the strands and
a canonical type I turn. The burial of hydrophobic
surface area between the n-src loop and the C-
terminal helix further favors these elements as a
folding nucleus. Therefore, the topology of the SH3
fold appears to allow several alternative routes of
folding.

Another example of a simple system in which
the effects of topology and local structural propen-
sity on the transition state have been examined is
the GCN4-p1 coiled coil. Mutational analysis indi-
cated that the folding of the dimeric coiled coil
occurs via multiple pathways.25 Variations in heli-
cal propensity along the helix can favor one path-
way over the others (e.g. the C terminus of the
GCN4 coiled coil has a higher helical propensity
and has been shown to form early in folding).26

Destabilizing one part of the helix (with A to G
mutations) channels folding to the alternative path-
ways. However, crosslinking the two helices to
form a monomer abolishes the symmetry, making
it entropically more favorable for folding to start at
the part of the helix proximal to the tether, even if
it has the lowest helical propensity.25 In the mono-
meric version of the coiled coil, the topological
constraints on the chain effectively limit the num-
ber of folding pathways to one and make the
transition state less sensitive to variations in
secondary structure.

A similar dependence of the folding mechanism
on the stability of individual structural elements is
observed in two proteins with symmetrical top-
ology: protein L and protein G (an a-helix packed
against two b-hairpins forming a sheet). In the
transition state of protein L the ®rst hairpin packs
against the a-helix, while in protein G the second
hairpin is more structured.20,21 The choice of hair-
pin appears to depend on the intrinsic stability of
the hairpins. In protein L, the ®rst hairpin has
more favorable side-chain:main-chain hydrogen
bonds, while the second hairpin contains three con-
secutive residues with positive f angles. In protein
G, on the other hand, the second hairpin has an
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extensive hydrogen bond network. Using compu-
tational protein design methods, the order of
events in the folding of protein L and protein G
can be switched by selectively stabilizing the hair-
pin normally formed late in folding (S. Nauli, B.
Kuhlman & D.B., unpublished results).

The ability to change the transition state for fold-
ing tests our understanding of the factors contri-
buting to its formation and speci®city. Our results
with the circularized src SH3 domain and the
experimental studies on other proteins highlight
the interplay of topologic constraints and contact
energy heterogeneity in determining the structure
of the transition state ensemble.

Materials and Methods

Mutagenesis

Point mutagenesis was accomplished using the Quick
Change Site-Directed mutagenesis kit (Stratagene, La
Jolla, CA). Plasmids harboring the mutations were trans-
formed into BL21 cells, and protein was overexpressed
and puri®ed.9 The His �Tag1 was not removed for the
purpose of this study. All mutants were sequenced to
ensure that the mutagenesis was successful and the puri-
®ed proteins were analyzed by mass spectrometry to
con®rm that each mutation was the expected one.

Disulfide crosslinking

The design of the SS and NC crosslink mutants was
described by Grantcharova et al.12 For all the mutants
disul®de bonds were oxidized in the presence of 20 mM
potassium ferricyanide K3Fe(CN)6 for ten minutes at
room temperature. Reactions were performed in the
dark because K3Fe(CN)6 is light sensitive. Disul®de for-
mation was con®rmed using Ellman's reagent.

Biophysical analysis

Protein solutions (100 mM) were made in 50 mM
sodium phosphate (pH 6). For the experiments in
sodium sulfate, 0.4 M sulfate was added to the solutions.
The kinetics of folding and unfolding were followed by
tryptophan ¯uorescence on a Bio-Logic SFM-4 stopped-
¯ow instrument at 295 K. The unfolding reaction for the
wt protein was previously determined to behave as a
two-state process,27 and the kinetic and equilibrium data
for the mutants were ®t to a two-state model. For each
mutant the free energy of folding is calculated as:

�GUÿF � RT ln�kf=ku�
where kf and ku are the rates of folding and unfolding,
respectively, in the absence of denaturant. The difference
in the free energy of folding (��GU ÿ F) and in the fold-
ing activation energy (��GU ÿ {) between the wt protein
and each mutant are calculated as:

��GUÿF � RT�ln�kwt
f =k

mut
f � � ln�kmut

u =kwt
u ��

and

��GUÿz � RT ln�kwt
f =k

mut
f �

where kf and ku are the rates of folding and unfolding,
respectively, at denaturant concentrations experimentally
accessible for that mutant. This method avoids the extra-
polation of kf and ku to 0 M denaturant and therefore
does not rely on the accurate determination of the mf

and mu values (the denaturant dependence of kf and ku,
respectively).

The parameter �
F

is de®ned as:

�F � ��GUÿz=��GUÿF

and is interpreted as the fraction of the mutated residue's
interactions that are formed in the transition state. A �

F

value of 1 indicates that all of a residue's interactions are
formed in the transition state, whereas a �

F
of 0 means

that the residue does not make stabilizing interactions in
the transition state.13
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