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Evolution involves not only adaptation, but also the degradation of superfluous features.
Many examples of degradation at the morphological level are known (vestigial organs, for
instance). However, the impact of degradation on molecular evolution has been rarely
addressed. Thioredoxins serve as general oxidoreductases in all cells. Here, we report
extensive mutational analyses on the folding of modern and resurrected ancestral bacter-
ial thioredoxins. Contrary to claims from recent literature, in vitro folding rates in the thior-
edoxin family are not evolutionarily conserved, but span at least a ∼100-fold range.
Furthermore, modern thioredoxin folding is often substantially slower than ancestral thior-
edoxin folding. Unassisted folding, as probed in vitro, thus emerges as an ancestral ves-
tigial feature that underwent degradation, plausibly upon the evolutionary emergence of
efficient cellular folding assistance. More generally, our results provide evidence that deg-
radation of ancestral features shapes, not only morphological evolution, but also the evo-
lution of individual proteins.

Introduction
Instances of so-called imperfect (poor or suboptimal) ‘design’ have been extensively studied in
records of evolutionary history, and have served as evidence that living organisms, rather than being
designed, are the products of complex evolutionary forces and histories [1,2]. Glaringly questionable
‘design’, such as the recurrent laryngeal nerve in mammals, thus suggests that evolutionary tinkering
with previously functional features can limit the possible outcomes of new functions in the future.
Still, many examples of imperfect morphological ‘design’ are simply related to the evolutionary deg-
radation of ancestral features that are no longer useful. Examples are abundant and include human’s
limited capability to move the ears (linked to the degradation of barely used muscles) as well as the
presence of a tailbone, vestigial leg bones in whales and vestigial wings in flightless birds. Evolutionary
degradation is primarily a consequence of the inability of natural selection to purge mutations that
impair a feature, once the feature has ceased to be useful (i.e. once it has ceased to confer a functional
selective advantage). Darwin did realize that ‘rudiments’ are evidence of descent from ancestral forms
and discussed many examples in the first chapter of The Descent of Man (1871). More recently, the
discovery that genomes include large numbers of pseudogenes has provided a clear example of evolu-
tionary degradation at the molecular level. Thus, reversing the mutations that originally led to the
silencing of a given gene does not typically restore the function of the encoded protein [3] because,
after a gene is silenced, it is no longer subject to purifying natural selection and quickly accumulates
other degrading mutations.
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Plausibly, the evolutionary degradation of useless ancestral features is widespread, not only in morphological
evolution, but also during the course of molecular evolution. Other than pseudogenes [3], however, molecular
examples appear to have been rarely discussed in the literature, if at all. We argue here that evolutionary analysis
of protein folding processes may provide clear examples of evolutionary degradation at the molecular level. This
is so because folding in vivo within modern organisms [4–9] is protected and assisted by a complex
folding-assistance machinery, including chaperones and the chaperone functionality of the ribosome, while, on
the other hand, folding studies in the test tube (in vitro folding) probe unassisted folding. Since evolution has no
foresight, however, folding assistance cannot have arisen before protein folding itself, inasmuch as the components
of the folding-assistance machinery are proteins themselves that need to be folded to be functional. It follows that
the most ancient proteins could plausibly fold with little or no assistance. Therefore, unassisted folding may have
been relevant at a primordial stage, prior to (or concomitantly with) the emergence of folding assistance.
We propose, therefore, that the in vitro folding process for modern proteins of ancient evolutionary origin may

bear signatures of evolutionary degradation. Thioredoxins, general oxidoreductases that display a wide substrate
scope and that are involved in a diversity of cellular processes [10,11], should provide an excellent model system
to explore this possibility. They are present in all known cells (eukaryotes, bacteria and archaea) and it is thus
plausible that they existed at a very early stage, even perhaps preceding the emergence of an efficient folding
assistance. Indeed, thioredoxins can fold without assistance in the test tube. It has been known for many years
[12], however, that thioredoxins have a ‘folding problem’ related to the presence of a proline residue in cis con-
formation at position 76 (we use Escherichia coli thioredoxin numbering throughout). Cis-prolines in native
protein structures create folding kinetic bottlenecks [13–15], since isomerization is slow, the trans conformer is
favoured in unfolded polypeptide chains and may become trapped in intermediate states in the folding landscape
thus further slowing down folding. For thioredoxins, mutational escape from the problem is not possible, since
position 76 is close to the catalytic disulfide bridge and the presence of a proline at that position is required for a
fully functional active-site conformation [12]. Pro76 is thus strictly conserved in thioredoxins.
Here, we first study the folding in vitro of E. coli thioredoxin and two of its resurrected Precambrian ances-

tors. An extensive mutational analysis allows us to explain the slower folding of the modern protein in terms of
a single amino acid replacement that aggravated the folding problem created by the cis-proline at the active
site. Furthermore, the identified replacement points to a region of the thioredoxin molecule where mutations
can be reasonably expected to impact the folding rate. Experimental analysis of a set of modern bacterial thiore-
doxins selected to represent natural sequence diversity in this region shows that, contrary to what it has been
claimed in recent literature [16,17], in vitro folding rates are not evolutionarily conserved. In fact, in vitro
folding for some of the studied modern thioredoxins occurs in the approximately hour time scale and is
between 1 and 2 orders of magnitude slower than both the inferred ancestral folding and the folding of other
modern thioredoxins. These results suggest an interpretation of in vitro folding as a degraded version of prim-
ordial unassisted folding. More generally, our results provide evidence that degradation shapes evolution not
only at the morphological level but also at the level of individual enzymes.

Materials and methods
Protein expression and purification
E. coli, LBCA and LPBCA thioredoxins as its variants studied in this work were prepared without purification
tags following procedures we have previously described in detail [18–20]. Proteins representing bacterial thiore-
doxins (Figure 6) were prepared with His-tags using affinity chromatography. Mutations were introduced using
the QuikChange Lighting Site-Directed Mutagenesis kit (Agilent Technologies) and checked by DNA
sequencing.
Protein solutions were prepared by exhaustive dialysis at 4°C against 50 mM Hepes (pH 7). Protein concen-

trations were determined spectrophotometrically using known values for the extinction coefficients. Solutions
of guanidine in 50 mM Hepes (pH 7) were prepared as previously described [18–20]. Prior to use, urea was
purified by ion-exchange chromatography as previously described [21]. Guanidine and urea concentrations
were determined by refractometry.

Activity determinations
Most reported activity determinations are based on the insulin turbidimetric assay [22], as described previously [18].
Briefly, thioredoxin catalysis of the reduction in insulin by DTT is determined by following the aggregation of
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the β-chain of insulin. An aliquot of a thioredoxin solution is added to 0.5 mg/ml of bovine pancreatic insulin
and 1 mM DTT at pH 6.5 and the rate is calculated from the slope of a plot of absorbance versus time at the
inflexion point (see Supplementary Figure S1 for illustrative examples). Values given (Figure 3c and
Supplementary Table S1) are the average of at least three independent measurements.
For some selected variants, we also assayed thioredoxin activity with thioredoxin reductase coupled to the

reduction in Ellman’s reagent (5,50-dithiobis(2-nitrobenzoic acid) or DTNB) at pH 8, essentially as described
by Slaby and Holmgren [23]. Concentrations used were 0.02 μM for the reductase, 0.5 mM DTNB and
0.25 mM NADPH. Thioredoxin concentrations were typically in the range 0.15–0.20 μM. Values reported are
the average of at least three independent determinations.

Unfolding and folding kinetics studied by steady-state fluorescence
measurements
Kinetic data for non-mutated E. coli thioredoxin and LPBCA thioredoxin given in Figures 3, 4 and
Supplementary Figure S10 are taken from [20]. All other kinetic data shown were obtained in this work. All
experiments were performed at 25°C. Folding–unfolding kinetics were studied using procedures we have previ-
ously described in detail [20,24]. Briefly, we measured the time-dependence of the fluorescence emission at
350 nm with excitation at 276 nm, after suitable guanidine- or urea-concentration jumps. For experiments in
guanidine solutions, we typically used 20-fold dilution from ∼4 to 5 M guanidine or from zero guanidine con-
centration for experiments carried at denaturant concentrations approximately above or below the denaturation
midpoint. For experiments in urea solutions, we typically used 20-fold dilution from ∼10 M urea or from zero
urea concentration for experiments carried at denaturant concentrations approximately above or below the
denaturation midpoint. The ancestral LBCA and LPBCA thioredoxins are highly stable and are not fully dena-
tured despite high concentrations of urea. Folding rates for these proteins in urea solutions (Figure 6) were
obtained by first denaturing them in concentrated guanidine followed by a high dilution into urea solutions, in
such a way that the final guanidine concentration was very low (∼0.1 M). Typically, the protein concentration
in the fluorescence kinetic experiments was on the order of 0.05 mg/ml.
Unfolding kinetics could be adequately fitted with a single exponential equation from which the rate constant

could be easily calculated (see Supplementary Figure S2 for representative examples). Many folding profiles
could also be well described by a single exponential within the time range of the manual mixing experiments.
However, two exponential terms were required to achieve good fits in many other cases (see Supplementary
Figure S3 for representative examples).
Finally, the long-time, equilibrium fluorescence values derived from the analyses of kinetic profiles were used

to assess the thermodynamic stability of the modern thioredoxins studied in this work. Profiles of equilibrium
fluorescence intensity versus urea concentration were fitted assuming a linear dependence of the unfolding free
energy with denaturant concentration [25] within the narrow transition range and using linear pre- and post-
transition baselines. Values of the urea midpoint concentration (C1/2, the urea concentration at which the
unfolding free energy is zero) and the denaturant-concentration dependence of the unfolding free energy (m =
−dΔG/d[urea]) were obtained from the fits. These values are collected in Supplementary Table S4, where add-
itional details of the fitting process are provided.

Using double-jump unfolding assays to determine the relevant kinetic phase
of the major folding channel
Unlike unfolding, which often occurs in a single kinetic phase, protein folding is typically a complex process
involving several parallel kinetic channels leading to the native state, as well as the transient population of inter-
mediate states in many of these channels [26]. In vitro folding of thioredoxin is certainly known to conform to
this scenario [27]. In this work, the complexity of in vitro thioredoxin folding is revealed by the multi-
exponential folding profiles found in some cases (Supplementary Figure S3) and by clear rollovers in the
folding branches of all the Chevron plots reported (Figures 3, 4, 6 and Supplementary Figure S10). In general,
the folding rate of any given protein (i.e. the rate that defines the time scale of the protein folding process)
could be defined in terms of the main slow phase of an experimental folding kinetic profile obtained using a
suitable physical property. Still, it is absolutely essential to ascertain that this phase does indeed reflect the
major kinetic channel that leads to the native protein. It would be conceivable, for instance, that most of the
protein arrived to the native state in a slower phase that does not bring about a significant change in the
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physical property being measured (steady-state fluorescence, in our case) and which is, therefore, not detected.
Also, it would be conceivable that most of the protein arrives to the native state in a fast phase and that the
slower phase detected in the kinetic folding profiles reflects a minor structural re-arrangement of the native
ensemble or, alternatively, the folding of a small fraction of the protein from a kinetically trapped intermediate
state. Thus, even if a single exponential phase is detected by the physical property used, there is the possibility
that folding actually occurred during the dead time of the kinetic experiment. Furthermore, a very slow phase
of small amplitude could just reflect instrumental drift. These and other interpretation uncertainties plagued
the in vitro protein folding field since its beginnings. However, pioneers of the field found reliable ways around
these problems on the basis of carefully designed ‘jump assays’ in which protein samples are extracted at
certain times and transferred to solutions of selected composition for experimental assessment (see, for instance
[13,14]). Here, we have specifically used double-jump unfolding assays, a methodology that aims at providing a
direct determination of the amount of native protein [28,29]. The rationale behind this approach is that the
unfolding of the native state of a protein is much slower than the unfolding of non-native or intermediate
states. The amount of native state in a protein solution can then be determined from the unfolding kinetics fol-
lowed in the appropriate time scale after transfer to denaturing conditions. Obviously, unfolding assays exploit
the high activation free energy barrier for unfolding to determine the amount of native protein, i.e. they exploit
the free energy barrier that confers kinetic stability to the native protein [30,31]. They are, therefore, particu-
larly appropriate for this work because following folding kinetics using double-jump unfolding assays does
define the time scale required for the development of kinetic stabilization. That is, they define the time span in
which the unassisted folding chain is susceptible to undesirable interactions and alterations, which is a param-
eter of direct evolutionary significance.
For most the thioredoxin variants studied here, we have followed the folding kinetics under selected condi-

tions by carrying out unfolding assays at different times after transfer of a denatured protein to native condi-
tions, in such a way that folding kinetic profiles of the amount of native state versus time are obtained. In a
typical experiment (see Supplementary Figure S4 for a representative example), we used a concentrated solution
of unfolded protein in ∼4 M guanidine (E. coli thioredoxin and its variants) or ∼5 M guanidine (LBCA thiore-
doxin, LPBCA thioredoxin and their variants) and we started the folding process by a suitable dilution (within
the 2–10-fold range) into a low-concentration guanidine solution to reach a final protein concentration on the
order of 1 mg/ml. At given times, aliquots were extracted and transferred (20-fold dilution) to ∼3 M guanidine
for E. coli thioredoxin and its variants or to ∼5 M guanidine for the ancestral thioredoxins and their variants,
and the unfolding kinetics were determined by fluorescence. The fraction of native state (XN) versus time (t)
profile for folding at low denaturant concentration is easily obtained from the amplitude of the unfolding
kinetic phase using a suitable control experiment (Supplementary Figure S4). Supplementary Figure S5 shows
several representative examples of XN versus t profiles that illustrate the strong effect of the S/G exchange at
position 74 on the folding rate. In all cases, these profiles could be well described by single exponentials, with
initial time and long-time values close to zero and unity. This indicates that these profiles probe the relevant
kinetic phase of the major folding channel. Of course, it cannot be ruled out that, in several cases, small
amounts of protein reach the native state through faster or slower channels, since the initial time and long-time
values of the profiles actually differ somewhat from zero and unity (see also Figure 6b).
Comparison of the folding profiles from double-jump assays (XN versus t) with those obtained using

steady-state fluorescence revealed three different scenarios: (1) fluorescence profiles could be well fitted by a
single exponential and the rate constant derived from such fits agreed with the value obtained from the XN

versus t profiles (see Supplementary Figure S6 for an illustrative example). (2) Two exponentials were required
to fit the fluorescence folding profiles and it was the rate constant from the faster, larger amplitude phase that
agreed with the value obtained from the XN versus t profiles (see Supplementary Figure S7 for an illustrative
example). (3) Two exponentials of roughly similar amplitude were required to fit the fluorescence folding pro-
files and it was the rate constant from the slower phase that agreed with the value obtained from the XN versus
t profiles (see Supplementary Figure S8 for an illustrative example).
Finally, it is important to note that following folding kinetics through double-jump unfolding assays is con-

siderably time consuming. Therefore, our approach has been to carry out extensive folding kinetic studies on
the basis of steady-state fluorescence measurements and to determine only a limited number of double-jump
XN versus t profiles in order to identify in the fluorescence profiles the relevant kinetic phase of the
major folding channel. For the sake of simplicity and clarity, folding branches of the chevron plots given in
Figures 3–5 and Supplementary Figure S10 show only the rate constants for such relevant kinetic phase and do
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not differentiate between data derived from fluorescence profiles and data derived from double-jump XN versus
t profiles. However, in Supplementary Figure S9 we provide Chevron plots that include the comparison
between rate constants values derived from fluorescence profiles and from double-jump XN versus t profiles.
Also, Figure 6b shows profiles of folding followed by double-jump unfolding assays for several modern bacterial
thioredoxins.

Results and discussion
Modern versus ancestral thioredoxin folding
We first compared the folding of modern E. coli thioredoxin with that of two of its resurrected Precambrian
ancestors (Figure 1a): the thioredoxins encoded by the reconstructed sequences for the last bacterial common
ancestor (LBCA thioredoxin) and the last common ancestor of the cyanobacterial, deinococcus and thermus
groups (LPBCA thioredoxin). These two phylogenetic nodes correspond to organisms that existed ∼4 and 2.5
billion years ago, respectively [18,32,33]. We have previously characterized LPBCA and LBCA thioredoxins, as
well as several other resurrected Precambrian thioredoxins, in detail [18–20,33–35]. They are properly folded,
highly stable, active enzymes that share essentially an identical three dimensional (3D)-structure with E. coli
thioredoxin (Figure 2), despite their low sequence identity with the modern protein (for sequences and struc-
tures, see Figure 1 in [33]). The structures of the three proteins under study bear a proline residue at position
76 in cis conformation that is strictly conserved in thioredoxins.
Figure 3 shows chevron plots of rate constant versus denaturant concentration for E. coli thioredoxin and the

ancestral LPBCA and LBCA thioredoxins. These plots include folding and unfolding branches. We have used
guanidine, a strong denaturant, for the experiments in Figure 3 in order to achieve denaturation of the highly
stable ancestral thioredoxins. However, urea, a weaker denaturant, is used in other experiments reported in this
work but we show that the choice of denaturant does not affect our conclusions. We specifically define folding
rates in terms of the relevant kinetic phase of the major folding channel as identified by double-jump unfolding
assays (see Materials and methods for details).
As it is clear from Figure 3a, the in vitro folding of the ancestral thioredoxins is substantially faster than the

folding of their modern E. coli counterpart. Rate constants reported in this figure have been determined at 25°
C for both the modern and ancestral proteins, while high environmental temperatures (∼ 65–80°C) have been
suggested for the Archaean [36]. Experimental determinations of the temperature dependence of the rate con-
stants (Supplementary Figure S11) show that consideration of the different living temperatures of the modern
and ancient hosts does not eliminate the folding rate difference. On the contrary, the folding of the ancestral
LPBCA and LBCA thioredoxins at the proposed Archaean temperatures is actually around two orders of mag-
nitude faster than the folding of E. coli thioredoxin at the optimal living temperature (37°C) of E. coli
(Supplementary Figure S11).
For the three proteins studied, the folding rate is determined by the presence of a cis-proline at position 76,

as shown by the observation that the folding rate is considerably increased by mutating proline 76 to alanine
(compare Figure 3a,b). Of course, replacing proline at position 76 impairs activity [12], as shown by assays
based on the aggregation of insulin (Figure 3c and Supplementary Table S1) as well as assays based on the
interaction of thioredoxin with thioredoxin reductase (Supplementary Table S2). Interestingly, in the latter
assays, the activity of variants of the most ancient LBCA thioredoxin appear depressed (Supplementary
Table S2), possibly reflecting the consequences of coevolution between thioredoxin and thioredoxin reductase
[37]. Still, the overall picture is that replacing P76 impairs activity, which explains why proline is conserved at
position 76 in thioredoxins. Another critical point to note here is that the folding rates are similar for the three
proteins when alanine is present at position 76 and diverge when proline is present at the position. Therefore,
the slower folding of E. coli thioredoxin is attributed to mutational differences with the ancestral proteins that
aggravate the kinetic bottleneck created by proline 76. Our efforts to identify such degrading mutations are
described in the next section.

Mutational basis for the slow folding of E. coli thioredoxin as compared with
the ancestral LPBCA and LBCA thioredoxins
The sequence of E. coli thioredoxin and the ancestral thioredoxins studied here differ at ∼40–50 amino acid
positions for a protein of ∼110 residues [18,33] and, in principle, many different mutations could be respon-
sible for the slower folding of the modern protein. Still, sequence differences in the neighbourhood of pro76
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Figure 1. Thioredoxin phylogenetic tree used for ancestral sequence reconstruction [18].

(a) Schematic representation of the phylogenetic tree showing geological time. The nodes studied in this work are underlined

and are defined in the text. See [18] for the definition of other nodes. (b) Bacterial section of the tree showing the evolutionary

history of the amino acid (serine or glycine) present at position 74. The ages provided for some key nodes are taken from the

Timetree of Life [32]. Numbers alongside the nodes stand for the posterior probability of the most likely residue (orange circles

for serine and green circles for glycine). Most 74S residues in the modern thioredoxins are linked to the serine residue in the

last common bacterial ancestor (LBCA node) through evolutionary trajectories that display serine conservation; these

trajectories are highlighted in orange. Most 74G residues in modern thioredoxins can be linked to previous S74G replacements

through trajectories that display glycine conservation; these trajectories are highlighted in green. The overall pattern suggests

entrenchment related to coevolution with the many macromolecular partners of thioredoxin [10,11] (see Supplementary

discussion in Supplementary material for details).
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should provide obvious candidates and one such difference stands out (Figure 2): serine is the residue at pos-
ition 74 in LBCA and LPBCA thioredoxins, while glycine is the residue at position 74 in E. coli thioredoxin.
Mutational analyses show that the S/G exchange at position 74 indeed accounts for most of the observed
folding rate difference between the modern and the ancestral proteins (Figure 4a). Replacement of the ancestral
residue at position 74 (serine) with glycine thus slows down folding in the ancestral LBCA and LPBCA thiore-
doxins, while the back-to-the-ancestor G74S in E. coli thioredoxin increases the rate of folding.
Many experiments support the robustness of our identification of S74G as a folding-degrading mutation.

First, the folding rate enhancement obtained upon the reverse, back-to-the-ancestor G74S replacement in E.
coli thioredoxin is reproduced when the active-site disulfide has been reduced and also when using urea,
instead of guanidine, as denaturant (Figure 4b). In addition, E. coli thioredoxin actually has four additional
glycine residues (at positions 21, 65, 74 and 97) with respect to the ancestral LPBCA and LBCA thioredoxins
(Figure 2). However, extensive mutational studies (Supplementary Figure S10) indicate that it is only the
glycine/ancestral-state replacement at position 74 that affects the folding rate.

A mutation (S74G) that aggravated the folding problem created by the active
site cis-proline occurs in the line of descent that led to E. coli thioredoxin
As discussed above, the effect of the G/S exchange on the thioredoxin folding rate is experimentally robust.
However, while the fact that glycine is the modern residue at position 74 (the residue present in E. coli

Figure 2. 3D-structures of modern and ancestral thioredoxins.

3D-structures of E. coli thioredoxin (modern, PDB code 2TRX), and LPBCA thioredoxin (ancestral, ∼2.5 billion years, PDB code 2YJ7) and LBCA

thioredoxin (ancestral, ∼4 billion years, PDB code 4BA7) are shown. Positions with glycine residues in the modern protein are labelled. Note that the

modern and ancestral thioredoxins share the thioredoxin fold, despite low sequence identity [33]. Blow-ups of the region including the cis-pro76 are

shown below the full structures. The active-site disulfide bridge, the Gly/Ser residues at position 74 and residues that presumably stabilize the loop

that includes Pro76 are highlighted.
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(a) (b)

(c)

Figure 3. Folding–unfolding rates for E. coli thioredoxin and two resurrected Precambrian thioredoxins

(see Figure 1). Part 1 of 2

(a) Chevron plots (including folding and unfolding branches) of the logarithm of the rate constant versus guanidine

concentration for the ‘wild-type’ proteins that display the conserved proline at position 76. Circles and squares refer to the data
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thioredoxin) is an observable result, the identification of serine as the ancestral residue is a statistical inference.
There could be some doubt, therefore, that the S74G replacement actually occurred in the line of descent that
led to E. coli thioredoxin. This is of particular interest given discussions from the literature [38–41] that ances-
tral sequence reconstruction can potentially be biased from uncertainties in the process. In this case, however,

(a)

(b)

Figure 4. Effect of the G/S exchange at position 74 on thioredoxin folding rate.

Chevron plots of the logarithm of folding–unfolding rate versus guanidine concentration are shown for the ‘wild-type’ forms

(closed data points) and variants (open data points). Circles and squares refer to the data obtained in the folding and unfolding

directions, respectively. (a) Comparison between the modern E. coli thioredoxin and the ancestral LBCA and LPBCA

thioredoxins. Note that glycine is the wild-type residue in E. coli thioredoxin, while serine is ‘wild-type’ in the ancestral

thioredoxins. The effects of the mutation that replaces the wild-type are highlighted with an arrow. (b) Effect of the S74G

mutation on E. coli thioredoxin folding and unfolding rates. Data obtained using urea and guanidine as denaturants are shown.

In the latter case, data obtained using thioredoxin with a reduced active-site disulfide are also included. Note that the panel at

the left also includes the effect of a G74A mutation (see text for details).

Figure 3. Folding–unfolding rates for E. coli thioredoxin and two resurrected Precambrian thioredoxins

(see Figure 1). Part 2 of 2

obtained in the folding and unfolding directions, respectively. (b) same as (a) except for the P76A variants of the three proteins.

(c) Plot of the time scale for folding versus in vitro reductase activity for the modern E. coli thioredoxin and the ancestral

LPBCA and LBCA thioredoxins. Values of the folding time scale are calculated as the inverse of the folding rate constant

extrapolated to zero denaturant concentration (see Materials and methods for details). Data for the ‘wild-type’ forms and the

P76A variants included in this plot are connected by arrows in order to highlight the effect of the mutation and the

function-folding trade-off: eliminating the proline at position 76 accelerates folding, but impair function. Error bars are not

shown when they are smaller than the data point.
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the identification of serine as the ancestral state at position 74 is quite robust. This follows first from the obser-
vation that serine is the consensus residue (i.e. the most frequent residue) at position 74 in modern thioredox-
ins (Figure 1b). Of course, discrepancies between consensus sequences and reconstructed ancestral sequences
do exist and may have a phenotypic impact. Yet, as we have recently discussed [42], these discrepancies are typ-
ically restricted to positions at sites with a high sequence diversity and, consequently, high evolutionary rates.
This does not appear to be the case for position 74 which is populated mainly by serine and glycine residues in
modern bacterial thioredoxins (Figure 1b). Furthermore, the Bayesian posterior probabilities for the inferred

(a)

(b)

(c)

Figure 5. Double-mutant cycle analysis on the folding rate coupling between positions 74 and 76 in thioredoxins.

Folding rates for variants of: (a) ancestral LBCA thioredoxin; (b) ancestral LPBCA thioredoxin; (c) modern E. coli thioredoxin.

Data for thioredoxin variants including P/A exchange at position 76, G/S exchange at position 74 and the combination of the

two exchanges are shown. The plots shown are meant to make visually apparent the effect of the G74S mutation is substantial

when proline is present at position 76 (plots at the left) but very low when alanine is present at position 76 (plots at the right).

Note that glycine is the wild-type residue in E. coli thioredoxin, while serine is ‘wild-type’ in the ancestral thioredoxins. Proline

is the wild-type residue at position 76 in all thioredoxins.
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residues in both ancestors at position 74 is 100% (Figure 1b). We have previously shown that such sites rarely,
if ever, are incorrectly inferred with such a high posterior probability [43].
Secondly, the S74G mutation decreases the folding rate of the ancestral LPBCA and LBCA thioredoxins by

about one order of magnitude and the back-to-the-inferred-ancestor mutation G74S increases the folding rate
of E. coli thioredoxin by about one order of magnitude (Figure 4 and Supplementary Figure S10). Therefore,
the effect of the S/G exchange at position 74 on the folding rate is to a large extent independent of the back-
ground sequence (modern or ancestral). This implies that the mutational effect is reasonably robust against
reconstruction uncertainties in other positions of the thioredoxin molecule.
Finally, the link between the effect of the S/G replacement at position 74 on folding kinetics and the cis-

proline at position 76 is immediately revealed by a double-mutant cycle analysis of the coupling between posi-
tions 74 and 76 on the three thioredoxins studied (Figure 5). The S/G replacement at position 74 thus strongly
affects the folding rate only when proline is at position 76 and not when pro76 has been replaced with alanine.
Clearly, the mutation S74G did occur in the line of descent that led to E. coli thioredoxin and aggravated the
folding problem created by the active site cis-proline.

Experimental study of a set of modern bacterial thioredoxins shows that
folding rates are not evolutionarily conserved
The effect of the S/G exchange at position 74 on the thioredoxin folding rate is likely related to the fact that
glycine residues have no side-chains which place little restriction on backbone dihedral angles and generate
flexible links in polypeptide chains [44]. The 3D-structures of the modern and ancestral thioredoxins
studied so far (Figure 2) reveal interactions that appear to stabilize the 70–79 segment in the conformation
imposed by the cis-Pro76 (Figure 2, lower panel), namely hydrophobic contacts and a hydrogen bond
between the backbone carbonyl of residue 74 (either G or S) and Thr77. Besides stabilizing the native
protein structure with a cis-proline at position 76, these interactions should also favour local residual structures
in the high energy regions of the folding landscape that favour the cis conformer, thus promoting
correct folding. However, the flexible link generated by glycine residue at position 74 should allow many
alternative conformations for the 70–79 segment to occur in the upper (high energy) regions of the folding
landscape thus slowing down folding. This interpretation is strongly supported by the fact that replacing
glycine at position 74 in E. coli thioredoxin with alanine brings about an increase in folding rate that is essen-
tially identical with that produced by the G74S (left panel in Figure 4b), thus indicating folding rate enhance-
ment is caused by the elimination of flexibility at position 74, either through the G74A mutation or through
the G74S mutation.
The interpretation proposed above suggests that other amino acid replacements in the neighbourhood of

position 74 could also impact the folding rate. In particular, a visual inspection of the 3D-structures (Figure 2)
points to the residues at positions 70, 72, 74, 77 and 79 as being involved in interactions that could plausibly
modulate the stability of the 70–79 in upper regions of the folding landscape. We, therefore, used these posi-
tions to guide the selection of a set of modern bacterial thioredoxins for experimental characterization. We per-
formed a search in the NCBI Reference Sequence Database using the sequence of E. coli thioredoxin as query
and considered the ∼5000 top hits. A substantial fraction of these sequences displayed differences with E. coli
thioredoxin at positions 70, 72, 74, 77 and 79. We selected a small subset of modern thioredoxins to capture
this sequence diversity in a meaningful way (Supplementary Figure S12). That is, for some of the proteins in
the subset, most residues at positions 70, 72, 74, 77 and 79 are the same as in the ancestral LBCA or LPBCA
thioredoxins (including the presence of serine at position 74). Yet, other proteins in the subset differ at several
of the selected positions from the sequences of ancestral LBCA and LPBCA thioredoxins as well as from the
sequence of E. coli thioredoxin. In all cases, the thioredoxin selected displayed the highest sequence identity
with E. coli thioredoxin, given the amino acid residues present at positions 70, 72, 74, 77 and 79. The selected
thioredoxins show similar activities in the insulin aggregation assay (Supplementary Table S3).
Folding rates for the 14 modern proteins in the subset determined using urea as denaturant (Figure 6a) span

a ∼100-fold range, a result which is confirmed by double-jump unfolding experiments that directly probe the
amount of native protein (Figure 6b, see Materials and methods for details). Of course, we cannot rule out that
a substantial part of this observed folding rate variation is due to mutational changes outside the five positions
we have used to guide the sequence selection. This, however, would not affect in the least the main implication
of the data, namely that, contrary to what has been claimed in recent literature [16,17], in vitro thioredoxin
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folding rates are not conserved, with some modern thioredoxins folding substantially faster and substantially
slower than E. coli thioredoxin (closed black data points in Figure 6a).
We have also included in Figure 6a rate data for the ancestral LBCA and LPBCA thioredoxins in urea solu-

tions. Clearly, while the ancestral proteins and some of the modern proteins studied fold in the approximately
minute time scale, folding of some other modern thioredoxins occurs in the much slower approximately hour
time scale.

(a)

(b)

Figure 6. Folding rates are not conserved in the thioredoxin family.

(a) Chevron plots of folding–unfolding rate constant versus urea concentration for a set of 14 modern bacterial thioredoxins.

Folding rates given correspond to the major slow phase of the fluorescence kinetic profiles (see Materials and methods for

details). The time scale shown in the right axis is calculated as the inverse of the rate constant. For comparison, experimental

folding data for LBCA and LPBCA thioredoxins are also included. Given the high stability of the ancestral proteins, their folding

rates in urea solutions were obtained by denaturation in guanidine followed by high-dilution transfer to urea solutions, in such a

way that the final guanidine concentration was low (∼0.1 M). Note that the folding rate data in this plot span about two orders

of magnitude. (b) Folding in 1 M urea as followed by double-jump unfolding assays, a methodology that allows a determination

of the fraction of native protein. The profiles shown reveal the major folding channel (see Materials and methods for details) and

are consistent with the range of folding times of the data shown in panel (a).
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Folding on-rates do not correlate with stability in the thioredoxin family
Unfolding rates, as given by the unfolded branches of the chevron plots in Figure 6a, already provide a useful
metric of kinetic stability [30,31]. To assess the thermodynamic stability of the modern proteins studied we
fitted equilibrium profiles of fluorescence intensity versus urea concentration on the basis of the linear extrapo-
lation model (see Material and methods for details). Fits were visually excellent (Figure 7a) and allowed us to
derive values of a known metric of thermodynamic stability: the urea concentration at which unfolding free

Figure 7. Folding on-rates do not correlate with stability in the thioredoxin family.

(a) Equilibrium profiles of fluorescence intensity versus urea concentration for modern thioredoxins. Lines represent the best fits

of a model that assumes a linear dependence of the unfolding free energy with denaturant concentration within the narrow

transition range and uses linear pre- and post-transition baselines (see Materials and methods for details and Supplementary

Table S4 for the values obtained for the fitting parameters). (b and c) Plots of the logarithm of the unfolding rate constant (b)

and folding rate constant (c) versus urea midpoint concentration (the urea concentration at which the unfolding free energy is

zero). The values of the folding and unfolding rate constants are interpolated (for 1 M and 8 M urea concentration, respectively)

from the corresponding branches of the Chevron plots. Associated errors are not shown when they are smaller than the size of

the data points. Values of the correlation coefficient (r) and the probability that the correlation observed occurs by chance (p)

are shown. Unfolding rates (kinetic stability) correlate with thermodynamic stability (b) but folding rates do not (c) (see the text

for details).
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energy is zero. These C1/2 values, as well as the m slopes that measure the urea-concentration dependence of
the unfolding free energy, are given in Supplementary Table S4 for the modern thioredoxins.
Unfolding rates do show some correlation with C1/2 values (Figure 7b). This association between kinetic and

thermodynamic stabilities is to be expected from the fact that the transition state for thioredoxin unfolding is
substantially unstructured, as we have previously noted and discussed [20,24]
Plotting the logarithm of folding rate versus C1/2 produces a scattergram (Figure 7c). This lack of correlation,

however, should not come as a surprise, as kinetic complexity and the presence of kinetic folding intermediates
should disconnect folding rates from stability. Uncoupling of kinetics and thermodynamics was already
advanced by Agard and co-workers in their seminal work on the kinetic stability of α-lytic proteases [45]. The
thioredoxin family provides an example of a phenomenon, folding rate/stability uncoupling, that is likely to be
widespread, given that the in vitro folding of many proteins, even small ones, is kinetically complex, as it has
been known for many years [46].

Conclusions
It has been recently claimed that thioredoxin folding rates as determined in vitro are evolutionarily conserved
[16,17]. This supposed conservation was furthermore taken as the first experimental evidence of a cornerstone
of protein folding theory: the principle of minimal frustration. In very simple terms, the folding landscape was
optimized (minimally frustrated) at a very early stage and remained so over billions of years of evolutionary
history leading to folding rate conservation among modern proteins. As elaborated below in some detail,
however, this proposal is inconsistent not only with well-known principles of evolutionary theory, but also with
our current understanding of folding processes in vivo.
Proteins do not evolve in isolation because they are involved in vivo in a wide diversity of interactions [47].

In particular, protein folding within modern organisms relies on exceedingly complex intermolecular interac-
tions that guide and assist the process [4–9]. Folding in vivo occurs co-translationally, local folding events may
already take place within the ribosome exit tunnel and folding may be coupled to translation kinetics. Nascent
chains are involved in many interactions as they emerge from the ribosomal tunnel, including interactions with
the trigger factor, a protein that binds to exposed hydrophobic segments. The trigger factor is the first of many
specialized molecules (folding chaperones) that, together with the modern ribosome, assist protein folding in
vivo. As a result of the numerous intermolecular interactions involved, the conformational space explored by a
folding chain within a modern organism in vivo may differ substantially from the conformational space that
the folding chain explores in vitro [8]. Therefore, unassisted protein folding, as probed by in vitro studies, does
not necessarily correlate with the biologically-relevant assisted folding that takes place within modern
organisms.
Of course, it is conceivable that at a very early evolutionary stage, prior to the emergence of folding assist-

ance, folding efficiency relied on fast folding that minimized the time scale the polypeptide chain spent in par-
tially folded states which are susceptible to aggregation and other undesirable interactions. That is, fast
unassisted folding, linked to a landscape with low (perhaps minimal) frustration, may have been required at a
primordial stage. However, once folding assistance was available, mutations that impaired unassisted folding
could be accepted. That is, as it is common in morphological evolution, a feature that it is no longer useful
undergoes evolutionary degradation. However, while degradation at the morphological level may often be visu-
ally apparent, degradation of unassisted folding can only be revealed by in vitro folding experiments, since
folding within modern cells is assisted.
Indeed, the in vitro experiments reported here are consistent with the evolutionary degradation of unassisted

folding. We have unambiguously identified a mutation that substantially slows down in vitro thioredoxin
folding and that was accepted in the line of descent that led to E. coli thioredoxin. Furthermore, we have
shown that, while resurrected Precambrian thioredoxins and some modern thioredoxins fold in vitro in the
approximately minute time scale, other modern thioredoxins approach the approximately hours time scale.
Such variation in the folding rate, indicating different degrees of degradation, should not come as surprise. As
Darwin already advanced in the first chapter of The Descent of Man, the variability of superfluous features that
are not under natural selection should be a common observation in morphological studies. Indeed, such type
of variability is often illustrated with the widely variable size of the human appendix [1] while here we have
provided an example at the molecular level. It is also worth noting that folding in the approximately hours
time scale is hardly of any biological significance and that assisted folding in vivo is likely to be much faster.
Overall, it is clear that in vitro thioredoxin folding rates are not evolutionarily conserved. As we have previously
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noted [20], recent claims to the contrary [16,17] are probably related to the use of destabilizing conditions
which buffer the effect of landscape ruggedness on in vitro folding experiments, as it has been known for many
years [48] and it is visually apparent in our data of Figure 6a. Note that the folding rates are roughly similar
for most thioredoxins at 4 M urea, while they diverge as the denaturant concentration becomes lower and the
solvent becomes less destabilizing. Furthermore, the very acidic pH (=2) employed in previous studies [16]
brings about extensive protonation of residues and alterations of ionic interactions that are unlikely to be
physiologically and evolutionary relevant [20].
Finally, beyond clearing up a relevant and consequential controversy in recent literature, this work has

general implications of wide interest. It points to a simple evolutionary interpretation of in vitro protein folding
as a degraded version of primordial unassisted folding and thus may contribute to clarify the much-debated
issue of the relation between protein folding in vivo and protein folding in vitro. More generally, this work pro-
vides evidence that degradation shapes evolution not only at the morphological level, but also at the level of
individual enzymes.
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