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Abstract
Using the miniprotein Trp-cage as a model, we show that D-amino acids can be used to facilitate
the delineation of protein folding mechanism. Specifically, we study the folding-unfolding kinetics
of three Trp-cage mutants where the native glycine residue near the C-terminus of the α-helix is
replaced by a D-amino acid. A previous study showed that these mutations increase the Trp-cage
stability, due to a terminal capping effect. Our results show that the stabilizing effect of D-
asparagine and D-glutamine originates almost exclusively from a decrease in the unfolding rate,
while the D-alanine mutation results in a similar decrease in the unfolding rate, but it also
increases the folding rate. Together, these results support a folding mechanism wherein the α-helix
formation in the transition state is nucleated at the N-terminus, whereas those long-range native
interactions stabilizing this helix are developed at the downhill side of the folding free energy
barrier.

1. Introduction
Loops and turns in proteins not only ensure connectivity of the polypeptide chain, but they
also, in many cases, play an important role in directing the process of folding. A survey of
the available protein structures in the Protein Data Bank (PDB) indicated that the most
frequently found amino acids in loops are glycine (Gly), serine (Ser), aspartate (Asp),
asparagine (Asn), and proline (Pro).1 In particular, Gly is frequently found to be at the C-
terminus of α-helices in proteins, serving as a secondary structure breaker and directing the
main chain in a new direction. This is due to the fact that Gly can extensively populate
backbone conformations that are normally forbidden for other L-amino acids, as seen in the
Ramachandran plot. For the same reason, however, there is a relatively large conformational
entropy penalty associated with restricting a Gly residue in a small region of phi and psi
conformations. Therefore, Gly has recently become a popular target in protein design to
improve the stability of proteins of interest via mutations that could alleviate this entropy
penalty.2 For example, it has been shown that Pro, which has low backbone conformational
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entropy, can in some cases replace Gly and, as a result, further stabilize the native fold.3 A
different, but perhaps more elegant and more effective approach, is to replace Gly with
various D-amino acids,2,4–6 the enantiomeric relative of L-amino acids, which can occupy
conformations on the Ramachandran plot that otherwise only glycine could. For example,
D-alanine (D-Ala), which has no sidechain rotamer preferences and hence a smaller entropy
penalty upon folding, has been used, in a number of cases, to increase the stability of
proteins,4,6 to reconstitute an active and specific ion channel,5 and to create novel folds.7

In a more recent study,8 Rodriguez-Granillo et al. have shown that D-Ala, D-Asn, and D-
Gln all show a stabilizing effect, although to a different extent, on the folding free energy of
the mini-protein Trp-cage (Figure 1), when replacing the Gly residue at position 10
(Specifically, the TC5b variant, sequence: NLYIQWLKDGGPSSGRPPPS, was used).
Interestingly, both D-Ala and D-Gln were found to significantly stabilize the native fold,
raising the thermal melting temperature (Tm) of Trp-cage by about 20 °C, whereas D-Asn
only increased the Tm by about 10 °C. This observation was interpreted as due to a
combination of effects, including the difference in sidechain-backbone hydrogen-bonding
interaction ability and conformational entropy of these D-amino acids. The hydrogen
bonding ability of the D-Gln sidechain was found to be greater than that of D-Asn, while the
sidechain conformational entropy penalties for both D-Gln and D-Asn are larger than for D-
Ala. While this study demonstrated the effectiveness, especially when placed at the C-
terminus of α-helices, of several D-amino acids to alleviate the intrinsic conformational
limitations of naturally occurring L-amino acids, and offered a thermodynamic
rationalization of the stabilizing effect of these D-amino acids on the Trp-cage fold, it was
unable to yield a mechanistic and dynamic view of how this is achieved, i.e., through an
increase in the folding rate, a decrease in the unfolding rate, or even a change in the folding
mechanism. Herein, we use a laser-induced temperature-jump (T-jump) infrared (IR)
technique to study the conformational dynamics of several previously characterized D-
amino acid mutants of TC5b, including 5b-G10DA, 5b-G10DN, and 5b-G10DQ, aiming to
elucidate the kinetic role of these D-amino acids. In addition, Culik et al. have recently put
forward a folding mechanism for Trp-cage, based on extensive spectroscopic studies and
amino acid mutations,9 in which the transition state of the main folding event, i.e., the
formation of the cage structure, involves the consolidation of the α-helix, from amino acids
2–9. Since the abovementioned D-amino acids are expected to provide further stabilization
to the α-helix,4,6 studying the folding kinetics of these -D-amino acid mutants will help
improve our understanding of the folding mechanism of this extremely popular protein
folding model.10–48

2. Materials and methods
Peptides were synthesized using standard solid-phase Fmoc methods at the Tufts University
Core Facility (http://www.tucf.org). All peptides were acetylated at the N-terminus and
amidated at the C-terminus. Peptides were purified using reversed-phase high-performance
liquid chromatography (HPLC), and peptide identities were verified using mass
spectrometry. Triflouroacetic acid (TFA) removal and H-D exchange were achieved by
multiple rounds of lyophilization. Fourier transform infrared (FTIR) spectra were collected
on a Magna-IR 860 spectrometer (Nicolet, WI) using a home made, two-compartment CaF2
sample cell of 56 μm. The details of the T-jump IR setup have been described elsewhere.49

For both static and time-resolved IR measurements, the peptide sample was prepared by
directly dissolving lyophilized solids in 20 mM phosphate D2O buffer (pH* 7) and the final
peptide concentration was between 1–2 mM.
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3. Results and discussion
A number of studies have shown that the short 310-helix in the Trp-cage fold is much less
stable than the global cage structure9,22,48 and its folding can proceed independently and
with a faster rate.9 Therefore, in the following discussion, we focus only on the effect of the
corresponding D-amino acid mutations on the two-state folding and unfolding kinetics of the
cage, which consists of several key structural elements: an α-helix, a polyproline stretch,
and a hydrophobic core that encloses a tryptophan residue (Figure 1). In addition, all the
thermodynamic parameters used to analyze the T-jump-induced relaxation kinetics are taken
from a previous study8 and are summarized in Table 1.

5b-10GDQ
As indicated (Table 1), substitution of Gly10 in TC5b with D-Gln significantly improves
Trp-cage stability, increasing its Tm from 45.9 to 69.3 °C. It has been hypothesized and
subsequently computationally verified that this stabilizing effect of D-Gln arises from,
among other factors, its ability to form hydrogen bonds between the backbone amine of D-
Gln and the backbone carbonyl of Leu7, and another between the backbone carbonyl of D-
Gln and the backbone amine of Ser13. From a kinetic perspective, however, the higher
stability of 5b-10GDQ, compared to that of the wild type, could result from either a faster
folding rate or a slower unfolding rate, or both. Since the CD spectrum of 5b-10GDQ
indicates that it has a higher helical content than the wild type,8 it is reasonable, based on the
notion that the α-helix is populated in the folding transition state of the cage,9 to assume that
the α-helix stabilizing effect of D-Gln would lower the free energy of the transition state
and, as a result, speed up the rate of folding. As shown (Figure 2), however, the folding rate
of 5b-10GDQ is, within our experimental uncertainties, identical to that of the wild type,
indicating that the stabilizing interactions stemming from the D-Gln mutation only start to
develop at the downhill side of the major folding free energy barrier. In other words, these
interactions act primarily to decrease the free energy of the folded state, making the protein
unfold slower as a result of an increased unfolding free energy barrier, as observed (Figure
2). This picture is entirely consistent with earlier studies9,13,17,20,24,25,30,48 that indicated
that the developments of several key structural elements that involve residues near this part
of the sequence, e.g., the formation of the D9-R16 salt-bridge and the burial of the Trp6
sidechain, occurs after the folding transition state. Furthermore, this result is in accord with
the observation that stabilizing sidechain-sidechain and/or sidechain-backbone interactions
can decrease the unfolding rate of α-helices in isolation.50

5b-10GDN
Similar to D-Gln, D-Asn was also found to form backbone-backbone hydrogen bonds with
Leu7 and Ser13. However, its stabilizing effect is less pronounced compared to D-Gln
(Table 1). For example, the Tm of 5b-10GDN was determined to be 56 °C, only 10 °C
higher than the wild type. This improvement in stability has been attributed to the difference
in backbone hydrogen bonding ability of D-Asn, in comparison to that of D-Gln,8 due to the
difference in sidechain-backbone sterics.3 Despite this thermodynamic difference between
D-Gln and D-Asn however, we expect that these amino acid substitutions would exert
similar impacts on the folding/unfolding kinetics of the cage because of their structural
similarity. Indeed, as shown (Figure 3), substitution of Gly10 with D-Asn does not, within
our experimental uncertainty, change the folding rate of TC5b; instead it decreases the
unfolding rate. Previous studies have shown that the α-helix of TC5b in isolation is
unfolded.37 Thus, folding of this α-helix in the absence of other native stabilizing
interactions would place the system at a higher free energy position, as concluded
previously.9,17,24,30,48 However, such a free energy ‘penalty’ is warranted and necessary, as
it prepares and ensures the polypeptide chain to rapidly evolve toward the native state. Since
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D-Gln and D-Asn are able to act, in the current case, as a C-terminal helix cap, one could
have assumed that both would be able to lower the folding free energy barrier, making the
protein fold faster. The fact that this is not the case suggests that these mutations involve
interactions that stabilize not only the α-helix, through capping, but also other parts of the
cage structure. This is consistent with previous MD simulations of these mutants, which
found that backbone fluctuations in the D-amino acid mutants are reduced, especially from
residues 9 to 15.8 However, these ‘nonlocal’ interactions are expected to be intimately
coupled to the structural evolution of the cage, not the α-helix. Thus, the native rotameric
state of these D-amino acids in the corresponding mutants would be expected to be
significantly populated only after the major folding free energy barrier.

5b-10GDA
As shown (Table 1), D-Ala is almost as effective as D-Gln in stabilizing the Trp-cage fold at
position 10. One of the factors this has been attributed to is that D-Ala has less sidechain
conformational entropy than both D-Gln and D-Asn, which highlights the well-known
importance of entropy-enthalpy compensation in protein folding and design. In light of the
above discussion and the fact that D-Ala does not have a sidechain rotamer preference, one
might expect that this mutation would lead to an increase the folding rate, in addition to a
decrease in the unfolding rate. As shown (Figure 4), indeed, while the unfolding rate of
5b-10GDA is significantly slower than TC5b, similar to that observed for 5b-10GDQ and
5b-10GDN, its folding rate also shows a marginal, but detectable, increase. These results
thus confirm the above hypothesis that, unlike D-Gln and D-Asn, D-Ala helps to stabilize,
although only to a small extent, the folding transition state or the nascent α-helix. A simple
calculation indicates that at 30 °C the D-Ala mutation stabilizes the folding transition state
by approximately 0.33 kcal/mol, suggesting that D-Ala already becomes partially native in
the transition state, again owing to the relatively small number of configurations the residue
can sample. Thus, taken together, the results obtained from these D-amino acids demonstrate
their utility in helping reveal certain fine details of the folding mechanism of proteins of
interest.

4. Conclusions
Many previous studies have elegantly demonstrated the versatility of D-amino acids in
protein design, in particular to increase the conformational stability of the targeted folds.
However, what is lacking in our current understanding of the effectiveness of specific D-
amino acids in this regard is their kinetic mechanism of action. Herein, we use the
miniprotein Trp-cage as a model to examine the role of three D-amino acids, i.e., D-Gln, D-
Asn, and D-Ala in altering the folding/unfolding kinetics of this protein, based on an earlier
study that showed that these D-amino acids can significantly increase the stability of Trp-
cage, when replacing the Gly residue in the loop region at position 10. Our results show that
these mutations almost exclusively reduce the unfolding rate of the Trp-cage, although the
D-Ala mutation also shows a marginal increase in the folding rate. In light of the ability of
these D-amino acids to stabilize the α-helix in this miniprotein via a C-capping effect, these
results indicate that this α-helix, while being populated in the folding transition state as
suggested by a previous study, is nucleated at its N-terminus when passing through the
folding free energy barrier.
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• The relaxation kinetics of three D-amino acid mutants of Trp-cage were
measured.

• These mutations stabilize the fold.

• These mutations primarily increase the folding rate.

• The results suggest that the folding of the α-helix in this miniprotein is
nucleated at the N-terminus.
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Fig. 1.
The NMR structure of Trp-cage (PDB 1L2Y). The tryptophan sidechain and the glycine
residue that was mutated to various D-amino acids in the current study are highlighted.
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Fig. 2.
Arrhenius plots of the relaxation (black), folding (blue), and unfolding (red) rate constants of
5b-10GDQ. The dotted lines correspond to the folding (blue) and unfolding (red) rate
constants of the wild type, adapted from ref 9.
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Fig. 3.
Arrhenius plots of the relaxation (black), folding (blue), and unfolding (red) rate constants of
5b-10GDN. The dotted lines correspond to the folding (blue) and unfolding (red) rate
constants of the wild type, adapted from ref 9.
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Fig. 4.
Arrhenius plots of the relaxation (black), folding (blue), and unfolding (red) rate constants of
5b-10GDA. The dotted lines correspond to the folding (blue) and unfolding (red) rate
constants of the wild type, adapted from ref 9.
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