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ABSTRACT: The Trpzip2 peptide (WTWENGKWTWK-NH2), designed by Cochran and co-workers, contains
two pairs of Trp’s having cross-strand interaction and forms a stable antiparallel β-hairpin. In order to study
the geometries and effects on the structure and stability of different aromatic interactions, selected tryptophan
residues were substituted with Tyr to get three Trpzip2 mutants with different Trp/Trp, Trp/Tyr, and Tyr/Tyr
interacting pairs. Their native-state structures were determined using two-dimensional (2D)NMRand shown
to have the same cross-strand edge-to-face Trp/Trp interaction as that in Trpzip2 for the Trp/Trp pair. The
analogous Trp/Tyr and Tyr/Tyr pairs also tended to have an edge-to-face geometry. The effects of specific
Trp/Trp, Trp/Tyr, and Tyr/Tyr interactions on hairpin stability were studied by varying temperature and
monitoring structure with electronic circular dichroism (CD) and infrared (IR) absorption spectra. IR and
CD temperature variations were fit to a two-state model that yielded lower Tm values for Tyr containing
mutants, indicating that Trp/Tyr and Tyr/Tyr interactions have less contribution to hairpin stability than
the Trp/Trp interaction. Trp/Tyr interactions can provide significant stabilization, much greater than the
Trp/aliphatic interaction, but Tyr/Tyr interactions are not as significant. Cross-strand interacting resi-
dues involving Trp with an edge-to-face orientation with Trp or Tyr had the strongest impact on hairpin
stability.

β-hairpins are widely observed structural features in proteins
and provide an appropriate system for theoretical modeling and
structural studies which have tended to focus on design (1-6) and
folding (7-13). The folded conformation of β-hairpins is princi-
pally derived from three stabilizing factors: hydrogen bonds that
are formed between backbone amide groups across the strands,
the interactions of side chains that bring two β-strands into close
proximity, and stabilization of strand reversal enhanced by sele-
cted β-turn sequences. Considering side chain interactions, the
significance of aromatics in stabilizing β-hairpin structure is now
accepted, whereas the geometry and specificity of these interac-
tions are less well established. In this study, we examine aryl/aryl
interactions in a designed β-hairpin peptide. There are two domin-
ant geometries of aryl/aryl interactions, edge-to-face (EtF) and
parallel displaced (PD) stacking (14-16), with EtF geometry
being more favorable for aryl/aryl interactions involving Trp or
Tyr (17). Studies of the frequency and consequences of aromatic
residue pairings in protein β-sheets can provide insights into these
interactions (18-25), but significant questions still remain about
Trp related interactions and their ability to impose structure in
short peptide sequences.

Previous reports studying peptide hairpins suggest that aro-
matic interactions are excellent stabilizing agents of the second-
ary structure scaffold (14, 26-28), which also affects receptor
properties for these peptides (29). A number of β-hairpin model

peptides have been designed on the basis of the stability induced
by β-strand aromatic side chains interacting to form hydropho-
bic clusters (1, 27, 28, 30-37). The location of aromatic hydro-
phobic clusters in the β-strand, whether near the turn or the
termini, has been shown to affect β-hairpin backbone form-
ation (38-40).

We here employ Trpzip2 (SWTWENGKWTWK) as a β-sheet
template to probe different aromatic interaction geometries and
further define their efficacy in stabilizing β-hairpin conformation.
Trpzip2 (tryptophan zipper), as designed by Cochran and co-
workers (1) is one of the most stable β-hairpins, resulting in a two
strandedβ-sheetmodel peptidewith a hydrophobic side formedby
four interacting tryptophans (Figure 1a). In Trpzip2, two pairs of
edge-to-face Trp/Trp interactions (residue pairs: 4-9 and 2-11)
are formed, which subsequently couple through a face-to-face
Trp/Trp interaction (residue pair: 2-9). We have previously
reported studies of equilibrium and kinetic unfolding of a Trpzip2
hairpin, having all four Trp’s but including minor modifications
for isotopic labeling (41, 42). Additionally, we also reported
studies of Trpzip2 related sequences where the three sets of Trp/
Trp interactions are pairwise substituted by Val residues to study
aliphatic-aromatic hydrophobic interaction (40). In this new
study, we substitute two Trp’s with Tyr’s at variable positions to
probe the effect of aromatic pairs involving Tyr and Trp residues
at different positions on the β-hairpin and to develop detailed
geometries for these various aryl/aryl interactions. We previously
carried out a thermodynamic study on similar mutants of another
hairpin, Trpzip1, that has a different β-turn (Gly-Asn) and
markedly less stability, resulting in different sets of behaviors (43).
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We here report conformational analysis and thermal stability
studies for three tyrosine mutant peptides based on β-hairpin
Trpzip2, whose sequences are listed in Table 1 and diagramed in
the Supporting Information, Scheme S1. All peptides studied
here are expected to support five intramolecular cross-strand
hydrogen bonds in an ideal β-hairpin conformation (Figure 1b).
Using two-dimensional (2D) NMR structural studies, we estab-
lish side chain orientations for closely interacting Trp/Trp, Trp/
Tyr, and Tyr/Tyr pairs at the non-hydrogen bonding positions
for this designed β-hairpin in aqueous solution. These are
correlated to the hairpin backbone structure and stability, as
obtained through temperature-dependent spectral analyses, to
demonstrate the effectiveness of the various pairs for hairpin
formation. Combined with our previous work, which addressed
hydrophobic effects through Trp-Val mutation, we compare the
effects of hydrophobic clustering with and without aromatic
interaction on this β-hairpin model.

EXPERIMENTAL PROCEDURES

Peptide Synthesis and Purification. All peptides were syn-
thesized in house using standard Fmoc-based solid-state synthe-
sis methods. In this process, four equivalents of amino acid were
activated with TBTU, HOBt (final concentration of 0.25M), and
diisopropylethylamine (DIEA) (final concentration of 0.5 M).
A stepwise coupling of each amino acid was obtained using
standard solid-phase Fmoc coupling chemistry. Once the synthe-
sis was complete, the peptide was removed from the solid-phase
RinkAmideMBHAresin using a cleavage cocktail (by dissolving
in 88:5:5:2 TFA/phenol/water/TIPS for 3.5 h). Crude peptides
were isolated by precipitation into 10 volumes of cold ether,
purified by reverse phase HPLC (VYDAC 218TP510 reversed-
phase column), and characterized byMALDI-MS (expectedMw,
1561.7; obtained Mw, 1560.9). All synthesis reagents and resin
were purchased from AnaSpec Inc. Ultimate characterization by
the spectral studies described below confirmed the synthesis and
the formation of a β-hairpin structure in each case.
NMRSpectra and Structure Analysis.TOCSY andNOESY

spectra were acquired on a Bruker AVANCE 800 MHz spectro-
meter for TZ2, WYWY, WYYW, and YWWY. All peptide
concentrations were ∼4 mM in a solution of 20 mM phosphate
buffer (90% H2O and 10% D2O) at pH 5.8. Spectra were
acquired at 281 K, as calibrated with methanol, in order to push
the equilibrium more toward a folded population. 2D NOESY
were acquired (mixing times=80 and 300ms) with 12 PPMsweep
widths, 2048 � 1024 complex points in t2 � t1, and 16 scans per
increment. 2D TOCSY were acquired under similar conditions
with DIPSI2 mixing of 70 ms and an RF field of 8 kHz. The 2D
NMR spectra were processed within NMRPipe (44) and viewed/
assigned in NMRView (45).

Temperature-dependent chemical shift variation of the aro-
matic ring proton resonances and backbone amide protons in
WYWY were measured on a Bruker DRX 500 MHz spectro-
meter. The one-dimensional (1D) 1H NMR spectra were acqui-
red with 32 scans at every 5 K interval over the 285 K to 345 K
temperature range. All 2D and 1D experiments incorporated
water suppression through gradient selection and excitation scul-
pting (46).

The NOESY peaks were manually selected and assigned with
CYANA 2.0 (47). The 100 lowest energy structures were selected
from an ensemble of 500 and further refined by restrained MD
using a previously describedmethodologywithinAMBER8 (48).
We used the ff99sb force field (49) plus the SHIFTS restraint (50)
for the Trp rings with a force constant of 2 kcal/mol. The resul-
ting 20 unique structures with the lowest AMBER and restraint
violation energies were subjected to structure validation within
PROCHECK_NMR (51).
Circular Dichroism Spectroscopy. For CD experiments,

peptide solutions were prepared at ∼0.2 mg/mL (∼0.13 mM) in
20 mM phosphate buffer (pH 7). Far-UV CD spectra were
acquired between 185 and 260 nm at 50 nm/min, with a 1 nm
bandwidth and 2 s response time on a JASCO J-810 spectrometer
using a 1 mm quartz cell (Starna, Inc.). Determination of sample
concentration was based on absorbance at 280 nm (Trp ε280,
5560 M-1 cm-1; Tyr ε280, 1200 M-1 cm-1). Final spectra were
recorded as an average of eight scans and baseline subtracted.

Variable-temperature experiments were done with a 1 �C/min
ramp speed and a 5-min equilibration time, the temperature
controlled by flow from a water bath (Neslab RTE7DP). Spectra
over the range of 5-85 �C (in steps of 5 �C) were obtained for the

FIGURE 1: (a) Schematic representation of Trpzip2-like peptide
showing possible modes of aromatic interactions between residues
2, 4, 9, 11 (above the β-strands). The light blue arrow indicates a salt
bridge between E5 and K12 (below the β-strands) that is detected
in our NMR structures. (b) Schematic representation of a 12-mer
β-hairpin marked with expected cross-strand H-bonds.

Table 1: Comparative Sequences of Peptides Used for This Study

peptide sequencea backbone geometry

Trpzip2 SWTWENGKWTWK-NH2 hairpin

WYWY SWTYENGKWTYK-NH2 hairpin

WYYW SWTYENGKYTWK-NH2 hairpin

YWWY SYTWENGKWTYK-NH2 hairpin

W2W9b SWTVENGKWTVK random coil

W2W11b SWTVENGKVTWK hairpin

W4W9b SVTWENGKWTVK hairpin

aBold font and underlining represent the mutated position. bSequences
previously studied and used for comparison in conclusions.
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sample and buffer (for baseline subtraction) under identical
experimental conditions. No smoothing was performed on the
spectra. The CD amplitude variation with temperature was fit to
a two-state model that used linear folded (low temperature) and
flat unfolded (high temperature) baselines withΔCp=0 since this
gave the most reliable fits. Other models were tested and are
compared as described in the following sections.
Infrared Spectroscopy. Purified peptides were lyophilized

twice against 0.1 M DCl/D2O solution (both DCl and D2O
obtained from Sigma) to remove TFA counterions remaining
from the peptide synthesis and then redissolved in D2O, neu-
tralized by NaOD, and lyophilized again. Peptide solutions for
IR studies were prepared in a range of concentrations, ∼15-
25 mg/mL (∼10-17 mM), by dissolving lyophilized peptides in
20 mM deuterated phosphate buffer in D2O to get pH ∼7.

IR spectra were acquired on a DigiLab FTS-60A spectro-
meter (Randolf, MA). Peptide solutions were sealed in a home-
made demountable cell with CaF2 windows separated by a
100 μm Teflon spacer. Sample and background spectra were
collected at 4 cm-1 resolution with a zero-filling factor of 8.
Temperature-variation experiments were conducted by placing
the sample in a homemade cell holder stabilized at selected
temperatures from 5 to 90 �C by flow from a bath (Neslab RTE
111). The sample was heated in 5 �C steps and equilibrated, and
then 940 coadded scans were accumulated before the next
temperature step.

RESULTS AND DISCUSSION

Backbone Conformations of Tyrosine Mutant Peptides.
All of the tyrosine mutant peptides have solubility comparable to
that of TZ2. NMR studies were carried out in aqueous solution,
and sequence specific assignments for the three peptides were
achieved using a combination of 2D spectra from TOCSY and
ROESY experiments (see Table S1 in Supporting Information
for chemical shift data). HR chemical shift deviations (CSD) from
random coil values provide a method for identifying sequence
segments having β-hairpin formation (34, 52-56). The backbone
chemical shift index values for the CR-Hs of the three tyrosine
mutant peptides were compared to those of Trpzip2 (41) by
computing the observed shifts relative to random coil shifts for
individual residues. All three mutants showed qualitatively the
same pattern as did the original Trpzip2 β-hairpin (Figure 2),
with residues 2-3 and 9-10 having large downfield shifts,
consistent with their forming β-strand segments, and residues
6-7 having large upfield shifts, indicating R-like or β-turn local
conformations. These consistent CR-H backbone patterns in-
dicate that all three mutants form β-hairpin structures similar to
what we and others have found for TZ2 (1, 41). However, the
positive shifts of residues 9-10 for YWWY are weaker than
those forWYWYorWYYW, which may suggest a less extensive
or less stable β-structure for that hairpin.

This stability difference probably results from YWWY having
a Tyr/Tyr pair near the termini instead of the more strongly
interacting Trp/Trp pair, which is consistent with Tyr/Tyr being
less efficient in locking two β-strands into a cross-strand position,
as expected. As a consequence, YWWY might be expected to
have less extended β strands than do TZ2,WYWY andWYYW.
Stronger tertiary aromatic interactions formed by Trp/Tyr
interactions do improve the stability of the neighboring backbone
structure.
Aromatic Interactions in Cross-Strand Pairs. In order to

study different side chain interactions and their corresponding
tertiary geometries for our mutant peptides, the TOCSY NMR
spectra of all threemutants for the labeled characteristic aromatic
protons indicated in Figure 3 were used. InmutantsWYYWand
YWWY, a clear pattern of three cross-peaks associated with the
HZ2, HH2, and HZ3 protons on the indole ring coupled to HE3
for Trp11 inWYYWand for Trp4 inYWWYindicates that these
particular residues are oriented in the edge position of an edge-to-
face pair interaction geometry.

FIGURE 2: Plot of the variation ofCRHchemical shiftswith respect to
random coil chemical shifts in TZ2 (open black dot), WYWY (filled
red square), WYYW (filled green triangle), and YWWY (open blue
diamond).

FIGURE 3: Partial expansions of the aromatic region (about 5-8 ppm) in the TOCSYNMR spectra ofWYWY,WYYW, and YWWY recorded
at 283 K. Some assignments are labeled. Circles indicate diagnostic cross-peaks for edge-to-face Trp-Trp pairs.
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In WYWY, although there are two pairs of edge-to-face
aromatic interactions, we do not see this pattern for tryptophan.
This is because two tryptophans are both in the face position and
not in the edge position (see structure analysis below), and the
tyrosines which are in the edge position lack this characteristic
proton pattern. Instead, when tyrosine is in an edge-like position,
those side chain protons projected at the neighboring face-
positioned aromatic rings are shielded so that the Hδ and Hε
protons have split cross-peaks due to this asymmetrical shift, as
shown inWYWY andWYYW. Apparently, the Tyr Hδ and Hε
in WYWY have more ring shielding than for the Tyr in WYYW
and hence exhibit much larger splitting.

By contrast, Tyr2 and Tyr11 in YWWY only show a single
diagonal coupling peak forHδ andHε, which indicates that these
tyrosines are not in fixed interacting positions or significantly
shielded by a neighboring aryl ring current, and thus they exhibit
degenerate Hδ and Hε coupling peaks. In the next section, this
particular pattern is correlated with tertiary aromatic structure.

To further examine and characterize the above aromatic
interactions, in Table 2 we list observed Hβ chemical shifts for
all aromatic residues in the original β-hairpin TZ2 and in the
three tyrosine mutants. Hε3 for all of the tryptophan indole rings
andHδ/Hε for all tyrosines are also listed. In the bottompart, the
numbers of associated NOEs are identified for the tyrosine rings.
Consistent with TZ2 having two pairs of Trp/Trp interactions
coupled edge-to-face with the edge-positioned Trp at residues
4 and 11, Trp11 in WYYW and Trp4 in YWWY show a clear
upfield shift (5.2-6.2 ppm) for HE3, which is much smaller than
the unperturbed HE3 value (∼7.5 ppm). Similarly, when tyrosine
is located in the edge position of an edge-to-face interacting pair,
its Hδ/Hε protons show a large nondegeneracy (>0.5 ppm) as
can be seen for Tyr4 and Tyr11 in WYWY. This phenomenon
was also noticed in other designed β-hairpins containing Tyr/Tyr
interaction with facing side chain geometry (14). These unusual
shielding chemical shifts result from the ring current effects
characteristic of the particular orientation of two aromatic rings.
Also, Hβ for the interacting aromatic residues at the edge
position exhibits a characteristic large splitting for both Trp
(>0.6 ppm) and Tyr (>1.2 ppm). All of the chemical shifts

representing the edge position residues listed in Table 2 are
marked in bold font. The number of NOEs identified that are
associated with Tyr inYWWY ismuch less than that forWYWY
and WYYW, indicating that the Tyr/Tyr pair in YWWY either
has weaker interactions or a less fixed tertiary geometry or both.
NMR-Derived Structures of Mutant Peptides. Optimiza-

tions of the solution structures to fit our NMR data were
undertaken to confirm these experimental observations. A simu-
lated annealing protocolwas used in conjunctionwith constraints
based on NMR chemical shift and NOE data to generate a
number of low-energy structures for these β-hairpins. An overlap
of the 20 lowest-energy structures obtained from this analysis for
all three tyrosine mutants, WYWY, WYYW, and YWWY,
respectively, are shown in Figure 4a, b, and c, left side. Structures
of WYWY and WYYW show a high level of overlap, while
YWWY structures display relatively more fraying both for the
backbone and side chain positions. Each mutant sequence shows
some population of structure with a different turn conformation
(1 for WYWY, 2 for WYYW, and 4 for YWWY out of 20). The
detailed 1H chemical shifts of all mutants in 20 mM phosphate
buffer (H2O with 10% D2O) and relevant information used for
the structure determinations are listed in Table S1 of Supporting
Information. To more clearly compare aromatic side chain
interactions in these three hairpins, a set of corresponding ribbon
drawings are shown inFigure 4a, b, and c, right side, that includes
only the aromatic side chain layout for a typical example best
structure for each mutant.

The side chain orientations of the Trp pairs in WYYW and
YWWY shown in Figure 4 closely follow those determined for
the Trpzip2 NMR structures (1, 41, 57). They maintain the
relative Trp geometries previously reported for TZ2 with a high
degree of fidelity, and experimental CD patterns arising from
these coupled Trp geometries are identical (see below). Both pairs
are oriented with one Trp indole ring packing edge-on to the face
of the other Trp indole ring. By contrast, side chain structures
dependent onTyr interactions exhibitmore complexity. TheTyr9
side chain in WYYW is located between Trp2 and Tyr4, and
develops strong NOEs with both residues. As a result, it forms a
shift-stacked conformation with Trp2 and a T-shape one with

Table 2: Observed Chemical Shifts of Hβ and Trp HE3, and Tyr Hδ/Hε,
and Comparison of NOE Numbers for Tyr Rings

atom WYWYa WYYWa YWWYa TZ2a,b

2 HE3 or (Hδ/Hε) 7.5 7.3 6.8/6.7 7.5

4 HE3 or (Hδ/Hε) 5.8/6.4 6.4/6.5 6.2 5.5

9 HE3 or (Hδ/Hε) 7.7 6.9/6.6 7.2 7.3

11 HE3 or (Hδ/Hε) 5.9/6.5 5.6 6.7/6.6 5.3

2 Hβ 3.1/3.3 3.1/3.1 2.3/2.5 3.0/3.1

4 Hβ 0.8/2.3 2.8/2.6 2.4/3.0 3.0/2.1

9 Hβ 3.1/3.3 2.9/2.8 2.8/3.0 3.3/3.0

11 Hβ 1.1/2.3 2.8/2.2 2.8/2.8 2.8/2.0

position # of Tyr NOEs

2 15

4 35 36

9 40

11 27 11

total 62 76 26

rmsd (bb/sc) 0.25/0.57 0.20/0.57 0.39/0.81

aBold font indicates the edge position on the ring. bData of TZ2 are
from ref 1.

FIGURE 4: (Left) Peptide backbone overlap of the 20 best NMR
structures determined for (a) YWWY, (b) WYYW, and (c) WYWY.
(Right) Ribbon structures showing the aromatic side chain interac-
tion (pairwise) layout. Other side chains are removed from the figure
for clarity.
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Tyr4.Although theTyr/Tyr pair in theYWWYstructure exhibits
a shifted edge-to-face geometry, it does not have measurable
NOE (Table 2) interactions between the two tyrosine rings and
shows a more disordered structure.

WYWY has two pairs of Trp/Tyr pairs, each adopting an
edge-to-face geometry, with the Tyr ring oriented in the edge
position of each pair. This pattern reflects the Trp/Trp pairs in
WYYW and YWWY but is different from the Trp/Tyr pairs in
those sequences. In theWYWYTrp/Tyr interaction pairs, Hβ of
Tyr4 and Tyr11 point toward the Trp indole ring and result in a
large upfield chemical shift for one Hβ proton (Table 2). Finally,
a salt bridge appears to form between Glu5 and Lys12 on the
hydrophilic side of the β-strands in the structures of all three
mutant peptides. All of these conformational characteristics are
consistent with our experimental optical spectroscopic data, as
detailed below.

Temperature dependencies of the chemical shifts were also
observed for the backbone amide and aromatic protons in the
WYWY peptide (Figure 5a). Extracted chemical shifts as a
function of temperature for Hδ/Hε of Tyr4 and Tyr11, Hε1 of

Trp2 and Trp9, and all amide proton resonances are summarized
in Figure 5b and c. Because this data later yielded poor fits with
our thermodynamic analyses, presumably due to the convolution
of normal chemical shift temperature dependencies with con-
formational change effects, similar measurements were not
pursued for the other peptides. Chemical shifts of the aromatic
proton resonances (in color) show obvious downfield shifts upon
structure relaxation as a function of increasing temperature. Tyr
Hδ/Hε shifts exhibit thermal dependencies similar to those of the
Trp Hε1 shifts, which indicate that all four aromatic side chains
may unfold synchronously through one correlated mechanism.
The relative insensitivity and opposite thermal trend of the
chemical shifts of the NH resonances for residues T3, Y4, W9,
T10, and Y11 (open symbols), which are distributed on two
β-strands, is consistent with their dependence on the cross-strand
hydrogen bonded status. By contrast, the NH resonances of E5
and G7 (solid symbols), which are at the turn sequence, show
more pronounced thermal shifts. This might be correlated with
less stability in the turn as would be consistent with our identi-
ficationof a population of other turn conformations and could be

FIGURE 5: (a) Temperature-dependent chemical shift variation of the aromatic ring proton resonances of Tyr4 and Tyr9, and backbone amide
protons in WYWY. (b) Hε1 of tryptophan and Hδ/Hε of tyrosine monitor side chain interaction unfolding with increasing temperature, and
(c) backbone N-H resonances probe exposed (E5 and G7) vs hydrogen bonded amides.
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a characteristic of solvent exposed residues such as G7 in an ideal
β-hairpin conformation.
Implications for Tertiary Structure Aromatic-aromatic

Pairs by CD. Far-UV CD is often used for rapid assessment of
folded peptide backbone conformations in solution. ForTrpzip2,
an unusual CD spectrum, with intense exciton-coupled Trp
bands at 212 and 228 nm can instead be used to monitor the
cross-strand (tertiary) interaction between the aromatic chromo-
phores (1, 40). BothWYYWandYWWY,with one pair of cross-
strand edge-to-face coupled Trp’s, have the same type of strong
negative-positive Trp π-π* exciton-coupled bands as seen
in Trpzip2 but result in a little less than half the intensity (see
Figure 6a). WYWY, which has a diagonal cross-strand face-to-
face Trp/Trp interaction, also exhibits exciton-coupled Trp
bands in CD but with much less intensity than for WYYW or
YWWY. This is consistent with the Trp/Trp edge-to-face aro-
matic interaction having a stronger characteristic CD spectrum
than the Trp/Trp face-to-face layout, as we have previously
predicted using TD-DFT computations of the CD for various
Trp/Trp pairs (58).

Interestingly, WYWY and WYYW show an extra negative
exciton band at 200 nm, but this is not evident in the Trpzip2 or
theYWWYCDspectra. Presumably, this bandarises fromTyr/Trp
interactions which are strong in WYWY and WYYW but
less so in YWWY. In WYWY, the short W-Y distances are
3.6-4 Å, while in WYYW, the geometry changes, but the
distance is ∼4.3 Å, and the W-Y interaction in YWWY is
>5 Å . The 200nmnegative bandofWYWYismore intense than
that of WYYW, which may due to WYWY having two Trp/Tyr
edge-to-face pairs, while WYYW only has one pair, which in
addition has a shift-stacked conformation. The shape and
position of the aromatic chromophore exciton bands in the CD
spectra appear to account for the different aromatic interaction
types, and their relative band intensities also reflect the numbers
of interacting aromatic pairs.

Calculated CD spectra obtained from TD-DFT model calcu-
lations of aromatic rings constrained to the relative geometries in
WYYW, YWWY, and WYWY are qualitatively consistent with
experimental data. As previously reported for other similar
calculations (58), the Trp/Trp edge-to-face pairs, 2-11 in
WYYW and 4-9 in YWWY, yield a dominant couplet CD at
∼280 nm. The Trp/Tyr interacting pairs with edge-to-face
geometry in WYWY also are both predicted to give rise to

negative-positive exciton bands at ∼195 nm and ∼200 nm,
yielding a CD shape similar to that of the Trp/Trp edge-to-face
CD bands, except blue-shifted by ∼10 nm. We assign this to the
experimentally observed extra negative band at 200 nm. How-
ever, when summed, such calculated modeling based on pairwise
interactions does not quantitatively reflect the experiment for
these mixed side chain hairpin CD spectra. This suggests that our
initial, vacuum computed Tyr-Trp energy shifts are probably in
error and that the shift may affect the resulting coupling. Finally,
at this point, these preliminary TD-DFT calculations do not
adequately model Tyr/Tyr interactions, which may be indicative
of a solvation problem or may be due to fluctuation of Tyr side
chains in the experimental case.

The thermal stability of these aromatic interactions in phos-
phate buffer was monitored by variable-temperature CD, and
representative data for WYWY is illustrated in Figure 6b.
With increasing temperature from 5 to 85 �C, both the strong
negative-positive Trp-Trp exciton-coupled bands at 212 and
228 nm and the negative Tyr-dependent band at 200 nm collapse
at higher temperatures, consistent with a loss of Trp/Trp and
Trp/Tyr or Tyr/Tyr interactions resulting from unfolding of the
tertiary structure.

The intensity losses of the aromatic exciton bands (200 nm,
212 nm, 228 nm) with increasing T were measured to yield

FIGURE 6: (a) CD spectra of Trpzip2 and tyrosinemutant peptidesWYWY,WYYW, andYWWYat 5 �C. Peptide concentration is∼0.2mg/mL
in 20mMphosphate buffer (pH 7), and path length is 1mm.The vertical axis was corrected tomolar ellipticity on amolecular basis using solution
concentrations determined by UV absorbance at 280 nm. Trpzip2 (black line), WYWY (red dot), WYYW (green diamond), and YWWY (blue
dash line). (b) Temperature-dependent CD spectra of tyrosine mutant peptide WYWY measured from 5 to 85 �C. Color changes indicate
increasing temperature, from violet (cold) to red (hot).

Table 3: Thermodynamic Parameters for the Two-State Model Fit of

Thermal ECD Data for Trpzip2 and Its Tyr Mutants

peptide

band position

(nm) Tm (K)

ΔH
(kcal 3mol-1)

ΔS
(cal 3mol-1

3K
-1)

Trpzip2 226.8 352 ( 2 17 ( 2 48.3

212.6 349 ( 2 18 ( 2 50.6

WYWY 228 346 ( 1 14 ( 1 40.8

212 345 ( 2 15 ( 2 43.1

200 343 ( 3 21 ( 4 60.3

WYYW 227.4 330 ( 1 15 ( 1 45.1

214 329 ( 1 14 ( 1 43.7

200.2 337 ( 14a 9 ( 5 25.5

YWWY 227 336 ( 1 15 ( 1 45.8

212.6 339 ( 2 16 ( 2 46.0

aLarge fitting error for the 200.2 nm band of WYYW.
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thermal transition curves, which were then fit to a two-state
model that used a linear folded and flat unfolded baseline with
ΔCp=0 (40, 41). The fitting results including transition tem-
peratures, Tm, and corresponding thermodynamic parameters,
ΔH and ΔS, are listed in Table 3. All data were also fit to a two-
state model with linear baseline for both folded and unfolded
states, and consistent results were obtained forWYWY,WYYW,
and YWWY, but these had larger errors (Supporting Informa-
tion, Table S2). Considering the inclusion of ΔCp in the model,
we found that all fit values were zero within the error and found
much larger errors for Tm, as we have shown before for other
Trpzip2 variants (Supporting Information, Table S4) (40, 41). Of
the three mutations, the WYWY errors with linear-linear base-
line were the largest, presumably reflecting the lower degree of
interaction and hence CD (signal strength). Because TZ2 exhibits
a more stable hairpin at high temperatures, which results in an
unfinished transition curve approaching the unfolded state, a
linear-linear baseline model results in the unfolded baseline
mimicking the transition and not the temperature dependence of
the unfolded state (for an example, see Supporting Information,
Figure S1). Thus, the TZ2 CD data end up being fit to physically
unrealistic Tm values in addition to having relatively high errors
with linear unfoldedbaselines. The flat baseline tends to stabilize the
model, yielding consistent results and a sensible unfolded tempera-
ture dependence for the CD intensity, but it certainly could cause
some small errors. The consistency of our results for linear and flat
baselines, when they both yield sensible transition curves, shows
that the use of a flat baseline has a minimal effect on Tm and ΔH.

From a comparison of Tm values, we can see that the Trp/Trp
interactions in Trpzip2 are the most stabilizing in that they yield
the highestTm at∼350K. For the Trp/Trp exciton bands and the
Trp/Tyr band for WYWY, comparable Tm values are found,
which are ∼5 K lower than that of Trpzip2. This indicates that
the Trp/Tyr edge-to-face interaction is less stable than the Trp/Trp
edge-to-face interaction, but nonetheless it provides enough
energy to allow two cross-strand Trp/Tyr pairs to stabilize the
hairpin structure. By contrast, the unique, cross-strand Trp/Trp
interaction pairs in WYYW (Tm ∼330 K) and YWWY (Tm

∼336 K) show less stability than do these aromatic groups in
Trpzip2 (less than half the CD intensity, and lowerTm) and lower
Tm than provided by the ensemble of Trp/Tyr and Trp/Trp
interactions in WYWY. These observations suggest that the
cross-strand aromatic interactions are not independent but act in
concert to oppose the tendency of the hairpin to open. Further-
more, Trp2 in WYYW has a strong and unique (in this series)
shift-stacked interaction with Tyr9. Surprisingly, this Trp/Tyr

interaction appears to disrupt the potential Tyr4-Tyr9 interac-
tion, althoughWYYWstill has a significant Tyr-basedCDband.
Possibly as a consequence, the Trp/Trp interaction is destabilized
compared to the Trp/Trp interaction in YWWY.
Peptide Secondary Structure Stability Studies by IR. IR

spectra of the amide I0 mode (CdO stretch) primarily reflect the
dominant secondary structure forms in a peptide via frequency
shifts. All three tyrosine mutants and the original Trpzip2 show
similar amide I0 (D2O solution) band shapes at 5 �C, yielding a
broadened, intense band with a maximum at ∼1637 cm-1 and a
weak shoulder at ∼1675 cm-1 (Figure 7a). These band disper-
sions are consistent with the formation of a partial antiparallel
β-sheet cross-strand interaction. WYWY is an exception in that
the lower frequency component is shifted further downby∼5 cm-1,
which probably arises from the structure, in that the β-strands are
flattened. The NMR structure of WYWY shows less twisting
particularly at the termini, which can enhance amide I exciton
coupling and hence splitting of the high and low frequency amide
I components in β-sheet structures (59).

In order to correlate the secondary structure stability (IR
monitored), in particular for the β-strand, with the related terti-
ary structure stability (CDmonitored), these peptides were stud-
ied with variable-temperature IR. The frequency of the amide
I absorption maximum exhibits a blue shift as temperature
increased from 5 to 90 �C (see Figure 7b), corresponding to a
secondary structural change from hairpin (β-strand) to a mostly
disordered structure. From the variable-temperature IR, the
intensity change at the frequency of the maximum absorption
was extracted and fit for thermal analyses as described in our pre-
vious studies (40, 41), and the results are summarized in Table 4.
Fitting results obtained using a linear baseline for both the folded
and unfolded states are compared with the linear-flat baseline
model in Supporting Information (Table S3). Although the
WYWY fits are similar with both baseline models, with the
linear-linear baseline model the TZ2, WYYW, and YWWY IR
data result in much lower Tm and ΔH values plus bigger errors
because these secondary structure transitions do not establish a
clear, stable unfolded state at high temperatures. In such a case,
the linear unfolded baseline is fit to the transition and not the
normal temperature-dependent IR absorbance, as discussed
above for the CD result in TZ2. The consistency of the WYWY
results with both models (Table S3, Supporting Information)
shows that our use of a flat baseline is a reasonable approxima-
tion for these unfinished transitions.

Consistent with the CD tertiary stability results, all mutants
are less stable than is Trpzip2 in terms of secondary structure

FIGURE 7: (a) FTIR spectra of Trpzip2, WYWY, WYYW, and YWWY measured in 20 mM deuterated phosphate buffer at 5 �C and a path
length of 100 μm. Spectra were normalized to a maximum absorbance of 1. Trpzip2 (black),WYWY (red),WYYW (green), and YWWY (blue).
(b) Temperature-dependent IR spectra of tyrosinemutant peptideYWWYmeasured from5 to 85 �C.Color changes and arrowdirection indicate
increasing temperature, from violet (cold) to red (hot).
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(IR change). In contrast to the CD result, where theTm values for
the Trp/Trp interaction suggested that it was more stabilizing in
YWWY than in WYYW, the Tm values for the β-strand
secondary structure of these two peptides obtained from IR
intensity changes are the same (331 K), and the ΔH values are
equivalent (12 kcal/mol). Furthermore, the two Trp/Tyr plus the
Trp/Trp aromatic interactions inWYWY result in more stability
both for secondary (IR) and tertiary structure (CD) than found
forWYYWand YWWY. This is consistent withWYWYhaving
a lower frequency amide I exciton component, which generally
indicates a more extended (or flatter) β-sheet-like structure.

CONCLUSIONS

The initiation of folding for the Trpzip2 β-hairpin peptide is
believed to be driven by a hydrophobic collapse in which the
apolar aromatic residues interact with each other and eliminate
waters of solvation. Corresponding mutants with various hydro-
phobic and aromatic interactions (Trp/Trp, Trp/Tyr, Tyr/Tyr as
well as Val/Val, and Val/Trp) are goodmodels for differentiating
the contribution of these interactions toward folding and stabi-
lity. Additionally, these peptides provide the basis for the study of
the preferred modes of association and packing of specific aro-
matic residues in protein. The ability of cross-strand Trp/Trp
interactions to stabilize hairpins was a driving force for the
development of Trp-zipper peptides, and the advantages of
aromatic interactions in developing such structures have been
studied (1, 27, 28, 60). In previous studies from our lab, we
analyzed the impact of substituting the Val-Val hydrophobic
interaction (40). In this work, aromatic interactions between Trp
and Tyr residues are explored instead using the Trpzip2 model
β-hairpin. Comparison of transition temperatures as indicators
of secondary and tertiary structure stability when extracted from
thermal IR and CDdata, respectively, are summarized in Table 5
for all mutants that we studied.

The W2W9 mutant with Val parallels the WYWY sequence
and would have Val/Trp interactions, but does not form a
hairpin; thus, its Tm values are not useful for comparison. The
lack of hairpin formation inW2W9does confirm the weakness of

an aliphatic-aromatic cross-strand coupling. Indirectly, the
difference suggests that a single stack-shifted aromatic interac-
tion is insufficient for hairpin formation in contrast to a single
edge-to-face interaction, which is sufficient, as shown by the
stable hairpin structures obtained for W2W11 and W4W9 (40).
The comparison of structures and thermodynamics for these
related peptides adds to the understanding of aryl and aliphatic
hydrophobic interactions and their efficacy in enhancing protein
stability.
Tertiary Aromatic Interaction. Both this and our previous

study indicate that a single Trp/Trp edge-to-face interaction
along with another hydrophobic pair on the same side of the
hairpin can locally stabilize a cross-strand structure. Trpzip2with
two such interactions, thus, has the highest stability of the rela-
ted peptides in both the Tyr and Val substitution studies. While
aliphatic-aromatic interaction alone is inadequate, an edge-to-
face heteroaromatic interaction is sufficient for strand stabiliza-
tion in a hairpin. In WYWY, we substitute an edge Trp with an
edge Tyr and maintain two Trp/Tyr edge-to-face interactions,
which result in comparable or even more tertiary interaction
stability than for single Trp/Trp edge-to-face pairs. There is also
an impact upon the secondary structure, but the difference is less
dramatic.

However, the edge-to-face Trp/Trp pairs in WYYW and
YWWY result in less stable tertiary interactions (Tm from CD)
than found for the corresponding Val mutants, W2W11 and
W4W9, and an inversion of relative stability, but this could be
due to larger fitting error in the Val case. The shortest Trp-Trp
contacts are for the W2W11 structure, which is also the most
stable. In addition, the relative alignment of Trp-Trp in WYYW
is somewhat different from that in the other three hairpins, which
may be a source of its reduced stability. By contrast, the
secondary structure (strand formation, from IR Tm values) has
about the same stability in bothmutations, especially considering
fitting errors. This deviation of tertiary and secondary stabilities
may indicate that specific Trp/Trp edge-to-face interactions
could be reduced by effects of electronic coupling to other
neighboring aromatic (Tyr) residues or by steric interferences.
In other words, all adjacent aromatic pairs appear to interact
together and result in a coupled unfolding mechanism.
Efficacy of Aromatic Interactions to Protein Stability.

All mutants with one Trp/Trp pair having an edge-to-face
interaction have similar Tm values for secondary structure
stability, whether the pair is at either the termini of the β-strands
or near the β-turn, with the possible exception ofW4W9,which is
subject to added fraying at the termini. This implies that putting a
stable Trp/Trp pair at the termini of the β-strand can help
peptides to form more extended β strands, but this will not
necessarily improve backbone thermal stability since the forma-
tion of a tight turn stresses the strand alignment which then
relaxes (distort) unless stabilized by other interactions. In con-
trast, a systematically designed tertiary aromatic interaction
group can stabilize the secondary structure more efficiently, as
evidenced byWYWY, whose IR thermal variation yields a much
higher Tm, being stabilized by two pairs of Trp/Tyr edge-to-face
interactions coupled through one Trp/Trp face-to-face pair.
Structurally, this is evidenced by hairpin formation with a flatter,
more extended β-strand interaction. Of course, TZ2 has an even
higher stability due to having two Trp/Trp pairs. Finally, the Tyr
mutants WYYW andYWWYhave Tm values similar to those of
the Val mutants W2W11 andW4W9, which indicates that a Tyr/
Tyr aromatic interaction does not provide an added contribution

Table 4: Thermodynamic Parameters for the Two-State Model Fit of

Thermal IR Data for Trpzip2 and Its Tyr Mutants

peptide

band

position (nm) Tm (K)

ΔH
(kcal 3mol-1)

ΔS
(cal 3mol-1

3K
-1)

Trpzip2 1637.5 cm-1 352 ( 3 15 ( 2 42.8

WYWY 1632.2 cm-1 338 ( 2 19 ( 3 55.9

WYYW 1635.6 cm-1 331 ( 2 13 ( 2 40.2

YWWY 1637 cm-1 331 ( 4 11 ( 2 34.1

Table 5: Comparison of the Tm Values for the Secondary Structure (FTIR

data) and Tertiary Structure (ECD data) Change for Trpzip2 and Its Tyr

and Val Mutants

tyrosine(Y) mutants valine(V) mutants

Peptide FTIR (K) CD (K) peptide FTIR (K) CD (K)

WYWY 338 ( 2 346 ( 1 W2W9 341 ( 5a N/Ab

WYYW 331 ( 2 330 ( 1 W2W11 332 ( 2 347 ( 4

YWWY 331 ( 4 336 ( 1 W4W9 326 ( 7 342 ( 7

aExtracted amide I0 IR band of W2W9 represents the random coil
conformation. bW2W9 has no detectable Trp-exciton bands in CD.
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to secondary structure stability as compared to a Val-Val hydro-
phobic interaction.

Simulations involving these tertiary aromatic interaction geo-
metries (edge-to-face, parallel-displaced, and face-to-face) in
Trpzip2 have been reported by the Brooks group (16). They also
showed the edge-to-face geometry to be more favorable, which
was there attributed to high electrostatic multipole interaction
energy. Consistent with work from other groups (14, 26, 60), our
study details specific tryptophan-related aromatic interaction
geometries, which result in corresponding CD patterns charac-
teristic of interacting pairs of aromatic residues. In addition,
this work incorporates selected aromatic residues into a model
β-hairpin in order to study the effect of tertiary hydrophobic
interactions on secondary structure stability at various positions
and with different interaction geometries.
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