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ABSTRACT: Disruption of protein−protein interactions is medicinally
important. Interface helices may be mimicked in helical probes featuring
enhanced rigidities, binding to protein targets, stabilities in serum, and cell
uptake. This form of mimicry is dominated by stapling between side chains
of helical residues: there has been less progress on helical N-caps, and there
were no generalizable C-caps. Conversely, in natural proteins, helicities are
stabilized and terminated by C- and N-caps but not staples. Bicyclic caps
previously introduced by us enable interface helical mimicry featuring rigid
synthetic caps at both termini in this work. An unambiguously helical dual-
capped system proved to be conformationally stable, binding cyclins A and
E, and showed impressive cellular uptake. In addition, the dual-capped
mimic was completely resistant to proteolysis in serum over an extended
period when compared with “gold standard” hydrocarbon-stapled controls.
Dual-capped peptidomimetics are a new, generalizable paradigm for helical interface probe design.

■ INTRODUCTION
Disruption of protein−protein interactions (PPIs)1 using
synthetic molecules resembling interface segments is valuable
for generation of probes and pharmaceutical leads.2−8 “Helical
interface mimicry” features helical interface regions.9−11 It is
useful to regard proteins with the interface helices as protein
ligands, binding to their protein receptors. Stabilities of helical
conformations in the absence of protein and affinities for the
protein receptor are indicators of the effectiveness of helical
mimics. The next challenge in probe development is serum
stability; robust mimics are expected to have higher effective
concentrations, reaching the target in vivo. Consequently,
protein receptor binding and serum stabilities are two early
stage benchmarks to compare probes.
Staples are characterized by joining side chains of at least

two amino acids in the helical region, i.e., having α-helical φ,ψ
dihedral angles of ∼−60,−40°. Stapling of helices (e.g., Figure
1a) prevails in helical mimicry. The field began with staples
comprising amides linked by natural amino acids with
carboxylic acid and amine side chains,12 including single
sequences with two overlapping13 or three distinct staples.14,15

Now it has expanded to include many different composi-
tions.16−19 A milestone was formation of hydrocarbon
staples20−26 via alkene metathesis,27−31 typically (Figure 1a)
via pentenyl-Gly and -Ala derivatives. This is probably the
most widely applied stapling method; it is arguably the current
gold standard for helical mimicry.
Synthetic capping motifs are distinct from staples.32 They

comprise modifications to amino acids immediately outside the
helical motif, i.e., ones for which φ,ψ deviates significantly from
−60,−40°. Capping methodologies have been employed

significantly less often than stapling. Development of synthetic
caps has been almost33,34 exclusively for N-termini.35−37

Contemporary methods for N-capping involve amino acid
side chains joined via amide bonds (e.g., Figure 1b right: an iso-
Asp amide linked to diaminopropionic acid, Dap),38−40 or N-
allyl amino acid substrates for alkene metathesis to give alkenes
in place of hydrogen bonds, i.e., H-bond surrogates (Figure 1b
left: N-allyl amino acid and N-terminal 4-pentenoic acid
joined).41−43

Progress on capped helical interface mimics is retarded by
(i) lack of generalizable and helix-inducing peptidomimetics
capped at the C-terminus; (ii) capped mimics comprising only
one monocyclic ring resulting in suboptimal helical rigidities;
and (iii) inconvenient requirements for modified amino acid
building blocks (e.g., N-allyl protected amino acids {H-bond
surrogates}). Consequently, the literature to date emphasizes
new stapling methods and applications of hydrocarbon staples
in helical mimicry. There is less research on synthetic N-caps
and hardly anything on C-caps. Studies featuring side-by-side
comparisons of helical interface mimics44,45 are rare.
We entered this area by using bioinformatics to design

synthetic bicyclic caps. Bicyclic Schellman loop Mimics (BSMs)
enforce helicities and reorient the C-terminus,46 and Bicyclic
ASX Motif Mimics (BAMMs) in the press function similarly at
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the N-terminus.53 Consequently, we are potentially able to
“dual cap” peptides at both termini. We hypothesized mimics
with two bicyclic caps would be exceptionally biased to helical
conformations; hence, they could be superior binders to
protein receptor targets. We also anticipated capping at both
ends would impart stability in serum, and, possibly, cell uptake.
This would be significant because optimization of helicity,
protein binding, stability in serum, and cell uptake are the
chemical challenges in this area, after which the focus turns to
pharmacokinetics. The specific aims of this research were to
explore those issues by comparing a dual-capped peptide
(“dual”) with the corresponding wild type (“linear”), C- and N-
capped (“BSM” and “BAMM”), and two hydrocarbon staple
controls (“staples 1 and 2”). We strove to demonstrate
generalizable bicyclic dual capping methodology for the first
time and compare it to these gold standard helical staple
systems.
Tens of thousands of PPIs contain helical interface

segments.10,11,47 No one helical mimic design would work
uniformly well in each case, and it is logistically impossible to

research a statistically significant sample, so we chose one
interesting PPI. The wild-type C-helix sequence of CDK2
binding to cyclin E was selected because: (i) helical mimicry
for CDK2·cyclin E is new; (ii) it is illustrative of PPIs which
lead to phosphorylation of retinoblastoma protein (Rb,
phosphorylation of which to pRb “lifts the suppression
handbrake” and leads to uncontrolled cell cycling and growth
in many tumor types48,49); and (iii) the 13-residue CDK2 C-
helix system is not long enough to fold into a helix in aqueous
solution but has sufficient residues to accommodate two
capping motifs. Staples 1 and 2 are typical i−i+4 systems. We
modeled the positioning of their hydrocarbon linkers so they
would not impede binding to cyclin E.

■ RESULTS AND DISCUSSION
Molecular Dynamics (MD) to Explore Dual Capping

Feasibility. Figure 2a shows Ala-rich sequences (“linear-a”,
“BAMM-a”, “BSM-a”, and “dual-a”, all 17-mers; left),
assembled into ideal α-helical conformations and then
subjected to MD (explicit water, 300 K, using Desmond51

Figure 1. Typical: (a) hydrocarbon staple (PDB 4MZK); (b) synthetic N-caps (PDB 4MZL and 5GS4); (c) natural caps with hydrophobic
triangles (upper row) and corresponding synthetic bicyclic caps (bottom row);46,50 and (d) a dual cap comprising a BAMM and BSM.
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over 200 ns; right). Resistance to unfolding in these
experiments is an indicator of helical stability. Root mean
square deviations (RMSD) from starting helical conformations
during MD as a function of time are representative of helical
robustness; low RMSDs indicate stabilized helical conforma-
tions. Observations were: (i) rapid, irreversible, loss of helicity
from N- and C-termini for linear-a; (ii) loss of helicity at
uncapped termini for BAMM-a and BSM-a; and (iii) persistent
helicity for dual-a. Dual-a only occasionally, and reversibly, lost
helicity until ∼175 ns, when all the systems were already
relatively disordered (Figure 2a right; movie clips of the MD
run in SI materials). Another three peptides with previously
known N-caps or a hydrocarbon staple were also studied by
MD simulations (Figure S10); they were also affected by loss
of helicity from the unconstrained termini and hence were less
helix-stabilizing than dual-a.
Synthesis of a Dual-Capped System. An efficient

synthesis route for dual-capped peptidomimetics was critical.

Initially, the most directly conceivable approach (one-pot
cyclization; Figure 2b top) was attempted. A peptide precursor
was made on a solid phase, deprotected, and cleaved into
solution to give a hexa-Cys system then reacted with 1,3,5-
tri(bromomethylene)benzene (TBMB); many products were
formed (Figure S1). Next explored was strategy 2 featuring
early BAMM fragment construction on a solid phase (Figure
2b BAMM first; middle), but this also gave many products
(Figure S2b). Fortunately, strategy 3, BSM first worked well
(Figures 2b bottom, 2c, and S2a). Thus, the C-terminal
sequence of the peptidomimetic was first assembled on the
solid phase to give the BSM fragment after selective removal of
Cys(S-Mmt) (monomethoxy trityl) protection then reaction
with TBMB by solid phase CLIPS (Chemical Linkage of
Peptides onto Scaffolds) reaction; formation of one predom-
inant product was verified by HPLC. Solid phase synthesis was
then continued, three Cys(S-Trt) were incorporated, and the
whole system was simultaneously deprotected, cleaved from

Figure 2. (a) Compounds were simulated using MD over an extended time (200 ns). (b) Attempts to synthesize dual culminating in strategy 3
“BSM first” (c). (d) Crude purity of dual by anal-HPLC: construction of the BSM first (red trace, I−II in part c) and then the BAMM fragments
(blue, III, and purple, IV).
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the resin, and then finally reacted again with TBMB but in
solution to form the BAMM fragment. This successful strategy
separates the formation of two bicyclic caps into noncompeting
stages and gives crude material comprising only one major
peptide product (Figure 2d), which can be conveniently
purified via prep HPLC.
Helicities. Figure 3a,b shows CDK2·cyclin E (PDB entry

1W98) and how sequences of linear, BSM, BAMM, dual, and
staples 1/2 relate to the CDK2 C-helix (SI section F). Pink
residues in Figure 3a (I,49 S,53 E57) are hot spots from CDK2
C-helix binding cyclin E as determined by solvent accessible
surface area (SASA)52,53 calculations. All six systems in Figure
3b encompass these hot spots.
BAMMs and BSMs are not simply pseudo-mirror images;

they carefully parallel ASX motifs and Schellman loops in

natural helical caps of proteins.46,50 BAMM units, CDXXCC
(-N′-Ncap-N1-N2-N3-N4-, where the helix starts at N1, X is
any amino acid), incorporate two nonhelical residues (CD···,
-N′-Ncap-; throughout “C” represents Cys capped with TMB),
while BSM units, CXXCGC (-C3-C2-C1-Ccap-C′-C″-, where
the helix stops at C1) incorporate three (···CGC, -Ccap-C′-C″-
). We expect all residues in the linear sequence to be helical, so
BAMM is longer than linear by two residues (the N-terminal C
and D), BSM is longer by three (the C-terminal CGC
sequence), and dual is longer by a total of f ive (CD ···
CGC). Stapled peptides-1/2 have the same number of amino
acids as the linear control.
Accurate concentration measurements are important when

comparing the peptide and peptidomimetic helicities. Thus, a
Tyr (Y; not present in the CDK2 C-helix) was included so

Figure 3. (a) C-helix binding cyclin E (1W98). Cyclin E hot spots are in magenta, and tryptophan (W, cyan) is used for FQ. (b) Sequences of the
test compounds. (c) UV absorbance spectra (260−320 nm) of tested peptides normalized by absorbance intensities at 275 nm. (d) Calibration of
the UV absorbance coefficient at 275 nm of trithiol-alkylated 1,3,5-trimethylbenzene (TMB) by Beer−Lambert Law. (e) CD spectra for linear,
BAMM, BSM, and dual in PBS pH 7.4, 25 °C. (f) Dual as well as staples 1 and 2 under the same conditions. (g) Experimental percent helicity of
the tested peptides.
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concentrations of tested peptides could be calculated by UV
absorbance at 275 nm. However, UV spectra of prepared
peptides showed linear and stapled peptides had similar shapes
but bicyclic capped peptides were different: their UV
intensities increased dramatically before 270 nm (Figure 3c).
This suggested the additional trithiol-alkylated TMB group
could significantly contribute to the absorbance around that
area, so a calibration for this module was required.
Consequently, TMB-3C was prepared for this purpose, and
its UV spectra, as well as extinction coefficient at 275 nm, were
quantified by the Beer−Lambert law (Figure 3d). This gives a
value of 555 (M−1·cm−1), more than one-third of the value for
Tyr: 1455 (M−1·cm−1); hence, it is not negligible.
Concentration dependent circular dichroism (CD) studies

were conducted for dual and stapled peptides in PBS. Their
mean-residue ellipticities at 222 nm gradually increased since 5
μM and finally reached stable states at higher concentrations:
dual, 13 μM; staple-1, 17 μM; staple-2, 22 μM (Figure S4).
These concentrations were used to obtain their CD spectra as
shown in Figure 3e,f. The observation suggested a helix-
initiation process for these peptides, probably by aggregation
or formation of oligomeric coiled coils. Similar phenomena

were not observed for linear and monocapped peptides which
were less helical.
All six systems were also studied in different ratios of

trifluoroethanol:PBS (up to 60% for linear and 50% for the
others, Figure S6) to reach experimentally maximal helical
states (as other have54,55) and obtain their maximal 222 nm
ellipticities [θ]max; thus, the experimental percent helicity can
be calculated by [θ]222 in PBS/[θ]max (Figure 3g and SI section
C).
In PBS at 25 °C, BSM (red) and BAMM (blue) were

similarly helical and more so than linear, which has little
helicity (222:208 ratios, and 222 nm ellipticities are relevant;41

Figure 3e and Table 1). This suggested one cap was enough to
measurably induce helicity. Dual, however, had more than 20%
improvement of percent helicities over BAMM and BSM.
Compared with two staple controls, dual had higher percent
helicity than staple-2 but lower than staple-1 (Figure 3f,g). CD
shape is also relevant; the 222/208 ratios indicate dual could
be helical, but this is not definitive due to the potential
influence of TMB on CD shapes.
Aggregation of dual peaks was observed via CD as described

earlier. Its multimeric state at 0.4 mM was confirmed by
analytical ultracentrifugation (AUC) in 20% DMSO/PBS

Table 1. Helical Propensities, Binding Affinities, and Serum Stabilities for the Featured Peptides

label θ222/θ208 (PBS) MREa θ222 (PBS) MRE θ222 (50 or 60% TFE/PBS) % helicity Kd (μM) from FP Kd (μM) from FQ half-life (h)b

linear 0.19 −3312 −23 827 14 >5 3.96 ± 0.86 0.8 (0.7−0.9)
BAMM 0.47 −5586 −20 944 27 4.65 ± 2.46 0.51 ± 0.10 2.1 (1.6−3.2)
BSM 0.51 −5002 −15 468 32 4.92 ± 1.79 1.61 ± 0.44 2.6 (2.0−3.7)
dual 1.19 −11 273 −20 083 56 0.35 ± 0.06 0.07 ± 0.03 39.5 (>19.3)
staple-1 0.88 −13 179 −19 228 69 0.13 ± 0.04 0.10 ± 0.03 5.7 (4.8−7.0)
staple-2 0.93 −11 053 −20 473 54 0.24 ± 0.10 0.14 ± 0.05 7.0 (5.2−10.9)

aMRE: mean-residue ellipticity. b95% confidence interval in parentheses.

Figure 4. (a) CSIs of dual C-helix, showing transitions between the N-cap (blue) to helix (green) to C-cap (red). (b) 31 low-energy conformers of
dual. (c) Ramachandran plot of backbone dihedrals in dual low-energy conformers (favored and allowed φ,ψ in all protein conformations
(excluding Pro and Gly) shown in deep and light blue backgrounds). (d) Lowest-energy conformer with BAMM N-cap (blue dotted boxes) and
BSM C-cap (red) in the dual peptide.
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(DMSO cosolvent for solubilization; concentrations are
necessarily high in this technique). Other work indicates
native structures are not perceivably impacted at similar
DMSO concentrations.56−59 In 20% DMSO/PBS, 90% dual
oligomerized into a mixture of dimer, tetramer, and hexamer
(1:4:3) (Table S2). Dimer/tetramer and trimer/hexamer
peaks were also observed in the MS spectra of the dual
samples (Figure S27 and characterization).
Conformation of Dual by NMR. NMR data for dual

unambiguously showed it adopts one predominant helical
conformation in 35% TFE/H2O. That solvent ratio was chosen
by (i) titrating TFE into a PBS solution of 17 μM dual to
establish the minimum TFE to eliminate aggregation (Figure
S5) and (ii) comparing peak separations in 1D 1H−1H spectra
of 4 mM dual in 20−35% TFE/H2O (Figure S12). These
experiments point to a threshold of 30% TFE, so 35% TFE was
used for the NMR experiments to allow for potential
deviations in these measurements.
Helical residues are recognized by chemical shift index

(CSI) studies.60 Dual was robustly helical by this metric

because nearly all the putative helical residues (A−Y in green)
have Δδ values <−0.1 ppm (Figure 4a), the only exception
being L1 and L2 (leucines have been noted to give high Δδs in
reported helical peptides/peptidomimetics41,61). Stark differ-
ences were observed between Δδs for the putative helical
region in comparison to the nonhelical residues beyond the N-
and C-caps (blue and red, respectively, in Figure 4a). Residues
C1 and C4 had high negative Δδs, consistent with shielding of
their CαH̲ atoms in the TMB anisotropic field in BSMs46 and
BAMMs53 (Figure S23).
Dual was also shown to be unambiguously helical after

conformational sampling constrained by distances deduced by
2D NMR. Only one cluster was observed within 3 kcal·mol−1
of the global minimum and all conformers under this threshold
overlaid tightly (Figure 4b). A Ramachandran presentation
(Figure 4c) shows putative helical residues are in the ideal
{right-handed} α-helix region (A−Y in green), while the
nonhelical ones are outside it, as expected (N-terminal D
{blue}, C-terminal G {red}, and C6 {magenta}). By definition,
the peptide fragment projecting from the C-terminus must

Figure 5. (a) FQ binding data for six unlabeled peptides/peptidomimetics with cyclin E. (b) FP binding of dual-f and staple-1-f by cyclins E and
A1. (c) Mimic degradation profiles in 25% human serum at 37 °C. (d) Major degradation products of BAMM and BSM-capped peptides after 48 h.
(e) Degradation process of dual-capped C-helix in 48 h and corresponding analytical HPLC traces at 0, 8, 24, and 48 h.
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“turn back” on the helix in Schellman loops; consistent with
this, the C′ residues (Gly in this case) are uniformly in the lef t-
handed region on Ramachandran plots.
Figure 4d shows the lowest-energy conformation of dual.

Expansions show a natural N-cap (ASX motif) and a natural C-
cap (Schellman loop) are constrained within the BAMM and
BSM bicycles. These serve as two helix-inducing nuclei at both
termini to constantly enforce helicity for the peptidomimetics.
Binding to Cyclins. Fluorescence polarization and

quenching assays for binding of the featured compounds
with cyclin E (FP and FQ, Figures 5a,b and S30) showed the
same trends. Linear bound weakly, BAMM, and BSM had
lower Kd (3.96, 0.51, 1.61 μM, respectively, FQ), while staples
1, 2 and dual had the best affinities (0.10, 0.14, 0.07, μM,
respectively, FQ). CDK2 is known to bind predominantly to
cyclins A and E.62,63 Cyclin A1, unlike E, does not have an
interface Trp, so analogous FQ assays are not possible, but FP
using fluorescein labeled peptides (dual-f, etc.) was performed.
In these FP experiments, dual showed similar affinities for
cyclins E (center) and A1 (right). Staple 1 bound cyclin E with
higher affinity and A1 with 10-fold lower affinities (Figure 5b).
Serum Stabilities. The test compounds were separately

incubated with 25% human serum at 37 °C; residual starting
materials were monitored as a function of time, and
degradation products were characterized using LC-MS (Figure
5c). Linear rapidly degraded to its constituent amino acids,
whereas BSM and BAMM hydrolyzed more slowly and formed
stable byproducts comprising the BSM bicycle or the BAMM
bicycle with three residues (Figure 5d). Staples 1 and 2 had
overall higher stabilities but lesser protection than BAMM at
the N- and BSM at the C-terminus. This is proved by their

identified metabolic products where proteolysis happened at
both termini. Besides terminal degradation, we also observed
ring-opening products by hydrolysis of amide bonds within the
hydrocarbon macrocycles in two stapled peptides (Figures S28,
S29). This suggested that the hydrocarbon macrocycles had
some flexibility to adapt to the cleavage sites of proteases and
could be cut from the middle.
Dual unambiguously was the most stable in the series: it had

the longest half-life, t1/2 > 49× the linear control, and >5.6×
that of the next most stable peptidomimetic, staple-2.
Ultimately, oxidation (sulfoxides, M++16) but not proteolysis
was observed (LC-MS) in these experiments, probably due to
oxygen or reactive oxidative species (Figure 5e). These dual-
staple differences are important because drug approval often
depends on characterization and toxicity assays for dominant
metabolites; this would be less arduous for dual metabolites
than staples.
Cell Uptake. FITC-conjugated derivatives of the six

peptides were prepared, and relative levels of uptake of these
compounds into three cell lines were measured via
fluorescence activated cell sorting (FACS; Figure 6a). Linear
(black line) showed minimal uptake, while BAMM (blue) and
BSM (red) permeated slightly better. However, staple-1
(green), -2 (gold), and dual (pink) were taken up significantly
more. Based on the fluorescence intensity in Figure 6a, it
appears staple-1 was uptaken ∼2× better than dual, but the
actual difference is less considering their difference in quantum
yields shown in Figure 6b. Relative levels of cyclin E expression
in the three cell lines correlated to the observed uptake levels
(Figure 6c,d). This is a possible indicator of protein-target

Figure 6. (a) Cell uptake into three cell lines (MDA-MB-231, triple negative breast cancer; MCF-7, ER+ breast cancer; HepG2, liver cancer) after
incubation of 1 μM test compounds at 37 °C, as a function of time. (b) Fluorescence spectra as a function of concentrations indicate a difference in
quantum yields corresponding to variable fluorescein environments. (c) Western blot of cyclin E shows relative levels of expression in those three
cell lines. (d) Comparison of levels of cyclin E expression with uptake of the dual peptide for the three cell lines.
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driven cell uptake; i.e., cyclin E tends to hold the compounds in
the cells.

■ CONCLUSIONS
We had correctly hypothesized that dual would have better
helicity, serum stability, cyclin E binding, and cell uptake when
compared with the monocapped systems BAMM and BSM.
NMR studies showed the dual to be unambiguously helical in a
TFE/H2O medium (Figure 4). Figure 7a graphically
summarizes findings when dual was also compared to two
gold standard stapled helices; all three gave good helical
inductions, binding affinities to cyclin E, and cell uptake, and
differences within that series were relatively small. However,
proteolytic stabilities in serum were conspicuously higher for
dual than staples 1 and 2.
Dual-capped helical peptidomimetics have no constraint on

amino acid compositions or peptide length. They are more
conveniently prepared than hydrocarbon-stapled peptides,
because only cheap, orthogonally protected Cys as building
blocks are required. Further, they should not be contaminated

with heavy metal residues such as ruthenium (used to staple or
cap via metathesis reactions). Consequently, if no other
modifications were made, dual peptidomimetic would be the
first-choice peptidomimetic for helix mimicry. Moreover, dual-
capping and staples are orthogonal helix-mimicry strategies, so
it is possible to apply both on long and complicated sequences.
Figure 7b shows three situations of interface helices binding

their receptors (left) and how to install BAMM N-caps on
these helices, respectively (right, blue for added or mutated
fragments). Helices in protein ligands can (1) be totally
enclosed by the receptor, (2) be exposed to solvent on at least
one side, or (3) extend beyond the receptor. Situations in (1)
are rare; the design strategy for these might be to install an
additional BAMM N-cap at the N-terminus of the helix. More
commonly, ligand helices bind to receptors using one face and
leave the other exposed as in (2); then two N-terminal,
solvent-exposed residues at N3 and N4 may be mutated to
Cys. Posthelical residues N′ (Cys) and Ncap (Asp) could be
added at the N-terminus. The three Cys at N′, N3, and N4
could then react with TBMB to form a BAMM N-cap. In

Figure 7. (a) Comparisons between linear, BAMM or BSM monocapped, BAMM/BSM dual-capped, and hydrocarbon-stapled peptides in terms of
cost and biophysical properties. (b) Helices in protein ligands can be totally enclosed by the receptor, exposed on one flank, or extended beyond
the receptor. BAMM N-caps, for instance, can be used in all three situations, as described in the text. Green for native helices; blue for added or
mutated residues or fragments to install BAMM N-caps.
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situations such as (3), the natural overhangs may be directly
replaced by BAMM N-caps. Similar situations may happen at
peptide C-termini, and BSM C-caps could be installed via
similar designs; hence, there are ways to incorporate BAMM
and BSM cassettes to nearly all interface helices.
In summary, we assert it is now possible to dual cap helical

mimics, and the advantages of dual capping as presented are
numerous. To be clear, dual-capped mimics to perturb some
PPIs may work better than others but no methodology of this
type is uniformly applicable. Tests of BAMM/BSM dual
capping on different sequences are encouraged to further
evaluate the strengths and weaknesses of this methodology. A
potential problem is aggregation or undesirable hydrophobic
interactions derived from the TMB group. Other capping
groups with the same symmetry but greater hydrophilicity
could be investigated to mitigate hydrophobicity or a BSM
could be used in conjunction with an N-cap mimic (Figure 1b)
other than a BAMM. Studies of this kind are underway in our
laboratory.

■ ASSOCIATED CONTENT
*sı Supporting Information
The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/jacs.3c11717.

Details of peptide syntheses in section B; CD experi-
ments in section C; SV-AUC (sedimentation velocity
analytical ultracentrifugation) experiments in section D;
MD simulations in section E; hot spot analyses in
section F; NMR experiments with spectra and distance
constraints in section G; serum stability assays in section
H; fluorescence polarization assays in section I;
fluorescence quenching assays in section J; cellular
experiments in section K; characterization of peptides in
section l (PDF)
Peptide movie clips (BAMM17, BSM17, Dual17, L17)
(ZIP)
Peptide movie clips (HBS17, staple17, strap17) (ZIP)
NMR solution ensembles of dual C-helix (PDB)

■ AUTHOR INFORMATION
Corresponding Author

Kevin Burgess − Department of Chemistry, Texas A & M
University, College Station, Texas 77842, United States;
orcid.org/0000-0001-6597-1842; Email: burgess@

tamu.edu

Authors
Tianxiong Mi − Department of Chemistry, Texas A & M
University, College Station, Texas 77842, United States

Zhe Gao − Department of Chemistry, Texas A & M
University, College Station, Texas 77842, United States

Zeynep Mituta − ZentriForce Pharma Research GmbH,
69124 Heidelberg, Germany

Complete contact information is available at:
https://pubs.acs.org/10.1021/jacs.3c11717

Funding
Financial support was provided by NIH R01EY029645, NIH
R21NS130471-01A1, and the Texas A&M University T3-
Grants Program (246292−00000).
Notes
The authors declare no competing financial interest.

■ ACKNOWLEDGMENTS
Mr. Zhenyu Xi assisted with syntheses of fluorescent BSM and
linear controls, and we thank him for that.

■ REFERENCES
(1) Seychell, B. C.; Beck, T. Molecular basis for protein-protein
interactions. Beilstein J. Org. Chem. 2021, 17, 1−10.
(2) Yohannes, D.; Desai, E. Disruption of protein-protein
interactions. Annu. Rep. Med. Chem. 2003, 38, 295−303.
(3) Fletcher, S.; Hamilton, A. D. Targeting protein-protein
interactions by rational design: mimicry of protein surfaces. J. Royal.
Soc. Interface 2006, 3, 215−233.
(4) Wang, X. F.; Ni, D.; Liu, Y. Q.; Lu, S. Y. Rational design of
peptide-based inhibitors disrupting protein-protein interactions. Front.
Chem. 2021, 9, 682675.
(5) Wang, H. S.; Dawber, R. S.; Zhang, P. Y.; Walko, M.; Wilson, A.
J.; Wang, X. H. Peptide-based inhibitors of protein-protein
interactions: biophysical, structural and cellular consequences of
introducing a constraint. Chem. Sci. 2021, 12 (17), 5977−5993.
(6) Taguchi, S.; Suga, H. Targeting of extracellular protein-protein
interactions with macrocyclic peptides. Curr. Opin. Chem. Biol. 2021,
62, 82−89.
(7) Philippe, G. J. B.; Craik, D. J.; Henriques, S. T. Converting
peptides into drugs targeting intracellular protein-protein interactions.
Drug Discovery Today 2021, 26 (6), 1521−1531.
(8) Pan, C. H.; Yang, H. Y.; Lu, Y.; Hu, S. Q.; Wu, Y. Z.; He, Q. J.;
Dong, X. W. Recent advance of peptide-based molecules and
nonpeptidic small-molecules modulating PD-1/PD-L1 protein-
protein interaction or targeting PD-L1 protein degradation. Eur. J.
Med. Chem. 2021, 213, 113170.
(9) Guharoy, M.; Chakrabarti, P. Secondary structure based analysis
and classification of biological interfaces: identification of binding
motifs in protein-protein interactions. Bioinformatics 2007, 23 (15),
1909−1918.
(10) Jochim, A. L.; Arora, P. S. Systematic Analysis of helical protein
interfaces reveals targets for synthetic inhibitors. ACS Chem. Biol.
2010, 5, 919−923.
(11) Bullock, B. N.; Jochim, A. L.; Arora, P. S. Assessing helical
protein interfaces for inhibitor design. J. Am. Chem. Soc. 2011, 133,
14220−14223.
(12) Felix, A. M.; Heimer, E. P.; Wang, C.-T.; Lambros, T. J.;
Fournier, A.; Mowles, T. F.; Maines, S.; Campbell, R. M.; Wegrzynski,
B. B.; Toome, V.; Fry, D.; Madison, V. S. Synthesis, biological activity
and conformational analysis of cyclic GRF analogs. Int. J. Pept. Protein
Res. 1988, 32 (6), 441−454.
(13) Bracken, C.; Gulyas, J.; Taylor, J. W.; Baum, J. Synthesis and
nuclear magnetic resonance structure determination of an.alpha.-
Helical, bicyclic, lactam-bridged hexapeptide. J. Am. Chem. Soc. 1994,
116 (14), 6431−6432.
(14) Osapay, G.; Taylor, J. W. Multicyclic polypeptide model
compounds. 1. Synthesis of a tricyclic amphiphilic.alpha.-helical
peptide using an oxime resin, segment-condensation approach. J.
Am. Chem. Soc. 1990, 112 (16), 6046−6051.
(15) Osapay, G.; Taylor, J. W. Multicyclic polypeptide model
compounds. 2. Synthesis and conformational properties of a
highly.alpha.-helical uncosapeptide constrained by three side-chain
to side-chain lactam bridges. J. Am. Chem. Soc. 1992, 114 (18), 6966−
6973.
(16) Verdine, G. L.; Hilinski, G. J. All-hydrocarbon stapled peptides
as synthetic cell-accessible mini-proteins. Drug Discovery Today
Technol. 2012, 9, e41−e47.
(17) Milroy, L.-G.; Brunsveld, L. Pharmaceutical implications of
helix length control in helix-mediated protein-protein interactions.
Future Med. Chem. 2013, 5, 2175−2183.
(18) Guerlavais, V.; Sawyer, T. K. Advancements in stapled peptide
drug discovery & development. In Annu. Rep. Med. Chem. 2014, 49,
331−345.

Journal of the American Chemical Society pubs.acs.org/JACS Article

https://doi.org/10.1021/jacs.3c11717
J. Am. Chem. Soc. 2024, 146, 10331−10341

10339

https://pubs.acs.org/doi/10.1021/jacs.3c11717?goto=supporting-info
https://pubs.acs.org/doi/suppl/10.1021/jacs.3c11717/suppl_file/ja3c11717_si_001.pdf
https://pubs.acs.org/doi/suppl/10.1021/jacs.3c11717/suppl_file/ja3c11717_si_002.zip
https://pubs.acs.org/doi/suppl/10.1021/jacs.3c11717/suppl_file/ja3c11717_si_003.zip
https://pubs.acs.org/doi/suppl/10.1021/jacs.3c11717/suppl_file/ja3c11717_si_004.pdb
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Kevin+Burgess"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://orcid.org/0000-0001-6597-1842
https://orcid.org/0000-0001-6597-1842
mailto:burgess@tamu.edu
mailto:burgess@tamu.edu
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Tianxiong+Mi"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Zhe+Gao"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Zeynep+Mituta"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/doi/10.1021/jacs.3c11717?ref=pdf
https://doi.org/10.3762/bjoc.17.1
https://doi.org/10.3762/bjoc.17.1
https://doi.org/10.1016/S0065-7743(03)38030-3
https://doi.org/10.1016/S0065-7743(03)38030-3
https://doi.org/10.1098/rsif.2006.0115
https://doi.org/10.1098/rsif.2006.0115
https://doi.org/10.3389/fchem.2021.682675
https://doi.org/10.3389/fchem.2021.682675
https://doi.org/10.1039/D1SC00165E
https://doi.org/10.1039/D1SC00165E
https://doi.org/10.1039/D1SC00165E
https://doi.org/10.1016/j.cbpa.2021.02.013
https://doi.org/10.1016/j.cbpa.2021.02.013
https://doi.org/10.1016/j.drudis.2021.01.022
https://doi.org/10.1016/j.drudis.2021.01.022
https://doi.org/10.1016/j.ejmech.2021.113170
https://doi.org/10.1016/j.ejmech.2021.113170
https://doi.org/10.1016/j.ejmech.2021.113170
https://doi.org/10.1093/bioinformatics/btm274
https://doi.org/10.1093/bioinformatics/btm274
https://doi.org/10.1093/bioinformatics/btm274
https://doi.org/10.1021/cb1001747?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/cb1001747?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja206074j?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja206074j?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1111/j.1399-3011.1988.tb01375.x
https://doi.org/10.1111/j.1399-3011.1988.tb01375.x
https://doi.org/10.1021/ja00093a052?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00093a052?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00093a052?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00172a021?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00172a021?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00172a021?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00044a003?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00044a003?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00044a003?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/ja00044a003?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1016/j.ddtec.2012.01.004
https://doi.org/10.1016/j.ddtec.2012.01.004
https://doi.org/10.4155/fmc.13.179
https://doi.org/10.4155/fmc.13.179
https://doi.org/10.1016/B978-0-12-800167-7.00021-3
https://doi.org/10.1016/B978-0-12-800167-7.00021-3
pubs.acs.org/JACS?ref=pdf
https://doi.org/10.1021/jacs.3c11717?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as


(19) Guarracino, D. A.; Riordan, J. A.; Barreto, G. M.; Oldfield, A.
L.; Kouba, C. M.; Agrinsoni, D. Macrocyclic control in helix mimetics.
Chem. Rev. 2019, 119, 9915−9949.
(20) Schafmeister, C. E.; Po, J.; Verdine, G. L. An all-hydrocarbon
cross-linking system for enhancing the helicity and metabolic stability
of peptides. J. Am. Chem. Soc. 2000, 122, 5891−5892.
(21) Walensky, L. D.; Bird, G. H. Hydrocarbon-stapled peptides:
principles, practice, and progress. J. Med. Chem. 2014, 57 (15), 6275−
6288.
(22) Cromm, P. M.; Spiegel, J.; Grossmann, T. N. Hydrocarbon
stapled peptides as modulators of biological function. ACS Chem. Biol.
2015, 10, 1362−1375.
(23) Hillman, R. A.; Nadraws, J. W.; Bertucci, M. A. The
hydrocarbon staple & beyond: Recent advances towards stapled
peptide therapeutics that target protein-protein interactions. Curr.
Top. Med. Chem. 2018, 18, 611−624.
(24) Li, X.; Zou, Y.; Hu, H.-G. Different stapling-based peptide drug
design: Mimicking α-helix as inhibitors of protein-protein interaction.
Chin. Chem. Lett. 2018, 29, 1088−1092.
(25) Migon, D.; Neubauer, D.; Kamysz, W. Hydrocarbon stapled
antimicrobial peptides. Protein J. 2018, 37, 2−12.
(26) Ali, A. M.; Atmaj, J.; Van Oosterwijk, N.; Groves, M. R.;
Domling, A. Stapled peptides inhibitors: A new window for target
drug discovery. Comput. Struct. Biotechnol. J. 2019, 17, 263−281.
(27) Miller, S. J.; Grubbs, R. H. Synthesis of conformationally
restricted amino-acids and peptides employing olefin metathesis. J.
Am. Chem. Soc. 1995, 117 (21), 5855−5856.
(28) Clark, T. D.; Ghadiri, M. R. Supramolecular design by covalent
capture. Design of a peptide cylinder via hydrogen-bond-promoted
intermolecular olefin metathesis. J. Am. Chem. Soc. 1995, 117 (49),
12364−12365.
(29) Miller, S. J.; Blackwell, H. E.; Grubbs, R. H. Application of ring-
closing metathesis to the synthesis of rigidified amino acids and
peptides. J. Am. Chem. Soc. 1996, 118 (40), 9606−9614.
(30) GarroHelion, F.; Guibe, F. New potential access to ethylenic
pseudodipeptides through catalytic alkene metathesis. Chem.
Commun. 1996, 5, 641−642.
(31) Blackwell, H. E.; Grubbs, R. H. Highly efficient synthesis of
covalently cross-linked peptide helices by ring-closing metathesis.
Angew. Chem., Int. Ed. 1998, 37, 3281−3284.
(32) Whisenant, J.; Burgess, K. Synthetic helical peptide capping
strategies. Chem. Soc. Rev. 2022, 51 (14), 5795−5804.
(33) Acharyya, A.; Ge, Y.; Wu, H.; DeGrado, W. F.; Voelz, V. A.;
Gai, F. Exposing the nucleation site in α-helix folding: a joint
experimental and simulation study. J. Phys. Chem. B 2019, 123, 1797−
1807.
(34) Wu, H.; Acharyya, A.; Wu, Y.; Liu, L.; Jo, H.; Gai, F.; DeGrado,
W. F. Design of a short thermally stable α-helix embedded in a
macrocycle. ChemBioChem. 2018, 19 (9), 902−906.
(35) Maison, W.; Arce, E.; Renold, P.; Kennedy, R. J.; Kemp, D. S.
Optimal N-caps for N-terminal helical templates:effects of changes in
H-bonding efficiency and charge. J. Am. Chem. Soc. 2001, 123,
10245−10254.
(36) Hack, V.; Reuter, C.; Opitz, R.; Schmieder, P.; Beyermann, M.;
Neudoerfl, J.-M.; Kuehne, R.; Schmalz, H.-G. Efficient α-helix
induction in a linear peptide chain by N-capping with a bridged-
tricyclic diproline analogue. Angew. Chem., Int. Ed. 2013, 52, 9539−
9543.
(37) Tian, Y.; Wang, D.; Li, J.; Shi, C.; Zhao, H.; Niu, X.; Li, Z. A
proline-derived transannular N-cap for nucleation of short α-helical
peptides. Chem. Commun. 2016, 52, 9275−9278.
(38) Zhao, H.; Liu, Q.-S.; Geng, H.; Tian, Y.; Cheng, M.; Jiang, Y.-
H.; Xie, M.-S.; Niu, X.-G.; Jiang, F.; Zhang, Y.-O.; Lao, Y.-Z.; Wu, Y.-
D.; Xu, N.-H.; Li, Z.-G. Crosslinked aspartic acids as helix-nucleating
templates. Angew. Chem., Int. Ed. 2016, 55, 12088−12093.
(39) Xie, M.; Zhao, H.; Liu, Q.; Zhu, Y.; Yin, F.; Liang, Y.; Jiang, Y.;
Wang, D.; Hu, K.; Qin, X.; Wang, Z.; Wu, Y.; Xu, N.; Ye, X.; Wang,
T.; Li, Z. Structural basis of inhibition of ERα-coactivator interaction

by high-affinity N-terminus isoaspartic acid tethered helical peptides.
J. Med. Chem. 2017, 60, 8731−8740.
(40) Yuan, F.; Tian, Y.; Qin, W.; Li, J.; Yang, D.; Zhao, B.; Yin, F.;
Li, Z. E Evaluation of topologically distinct constrained antimicrobial
peptides with broad-spectrum antimicrobial activity. Org. Biomol.
Chem. 2018, 16 (32), 5764−5770.
(41) Wang, D.; Chen, K.; Kulp, J. L., III; Arora, P. S. Evaluation of
biologically relevant short a-helices stabilized by a main-chain
hydrogen-bond surrogate. J. Am. Chem. Soc. 2006, 128, 9248−9256.
(42) Chapman, R. N.; Dimartino, G.; Arora, P. S. A highly stable
short a-helix constrained by a main-chain hydrogen-bond surrogate. J.
Am. Chem. Soc. 2004, 126, 12252−12253.
(43) Wang, D.; Chen, K.; Dimartino, G.; Arora, P. S. Nucleation and
stability of hydrogen-bond surrogate-based α-helices. Org. Biomol.
Chem. 2006, 4, 4074−4081.
(44) Douse, C. H.; Maas, S. J.; Thomas, J. C.; Garnett, J. A.; Sun, Y.;
Cota, E.; Tate, E. W. Crystal structures of stapled and hydrogen bond
surrogate peptides targeting a fully buried protein−helix interaction.
ACS Chem. Biol. 2014, 9 (10), 2204−2209.
(45) de Araujo, A. D.; Hoang, H. N.; Kok, W. M.; Diness, F.; Gupta,
P.; Hill, T. A.; Driver, R. W.; Price, D. A.; Liras, S.; Fairlie, D. P.
Comparative α-helicity of cyclic pentapeptides in water. Angew.
Chem., Int. Ed. 2014, 53, 6965−6969.
(46) Mi, T.; Nguyen, D.; Burgess, K. Bicyclic Schellman loop mimics
(BSMs): rigid synthetic C-caps for enforcing peptide helicity. ACS
Cent. Sci. 2023, 9 (2), 300−306.
(47) Bergey, C. M.; Watkins, A. M.; Arora, P. S. HippDB: a database
of readily targeted helical protein-protein interactions. Bioinformatics
2013, 29 (21), 2806−2807.
(48) Burkhart, D. L.; Sage, J. Cellular mechanisms of tumour
suppression by the retinoblastoma gene. Nat. Rev. Cancer 2008, 8 (9),
671−682.
(49) Blais, A.; Dynlacht, B. D. E2F-associated chromatin modifiers
and cell cycle control. Curr. Opin. Cell Biol. 2007, 19 (6), 658−662.
(50) Mi, T.; Nguyen, D.; Gao, Z.; Burgess, K. Bioinformatics leading
to conveniently accessible, helix enforcing, bicyclic ASX motif mimics
(BAMMs). In press.
(51) Bowers, K. J.; Chow, D. E.; Xu, H.; Dror, R. O.; Eastwood, M.
P.; Gregersen, B. A.; Klepeis, J. L.; Kolossvary, I.; Moraes, M. A.;
Sacerdoti, F. D.; Salmon, J. K.; Shan, Y.; Shaw, D. E. Scalable
Algorithms for Molecular Dynamics Simulations on Commodity
Clusters. SC ’06: Proceedings of the 2006 ACM/IEEE Conference on
Supercomputing, 11−17 Nov. 2006; pp 43−43.
(52) Martins, J. M.; Ramos, R. M.; Pimenta, A. C.; Moreira, I. S.
Solvent-accessible surface area: How well can be applied to hot-spot
detection? Proteins 2014, 82 (3), 479−490.
(53) Moreira, I. S. The role of water occlusion for the definition of a
protein binding hot-spot. Curr. Top. Med. Chem. 2015, 15 (20),
2068−2079.
(54) Roccatano, D.; Colombo, G.; Fioroni, M.; Mark, A. E.
Mechanism by which 2,2,2-trifluoroethanol/water mixtures stabilize
secondary-structure formation in peptides: A molecular dynamics
study. Proc. Natl. Acad. Sci. U. S. A. 2002, 99 (19), 12179−12184.
(55) Hicks, M. R.; Holberton, D. V.; Kowalczyk, C.; Woolfson, D.
N. Coiled-coil assembly by peptides with non-heptad sequence motifs.
Folding and Design 1997, 2 (3), 149−158.
(56) Batista, A. N. L.; Batista, J. M.; Bolzani, V. S.; Furlan, M.;
Blanch, E. W. Selective DMSO-induced conformational changes in
proteins from Raman optical activity. Phys. Chem. Chem. Phys. 2013,
15 (46), 20147−20152.
(57) Voets, I. K.; Cruz, W. A.; Moitzi, C.; Lindner, P.; Areâs, E. P.
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