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The rippled B-sheet is a structural motif formed by certain racemic peptides that is distinct from the
commonly known pleated B-sheet. Although the structure was predicted in 1953, unambiguous
crystallographic observation of a rippled B-sheet was not reported until 2022. The structural foundation
of the rippled B-sheet field continues to expand, stimulating new research questions, both fundamental
and applied. Recent studies found that racemic peptides of varied length and amino acid composition
assemble into rippled B-sheets. Intriguingly, certain rippled sheets were found to encapsulate small
molecules in ways that could become useful in drug delivery, or to trap harmful substances. These and
many other potential applications hinge on the development of a comprehensive structural foundation
based on both experiment and theory. In this paper we introduce the concept of the single-component
rippled-sheet, composed of joined segments of L and D chirality. The scope of rippled sheet-forming
motifs is expanded to include two unexplored classes of rippled sheets: single-component cyclic and
linear peptide chimeras. We report on the design, synthesis, and crystal structural characterization of
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chirality were varied, formed rippled B-sheets with distinct two- and three-dimensional lattices. Of the
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Introduction

The rippled B-sheet is a unique structural motif and an
emerging area within the field of peptide self-assembly. Unlike
the more commonly known pleated B-sheet composed of
peptide strands of the same chirality, the rippled B-sheet is
composed of mirror-image peptide strands assembled in strictly
alternating fashion (Fig. 1). Despite being predicted over 70
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three cyclic peptides, however, only one system formed a rippled B-sheet, while the other two formed
pleated B-sheets. Molecular modeling is used to better understand chiral selection in cyclic systems.

years ago, by Pauling and Corey, the motif remained largely
neglected until recently.” Studies, conducted independently in
the laboratories of Schneider, Nilsson, and Raskatov form the
experimental foundation of the field. Rippled B-sheet formation
leads to the formation of hydrogels with enhanced properties,**®
and promotes amyloid beta chiral inactivation where mirror-
image amyloid drives oligomer-to-fibril conversion attenuating
oligomer-associated AP neurotoxicity.”® A detailed review of
the history of the field, including its unusually long induction
phase, was published jointly by the three investigators in 2021."*

Structural characterization of the rippled B-sheet was limited
to biophysical methods until 2022 when we obtained the first
atomic resolution structures. We demonstrated that racemic
mixtures of tripeptides composed of aromatic amino acids (Phe,
Tyr and Trp) formed rippled B-sheets.*>** In subsequent work,
we expanded the ecrystallographic foundation to include
sequences of greater length (up to 7-mer) and complexity.'* We
showed that the rippled B-sheet framework could support
a wide range of amino acids including charged (Lys and Glu),
aliphatic (Leu, Ile, Val, Ala, Gly and Met) and small polar resi-
dues (Ser). In total, the number of ripple-genic residues now
stands at twelve, more than half the canonical amino acid
alphabet.
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Fig.1 Pleated and rippled beta sheet structures compared. The pleated sheet is composed entirely of L-amino acids (green sticks), whereas the
rippled sheet is composed of alternating strands of L-amino acids (green), and p-amino acids (magenta). The pleats in the pleated sheet
(highlighted by gray planes) run along the hydrogen bonding direction (yellow dotted lines). The ripples in the rippled sheet (highlighted by gray
planes), run diagonal to the hydrogen bonding direction. Side chain positions are highlighted by spheres. The side chains are more evenly

distributed on the face of the rippled sheet versus the pleated sheet.

In this work, we describe the results of a combined
experimental/theoretical approach designed to further our
fundamental knowledge of the rippled B-sheet. In contrast to
our previous work where we focused on incorporating a diverse
range of amino acids into linear peptides, here we examine the
effects of charge, chirality and peptide conformation (cyclic vs.
linear) on rippled sheet formation. Our first objective was to
assess how small modifications such as single amino-acid
modifications and charge (cationic vs. zwitterionic) influence
the structure of the rippled B-sheet. A second objective was to
determine whether peptides composed of joined segments of L
and D chirality, were capable of forming rippled B-sheets. The
development of single-component systems would simplify self-
assembly and expand the rippled B-sheet structure-function
space. A third objective was to establish whether cyclic peptides
could form rippled B-sheets. Rippled B-sheet cyclic peptides
represent a new, unexplored structural class with the potential
for unique properties and applications. Addressing these
questions with a structural approach that combines experiment
with theory will expand our ability to rationally design rippled
sheets, for which a plethora of applications have been proposed
by us and others.****

5908 | Chem. Sci,, 2025, 16, 5907-5917

Results

In previous work, we demonstrated that the rippled B-sheets
formed from MVGGVV and its enantiomer mvggvv included
solvent in the interface between sheets. The inclusion of
solvent in the interface led to fibril architectures distinct from
the dry-interfaces typically observed in enantiopure amyloid-
like crystals. A comparison of the crystal structures of enantio-
pure MVGGVV'® and racemic MVGGVV:mvggvv revealed that the
central diglycine bridge is highly flexible. Accordingly, we
incorporated this feature into our designs of linear, cyclic and
single-component mixed chirality peptides.

To examine the effect of a single amino acid modification on
rippled B-sheet structure, we replaced the methionine residue of
MVGGVV with a valine (VWGGVV). A racemic mixture of
VVGGVV and vvggwv was crystallized from a solution of tri-
fluoroethanol (TFE) in water, yielding needles of antiparallel
rippled B-sheet layers as determined by X-ray crystallography
(Fig. 2A and B). As observed in the previously reported struc-
tures of the MVGGVV:mvggvv polymorphs,** the individual
hexapeptides stack in the H-bonding dimension, forming
extended antiparallel rippled B-sheet layers, in which mirror

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig.2 X-ray crystal structure of the rippled B-sheet formed by VVGGVV hexapeptide and its enantiomer vwggvv, VVGGVV:vvggvv in a mixture of
trifluoroethanol (TFE) and water. (A) A view down the sheet hydrogen-bonding direction reveals rippling of the sheet. L-Peptides are shown in
green; p-peptides are shown in purple. (B) A view of the sheet face revealing the antiparallel in-register alignment of strands. All backbone amides
are involved in stabilizing the rippled sheet except for the amide linkage between G3 and G4, which is rotated out of the plane of the rippled
sheet. (C) Crystal packing viewed along the H-bonding direction reveals gaps between sheet faces. The unit cell is outlined in black. (D) The gaps

between sheet faces are filled by water molecules (orange color).

image peptide strands are arranged in strictly alternating
fashion. Each r-hexapeptide (Fig. 2B, green) is sandwiched
between two p-hexapeptides (Fig. 2B, purple), and each p-hex-
apeptide is sandwiched between two r-hexapeptides in periodic
fashion, with H-bond distances ranging from 1.99 to 2.97 A.
Each hexapeptide has six H-bonds to one of its two direct
neighbors in the layer, forming a tight dimer, and four H-bonds
to the other, forming a loose dimer (Fig. 2B). The rippled
interface is partially interrupted at the G3-G4 junction. As
a consequence, the amide backbone at G3-G4 does not partic-
ipate in the stabilization of the rippled B-sheet.

The torsional angles for the glycine residues G3 and G4 are
measured as ¢ = —75.4 and ¥y = 156.6 and, ¢ = —81.4 and y =
169.9, respectively for the 1-hexapeptide, and ¢ = 75.4 and y =
—156.6 and, ¢ = 81.4 and y = —169.9, respectively, for the
inversion-related p-hexapeptide. The G3 and G4 ¢ and ¥ angles
are comparable to those found in the structures of both
MVGGVV:mvggw  polymorphs.** As observed in the
MVGGVV:mvggvv structures, the G3-G4 peptide plane is rotated
by ~90° from its standard position in a B-sheet. This rotation
positions the V2 and V5 sidechains on the same face of the p-
sheet (Fig. 24A).

In the three-dimensional lattice, the rippled B-sheets are
packed closely together (5.5 A) forming a small cavity, which is
occupied by a cluster of water molecules (Fig. 2C and D). The

© 2025 The Author(s). Published by the Royal Society of Chemistry

water molecules hydrogen bond to the amide backbone of G3
and G4. The valine residues are more tightly packed; r-valine
residues mate with p-valine residues, forming a dry interface
between pairs of sheets.

To further investigate the effect of a single amino acid
modification on rippled B-sheet structure, we substituted the
first valine residue of VWVGGVV with the polar residue glutamine
(QVGGVYV), which had not previously been observed as part of
a rippled B-sheet. Crystals of racemic QVGGVV:qvggvv, suitable
for X-ray diffraction, were grown from a solution of isopropanol
and water. Structural analysis revealed the formation of an
antiparallel rippled B-sheet (Fig. 3A and B), closely resembling
the two-dimensional layer structure of VVGGVV:vvggvv.

The three-dimensional packing of the individual rippled
sheet layers of QVGGVV:qvggvwv also resembles that of
VVGGVV:vvggvv in terms of the close packing of the rippled B-
sheets (Fig. 3C and D). A key difference is the organization of
pairs of sheets. Unlike VVGGVV:vvggvv where r-residues mate
with p-residues across the dry interface, in QVGGVV:qvggwv, L-
residues mate with r-residues and p-residues mate with p-resi-
dues, to form the interface between pairs of sheets.

In contrast to the structures of both MVGGVV:mvggvv poly-
morphs* in which the three-dimensional lattices are loosely
packed, the rippled B-sheets in the three-dimensional lattices of
VVGGVV:vwggvw and QVGGVV:qvggvv are packed closely

Chem. Sci., 2025, 16, 5907-5917 | 5909
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Fig.3 X-ray crystal structure of the rippled B-sheet formed by QVGGVV
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hexapeptide and its enantiomer qvggvv, QVGGVV:qvggvv in a mixture of

isopropanol ((PrOH) and water. (A) A view down the sheet hydrogen-bonding direction reveals rippling of the sheet. L-Peptides are shown in

green; p-peptides are shown in purple. (B) A view of the sheet face revea

ling the antiparallel in-register alignment of strands. All backbone amides

are involved in stabilizing the rippled sheet except for the amide linkage between G3 and G4, which is rotated out of the plane of the rippled

sheet. (C) Crystal packing viewed along the H-bonding direction reveals
between sheet faces are filled by water molecules (orange color).

together. This observation led us to explore the role of the
methionine residue in generating more openly spaced three-
dimensional lattices. To accomplish this objective, we gener-
ated quasi-racemic systems by combing r-XVGGVV with b-
mvggvv. The quasi-racemic system VVGGVV:mvggvv failed to
yield crystals suitable for X-ray diffraction. Combining FVGGVV
with mvggvv, however, led to the formation of the anti-parallel
rippled B-sheet, FVGGVV:mvggw (Fig. 4). In the two-
dimensional lattice, the hydrogen bonding pattern and
torsional angles around G3 and G4 are similar to those observed
in other XVGGVV:xvggwv type systems (Fig. 4A and B). The three-
dimensional lattice, however, features loosely packed sheets
which encapsulate HFIP molecules (Fig. 4C and D), as observed
in the MVGGVV:mvggvv HFIP polymorph.

To determine the effect of charge on rippled B-sheet struc-
ture, we amidated the C-termini of VVGGVV and vvggvv to form
cationic peptides. A racemic mixture of VVGGVV-NH, and
vvggv-NH, was crystallized from a solution of penta-
fluoropropionic acid (PFPA) in water, yielding needles of anti-
parallel rippled B-sheets. The individual hexapeptides stack in
the H-bonding dimension, forming extended antiparallel
rippled B-sheet layers (Fig. 5A). The hexapeptide strands form
an out-of-register sheet resulting in only tight dimers between
strands (Fig. 5B). Each hexapeptide strand forms six hydrogen
bonds with each of its neighbors with H-bond distances ranging
from 1.91 to 2.85 A.

The torsional angles for the glycine residues G3 and G4 are
measured as ¢ = —150.2 and y = 160.3, ¢ = —151.5 and ¥ =

5910 | Chem. Sci, 2025, 16, 5907-5917

gaps between sheet faces. The unit cell is outlined in black. (D) The gaps

146.0, respectively for the r-peptide and, ¢ = 150.2 and ¢ =
—160.3 and, ¢ = 151.5 and ¥ = —146.0, respectively for the p-
peptide. The flattened configuration has the effect of posi-
tioning V2 and V5 sidechains on opposite sides of the B-sheet
(Fig. 5A).

The rippled sheets pack face-to-back with a staggered pattern
(Fig. 5C) such that V5 and V6 form a tight dry interface with v1
and V2 of a neighboring rippled dimer in the vertical direction.
PFPA molecules are bound to the N-termini of the hexapeptides,
only partially occupying gaps in the lattice (Fig. 5D).

The rippled sheet crystal structures reported here as well as
all previously reported structures>** were constructed from
equimolar racemic mixtures of L and p-peptides. Given our
success at obtaining atomic resolution structures from
XVGGVV:xvggwv type systems, we used this framework as the
basis for the design of a single-component system. The (r,L)-
divaline unit was formally connected via diglycine to (p,p)-
divaline unit, yielding the peptide with the sequence VVGgvv-
NH,. While the r- and p-segments are not strictly racemic due to
their directionality, the system still formed anti-parallel rippled
B-sheets upon crystallization from a solution of HFIP in water.
Each hexapeptide strand forms 6-H bonds to each of its
neighbors with H-bond distances between the rippled dimers
ranging from 1.81 to 2.32 A (Fig. 6A and B). The torsional angles
for the glycine residues G3 and G4 are measured as ¢ = —159.3
and ¢ = 153.4 and ¢ = 178.9 and ¥ = —175.4, respectively. The
backbone is highly extended with both G4 ¢ and y angles
approaching 180°. When viewed along the hydrogen bonding

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 4 X-ray crystal structure of the rippled B-sheet formed by FVGGVV L-hexapeptide and the mvggvv p-hexapeptide, FVGGVV:mvggwv in
a mixture of hexafluoroisopropanol (HFIP) and water. (A) A view down the sheet hydrogen-bonding direction reveals rippling of the sheet. L-
Peptides are shown in green; p-peptides are shown in purple. (B) A view of the sheet face revealing the antiparallel in-register alignment of
strands. All backbone amides are involved in stabilizing the rippled sheet except for the amide linkage between G3 and G4, which is rotated out of
the plane of the rippled sheet. (C) Crystal packing viewed along the H-bonding direction reveals gaps between sheet faces. The unit cell is
outlined in black. (D) The gaps between sheet faces are filled by HFIP molecules (orange color).

direction rippled sheets mate at alternating angles of +45° and
—45° such that a tight dry interface forms between V1 and V5
and V2 and V6, respectively (Fig. 6C). The gaps in the lattice are
occupied by HFIP molecules which bind to the N-terminus of
one dimer and the C-terminus of a neighboring dimer, bridging
the sheets together (Fig. 6D).

Inspired by this discovery, we sought to determine whether
a cyclic rippled B-sheet could be formed from a single-
component system. We designed a closely related cyclic
peptide, the N-to-C cyclized octapeptide, VVGGvvgg, which is
truly internally racemic (Fig. 7A). Crystals of cyclic VVGGwvgg
were grown from a solution of dimethylsulfoxide (DMSO) in
water but did not yield rippled B-sheets. Instead, the chiral
domains engaged in homochiral self-sorting with 1-V1 hydrogen
bonding with 1-V1, and p-v5 hydrogen bonding with p-v5
(Fig. 7B). In a rippled B-sheet r-Val would be expected to
hydrogen bond to p-val. The self-sorted system features
a unique hydrogen bonding pattern. The valine residues stack
parallel, in-register, whereas the glycine residues form
a discontinuous B-sheet which runs at a different angle to the
stacked valine residues. Within the B-sheet, 4 H bonds are
observed between neighboring cyclic monomers with H-bond
distances ranging from 1.90 to 2.50 A.

The three-dimensional lattice is stabilized by hydrogen
bonding between sheets in the vertical direction; G3 bonds to
G8 and G4 bonds to G7, with H bond distances ranging from

© 2025 The Author(s). Published by the Royal Society of Chemistry

2.11 to 2.20 A. In the lateral direction, a tight interface between
V1 and V6 and V2 and V5 is observed (Fig. 7C). Cavities within
the sheets are occupied by water molecules (Fig. 7D).

Attempts to form a cyclic rippled sheet from a racemic
mixture of cyclic VVGGVVGG and vvggvvge led to a similar
outcome, with the mixture self-sorting into enantiopure pleated
sheets, rather than the desired rippled sheets (Fig. S17).

We hypothesized that a larger decapeptide may be less
strained and thus more likely to form cyclic rippled B-sheets.
We devised a cyclic decapeptide, in which the diglycine linking
units were used to formally connect the r-tripeptide FKF and the
p-tripeptide fef, producing the zwitterionic cyclic framework
FKFGGfefgg. The tripeptide segments of the cycle were inspired
by our studies with aromatic tripeptides but employed charged
residues to enhance solubility.

Crystals of the cyclic single-component system FKFGGfefgg
were grown from a mixture of DMSO and water and yielded
cyclic, self-rippling B-sheets (Fig. 8A). The cyclic peptide forms
a rippled monomer which is stabilized by intramolecular
hydrogen bonding; 4 hydrogen bonds are observed between the
amide backbones of 1-F2 and p-f9 and 1-F4 and p-f7, ranging
from 1.96 to 2.24 A. Each rippled monomer forms two hydrogen
bonds to a neighboring monomer with H-bonding distances of
2.12 and 2.39 A (Fig. 8B). The periodic alternation of intra and
intermolecular hydrogen bonds results in a tight/loose
hydrogen bonding arrangement mirroring that observed in

Chem. Sci., 2025, 16, 5907-5917 | 5911
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Fig. 5 X-ray crystal structure of the rippled B-sheet formed by VVGGVV-NH, hexapeptide and its enantiomer vwggvv-NH,, VWGGVV-NH,:-
vvggvv-NH, in a mixture of pentafluoropriopionic acid (PFPA) and water. (A) A view down the sheet hydrogen-bonding direction reveals rippling
of the sheet. L-Peptides are shown in green; p-peptides are shown in purple. (B) A view of the sheet face revealing the antiparallel out-of-register
alignment of strands. All backbone amides are involved in stabilizing the rippled sheet including the amide linkage between G3 and G4. (C) Crystal
packing viewed along the H-bonding direction reveals that the rippled sheets adopt a staggered conformation such that V1 and V2 form tight dry
interfaces with V5 and V6 of neighboring sheets. The unit cell is outlined. (D) Gaps in packing are partially filled by PFPA molecules (orange color)
bound to the N-termini of the peptide strands.

Fig. 6 X-ray crystal structure of the self-rippling B-sheet formed by VVGgvv-NH, hexapeptide in a mixture of hexafluoroisopropanol (HFIP) and
water. (A) A view down the sheet hydrogen-bonding direction reveals rippling of the sheet. L-Peptides are shown in green; p-peptides are shown
in purple. (B) A view of the sheet face revealing the antiparallel in-register alignment of strands. All backbone amides are involved in stabilizing the
rippled sheet including the amide linkage between G3 and G4. (C) Crystal packing viewed along the H-bonding direction reveals that the rippled
sheets mate at alternating angles of +45° and —45°. The unit cellis outlined. (D) Gaps in packing are filled by HFIP molecules (orange color) bound
to the N-termini of the peptide strands.

5912 | Chem. Sci,, 2025, 16, 5907-5917 © 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 7 X-ray crystal structure of the pleated B-sheet formed by the cyclic peptide VVGGvvgg in a mixture of hexafluoroisopropanol (HFIP) and
water. (A) A view down the sheet hydrogen-bonding direction reveals pleating of the sheet. L-Peptides are shown in green; b-peptides are shown
in purple. (B) A view of the sheet face revealing in-register parallel stacking of valine residues. Backbone amides V1, G3, g7 and v5 are involved in
stabilizing the pleated sheet. (C) Crystal packing viewed along the H-bonding direction shows that the pleated sheets mate face-to-face and are
connected by hydrogen-bonding between glycine residues. The unit cell is outlined. (D) Gaps in the packing are filled by water molecules

(orange color).

the linear rippled sheets VVGGVV:wvggw (Fig. 2B) and
QVGGVV:qvggvv (Fig. 3B).

In the three-dimensional lattice the sheets are aligned face-
to-face at an angle that enables the oppositely charged
termini of residues p-e8 and 1-K3 to hydrogen bond and allows
a tight interface to form between the phenyl rings of F2 and f9
(Fig. 8C). Clusters of water molecules occupy gaps in the lattice
and form hydrogen bonding networks with the termini of p-e8
and 1-K3 as well as with oxygen atoms from the amide back-
bone. Additional gaps in the lattice are filled with DMSO
molecules (Fig. 8D).

Discussion

Structural variation in racemic and single-component linear
rippled B-sheets

Our results show that a single amino-acid modification to the
peptide sequence can have a profound impact on the structure
of the lattice. While the structures of the rippled dimers of
VVGGVV:ivwggvy, QVGGVV:qvggvy, FVGGVV:mvggvwv and the
previously reported MVGGVV:mvggvv polymorphs™ are alike,
the three-dimensional lattices differ. The methionine contain-
ing structures, MVGGVV:mvggvv and FVGGVV:mvggvv form
three-dimensional lattices capable of encapsulating fluorinated
solvents in the cavities between sheets. In contrast, the rippled

© 2025 The Author(s). Published by the Royal Society of Chemistry

B-sheets in VVGGVV: VVggVY and QVGGVV:qvggvv are packed too
closely together (5.5 A in VVGGVV:wggww vs. 10.0 A in
MVGGVV:mvggvv HFIP) for the cavity between the sheets to
accommodate fluorinated solvent (Fig. S27).

Single amino-acid modifications may also influence the
organization of rippled sheet layers into periodic three-
dimensional architectures. The most common arrangement
involves r-residues mating with r-residues across the rippled B-
sheet interface and in the lateral direction, such that the -
sheets are aligned with the vertical and horizontal axes. An
exception is the symmetric system, VVGGVV:vvggvv, where L-
residues mate with p-residues across both the hydrophobic and
the lateral (coulombic) interfaces, such that the B-sheets are
offset from the horizontal axis.

Furthermore, we demonstrate that charge can influence the
structure of both the rippled dimer and the three-dimensional
lattice. A key difference between the cationic system, VVGGVV-
NH,:vvggvv-NH,, and the zwitterionic XVGGVV:xvggvv systems,
is the hydrogen bonding between the individual strands of the
rippled dimer; in VVGGVV-NH,:vvggvv-NH, the hexapeptide
strands form an out-of-register sheet resulting in only tight
dimers between strands (Fig. 5B) as opposed to the tight/loose
dimer arrangement observed in the in-register sheets formed
by VVGGVV:vwvggvv (Fig. 1B), QVGGVV:qvggvv (Fig. 2B) and
MVGGVV:mvggwv (Fig. S31). An out-of-register rippled B-sheet

Chem. Sci., 2025, 16, 5907-5917 | 5913
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Fig. 8 X-ray crystal structure of the self-rippling cyclic B-sheet formed by the cyclic peptide FKFGGfefgg in a mixture of dimethylsulfoxide
(DMSO) and water. (A) A view down the sheet hydrogen-bonding direction reveals rippling of the sheet. L-Peptides are shown in green; p-
peptides are shown in purple. (B) A view of the sheet face revealing intra and intermolecular hydrogen bonding. All backbone amides are involved
in stabilizing the pleated sheet except for the glycine residues. (C) Crystal packing viewed along the H-bonding direction shows that the rippled
sheets are connected by hydrogen-bonding between K3 and E8 residues. The unit cell is outlined. (D) Gaps in the packing are filled by water

(yellow color) and DMSO molecules (orange color).

was also observed in the crystal structure of the previously re-
ported cationic peptide KLVFFA:klvffa.'*

An additional distinguishing feature of VWVGGVV-NH,:vvggvv-
NH, rippled dimer is the conformation of the backbone. The ¢
angles in the cationic system vary substantially from those
observed in neutral XVGGVV:xvggvv systems, resulting in
a more extended backbone conformation at the G3 and G4
residues. Consequently, the V2 and V5 sidechains lie on oppo-
site sides of the B-sheet as opposed to the same side as in the
XVGGVV:xvggvv systems.

The three-dimensional lattice in VVGGVV-NH,:vvggvv-NH,
also differs from that observed in other XVGGVV:xvggvv
systems. The sheets pack in a staggered pattern as opposed to
the face-to-face arrangements seen in VVGGVV:vvggw,
QVGGVV:qvgggvv and MVGGVV:mvggvv-HFIP, respectively and
the face-to-edge arrangements observed in MVGGVV:mvggvv-
PFPA (Fig. S4t). The staggered pattern and binding of PFPA
anions to the N-termini of individual peptide strands results in
a more open lattice than observed in other XVGGVV:xvggvv type
structures.

Further structural variation was observed upon analysis of
the crystal structure of the single-component system VVGGvv-

5914 | Chem. Sci,, 2025, 16, 5907-5917

NH,. In comparison to the racemic XVGGVV:xvggwv type struc-
tures, the backbone of VVGGvv-NH, is more extended with both
G4 ¢ and v angles approaching 180° (Fig. S5t). The three-
dimensional lattice is also distinctive, with rippled sheets
mating at alternating angles of +45° and —45°.

It is important to note that in three of the linear rippled B-
sheet systems the two and three-dimensional lattices formed by
each system are distinct, despite being composed of the same
amino acid sequence. In addition to charge and chirality, the
diglycine bridge is a contributing element, adopting a range of
angles which influence the structure of both the rippled dimer
and the three-dimensional lattice.

Computational analysis of the VVGGvvgg cyclic octapeptide

We were surprised to discover that the cyclic octapeptide
VVGGvvgg formed pleated B-sheets rather than rippled B-sheets
despite the sequence similarity with the “self-rippling” linear
system VVGGvv. These observations are consistent with a recent
solution state NMR study that shows that certain cyclic peptides
favor pleated B-sheets over rippled B-sheets.” The self-sorting
behavior of cyclic VVGGvvgg offered us an opportunity to
expand our theoretical understanding of the rippled B-sheet

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Pleated parallel B-sheet
E., = 0.00 kJ/mol/nm?

rel

Pleated antiparallel B-sheet
E. = 172.20 kJ/mol/nm?

Rippled parallel B-sheet
E., = 151.44 kJ/mol/nm?

Rippled antiparallel B-sheet
E . = 89.94 kJ/mol/nm?

Fig.9 The DFT-optimized structures and cohesive energy density of the four systems of cyclic VVGGvvgg, (A) pleated parallel B-sheet (B) rippled
parallel B-sheet (C) pleated antiparallel B-sheet, and (D) rippled antiparallel B-sheet configuration. The yellow solid lines represent the H-bonds
formed on the side of the backbone, while the yellow dashed lines indicate the H-bond that should have formed on the side of the backbone.

motif.** We used molecular modelling to compare the cohesive
energy differences of the experimentally observed pleated
arrangement with the hypothetical alternatives: anti-parallel
pleated, anti-parallel rippled and parallel rippled.

Our results show that the experimentally observed pleated
parallel system is the most thermodynamically stable system
(Fig. 9). This stability can be attributed to the centrosymmetric
arrangement of the cycle, which facilitates H-bond interactions
between the sides of the backbone, as indicated by the yellow
arrows in Fig. 9. The H-bond interactions between the back-
bones of the cyclic peptide play a crucial role in stabilizing and
maintaining B-sheet structure. Interestingly, the rippled anti-
parallel system is more thermodynamically stable than the
rippled parallel and pleated antiparallel systems. The rippled
antiparallel system also features a centrosymmetric arrange-
ment which facilitates hydrogen bonding and allows it to retain
its initial structure. The centrosymmetric arrangement is lack-
ing in both the rippled parallel and pleated antiparallel systems,
contributing to their lower thermodynamic stability.

© 2025 The Author(s). Published by the Royal Society of Chemistry

Comparing the lattice parameters from X-ray crystallography
with the DFT-optimized cells, the pleated parallel and rippled
antiparallel systems show a maximum error of 1.27% and
2.71%, respectively, indicating that the structures are well
described (Table S1t). The rippled parallel and pleated anti-
parallel systems not observed by crystallography, however,
exhibit volume increases of 13.9% and 14.4%, respectively, as
the structures shift to increase the number of H-bonds from 0 to
4 between backbones, leading to the disruption of the unit cell
(Table 1).

Ring size vs. charge as determinants in cyclic systems

Crystallization of the cyclic octapeptides VVGGvvgg and racemic
VVGGVVGG/vvggvvgg unexpectedly resulted in the formation of
pleated B-sheets whereas the cyclic decapeptide FKFGGfefgg
formed a rippled B-sheets. Based on these observations, our
hypothesis is that ring size is a determinant in whether cyclic
peptides prefer pleated or rippled B-sheets; cyclic octapeptides
favor pleated sheets whereas decapeptides favor rippled sheets.

Chem. Sci., 2025, 16, 5907-5917 | 5915
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Table1 Lattice parameters obtained from X-ray crystallography and DFT-optimized cells, for four different conformations of cyclic VVGGvvgg:
pleated parallel, rippled parallel, pleated antiparallel, and rippled antiparallel

Pleated parallel

Rippled parallel

Pleated antiparallel Rippled antiparallel

X-ray crystallography DFT Error (%) DFT Error (%) DFT Error (%) DFT Error (%)
a (A) 17.59 17.62 0.14 17.08 2.89 17.94 1.98 17.88 1.63
b (A] 10.36 10.23 1.27 10.10 2.53 10.01 3.35 10.08 2.71
c (A) 9.66 9.70 0.37 10.45 8.17 10.54 9.10 9.85 1.98
a(9) 98.28 98.43 0.15 99.15 0.88 85.90 12.60 99.73 1.48
B(°) 95.07 94.45 0.65 81.89 13.87 108.77 14.41 97.06 2.10
v (9) 100.37 99.83 0.54 101.39 1.01 98.59 1.77 101.52 1.15

The role of charge, however, cannot be discounted as cyclic
FKFGGfefgg is intrinsically locked into a rippled B-sheet.

Future studies focused on systematically varying the residues
in both ring systems will further our understanding of the
respective roles of ring size and charge in determining whether
a cyclic peptide forms a pleated or rippled B-sheet.

Conclusions

Herein, we presented the atomic resolution structures of eight
distinct peptide systems. Six of the systems assemble into
rippled B-sheets while two of the systems self-sort into pleated
B-sheets. We demonstrate that both cyclic and linear rippled p-
sheets can be formed from single-component systems
composed of joined segments of L and D chirality. In the linear
systems, small modifications such as single-amino acid
substitutions or variations in charge or chirality lead to signif-
icant structural changes in both the rippled dimer and the
three-dimensional lattice. In two of the cyclic systems, prefer-
ential self-sorting into pleated B-sheets is observed. To help
understand these preferences, we applied molecular dynamics
(MD) to predict chiral selection. Our theoretical findings are in
good agreement with the experimental results. Our findings
expand both the types of fibril architectures formed by rippled
B-sheets and the classes of peptides capable of forming rippled
B-sheets, thereby reinforcing the generality of the rippled p-
sheet. Moreover, combining experiment with theory provides
a foundation for understanding how to design self-rippling
systems to control chiral selection at the molecular level.
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