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Racemic peptide assembly boosts biocatalysis†
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Racemic assembly of minimalistic heterochiral tripeptides boosts

their biocatalytic activity for ester hydrolysis. The amino acidic

sequences are bioinspired and feature histidine (His) as a catalyti-

cally active residue, and the diphenylalanine (Phe-Phe) motif to

drive self-assembly into anisotropic nanostructures that gel. This

study thus provides key insights for the design of green biocata-

lysts with improved activity.

The pressure that our society is facing to implement the tran-
sition towards greener processes is well-known. In particular,
biocatalysis,1 together with organocatalysis2 and photocataly-
sis,3 is an attractive approach to make chemical transform-
ations greener and more efficient. To this end, enzymes have
been largely used and, in particular, hydrolases have entered a
wide variety of industrial processes and even many consumer
products.4 However, not many of them come at the low cost
and with the robustness required for industrial use on a large
scale. It is thus not surprising that minimalistic approaches
that use short peptides for their mimicry have gathered
momentum. These building blocks are economical and easy to
make, and they withstand a large variety of physico-chemical
conditions.5 Furthermore, a key advantage is the possibility to
encode the biocatalytic activity in their supramolecular assem-
blies that create hydrophobic pockets similarly to enzymes.6–8

In this manner, smart catalysts can be switched on/off with
assembly/disassembly, thus opening the way to exciting
avenues, such as the mimicry of biochemical pathways9 or the
ad-hoc control over products’ formation, for instance for the
design of out-of-equilibrium systems10 or to trigger reaction
cascades for targeted therapy.11

In particular, the amino acid histidine (His) plays a key role
in a large variety of enzymatic catalytic sites, and it is widely
studied as a building block for functional assemblies.12

Furthermore, His plays crucial roles in interfacing bio-
molecules with inorganic components towards the generation
of complex bioinspired functional structures, thus its deriva-
tives could find further applications that go well beyond cataly-
sis.13 A few examples have been reported of ultrashort peptides
bearing His that are capable of hydrolase mimicry when self-
assembled at neutral pH, such as cyclo (His-Phe),14 Fmoc-Phe-
Phe-His-NH2 and Fmoc-Phe-Phe-Arg-NH2,

15 and ferrocenyl-
Phe-Phe-His.16 The introduction of D-amino acids can confer
further advantages, such as increased resistance against enzy-
matic degradation. For this reason, we designed L-His-D-Phe-D-
Phe that is catalytic only in its assembled state.17 Subsequent
studies demonstrated that C-terminal amidation enables a
five-fold improvement in catalytic activity under analogous
conditions.18 Conversely, other modifications, such as
N-acetylation or peptide elongation to include Ser to serve as
nucleophile, resulted in detrimental effects in catalytic per-
formance and/or gelation ability, thus demonstrating that the
design of such minimalistic supramolecular catalysts is not
trivial.18,19

In light of these results, we selected the best-performing
catalytic gelator identified from our previous research endea-
vours, i.e. L-His-D-Phe-D-Phe-NH2 (Hff ), and studied its equi-
molar co-assembly with its enantiomer, D-His-L-Phe-L-Phe-NH2

(hFF) (Fig. 1A), as a different strategy to further improve cata-
lytic activity. We took inspiration from studies led by
Schneider that reported racemic peptide assemblies with
synergistic assembling behaviour leading to more rigid hydro-
gels, relative to each enantiomer alone.20 Subsequently, the
same group demonstrated the molecular basis for such an
effect, revealing that the two enantiomers were alternating in
the co-assembled rippled β-sheet,21 which is a structure that
was predicted by Pauling and Corey in 1953.22 The racemic co-
assembly is held together by hydrogen bonds within the sheet,
thus, creating nested hydrophobic interactions between enan-
tiomers in the dry fibrils’ interior that do not occur in the case
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of enantiopure assemblies. We reasoned that the maximiza-
tion of such hydrophobic regions could enhance hydrophobic
substrate binding for catalysis.

The two enantiomers were synthesised, purified by HPLC,
freeze-dried, and their identity and purity were confirmed by
1H- and 13C-NMR, and ESI-MS spectra (ESI, S1–S4†). Their cir-
cular dichroism (CD) spectra (Fig. 1B) were mirror-imaged,
while their equimolar mixture was featureless, as expected.
The CD signatures were reminiscent of those of other hetero-
chiral tripeptides forming amphipathic β-sheets upon assem-
bly, and characterised by two main peaks at 200 and 220 nm.23

Upon assembly conditions at higher concentrations, the CD
spectra could be acquired only above 215 nm due to scattering,
and maintained the same features (ESI, Section S5†). Fourier-
transformed infrared spectra (FT-IR, Fig. 1C) revealed the
typical signals of β-sheets in the amide I and II regions, at
1632 and 1542 cm−1, respectively. Microscopy analyses were
also performed. Atomic force microscopy (AFM) and scanning
electron microscopy (SEM) images revealed anisotropic struc-
tures. No significant difference was found in the fibers’ width
across samples (Fig. 2, bottom), corresponding to a median of
105 ± 18 nm for hFF, 104 ± 17 nm for Hff, and 107 ± 18 nm for
the racemic mixture (n = 100 counts).

Oscillatory rheology was then used to assess the viscoelastic
properties of the hydrogels (Fig. 3). The two enantiomers dis-
played similar behaviour. Time sweeps revealed immediate
gelation and an increasing elastic modulus (G′) over one hour
until 34.3 ± 5.0 kPa for hFF, and 34.9 ± 3.4 kPa for Hff. By con-

trast, the racemic mixture displayed a 15 min lag time, with G′
reaching a plateau after ∼3 h. Remarkably, G′ of the racemic
mixture reached 592 ± 45 kPa, corresponding to a ∼17-fold
increase relative to each enantiomer alone. Furthermore, stress
sweeps demonstrated that the racemic gel displayed also
enhanced resistance against applied stress, with gel-to-sol tran-
sition occurring above 300 Pa, in contrast with each enantio-
mer whose moduli dropped at 70 Pa. Overall, the enhancement
in the viscoelastic properties was consistent with the expected
behaviour for the co-assembled rippled β-sheet.17 Single-
crystal X-ray diffraction is the technique of choice to confirm
the enantiomeric peptide alternation in the stacks,24 but
unfortunately all our attempts to crystallize Hff, hFF, or their
racemic mixture were unsuccessful.

Finally, we tested the assemblies for catalytic hydrolysis of
p-nitrophenyl acetate (pNPA) as a chromogenic substrate
(Fig. 4A).25 The parent compound Hff-COOH was reported to
display a kobs = 3.5 × 10−4 s−1 when tested in the form of fibrils
(25 mM) with 0.2 mM pNPA.17 C-terminally amidated Hff per-
formed similarly, also at two-fold concentration to yield a
hydrogel (i.e., kobs = 3.6 × 10−4 s−1).18 In this work, when tested
with 1 mM pNPA, both Hff and hFF fibrils (25 mM) displayed
a kobs = 4.5 × 10−4 s−1. Remarkably, the racemic mixture with

Fig. 1 (A) Chemical structures of the two enantiomers Hff (left) and hFF
(right). (B) Circular dichroism (CD) spectra of Hff, hFF, and their racemic
mixture at 1 mM. (C) FT-IR spectra of the amide region of Hff, hFF, and
their racemic mixture.

Fig. 2 AFM (left) and SEM (right) images of the peptide fibers and their
width determined by AFM profiles (bottom left) and size distribution
from SEM analyses (bottom right).
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the same peptide total concentration (i.e. = 25 mM obtained
from 12.5 mM of each enantiomer) showed a further improve-
ment by over 50% corresponding to a kobs = 7.0 × 10−4 s−1. To
the best of our knowledge, this is the first report of a self-
assembled catalyst whereby the racemic mixture displays
improved catalysis relative to each enantiomer alone, which
suggests the presence of organized co-assembled peptide
fibrils, in agreement with spectroscopic and microscopic data
that are compatible with the presence of rippled β-sheets. The
presence of more hydrophobic pockets in the co-assembled
catalyst that could favor substrate binding, and lead to
enhanced catalysis, was then verified by fluorescence measure-
ments using 8-anilinonaphthalene-1-sulfonate ammonium salt
(ANS). The use of this fluorofore is well-established to monitor
the formation of hydrophobic environments, such as those
arising upon peptide self-assembly.26,27 In particular, ANS
fluorescence undergoes a blue-shift and increase in intensity
when it is located in more hydrophobic environments,28 and
this was also our case, as shown in Fig. 4D. ANS alone dis-
played a mild fluorescence with a broad peak centred at
475 nm in the 450–500 nm range. A blueshift to 455 nm
occurred when ANS was embedded in peptide assemblies, and
fluorescence intensity increased 2-fold and 3-fold, in case of
enantiopure and racemic assemblies, respectively. We inferred
the presence of more hydrophobic pockets in the latter, as

expected for rippled β-sheets. This hypothesis was confirmed
by minimalistic molecular models (Fig. 4E), which revealed a
hydrophobic crevice lined by the Phe rings only in the racemic
assembly.

In conclusion, this proof of concept work describes the
spectroscopic, microscopic, and rheological behaviour of a
racemic mixture composed of a minimalistic tripeptide
sequence that bears His for hydrolase mimicry,6,29,30 and Phe-
Phe31,32 as a self-assembling motif. All the data support the
formation of a rippled β-sheet, which was already described as
a useful type of assembly for racemic tripeptides,24 as well as
longer peptides to yield supramolecular hydrogels with

Fig. 3 Oscillatory rheology analysis of the hydrogels formed by each
enantiomer (hFF, green, top and Hff, orange, middle) and by their
racemic mixture (rac., black, bottom). Time sweeps are shown on the
left, and stress sweeps on the right.

Fig. 4 (A) Reaction scheme for p-nitrophenyl acetate (pNPA) hydrolysis
catalysed by peptide fibrils to yield yellow p-nitrophenol (pNP). (B) Initial
reaction rate in the presence of fibrils of hFF, Hff, or their racemic
mixture (rac.). (C) Scheme of the proposed assemblies of enantiopure
stacks for hFF or Hff, and of alternating enantiomers for the racemic
mixture. (D) Fluorescence emission of ANS in Hff and racemic (rac.)
peptide fibers, and in solution. (E) Molecular models of the sheets
formed by hFF and rac. reveal the presence of evident hydrophobic
pockets for the latter.
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increased stiffness.16 Importantly, this is the first work that
proposes the use of racemic minimalistic tripeptide co-assem-
blies for enhanced biocatalysis, thus opening the way to the
use of this approach to develop green catalysts. Given that
peptide catalysts’ optimization based on expert-knowledge-
guided discovery is not trivial, we anticipate that integration
with machine-learning approaches will be key to speed up
advances in the field.33,34 The vast progress in peptide model-
ling methods,35 with the concomitant generation of curated
datasets for catalytic peptides36 are important steps ahead to
enable rapid developments. Indeed, combination of in silico
and experimental approaches is already being successful to
shed new light on the structure–activity relationship of cata-
lytic amyloids,37 and looks promising to unveil key mechanis-
tic details to unlock their full potential in various applications.
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