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Insulin fibrillation is a problem for diabetic patients that can occur during storage and transport, as well as
at the subcutaneous injection site, with loss of bioactivity, inflammation, and various adverse effects.
Tripeptides are ideal additives to stabilise insulin formulations, thanks to their low cost of production and
inherent cytocompatibility. In this work, we analysed the ability of eight tripeptide stereocisomers to inhibit
the fibrillation of human insulin in vitro. The sequences contain proline as p-breaker and Phe—Phe as
binding motif for the amyloid-prone aromatic triplet found in insulin. Experimental data based on spec-
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troscopy, fluorescence, microscopy, and calorimetric techniques reveal that one stereoisomer is a more
effective inhibitor than the others, and cell live/dead assays confirmed its high cytocompatibility.
Importantly, in silico data revealed the key regions of insulin engaged in the interaction with this tripep-
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Introduction

The pathological fibrillation of amyloids is an unsolved chal-
lenge in medicine. At least 50 proteins or peptides have been
found to aggregate into amyloid structures with various
adverse effects on human health. The most widely known amy-
loidoses are linked to neurodegenerative processes, such as
the Alzheimer’s, Huntington’s, and Parkinson’s diseases."
However, many more exist, and amyloids’ new roles are con-
tinuously being found, for instance affecting the heart,” the
kidney,’ or the gut.*

The tendency of these proteins or peptides to fibrillate is
not directly associated to their primary amino acidic sequence,
as it is a general feature of a wide number of polypeptides
under appropriate conditions.””® However, those polypeptides
normally share common physico-chemical properties, such as
high hydrophobicity with low net charge, and high propensity
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tide, rationalising the molecular mechanism behind insulin fibril formation reduction.

to convert from an a-helix towards a f-sheet. Amyloid aggrega-
tion typically involves protein unfolding or re-folding into a
non-functional form, which then can stack to give rise to the
cross-p hallmark found in fibrils.'® In fact, in neurodegenera-
tive diseases, soluble oligomers demonstrated higher toxicity
than mature fibrils, showing the importance to tackle the early
stages of aggregation.'™'* As a result of fibrillation, physiologi-
cal disfunctions occur that can lead to a cascade of adverse
effects, especially when the protein or peptide is a hormone or
it is involved in its transport.'*™*°

In particular, insulin fibrillation can cause cytotoxicity and
inflammation,'” which can be exacerbated by its ability to
promote fibrillation of other proteins, such as amylin.'®
Besides, an increased risk of developing neurodegenerative
syndromes has been linked to insulin dysfunction.” Insulin
fibrillation is a problem of particular relevance for diabetic
patients. It can occur at the site of subcutaneous injection, or
during transport and storage, being promoted by several
factors, such as agitation, high ionic strength, high concen-
tration, and low pH.*® Therefore, there is large scope for the
identification of simple biomolecules that could serve as func-
tional additives to stabilise insulin formulations. Several pep-
tides have been studied for their ability to inhibit insulin fibril-
lation, with their design being typically based on insulin-
binding sequences, for instance those found in the insulin
receptor or in insulin itself.**

In this regard, peptides as short as two-to-three amino
acids are particularly advantageous for their low-cost of pro-
duction and generally high cytocompatibility, as demonstrated
by their wide use in supplements, nutraceuticals, and medic-

Nanoscale, 2024, 16, 11081-11089 | 11081


http://rsc.li/nanoscale
http://orcid.org/0000-0003-4303-8407
http://orcid.org/0000-0002-9403-8274
http://orcid.org/0000-0001-6854-482X
http://orcid.org/0000-0002-6888-7635
http://orcid.org/0000-0003-1357-8074
http://orcid.org/0000-0003-4013-8867
http://orcid.org/0000-0003-0482-849X
http://orcid.org/0000-0001-6089-3873
https://doi.org/10.1039/d4nr00693c
https://doi.org/10.1039/d4nr00693c
http://crossmark.crossref.org/dialog/?doi=10.1039/d4nr00693c&domain=pdf&date_stamp=2024-06-10
http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d4nr00693c
https://pubs.rsc.org/en/journals/journal/NR
https://pubs.rsc.org/en/journals/journal/NR?issueid=NR016023

Open Access Article. Published on 06 May 2024. Downloaded on 3/15/2026 4:33:06 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

inal products.>® The di- and tri-peptides used to inhibit
insulin fibrillation were based on the Phe-Phe motif,?* which
has a strong tendency to fibrillate and is found in insulin
itself,>* coupled with a ferrocenyl unit (Fc).>>*° Best results
were obtained with the tripeptides Fc-Phe-Phe-Phe and Fc-
Phe-Phe-Tyr, which can be rationalised with the finding that
tripeptides have the ideal number of non-hydrogen atoms for
maximal efficacy of binding with receptors, hence for bioactiv-
ity.>” However, in those studies the effect of amino acid stereo-
configuration was not evaluated. Recently, we reported the
detailed investigation of the supramolecular behaviour of the
complete series of Pro-Phe-Phe stereoisomers, which contain
proline as p-breaker and Phe-Phe as anchoring unit to inhibit
amyloid fibrillation.?® In particular, 1-Pro-p-Phe-1-Phe revealed
to be the most effective inhibitor in vitro, with excellent cyto-
compatibility and resistance against enzyme-mediated hydro-
lysis.?® Therefore, in this study, we focussed on insulin as a
target to assess whether their inhibitory activity can be
extended to other amyloids, and whether appropriate choice of
stereoconfiguration can enable target selectivity.

Results and discussion
Tripeptide series preparation

The eight Pro-Phe-Phe stereoisomers (Scheme 1) were pre-
pared by solid-phase peptide synthesis using Fmoc-protection
strategy and standard protocols, as previously reported.*® Their
purification by reverse-phase high-performance liquid chrom-
atography (RP-HPLC) led to pure peptides, as confirmed by
LC-MS analyses, 'H- and "*C-NMR data, which were in agree-
ment with the literature.*®

Insulin fibrillation inhibition

Insulin is a heterodimeric o-helical protein, which is com-
posed of two chains, A and B. At physiological pH, insulin is
in a stable, zinc-bound hexameric form (Fig. 1a), while the bio-
active monomer can undergo partial unfolding to expose
aggregation-prone hydrophobic surfaces (Fig. 1b).>° Among
these, the segment Leu-Val-Glu-Ala-Leu-Tyr-Leu (LVEALYL
in Fig. 1b) of chain B plays a key role in insulin fibrillation.
X-ray diffraction data revealed that it is central to the cross-f
spine of insulin fibrils, as two adjacent LVEALYL segments
interlock in a dry steric zipper, as a result of their conversion
from the native o-helical conformation into extended
B-strands.”® Another hydrophobic segment is the “aromatic
triplet” Phe-Phe-Tyr (FFY in Fig. 1b) that is found near the
C-terminus of chain B. This conserved motif creates an
extended apolar surface, and it can establish intermolecular
aromatic interactions with other triplets of insulin
molecules.”*

There are several protocols to reproduce in vitro insulin
fibrillation, which is not trivial and it is influenced by a
number of factors, such as temperature, agitation, ionic
strength and insulin concentration.*® Under physiological con-
ditions, insulin fibrillation in vitro can take several days, there-
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Scheme 1 The eight Pro—Phe—Phe stereocisomers synthesized and
studied as inhibitors of insulin fibrillation.

fore acidic conditions are typically used to conveniently reduce
the lag time.>>***'3* In particular, for this study we chose the
use of NaCl, strong agitation, 37 °C and a pH 1.6 that are ideal
experimental conditions to reduce variability amongst insulin
concentration values and reduce the fibrillation lag time.*”

Thioflavin-T fluorescence assay. Thioflavin-T (ThT) is a well-
known dye that is widely used as amyloid marker thanks to its
ability to bind to the surface of fibrils, thus yielding fluo-
rescence as a consequence of the impeded rotation of a chemi-
cal bond connecting its two aromatic core units.*® This assay
has been successfully applied to study the fibrillation of
insulin too, although experimental conditions can lead to
varying degrees of fluorescence, which is further affected by
insulin conformers’ differing ability to bind to ThT.*”

Indeed, initial attempts to quantitatively monitor the kine-
tics of fibrillation led to reproducibility issues especially over
the first hours, therefore we opted for 48 h end-points instead.
In this manner, it was possible to note that the most effective
inhibitor was the homochiral r-Pro-i-Phe-1-Phe, followed by
p-Pro-L-Phe-p-Phe and i-Pro-i-Phe-p-Phe stereoisomers
(Fig. 1c). Surprisingly, among the worst performers with negli-
gible inhibitory activity, there was r-Pro-p-Phe-1-Phe that was

This journal is © The Royal Society of Chemistry 2024
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Fig. 1 (a) Zinc-bound insulin hexamer with coordinating His residues
shown in ball and stick (PDB entry 3AlY). (b) insulin monomer (PBD entry
3140) showing the chains A (green) and B (orange) with the fibrillation-
prone aromatic triplet Phe®2—Phe®2°—Tyr®2¢ (FFY) and Leu®!-Vval®'?-
GluBB-Ala®* - LeuB>-TyrB%—euB (LVEALYL) shown in ball and stick.
(c) ThT assay for human insulin fibrillation inhibition in the presence of
the eight Pro—Phe—Phe stereoisomers.

previously found to be an effective inhibitor for amyloid f
fibrillation in vitro.?® This finding is important as it is a prom-
ising indication of the possibility to strategically choose amino
acid stereoconfiguration as a determinant for selectivity, thus
giving scope for further studies on these simple biomolecules
as therapeutics’ formulation additives.

Transmission electron microscopy (TEM). TEM is a comp-
lementary technique to spectroscopic methods to assess fibril-
lation. TEM analyses (Fig. 2) were then performed to monitor
the extent of insulin fibrillation in the absence (Fig. 2a) or in
the presence of each one of the most promising stereoisomers
(i.e., 111, D-L-D, L-L-D, Fig. 2b-d). TEM micrographs revealed
a markedly reduced density of insulin fibrils in the presence of
either one of the three tripeptides, with more pronounced
inhibition for the homochiral .-L-L (Fig. 2b). We also analysed
fibrils’ width, and the only significant difference (p < 0.01) was
found between the samples of insulin alone (median fibril dia-
meter of 4.5 nm) and those treated with r-Pro-i-Phe-i-Phe
(median fibril diameter of 3.4 nm), confirming this stereoi-
somer as the best inhibitor of the series, in agreement with
the ThT data.

Circular dichroism spectroscopy. Circular dichroism (CD)
spectroscopy was then used to investigate the effect of the
three most promising Pro-Phe-Phe stereoisomers on insulin

This journal is © The Royal Society of Chemistry 2024

View Article Online

Paper

fibril &

4.5 nm

counts

10 20
fibril @

mO

counts
(O8]
-%A
:
3

0 10 20
fibril @
4.6 nm

3

counts

m

nm O 10 0
fibril @

counts
»
' ~
3
3

nm 0 10 20

Fig. 2 TEM analyses of insulin fibrillation inhibition, showing TEM
micrographs at lower (left panels) and higher (middle panels) magnifi-
cation, and statistical distribution of fibrils" diameters with the reported
median value (right panels, n = 150 counts). (a) insulin alone; (b) insulin
+ PFF; (c) insulin + pFf; (d) insulin + PFf.

conformation (Fig. 3). Insulin alone (Fig. 3a) initially displayed
the typical o-helix signature, with the two characteristic nega-
tive minima at 209 and 224 nm. Over 48 hours, the CD signal
evolved to the characteristic spectrum of p-sheets with a posi-
tive maximum at 203 nm and a negative minimum at 226 nm.
Presence of an excess of the r-homochiral Pro-Phe-Phe
(2 molar equivalents relative to insulin) resulted in the com-
plete loss of the p-sheet minimum at the 226 nm (Fig. 3b), con-
firming the ThT assay data discussed above. Instead, presence
of either the 1-p-L or the L-1-p stereoisomers of Pro-Phe-Phe
led to the doubling of intensity of the negative f-sheet signal
at 226 nm. It is possible that interaction with either one of
these heterochiral tripeptides reduces fibrillation whilst stabi-
lising the p-sheet conformer of insulin, which is not the bio-
active form. Therefore, in light of these results, we investigated
further the inhibitory effect of the homochiral Pro-Phe-Phe.
Dose-response assay for Pro-Phe-Phe. The ThT assay was
then repeated with increasing amounts of the 1-homochiral tri-
peptide to quantify its inhibitory activity on insulin fibrillation
(Fig. 3c). The dose-response assay revealed a typical sigmoidal
trend, with an ICs, corresponding approximately to 1 molar

Nanoscale, 2024, 16, 1081-11089 | 11083
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Fig. 3 (a) CD spectra of insulin before (dotted line) and after 48 h of
fibrillation (solid line). (b) CD spectra of insulin fibrils treated with each
one of the three Pro—Phe—Phe inhibitors (L—L—L, orange; b—L-b blue;
L—L—D green) or untreated (black) after 48 h. (c) Dose—response ThT assay
with increasing concentrations of L-Pro—L-Phe-L-Phe. (d) DSC data of
insulin fibrils (black) and treated with L-Pro—L-Phe—L-Phe (orange).

equivalent of Pro-Phe-Phe relative to insulin, which in the case
of the test corresponded to 14 pM. An excess of inhibitor led
to a maximum reduction of fibrillation by approximately 75%,
in agreement with the ThT data shown in Fig. 1.

Differential scanning calorimetry (DSC). DSC analyses per-
formed on insulin fibrils revealed their typical high thermal
stability, with the endothermic peak at 84 °C (Tonset = 76 °C)
due to their denaturation, in agreement with the literature.*®3°
Absence of both exothermic signals associated with unfolding
and aggregation of insulin suggested that the polypeptide was
completely fibrillated after 48 hours. Presence of r-homochiral
Pro-Phe-Phe resulted in the disappearance of the endother-
mic peak, with the concomitant appearance of the character-
istic exothermic signal of native insulin monomers, with a
maximum at 47 °C.*>*' The exothermic signal is associated
with a volume expansion of the polypeptide as its tertiary con-
tacts are loosened to yield a “molten-globule” form.** Overall,
the calorimetric analysis confirmed the inhibitory effect of
1-Pro-1-Phe-1-Phe on insulin fibrillation.

UV resonance Raman spectroscopy (UVRR)

UVRR has been demonstrated to be a powerful tool for
probing amyloid fibril structures in proteins at all stages of
aggregation.”*™*® With respect to conventional visible Raman
technique, UV enhancement provides a significant increment
of the detection limit, being particularly useful for investi-
gating diluted samples. Additionally, the use of different exci-
tation wavelengths allows for a selective resonance enhance-
ment of specific portions in proteins. In particular, the use of
an excitation wavelength at 226 nm is convenient to probe the
aromatic signals of Phe and Tyr residues, thanks to the close
resonance of this excitation energy with their electronic
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transitions.?””*® The consequent strong enhancement of the
UV Raman cross-section of some vibrational modes attributed
to Phe and Tyr makes these signals the predominant ones in
the UVRR spectra, as confirmed by analysis of amino acid pre-
cursors devoid of the amide bond that is normally present in
visible Raman spectra.*®

The UVRR spectra showed that fibrillation markedly
reduced the Raman signals of Phe and Tyr at about 1610 cm ™"
and 1180 cm™" in insulin, which were partially restored in the
presence of r-Pro-i-Phe-i-Phe (Fig. 4a). This is evident by
looking at the difference spectra (DUVRR, Fig. 4b), which
clearly display the effect of PFF to partially inhibit the fibrilla-
tion of insulin. The decrease in the intensity of aromatic
bands in the DUVRR was observed during insulin
aggregation,****® suggesting that the local environment of
these amino acids is changed upon fibrillation. In particular,
the strong reduction of the Raman signal at 1610 cm™" could
indicate that Tyr residues are in a more hydrophobic environ-
ment than in the native protein.**

Instead, in the presence of the tripeptide, the signal inten-
sity is mostly, but not completely, restored, in agreement with
the ThT data. Therefore, UVRR data further supported the
bioactivity of the tripeptide in markedly reducing fibrillation
of insulin.

Insulin-tripeptide interactions

The interaction between insulin and r-homochiral Pro-Phe-
Phe (PFF) or 1-Pro-p-Phe-i-Phe (hereafter PfF) was studied by
means of all-atom MD simulations. Studies were performed at
pH 1.6, closer to the conditions of the experiments, and at
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Fig. 4 (a) Raman spectra of insulin in the native form (dotted black line)
and after 48 h of fibrillation (black line) either alone or in the presence
of L-Pro—L-Phe—-L-Phe (PFF, orange line). The spectra have been sub-
tracted by the spectral contribution of the solvent and solvent + PFF. (b)
Difference spectra [insulin 48 h — insulin 0 h] and [(insulin 48 h + PFF) —
insulin 0 h] highlighting that the local environment of Tyr residues
changes in the presence or absence of PFF.
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physiological pH (7.4). Each amino acid was assigned the most
likely protonation state at the corresponding pH values. In
both cases, one protein and ten peptides (1:10 ratio) were
simulated in 0.1 M NaCl water solution at room temperature
and pressure. At pH 1.6, MD simulations identified long-
lasting interactions formed by one or more homochiral pep-
tides with both the “aromatic triplet” FFY sequence located at
the insulin C-terminus and the hydrophobic LVEALYL
segment, which is notoriously prone to fibrillation. Examples
of molecular arrangements establishing these interactions are
reported in Fig. 5 (see also ESI, section S9f). In contrast, not
more than one single heterochiral PfF peptide was able to
establish stable interactions with the LVEALYL segment in
four independent MD simulations (Fig. 5 and ESI section S97).
In addition, the interactions between insulin and the homo-
chiral PFF peptides have a longer lifetime than those estab-
lished with the heterochiral PfF (see the captions of Fig. 5 and
ESI section S97). A similar situation is seen at pH 7.4, although
in this case also PfF establishes interactions with the FFY
motif, while the tripeptide-insulin interactions remain stron-
ger for homochiral PFF.

From the MD simulations, it is evident that both tripeptide
stereoisomers exploit multiple interaction patterns to bind
insulin (see ESI section S97). In most cases, tripeptide Phe resi-
dues interact directly with the sidechains of the hydrophobic

FFY triplet and LVEALYL stretch. However, in several

PFF

PfF

Fig. 5 Molecular interactions between the insulin monomer and PFF
(first row) or PfF (second row) stereoisomers. Reported are four
examples of highly sampled conformations at pH 1.6 (left column) and
pH 7.4 (right), taken from the MD simulations associated to the largest
density values calculated among all replicas for each system (form
upper-left to bottom-right: 16.8, 11.5, 6.4, and 9.1 respectively, see
Methods and ESI section S97). Insulin is coloured as in Fig. 1b, while
peptides are coloured by atomic element (C, O, N in green, red, and
blue respectively). Transparent and semi-transparent surfaces represent
isosurfaces corresponding respectively to density values 2 and 3 times
higher than the value of water at standard conditions.

This journal is © The Royal Society of Chemistry 2024
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dynamics, Pro is also involved in direct contacts with insulin,
and one case (i.e., PFF at pH 1.6, replica 4) there is a strong
interaction between the terminal carboxyl group and the
insulin backbone.

Overall, these results clearly indicate that regions of the
insulin polypeptide involved in the early stages of fibrillation
have a strong affinity to homochiral PFF, pointing to a clear
putative mechanism of inhibition. The lower inhibitory activity
of heterochiral PfF can be partly explained by the different

3

control

+1.0 mM PFF + 0.5 mM PFF + 0.2 mMPFF + 0.1 mM PFF

MTT assay .

b

100, I I
= L 1
= 80+
=
£ 60
540,
@ 20

oldead | alive [0.1mM|0.2mM
Fig. 6 (a) Microscopy images at low (10X, left panels) or high (40X,

right panels) magnification for the live (green)/dead (red) assay for
L-Pro-L-Phe-L-Phe on fibroblast cell culture. Scalebars = 100 pm (left
panels) and 20 pm (right panels). (b) MTT assay after 24 h exposure to
L-Pro—L-Phe—-L-Phe at various concentrations.
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affinity of this tripeptide towards the protein, although further
investigations are required to clearly identify all the molecular
determinants behind the peculiar behaviour of the homochiral
stereoisomer.

Cytocompatibility of Pro-Phe-Phe

Cytocompatibility of r-Pro-1-Phe-1-Phe was tested in vitro on
fibroblast cell culture with live/dead and metabolic assays
(Fig. 6). No significant difference between the untreated and
treated samples was found either in the number of cells, or in
their viability or morphology, for all the tested tripeptide con-
centrations up to 1 mM (Fig. 6a). Similarly, the metabolic MTT
assay showed insignificant differences in metabolic activity
between untreated and treated fibroblast cells, upon exposure
for 24 hours to r-Pro-i-Phe-1-Phe up to 0.5 mM. Metabolic
activity was reduced to 70% at the highest concentration of
1 mM, which is remarkably high (Fig. 6b). Overall, these data
indicate a promising profile for the tripeptide in terms of
cytocompatibility.

Experimental
Materials and methods

Recombinant human insulin produced in yeast (Roche) was
purchased from Merck. Fmoc-amino acids, 2-chlorotrityl resin,
and coupling agents were obtained from GL Biochem
(Shanghai) Ltd. All other reagents and solvents were acquired
at analytical grade from Merck. An in-line Millipore RiOs/
Origin system provided high-purity Milli-Q-water with resis-
tivity >18 MQ cm. "H-NMR and "*C-NMR spectra were recorded
on a Varian Innova at 400 MHz with chemical shift reported as
ppm (with tetramethylsilane as internal standard).

An Agilent 6120 LC-MS system was used for ESI-MS spectra.
Peptide synthesis, purification, and characterisation, as well as
DSC measurements, MTT and live/dead cell assays were
carried out as previously described.*®

ThT assay for insulin fibrillation inhibition

Eppendorf tubes were prepared containing a stock solution of
insulin at 172 pM (NaCl 0.1 M and HCI 25 mM, pH 1.6). For
the fibrillation inhibition test, insulin stock solutions were
transferred to another Eppendorf tube and diluted to 14.3 pM
(with NaCl 0.1 M and HCI 25 mM, pH 1.6, 351 pL), to which
8.6 pL of dimethylsulfoxide (DMSO) without or with the tripep-
tides were added (final concentration 286.6 pM) with a total
volume of 300 pL per sample. The tripeptide/insulin molar
ratio 20 : 1 was chosen for the initial screenings. Samples were
incubated in a thermoblock for the fibrillation process for
48 hours at 980 rpm and 37 °C. Fluorescence emission was
measured in triplicate on two independent experiments using
a TECAN Infinite M1000 PRO plate reader instrument, select-
ing an excitation wavelength of 446 nm and an emission wave-
length of 490 nm, with a bandwidth of 20 nm. All the samples
(50 pL) were added to the wells of Corning 96 flat- and trans-
parent-bottom black polystyrene plates. Thioflavin-T was dis-

11086 | Nanoscale, 2024, 16, 1081-11089

View Article Online

Nanoscale

solved separately in a 50 mM glycine-NaOH buffer at pH 6.5
and filtered (0.2 pm). The concentration of Thioflavin-T was
calculated with the absorbance measurement (e = 36 000 cm™,
Abs = 0.7, ~21 pM). 150 pl of ThT solution were added on top
of samples in the 96-well plate. After 15 minutes, fluorescence
was recorded using the parameters indicated above. Average
values and standard deviations (n = 6) are plotted. For the
dose-response assay, the same procedure was applied using

different concentrations of Pro-Phe-Phe.

Transmission electron microscopy (TEM)

Solutions of insulin at 172 pM (NaCl 0.1 M and HCI 25 mM,
pH 1.6) with or without the tripeptides (1.7 mM) were prepared
in Eppendorf tubes and incubated in a thermoblock at 980
rpm and 37 °C for 48 hours. Copper-lacey carbon film grids
were exposed under UV in a UV-Ozone cleaner (UV-Ozone
Procleaner Plus) for 5 minutes to increase their surface hydro-
philicity. Samples were then immediately deposited on the
grids, dried at room temperature and stained with uranyl
acetate. TEM micrographs were acquired on a Jeol JEM 2100
instrument at 100 kV. Fibril diameters were measured using
Image].

Circular dichroism

Solutions of insulin at 172 uM (NaCl 0.1 M and HCI 25 mM,
pH 1.6) without or with the tripeptides (344 uM), were pre-
pared in Eppendorf tubes. Samples were incubated in a ther-
moblock at 980 rpm and 37 °C for 48 hours. Samples were
then transferred into 0.1 mm quartz cuvettes and measured in
a Jasco J815 spectropolarimeter, with one accumulation, D.LT.
2 s, bandwidth of 1 nm, data pitch 0.5 nm, scanrate 50 nm
min~" and a range of wavelength from 200 to 300 nm. Spectra
were averaged (n = 10) and plotted.

UV resonance Raman spectroscopy (UVRR)

UVRR spectra were collected on the BL10.2-IUVS beamline of
Elettra Synchrotron Trieste (Italy)*® using an excitation wave-
length at 226 nm provided by the synchrotron radiation (SR).
The excitation energy was set by regulating the undulator gap
aperture and monochromatizing the incoming SR light with a
Czerny-Turner monochromator (Acton SP2750, Princeton
Instruments, Acton, MA, USA) equipped with a holographic
grating with 3600 groves per mm. All UVRR spectra were
recorded in back-scattered geometry by using a single pass of a
Czerny-Turner  spectrometer (Trivista 557, Princeton
Instruments, 750 mm of focal length) equipped with a holo-
graphic grating at 1800 grooves per mm. The spectral resolu-
tion was set at 1.6 cm ' per pixel. The calibration of the
spectrometer was standardized using cyclohexane (spectro-
scopic grade, Sigma Aldrich). Any possible photodamage effect
due to prolonged exposure of the sample to UV radiation (the
maximum beam power measured on the sample was tens of
uW) was avoided by continuously spinning the sample cell
during measurements. All samples were freshly dissolved in
buffer for assembly and placed in quartz cuvettes for UVRR
measurements. The temperature was set at 298 K. Samples

This journal is © The Royal Society of Chemistry 2024
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were prepared as described above, with insulin at 172 pM
(NaCl 0.1 mM, HCI 25 mM, pH 1.6) at time 0 (native form) and
after fibrillation at 37 °C and 980 rpm for 48 hours without or
with 1-Pro--Phe-i-Phe (1.7 mM). Peptide controls did not
contain insulin.

Molecular modelling

All-atom MD simulations and analyses were performed with
the AMBER20 and AmberTools21 software packages.’® The
structure of insulin was taken from the PDB databank (PDB
entry 3140,°" while the conformation of PFF was generated
using the sequence command of the tleap module and further
optimising the structure. The conformation of PfF was gener-
ated from that of PFF by inverting the chirality if the central
amino acid using VMD1.9.3°* and further optimising the struc-
ture with tleap. Next, 10 peptides were randomly placed
around the protein and the system was solvated with 0.1 M
NaCl water solution (OPC model for water). Two conditions,
corresponding to the most likely protonation state of each
amino acid at pH 1.6 and 7.4, were used to mimic experi-
mental and physiological conditions. In the first case, both
Asp and Glu sidechain carboxyl group were protonated at one
oxygen, and the His were also protonated on both nitrogens.
Finally, all C-termini (protein and tripeptides) were
protonated.

The ff19SB force field was used for the peptides and the
proteins.”® All the simulations were performed as follows.
First, three consecutive restrained structural optimizations (up
to 25000 steps) were performed in the presence of harmonic
restraints (k = 1 kcal mol™ A™") applied to: (a) all non-
hydrogenous atoms of the system; (b) backbone atoms; (c) C,
atoms. Reference structures at steps (b) and (c) were the final
ones from the previous step. Next, up to 50000 cycles of
unrestrained optimization were performed. Each system was
then heated to 298.15 K in 1 ns via constant-pressure-tempera-
ture (NTP) MD simulations (using the isotropic Berendsen
barostat and the Langevin thermostat) followed by an equili-
bration phase of 10 ns. Starting from the equilibrated struc-
ture, four MD simulation replicas, each of 0.5 ps in length,
were performed for each system using a time step of 2 fs.
Periodic boundary conditions were employed, and electrostatic
interactions were estimated using the Particle Mesh Ewald
scheme with a cutoff of 9.0 A for the short-range evaluation in
direct space and for Lennard-Jones interactions (with a conti-
nuum model correction for energy and pressure).

Spatial density of the tripeptides around insulin were calcu-
lated over the production trajectory with the grid command of
the cpptraj tool of AMBER20, using a spacing of 0.5 A in each
direction. Figures were prepared with VMD1.9.3.%*

Conclusions

In conclusion, this work analysed the complete stereoisomer
series of eight Pro-Phe-Phe tripeptides as inhibitors for
human insulin fibrillation. The t-homochiral compound was
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the best inhibitor leading to a reduction of fibrillation in vitro
by 75% when an excess peptide was used, and inhibiting 50%
of the fibrillation when 1 molar equivalent relative to insulin
was present. The inhibitory activity was confirmed by a series
of spectroscopic, microscopic, and calorimetric techniques,
and lack of cytotoxicity was evident with live/dead assays on
fibroblast cells in vitro, confirming the potential for this com-
pound as additive to stabilise insulin formulations. In silico
data confirmed that the design, which was based on the com-
bination of Pro as a f-breaker, and Phe-Phe as a binding motif
for the “aromatic triplet” at the insulin C-terminus was suc-
cessful. Importantly, another key interaction was found with
the hydrophobic LVEALYL segment, which is notoriously
prone to fibrillation. Considering the high potential for such
low-cost and biocompatible short peptides as additives for
therapeutic formulations,>® this work paves the way to further
developments in this exciting research area.
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