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Sialidases, or neuraminidases, are involved in several human disorders such as
neurodegenerative, infectious and cardiovascular diseases, and cancers. Accumulative
data have shown that inhibition of neuraminidases, such as NEU1 sialidase, may be a
promising pharmacological target, and selective inhibitors of NEU1 are therefore needed
to better understand the biological functions of this sialidase. In the present study,
we designed interfering peptides (IntPep) that target a transmembrane dimerization
interface previously identified in human NEU1 that controls its membrane dimerization
and sialidase activity. Two complementary strategies were used to deliver the IntPep
into cells, either flanked to a TAT sequence or non-tagged for solubilization in detergent
micelles. Combined with molecular dynamics simulations and heteronuclear nuclear
magnetic resonance (NMR) studies in membrane-mimicking environments, our results
show that these IntPep are able to interact with the dimerization interface of human
NEU1, to disrupt membrane NEU1 dimerization and to strongly decrease its sialidase
activity at the plasma membrane. In conclusion, we report here new selective inhibitors
of human NEU1 of strong interest to elucidate the biological functions of this sialidase.

Keywords: neuraminidase-1, sialidase activity, transmembrane domain, membrane protein dimerization,
interfering peptides

Abbreviations: DANA, N-acetyl-2,3-dehydro-2-deoxyneuraminic acid; DPC, dodecylphosphocholine; EBP, elastin-binding
protein; ERC, elastin receptor complex; FITC, fluorescein isothiocyanate; GPIba, glycoprotein Iba; IGF-1, insulin-like growth
factor-1; IntPep, interfering peptide; mNEU1, membrane NEU1; LDS, lithium dodecyl sulfate; mutIntPep, mutant interfering
peptide; Myd88, myeloid differentiation primary response 88; NEU, neuraminidase; PDGE, platelet-derived growth factor;
POPC, 1-palmitoyl-2-oleoyl-phosphatidylcholine; PPCA, protective protein/cathepsin A; PepR, recombinant peptide; TAT,
transactivator of transcription; TM, transmembrane; TLR4, toll like receptor 4 transmembrane; TMS, transmembrane
segment.
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INTRODUCTION

Sialidases, or neuraminidases, are glycosidases responsible for
the cleavage of terminal sialic acid residues from glycoproteins,
glycolipids, and oligosaccharides (Monti et al., 2010). These
enzymes are widely distributed among species and found in
viruses, protozoa, bacteria, fungi, and vertebrates (Giacopuzzi
et al., 2012). Four types of mammalian sialidases, encoded by
different genes, have been described with distinct substrate
specificity and subcellular localization: NEU1, NEU2,
NEU3, and NEU4 (Miyagi and Yamaguchi, 2012). Sialidases
have been involved in a wide range of human disorders,
including neurodegenerative disorders, cancers, infectious, and
cardiovascular diseases (Glanz et al., 2019).

Emerging data have demonstrated that NEU1, firstly identified
in lysosomes (Bonten et al., 1996), is also found at the plasma
membrane and regulates a myriad of membrane receptors by
desialylation resulting in either activation or inhibition of the
receptors (Hinek et al, 2008; Uemura et al, 2009; Amith
et al., 2010; Jayanth et al, 2010; Lillehoj et al., 2012; Blaise
et al,, 2013; Dridi et al., 2013; Lee et al., 2014; Kawecki et al.,
2019). At the plasma membrane, NEU1 also associates with
the elastin-binding protein (EBP) and the carboxypeptidase
protective protein/cathepsin A (PPCA) forming the elastin
receptor complex (ERC). NEUL1 is required for elastogenesis
and signal transduction through this receptor (Hinek et al.,
2006; Duca et al, 2007; Rusciani et al., 2010) and for the
biological effects mediated by the elastin-derived peptides on
atherosclerosis (Gayral et al, 2014; Kawecki et al, 2019),
thrombosis (Kawecki et al., 2014), insulin resistance (Blaise
et al., 2013) and non-alcoholic steatohepatitis (Romier et al.,
2018). Finally, recent findings have also highlighted a critical
role of NEU1 in immune thrombocytopenia induced by anti-
GPIba autoantibodies by a mechanism involving Fc-independent
platelet activation, NEU1 translocation to the plasma membrane,
desialylation, and platelet clearance in the liver via hepatocyte
Ashwell-Morell receptors (Li et al, 2015). Together, these
recent findings make NEUI a pharmacological target of
high potential and inhibitors of human NEUI are therefore
urgently needed.

There are still no commercially available inhibitors that are
selective for NEUI, especially due to the lack of structural
information for NEU1. Human NEUs are assumed to share
a common P-propeller structure organized in six blades with
highly conserved motifs implicated in their catalytic activity
(Magesh et al., 2006). The role of NEU1 was therefore investigated
mainly using the broad-spectrum sialidase inhibitor DANA, or
inhibitors of bacterial or viral NEUs, such as zanamivir or
oseltamivir. However, bacterial or viral NEU inhibitors have
broad or weak activity against human NEUs (Hata et al., 2008;
Richards et al, 2018). To date, two selective inhibitors of
human NEU1 have been reported in the literature, based on
modifications of the DANA scaffold: the C9-amido analog of
DANA (C9-BA-DANA) which shows micromolar ICsy against
human NEU1 (Magesh et al., 2008) and the C5-hexanamido-C9-
acetamido analog with a K; of 53 &£ 5 nM and 330-fold selectivity
(Guo et al., 2018). Only C9-BA-DANA has been tested in vitro

and in vivo. Data have shown that C9-BA-DANA efficiently
inhibits endogenous and ectopically expressed sialidase activity
and established NEU1-mediated bioactivities in human airway
epithelia, lung microvascular endothelia, fibroblasts in vitro and
murine lungs in vivo (Hyun et al., 2016).

By combining molecular biology and biochemical analyses
with structural biophysics and computational approaches,
we recently identified two segments in human NEU1 as
potential transmembrane (TM) domains (Maurice et al., 2016).
In membrane-mimicking environments, the corresponding
peptides were shown to form stable a-helices and the peptide
covering the segment 316-333 (TM2) of NEU1 was suited
for self-association. In vitro experiments further confirmed
the ability of membrane NEUl (mNEUI1) to dimerize and
importantly, introduction of point mutations within TM2 was
associated with substantial disruption of mNEU1 dimerization
and decrease of its sialidase activity (Maurice et al., 2016).
These results therefore strongly suggested that dimerization of
mNEU1 controls its catalytic activity and that targeting this
dimerization interface may represent an original strategy for
selective inhibition of human mNEU1.

In the present study, we designed interfering peptides (IntPep)
that target the dimerization interface located in the TM2 domain
of mNEU1 and evaluated their effects on its sialidase activity.
Two complementary strategies were used to deliver the IntPep
into cells; either flanked to the GRKKRRQRRRPQ TAT sequence
(Bechara and Sagan, 2013) or non-tagged for solubilization in
lithium dodecyl sulfate (LDS) micelles as previously described
(Rangel-Yagui et al., 2005; Kim et al.,, 2008; Roth et al., 2008;
Arpel et al., 2014, 2016). Combined with molecular dynamics
simulations and heteronuclear nuclear magnetic resonance
(NMR) studies in membrane-mimicking environments, our
results demonstrate that these IntPep are able to interact with the
TM2 domain of human NEU], disrupt mNEU1 dimerization and
strongly decrease its sialidase activity at the plasma membrane.

MATERIALS AND METHODS

Peptide Preparation
The different peptides used in molecular biology and biochemical
analyses, FDPELVDPVVAAGAVVTSSGIVFFSNPAHPEFR
(referred as TM2), FITC-LC-ELVDPVVAAGAVVTSSGIVEES
RKR (referred as FITC- IntPep-RKR), FITC-LC-GRKKRR
QRRRPQ-AhX-PVVAAGAVVTSSGIVFES (referred as FITC-
TAT-IntPep), GRKKRRQRRRPQGGGGPVVAAGAVVTSSGI
VFES (referred as TAT-IntPep), GRKKRRQRRRPQGGGGP
VVVAIAVVTSSIIAFES (referred as TAT-mutIntPep), GRKKRR
QRRRPQ (referred as TAT), ELVDPVVAAGAVVTSSGIVF
FSRKR (referred as IntPep-RKR) ELVDPVVVAIAVVTSSI
IAFFSRKR (referred as mutIntPep-RKR), were purchased from
GeneCust Europe (Ellange, Luxembourg) and GENEPEP (Saint
Jean de Védas, France). The purity of these peptides determined
by RP-HPLC was about 95% according to manufacturer
indications.

Peptides were solubilized in LDS micelles as described
previously (Roth et al, 2008). 1 mg of each peptide was
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solubilized in 600 pl 2,2,2-trifluoroethanol (TFE) (Sigma). 72 pl
of LDS at 1 M in phosphate buffered saline (PBS) (Sigma) and
100 1 PBS were added to the TFE-peptide mix and the mix was
then vortexed. Vacuum evaporation was done using SpeedVac
system (Eppendorf, Concentrator 5301) at 45°C until complete
evaporation of liquid. Dried pellet was resuspended in 1 ml
ultrapure water. Peptides included in micelles were incubated
with cells in a small volume in order to attain a detergent
concentration far less than its critical micelle concentration
(CMC), permitting partitioning of the peptides in cell membranes
(Bennasroune et al., 2004).

TAT-IntPep and TAT-mutIntPep were solubilized in 70%
dimethyl sulfoxyde (DMSO) (Sigma) at 25 mM (stock solution).
FITC-TAT-IntPep were solubilized in acetic acid 2.5% at 1 mM
(stock solution).

Dynamic Light Scattering

Micelle averaged hydrodynamic diameters (Z-ave) were
determined by Dynamic Light Scattering (DLS) with a Zetasizer
Nano ZS (Malvern Zetasizer Nano-ZS, Malvern Instruments,
Worcestershire, United Kingdom) equipped with a laser source
of wavelength of 633 nm. Each suspension was analyzed in
triplicate at 25°C at a scattering angle of 173°. Water was used as
a reference dispersing medium. The data were exploited with the
Zetasizer Software version 7.12.

MTT Assays

Cell viability assays were performed on COS-7 cells (ATCC®
CRL-1651™) 3 fibroblast-like cell line derived from green
African monkey kidney, harvested in 96 well plates at a cell
density of 10,000 cells/well. After 24 h, cells were incubated with
IntPep for 15 min, 30 min, 1, 24, or 48 h at a concentration range
0f0.01-10 M. Medium was removed and cells were incubated in
obscurity for 4 h at 37°C with a 3-(4-5-dimethylthiazol-2-yl)-2,5-
diphenyltetrazolium bromide solution (MTT, Sigma, 5 mg/ml)
diluted 1/6 in PBS. After incubation, medium was removed, wells
washed with PBS and 100 p.1 dimethyl sulfoxyde (DMSO) (Sigma)
were added to each well to solubilize formazan crystals. After
5 min agitation at room temperature, cell viability was assessed
at 570 nm with Infinite F200 Pro (TECAN) hardware using
Magellan software.

Cell Cultures and Transfections

Plasmid encoding human PPCA protein was provided by Pr.
Alessandra d’Azzo and has been described previously (Bonten
et al., 2009). Plasmid encoding human NEU1 was purchased
from ImaGenes GmbH (Berlin, Germany). Plasmids encoding
NEU1-Flag and NEU1-HA proteins were produced as described
previously by Maurice et al. (2016). JetPEI DNA transfection
reagent used for cell transfections was purchased from Polyplus
transfection. COS-7 cells were harvested in 4,5 g/l glucose
Dulbecco’s Modified Eagles Medium (DMEM) supplemented
with 10% heat-inactivated fetal bovine serum, 100 units/mL
penicillin, 0.1 mg/mL streptomycin at 37°C in a humidified
atmosphere at 95% air and 5% CO2. For all experiments, COS-
7 cells were transiently transfected with NEU1/PPCA (1:2)
using JetPEI according to the manufacturer’s protocol and all

experiments were performed 48 h post-transfection. THP-1 cells
were harvested in RPMI 1640 medium supplemented with 10%
heat-inactivated fetal bovine serum, 100 units/mL penicillin,
0.1 mg/mL streptomycin at 37°C in a humidified atmosphere
at 95% air and 5% CO2. THP-1 monocytes were differentiated
into adherent macrophages using 50 nM PMA (phorbol-12-
myristate-13-acetate) (Calbiochem) for 72 h.

Western Blot

Protein samples in appropriate buffers according to the
experiments were diluted in Laemmli buffer (62.5 mM Tris,
2% SDS, 10% glycerol, 0.05% bromophenol blue, and pH 6.8)
and heated 10 min at 100°C. After electrophoresis in a 10%
acrylamide SDS-PAGE gel, proteins were transferred onto a
nitrocellulose membrane at 100 V for 1 h in a Tris/glycine
buffer supplemented with 10% ethanol. After blocking of the
nitrocellulose membrane with 0.05% TBS Tween-20 (TBS-T)
supplemented with 5% milk for 1 h at room temperature,
membrane was probed with primary antibodies diluted at
1/1,000 in TBS-T with 3% BSA overnight at 4°C. Membrane
was then washed in TBS-T and incubated with HRP-linked
secondary antibodies diluted at 1/10,000 in TBS-T with 5% milk
at room temperature. Anti-rabbit HRP-linked antibodies and
anti-mouse HRP-linked antibodies (Cell Signaling) were used
for protein detections. Chemiluminescent protein detection was
done using ECL Prime and ODYSSEY Fc (Lycor) hardware.
Rabbit monoclonal HA-Tag antibodies (C29F4) used for Western
blotting were purchased from Cell Signaling.

Immunofluorescence

COS-7 cells were grown in 24 well plates for 24 h, transfected with
NEU1-Flag and PPCA encoding plasmids. 48 h after transfection,
plates were washed twice with PBS and cells fixed at room
temperature with 2% paraformaldehyde (PFA) (Euromedex) for
15 min. After blocking with 3% BSA (Bovine Serum Albumin)
for 1 h at room temperature, coverslips were incubated with
mouse monoclonal anti-Flag antibodies diluted at 1/200 in
PBS with 0.3% BSA at 4°C overnight. After washes, coverslips
were incubated with anti-mouse secondary antibodies coupled
with AF568 (Invitrogen) diluted at 1/1,000 in PBS with 0.3%
BSA for 1 h at room temperature. After washes, interfering
peptides coupled with FITC (Fluorescein Isothiocyanate) were
incubated with cells. After washes under agitation, coverslips
were mounted in a medium containing DAPI (Prolong®gold,
antifade, Invitrogen) and slides were visualized using confocal
microscopy (Zeiss LSM 710).

Co-immunoprecipitation

Transfected COS-7 cells grown in 10 cm Petri dishes were
washed with cold PBS and resuspended in 1 mL cold TEM
buffer (75 mM Tris, 2 mM EDTA, 12 mM MgCl, with a protease
inhibitor cocktail, 10 mM NaF, 2 mM Na3VOy, and pH 7.5).
After sonication, samples were centrifuged at 600 x g at 4°C for
10 min to remove nuclei and non-lysed cells. Thereafter, samples
were centrifuged a second time at 20,000 x g at 4°C for 45 min
and crude membrane-containing pellets were resuspended
in TEM buffer with 1% CHAPS {3-[(3-cholamidopropyl)
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dimethylammonio]-1-propanesulfonate} ~ (Sigma).  Peptides
were incubated with cell membranes. Membranes were
then solubilized for 3 h at 4°C under gentle end-over-end
mixing. After a centrifugation step (20,000 x g for 45 min
at 4°C), supernatants were recovered. Immunoprecipitation
was carried out using 4 pg of mouse monoclonal anti-Flag
antibodies and G-sepharose beads for 2 h at 4°C under gentle
end-over-end mixing. Protein G Sepharose beads used for
co-immunoprecipitation experiments were purchased from
GE healthcare. Mouse monoclonal Anti-Flag® M2 antibodies
used for co-immunoprecipitations were purchased from Sigma.
For co-immunoprecipitation experiments between NEU1-Flag
and fluorescent interfering peptides, beads were washed with
TEM buffer containing 1% CHAPS, resuspended in PBS and
put in black 96 well plates. FITC-emitted fluorescence was
detected using the SPARK 10M (TECAN) hardware (excitation:
490 nm/emission: 525 nm).

Sialidase Activity

Transfected COS-7 cells harvested in 10 cm Petri dishes were
washed with cold PBS and resuspended in 1 mL cold TEM
buffer (75 mM Tris, 2 mM EDTA, 12 mM MgCl, with a
protease inhibitor cocktail, 10 mM NaF, 2 mM Na3;VOy, pH
7.5). After sonication, samples were centrifuged at 600 x g
(10 min, 4°C) to remove nuclei and non-lysed cells. Thereafter,
samples were centrifuged at 20,000 x g (45 min, 4°C) and
crude membrane-containing pellets were resuspended in 400 pl
MES buffer (2-(N-morpholino) ethanesulfonic acid hydrate,
20 mM, pH 4.5) (Sigma). After quantification of proteins
with a BCA protein assay (kit BCA, Pierce), sialidase activity
at the plasma membrane was measured from 50 pg of
crude membrane proteins. Peptides were incubated with crude
membrane preparations for 15 min. Crude membrane proteins
in MES buffer were then incubated with Muf-NANA at a
concentration of 400 pM for 2 h at 37°C in obscurity. 2'-
(4-methylumbelliferyl)-alpha-D-N-acetylneuraminic acid (Muf-
NANA) was purchased from BioSynth. Reaction was stopped by
adding Na,CO3; (Merck). Samples were then deposited in black
96 well plates and emitted florescence was measured with Infinite
F200 Pro (TECAN) hardware and Magellan software (excitation:
360 nm/emission: 465 nm).

Sialidase activity at the plasma membrane of macrophages was
performed as described previously (Kawecki et al., 2019). Kappa-
elastin harboring the GxxPG bioactive motif was produced by
chemical hydrolysis of insoluble elastin coming from bovine
neck ligaments. Kappa-elastin obtained after hydrolysis was
lyophilized. Differentiated THP-1 cells, seeded in 12-well culture
dishes (5.10° cells/well), were washed with PBS and incubated
with IntPep, a reaction buffer containing 20 mM of CH3COONa
(pH = 6.5) and 400 pM of Muf-NANA, with or without kE
(50 pg/mL), for 2 h at 37°C in the dark. After incubation,
the reaction was stopped by adding 0.4 M of glycine buffer
(pH = 10.4) and the fluorescent 4-methylumbeliferone product
released in the medium was measured using the Infinite F200
Pro (TECAN) hardware and Magellan software. NEU1 (H-300)
antibodies purchased from Santa Cruz were used to assess NEU1
expression in both cell lines.

Nuclear Magnetic Resonance Studies

The !°N-labeled recombinant fragment hNEU1/TMS2 fragment
corresponding to the NEUI residues R305-R341 (R*%D
VTFDPELVDPVVAAGAVVTSSGIVFFSNPAHPEFR**! named
as hNEUI-TMS2) was produced by bacterial expression
and purification as described in Maurice et al. (2016). The
unlabeled recombinant peptide =GSMWHHHHHHGGE
LVDPVVVAIAVVTSSIIAFFESN  (named as mutIntPepR),
corresponding to the recombinant version of the four-point
mutated peptide IntPep, was expressed in continuous exchange
cell-free expression system with Escherichia coli S30 extract
(Bocharova et al., 2016) using gene construction with GB1 as
a leading fusion protein followed by thrombin cleavage site
before the peptide sequence. In order to incorporate the TM
fragments into membrane mimicking micelles, the peptide
powders were first dissolved in 1:1 (v/v) trifluoroethanol-water
mixture with the addition of dodecylphosphocholine (DPC)
at detergent/peptide molar ratio (D/P) from 50:1 to 200:1 and
then placed for several minutes in an ultrasound bath. The
mixture was lyophilized overnight and re-dissolved at pH 6.5
in 400 pl of water buffer solution containing 20 mM sodium
phosphate, 0.15 pM NaNj3, and 5% D,O (v/v). In order to study
homodimerization, the 0.4 mM *N-labeled hNEU1-TMS2
sample having initial D/P of 50 was titrated by adding of small
portions of concentrated DPC micelle suspension up to final
D/P of 110. In order to study heterodimerization, the 0.3 mM
I5N-labeled hNEU1-TMS2 sample with D/P of 120 was titrated
by adding unlabeled mutIntPepR (embedded into concentrated
micelle suspension with D/P of 100 of 80) up to final hNEU1-
TMS2/mutIntPepR ratio (N/I) equal to 1 (with D/P of 100).
NMR spectra were acquired at 313 K on 800 MHz AVANCE
II spectrometer (Bruker BioSpin, Germany) equipped with
triple-resonance Z-gradient cryoprobe. The 'H/!°N backbone
resonances and NOE connectivity pattern of hNEU1-TMS2
(0.8 mM N-labeled sample with D/P of 200) were assigned
with the CARA software (Keller, 2004) using two- and three-
dimensional heteronuclear NMR experiments (Cavanagh,
2007): 'H/'*N-HSQC, 'H/"N-TROSY, '°N-edited TOCSY- and
NOESY-HSQC with mixing times of 40 and 100 ms, respectively.
The water-accessibility of hNEU1-TMS2 residues was analyzed
by detection of chemical exchange of the amide protons with
water detected by the CLEANEX experiment (Hwang et al.,
1998). In order to characterize the intramolecular dynamics
of hNEU1-TMS2, the effective rotation correlation times tp
were estimated for individual amide groups of the fragments
based on !N CSA/dipolar cross-correlated transverse relaxation
experiment acquired in interleaved fashion for the reference and
attenuated spectra using a 2D 'H/!°N-ct-TROSY-HSQC-based
pulse sequence (Chill et al., 2006).

Prediction of TM Helix-Helix Dimer
Structures With PREDDIMER Algorithm

Preliminary 3D models of TM heterodimers were built
using the PREDDIMER web-server' (Polyansky etal., 2014).

'http://model.nmr.ru/preddimer

Frontiers in Cell and Developmental Biology | www.frontiersin.org

December 2020 | Volume 8 | Article 611121


http://model.nmr.ru/preddimer
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles

Albrecht et al.

Interfering Peptides to Inhibit Neuraminidase-1

To exclude terminal residues from consideration, we
used shortened sequence for TM2 referred to as TM2
(ELVDPVVAAGAVVTSSGIVFFSNPA), IntPep-RKR  and
mutIntPep-RKR. Preliminary models were compared with
each other and with the previously proposed TM2 dimer
(Maurice et al., 2016).

Simulations of Spontaneous

Dimerization With the DAFT Approach

The DAFT approach (Wassenaar et al., 2015) was applied
to search for possible TM2/IntPep-RKR dimeric states using
500 starting conformations, which represented non-associated
states with two helical monomers in I1-palmitoyl-2-oleoyl-
phosphatidylcholine (POPC) membrane separated by 2-3 nm
distance. After spontaneous dimerization during 500 ns
molecular dynamics (MD) simulation all stable complexes
were selected and clustered based on the energy of helix-helix
interaction estimates and the peptide orientation with respect
to each other. Structure of the TM2/mutIntPep-RKR complex
corresponds to the representative model derived from the
largest cluster of the resulting TM2/IntPep-RKR dimers. Four
point mutations were further made using the Pymol software
(DeLano, 2002).

Molecular Modeling

Monomers of each peptide (TM2, TM2/, TAT-IntPep, TAT-
mutIntPep, IntPep-RKR, and mutIntPep-RKR) were built in an
ideal a-helical conformation with the Pymol software (DeLano,
2002). All peptides were aligned along the membrane normal
and embedded into a 1-palmitoyl-2-oleoyl-phosphatidylcholine
(POPC) lipid bilayer, hydrated with TIP3P water molecules
(Jorgensen et al., 1983) and added ions (150 mM KCl). This was
done using the CHARMM-GUI (Jo et al., 2008). The systems were
simulated according to the protocol described below.

The full system was minimized and equilibrated for 500 ps at
constant volume and temperature (310 K) using the Berendsen
thermostat (Hwang et al., 1998), with protein heavy atoms fixed.
The system was further simulated for 10 ns under constant
pressure and constant temperature (310 K), with protein heavy
atoms fixed. The resulting system was used as a starting point
for productive MD runs. All simulations were performed using
the Gromacs software (Pronk et al., 2013), the AMBER 14SB
force field for proteins (Lindorff-Larsen et al., 2010), LIPIDS
force field for lipids (Dickson et al., 2014), and TIP3P water
(Jorgensen et al., 1983). The calculations were performed at
constant temperature (310 K) using V-rescale thermostat (Bussi
et al.,, 2007) and Parrinello-Rahman pressure (one bar) coupling
algorithm (Bussi et al., 2007). The integration time step was 2 fs
and all bonds were constrained using P-LINCS (Hess, 2008).
Water molecules were kept rigid using the SETTLE algorithm.
Lennard-Jones interactions were cutted at 1.2 nm. Long-range
electrostatic interactions were treated using the particle mesh
Ewald approach (Cheatham et al., 2002) with a 1.2 nm direct
space cutoff. The neighbor list was updated every 10 ps and
the center-of-mass motion of the entire system was removed at
every step. For each system, MD simulations of 250 ns were

carried out. Analyses were conducted on the last 100 ns to discard
the equilibration time in all cases. At least three replicas were
performed for each system.

Simulation analyses were carried out using the MD analysis
(Michaud-Agrawal et al, 2011) library with our home-made
scripts in Python.

Estimation of the Dimer Stability

The most representative conformations of TM2/IntPep-RKR
and TM2/mutIntPep-RKR heterodimers were extracted from
DAFT results, converted to all-atom models and embedded into
hydrated POPC bilayer. Several selected models generated by
PREDDIMER were also subjected to MD simulations in explicit
POPC bilayer in order to estimate their structural stability.

Secondary structure and root-mean-square deviation (RMSD)
of backbone atoms coordinates were controlled during the
simulations to ensure structure stability. Dimer geometry was
described in terms of helices tilt with respect to the membrane
normal and crossing angle between the two helices axes.
Intermonomer contacts were determined by calculation of per-
residue solvent-exposed surface. Finally, representative stable
dimer structures were extracted by cluster analysis and used in
the free energy calculations.

Free Energy Calculations

To estimate the free energy of dimerization of TM peptides
(TM2', IntPep-RKR, mutIntPep-RKR), umbrella sampling
approach with harmonic restraining potential was used. Homo-
and heterodimers were considered. Starting TM2'-TM2" dimer
conformation was taken from our previous work (Maurice
et al, 2016), TM2'-IntPep-RKR and TM2'-mutlntPep-RKR
heterodimers were selected as representative stable states from
MD simulations of the structures of TM2'-TM2’ dimer generated
by PREDDIMER. Here, we switched to faster united-atom
Gromos 43a2 forcefield with extended Berger lipids (Berger et al.,
1997) and SPC water (Berendsen et al., 1984). Short 30 ns MD
trajectories were calculated to ensure that change of the forcefield
does not affect the dimer structures (RMSD < 0.05 nm). Then,
the distance between monomers’ centers of mass was selected
as a reaction coordinate varying from 0.75 to 2.20 nm with a
step 0.05 nm, thus resulting in 32 simulation windows. Starting
conformations for each window were constructed by translation
of the monomers in the membrane plane along the reaction
coordinate, followed by 30 ns of MD simulation with restrained
protein segments during equilibration of the system. To calculate
energy profiles, additional 50-ns productive MD run was
executed for each window. Free energy profiles were obtained
using the weighted histogram analysis method (WHAM) and
“Bayesian bootstrap” analysis to estimate statistical errors
(implemented in the Gromacs package) (Hub et al., 2010). The
values of dimerization free energy were determined as the depth
of the profile minima.

Statistical Analyses

Results are expressed as mean &+ SEM. Statistical significance
was evaluated using Student’s ¢ test or ANOVA followed by a
Dunnett’s multiple comparison test.
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RESULTS

In this study, two approaches were used in order to deliver
the IntPep targeting the TM2 domain of human mNEU1 into
cells: (i) in the first one (“TAT approach”), IntPep was linked
to the TAT peptide sequence, rich in lysine and arginine
residues; (ii) in the second method (“LDS approach”), IntPep
was solubilized into positively charged LDS micelles. Both
approaches are known as effective strategies to deliver cargoes
into cells (Arpel et al., 2014, 2016). For the TAT approach,
the GRKKRRQRRRPQ-GGGG-P3;6VVAAGAVVTSSGIVFFS333
(TAT-IntPep) and the mutated GRKKRRQRRRPQ-GGGG-
P316 VVVAIAVVTSSIIAFFES333 (TAT-mutIntPep) sequences were
used. A poly-gly linker (GGGG) between the TAT sequence and
the IntPep was introduced to allow flexibility of the construct.
For the LDS approach, sequences of the two interfering peptides
used were E3;,LVDPVVAAGAVVTSSGIVFFES;33-RKR (IntPep-
RKR) and E3;2LVDPVVVAIAVVTSSIIAFFS;33-RKR  (mutant
variant, mutIntPep-RKR). For this second approach, RKR motif
was added at the C-terminus of both IntPep. This motif is
known to optimize the orientation of peptides when they are
inserted into the membranes (Roth et al., 2008). The length of
the interfering sequence was also increased at the N-terminus
(E312LVD35). The mutated sequences were chosen based on
previous works showing that the following four residues are
critical for mNEU1 dimerization and sialidase activity: Ajo,
G321, Gag, and V339 (Maurice et al., 2016). In some experiments,
a FITC probe was added at the N-terminus of IntPep both to
localize the interfering peptides in cells and assess their ability to
interact with mNEU1.

For each peptide delivery approach, experiments were first
conduced to characterize the IntPep (stability of their secondary
structure in monomer by MD simulations, homogeneity of the
micellar preparations by Dynamic Light Scattering, effects of
both IntPep formulations on cell viability by MTT assays). The
interactions between IntPep and NEU1 TM2 domain or mNEU1
were next studied by NMR or confocal laser scanning microscopy
and co-immunoprecipitation experiments, respectively. Then,
effects of IntPep on the formation of mNEU1 dimers and sialidase
activity were evaluated in biochemical essays. Finally, the most
probable 3D models of TM2/IntPep dimers were elaborated using
two independent computational approaches and the structural
stability of the resulting consensus models was explored via the
MD simulations in lipid bilayer. Based on the totality of the
obtained experimental and in silico structural data, the strength of
TM helix-helix association (expressed in terms of the free energy
of their interaction) was calculated, thus providing a direct way
to interpretation of molecular aspects of IntPep action on NEU1
dimerization in TM domain and its activity.

Structural Characterization of the
Interfering Peptides

For each monomer, stability of its secondary structure was
evaluated in the course of a 250 ns MD simulation. For TM2,
TAT-IntPep and IntPep-RKR simulations, the central part of
the peptides defined between P3j¢ and Ss33 fits well with an

a-helical structure and only extremities of the peptides, in contact
with water, have no specific secondary structure (Supplementary
Figures 1A-C). Same results were obtained for their monomeric
mutant counterparts (Supplementary Figures 1D,E). During all
the simulation time, amino acid residues, which are embedded
into the POPC bilayer, revealed the a-helical structure. For TAT-
IntPep and TAT-mutIntPep, a-helices immersed into the lipid
bilayer are defined between the last glycine of the linker and A33.

We then focus on the transmembrane a-helix stability and
orientation in lipid bilayers. The structural stability of each
system was evaluated in terms of the root-mean-square deviation
(RMSD) of coordinates of C, atoms of the TM helix (Ca-
RMSDy,jix). For monomers, the Ca-RMSDyjix values all along
the simulation time range from 0.06 £ 0.01 (for IntPep-RKR)
to 0.08 & 0.01 nm (for mutIntPep-RKR) indicating that no
major structural reorganization occurred. The same behavior was
observed for TM2 that shows small and stable Ca-RMSDy,jix
of 0.07 = 0.01 nm. For TAT-IntPep (TAT-IntPep and TAT-
mutIntPep), more important drifts ranging from 0.27 £ 0.03
(TAT-IntPep) to 0.28 £ 0.02 nm (TAT-mutIntPep) were observed
compared to the initial structures.

To control the orientation of peptides with respect to the lipid
bilayer, the angle formed between the helix axis of the peptide
and the normal to the POPC membrane, called the tilt angle,
was evaluated (Ozdirekcan et al., 2007). Indeed, according to the
lipid composition, each TM a-helix has a specific orientation.
The tilt angle depends of the a-helix length and the hydrophobic
mismatch effects (Holt and Killian, 2010). When embedded into
the bilayer, IntPep-RKR and mutIntPep-RKR reveal comparable
tilt angles of 13 £ 6° and 16 & 6°, respectively. Quite similar
tilt angles of 20 + 6° and 18 £ 7° were also observed for
TAT-IntPep and TAT-mutIntPep, respectively. Moreover, TM2
inserted into the lipid bilayer demonstrates a tilt angle of 27 £ 8°.
Altogether, the data underline the structural stability of all
monomers embedded into POPC bilayers all along the simulation
time regarding their a-helix secondary structure and small Ca-
RMSDy,jix values. For each strategy (TAT or LDS), the tilt angles
are similar between the wild type and the mutant forms of
IntPep. Thus, the introduction of the four point mutations has
no impact on the overall structural and dynamic properties of the
membrane-bound IntPep monomers.

Dynamic Light Scattering experiments were also performed
to determine the size of empty micelles and those containing
IntPep-RKR, mutIntPep-RKR, and FITC-IntPep-RKR peptides.
A similar size of around 2 nm was detected showing that
the different micellar preparations are homogeneous in size
(data not shown).

We finally evaluated the effects on both IntPep formulations
on cell viability in COS-7 cells (Supplementary Figures 2A,B).
After 24 h incubation with both TAT and TAT-IntPep for
concentrations varying from 1 to 10 pM, no cellular toxicity
was observed (Supplementary Figure 2A). Similar results
were observed with empty LDS micelles, IntPep-RKR, and
mutIntPep-RKR micelles at concentration of 0.1 wM. However, a
cellular toxicity increasing with LDS concentration was detected
for peptide concentrations starting at 1 wM (Supplementary
Figure 2B). Therefore, we decided to use TAT peptides at
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FIGURE 1 | Interaction between interfering peptides and membrane NEU1. Localization of FITC-interfering peptides in COS-7 cells overexpressing NEUT.

(A) Localization of FITC-TAT-IntPep used at 10 uM (green) and NEU1-Flag (red). Colocalization areas are represented in white (right). (B) Localization of
FITC-IntPep-RKR used at 0.1 wM (green) and NEU1-Flag (red). Colocalization areas are represented in white (right). (C-F) Fluorescence quantification of
FITC-interfering peptides after immmunoprecipitation of NEU1-Flag. COS-7 cells were transfected by plasmids encoding NEU1-Flag and PPCA proteins and
incubated with FITC-TAT-IntPep at 5 uM (C) (n = 3) or FITC-IntPep-RKR at 0.1 uM (D) (n = 4). (E,F) NEU1-Flag expression in untransfected COS-7 cells (left) and
transfected COS-7 cells (right) for FITC-TAT-IntPep (E) and FITC-IntPep-RKR (F). **p < 0.01, t test.
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concentrations varying from 1 to 10 wM and LDS micelles
containing RKR peptides at concentration of 0.1 WM.

Interaction Between Interfering Peptides
and mNEU1

The ability of IntPep to colocalize with their target at the
plasma membrane of cells was studied by confocal microscopy.
FITC-labeled IntPep were therefore used and incubated for
60 min with adherent COS-7 cells overexpressing NEU1-Flag.
For both delivering strategies, colocalization areas between
fluorescent IntPep and NEUI-Flag were clearly observed
at the plasma membrane of COS-7 cells (Figures 1A,B).
Moreover, a nuclear staining was observed with the TAT
strategy. Interaction of IntPep with mNEUI was further

assessed by co-immunoprecipitation experiments from crude
membrane preparations. NEUI-flag was immunoprecipitated
and the amount of co-immunoprecipitated FITC-IntPep was
evaluated. Fluorescence was significantly increased by 46% for
the TAT approach and by 53% for the RKR approach in cells
overexpressing NEU1 compared to untransfected COS-7 cells
(Figures 1C-F). Taken together, both confocal microscopy and
co-immunoprecipitation experiments show that IntPep are able
to colocalize and interact with their target mNEU1.

Effects of Interfering Peptides on the

Formation of mMNEU1 Dimers
After pointing out the interaction between IntPep and their target
mNEU], the ability of IntPep to inhibit homodimerization of
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FIGURE 2 | Effects of interfering peptides on NEU1 dimerization. COS-7 cells were transfected by plasmids encoding NEU1 and PPCA proteins and incubated with
the different IntPep during membrane protein solubilization. (A) Western blot showing the effects of TAT and TAT-IntPep on NEU1 dimerization at 5 or 10 WM. Rabbit
monoclonal HA-Tag antibodies were used for Western blotting. (B) Quantification of the dimers formed in presence of TAT or TAT-InpPep at 5 or 10 uM (n = 4).

(C) Western blot showing the effects of mutintPep-RKR and IntPep-RKR on NEU1 dimerization at 0.1 wM. Rabbit monoclonal HA-Tag antibodies were used for
Western blotting. (D) Quantification of the dimers in presence of mutintPep-RKR or IntPep-RKR at 0.1 M (n = 4) (w/o: without peptide) ("o < 0.05, t test).

mNEU1 was studied. As previously shown (Maurice et al., 2016),
NEUI can be observed in monomeric, dimeric or multimeric
forms on migration profiles obtained from crude membrane
preparations. NEU1 dimers were identified by the presence of
bands of 70-72 kDa on Western blots (Figures 2A,C). The
formation of NEUI dimers was decreased in the presence of
TAT-IntPep compared to TAT alone. A significant decrease of
47 + 5% of NEU1 dimers was observed with TAT-IntPep in
comparison with TAT peptides at 5 WM. Similarly, a decrease
of 51 + 11% was detected with TAT-IntPep in comparison
with TAT peptides at 10 uM (Figures 2A,B). Similar effects
were obtained for IntPep-RKR compared to mutIntPep-RKR.
A significant decrease of 50 &= 11% of NEU1 dimers was observed
with IntPep-RKR in comparison with its mutant counterpart
at 0.1 pM (Figures 2C,D). Altogether, our results show that

IntPep are able to decrease mNEU1 dimerization when using
both delivery approaches.

Effects of Interfering Peptides on mNEU1

Sialidase Activity

We next evaluated the ability of IntPep to decrease mNEU1
sialidase activity in crude membrane preparations of COS-7
cells overexpressing NEU1. A fourfold increase of the sialidase
activity was observed between untransfected cells and COS-7 cells
transfected by plasmids encoding for NEU1 (not shown). The
effects of IntPep were then assessed after 15 min incubation.
Significant decrease of mNEU1 sialidase activity of 47 £+ 12%
and 41 £ 8% was observed with TAT-IntPep compared to TAT
peptides at 5 and 10 wM, respectively (Figure 3A). Similarly,
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FIGURE 3 | Effects of interfering peptides on membrane NEU1 sialidase activity in NEU1 overexpressing cells. Effects of TAT-IntPep on sialidase activity in COS-7
cells. 48 h post-transfection, membrane preparations of COS-7 cells were incubated with TAT-IntPep, TAT-mutintPep or TAT. (A) Normalized sialidase activity after
15 min incubation with TAT or TAT-IntPep at 5 or 10 wM. Results are represented compared to the TAT peptide condition normalized to 100% (n = 7).

(B) Normalized NEU1 sialidase activity after 15 min incubation with TAT-mutintPep or TAT-IntPep at 5 uM (n = 3) or 10 uM (n = 4). Results are represented
compared to the TAT-mutintPep condition normalized to 100%. Effects of IntPep-RKR on sialidase activity in COS-7 cells. (C) Normalized sialidase activity after

15 min incubation without (Control) or with empty micelles only. Results are represented compared to the no peptide control condition normalized to 100% (n = 3).
(D) Normalized NEU1 sialidase activity after 15 min incubation with IntPep-RKR or with mutintPep-RKR at 0.1 wm. Results are represented compared to the
mutintPep-RKR control condition normalized to 100% (n = 3) (o < 0.05, *p < 0.01, ns: non-significant, t test).
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a significant decrease of mNEUI sialidase activity of 37 4 8%
was registered with TAT-IntPep compared to TAT-mutPeplnt
at 10 pwM (Figure 3B). Moreover, a decrease of mNEUI
sialidase activity of 39 + 7% was detected for IntPep-RKR
with respect to mutIntPep-RKR at 0.1 pM (Figure 3D). No
difference in sialidase activities between the control condition
(no peptide and no micelle) and the empty LDS micelle
condition was noticed (Figure 3C). In both strategies, IntPep
are able to decrease sialidase activity of the mNEU1 in NEU1
overexpressing cells.

As previously reported, membrane sialidase activity triggered
by x-elastin stimulation of THPI1-derived macrophages is
dependent of NEU1 (Kawecki et al., 2019). Therefore, the effects
of IntPep in this cell model, which endogenously expressed

NEUI, were evaluated. After x-elastin stimulation, mNEU1
sialidase activity of macrophages increases compared to non-
stimulated cells (231 £ 16% vs 100%). In the presence of TAT-
IntPep, the sialidase activity of NEU1 decreased compared to
untreated stimulated cells (162 + 14% vs 231 + 16%). In the
presence of IntPep-RKR, the activity decreased in comparison to
untreated stimulated cells (159 £ 10% vs 231 £ 16%) (Figure 4).
These results therefore show the ability of IntPep to block
membrane sialidase activity triggered by x-elastin in THP1-
derived macrophages.

To reveal the molecular mechanisms underlying the above
observations on the effect of IntPep on NEU1 dimerization
and activity, a combined experimental/computational structural
biophysics approach was developed and applied to all the
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FIGURE 4 | Effects of interfering peptides on membrane NEU1 sialidase
activity in adherent macrophages under k-elastin stimulation. Sialidase activity
was triggered (+ kE) or not (-kE) by k-elastin in adherent macrophages.
Adherent macrophages were incubated with TAT-IntPep, IntPep-RKR or
without peptide (w/0) for 120 min and sialidase activity was measured on
adherent cells (n = 3-9). *p < 0.05, **p < 0.01, ***p < 0.0001, and t test.

peptides under study. It consists in the following stages:
(i) Computational prediction of the most probable dimeric
models; (ii) Evaluation of their structural parameters in lipid
membrane using NMR spectroscopy in micelles and MD
simulations; (iii) Selection of the best consensus models from
the generated ensemble of structures; (iv) Calculation of the free
energy of helix-helix association in explicit membrane.

Possible Heterodimer Structures
Revealed by PREDDIMER and DAFT
Approaches

In total, 8 and 7 dimeric structures were generated for
TM2'/IntPep-RKR and TM2'/mutIntPep-RKR, respectively. The
first two structures in each set represented parallel and crossed
helix packing having highest values of the scoring function: 2.1
and 1.9 for parallel (—15°) and crossed (+ 60°) TM2'/IntPep-
RKR heterodimers, respectively; 2.6 and 2.2 for crossed (445°)
and parallel (+5°) TM2'/mutIntPep-RKR dimers. However, the
found crossed states have dimerization interfaces on the opposite
sides of TM2' helix, while the parallel ones are very similar (Co-
RMSD value is below 0.2 nm), and close to the structure proposed
earlier (Ca-RMSD is 0.12 and 0.22 nm for heterodimers involving
IntPep and mutIntPep, respectively) (Maurice et al., 2016). Other
structures proposed by the algorithm have lower scoring values,
and can be treated as derived from these two structures, as they
have similar interface, but varying crossing angle.

When using coarse-grained DAFT approach, we observed
dimer formation in 466 of 500 runs. As we have a large set
of varying structures (including non-symmetrical ones), we
used clustering to reduce the set and select the representative
structures. Here, we found two major clusters, and the largest
one represents a right-handed dimer (crossing angle is —50°).

It has the same residues on the dimerization interface, as in the
parallel structure proposed by PREDDIMER, so we also took it
into consideration.

Stability of the Dimers Formed by

Interfering Peptides With TM2

First, using both modifications of IntPep (TAT and RKR),
TM2/IntPep dimers preserve stable a-helical structure all along
the simulation time indicating that the dimer formation does
not perturb the secondary structure (Figures 5A,B). In these
simulations, Ca-RMSDy); values are bigger for IntPep-RKR
and mutIntPep-RKR in the dimer than in the corresponding
monomers: 0.06 = 0.01 nm and 0.08 £ 0.01 nm in monomer
and 0.13 £ 0.03 nm in both dimers with TM2. In contrast, a
decrease of Co-RMSDyjix for TAT-IntPep and TAT-mutIntPep
in dimer is observed compared with their monomeric forms.
The corresponding RMSD values for TAT-IntPep decrease from
0.27 £ 0.03 in monomer to 0.17 & 0.02 nm in dimer and for TAT-
mutIntPep, from 0.28 + 0.02 in monomer to 0.14 + 0.01 nm
in dimer. This difference of behavior of Ca-RMSDy,.;x between
the TAT and RKR approaches may come from interaction of
the TAT flag with the polar heads of lipids. Low (0.1-0.3 nm)
values of Ca-RMSDy,jiy in the dimer prove stability of the dimer.
The difference of Ca-RMSDy,qj;; values between the monomers
and the dimers underlines changes of each monomer orientation
to find the best complementary interface upon its binding
to the target TM2.

For heterodimers with more parallel packing, we observed
very similar RMSD values (calculated for central parts of
both monomers, residues Val317-Ser333): 0.13 + 0.03 and
0.14 £ 0.02 nm for TM2'/IntPep-RKR and TM2'/mutIntPep-
RKR, respectively. The difference between the TM2'/TM2’
homodimer (Maurice et al., 2016) and these heterodimers was
also estimated by RMSD in a similar way resulting in 0.28 and
0.31 nm difference after MD (0.12 and 0.22 nm before MD)
for TM2'/IntPep-RKR and TM2'/mutIntPep-RKR, respectively.
These values indicate quite a high degree of similarity between
the structures having similar packing interface, but different
crossing angle: after MD we observed right-handed dimers for
TM2//TM2’ (—15 + 3°) and TM2'/mutIntPep-RKR (—30 + 3°),
as well as parallel dimer TM2'/IntPep-RKR (0 £ 5°). Probably,
the shorter sequence of TM2' peptide allows almost parallel
packing with increased number of intermonomer contacts
(Figures 6A,B).

Structural Characterization of

TM2/IntPep Dimers With MD Simulations

We showed that for both delivering strategies, the IntPep are
localized in cell membrane in close proximity with NEU1 and
are able to inhibit NEU1 dimerization and its sialidase activity.
Based on these results, it is strongly suggested that IntPep directly
interact with NEU1 TM2 domain and disturb its orientation
within the membrane. The stability of helical conformations
for monomers in membrane, their orientation with respect to
the membrane, and the impact of IntPep on the orientation of
NEUI TM2 dimers within the membrane were then evaluated
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using molecular dynamics simulation approaches at the atomic
scale. First, we performed calculation of the tilt angles for each
monomer in all possible dimer configurations. It was shown that
dimerization with any partners didn’t strongly change overall
orientation of NEU1 TM2 helix itself (average values in monomer
and dimer were 27 £ 8° and 21 =+ 6°, respectively). Regarding
the helix reorientation from the monomer to the dimer state, the
tilt angle of IntPep-RKR, is almost twofold higher (from 13 + 6°
in monomer to 23 £ 4° when dimerized with TM2) showing
important reorientation of IntPep-RKR embedded in the bilayer.
Similar observation was made for the mutIntPep-RKR (16 + 6°
and 31 £ 4°, respectively). For TAT-IntPep, the tilt angle
increased to a lesser extent than for IntPep-RKR—from 20 =+ 6°
in monomer to 25 £ 6° in the dimer. No difference was observed
between the TAT-mutIntPep in monomer and dimer: 18 & 7° and
17 % 6°, respectively. So, both RKR-peptides seriously reorient
when adapting to TM2. Changes of helix orientation with respect
to the membrane for TAT-derivatives were less obvious due to the
strong interaction of the polar TAT-motif with lipid head groups

(Herce and Garcia, 2007; Yesylevskyy et al., 2009) which reduces
transmembrane helix mobility.

To further characterize the interactions between TM helices,
the crossing angle () between the two a-helix axes was
also monitored. In all simulations of the dimers, the angle
corresponds to a right-handed or parallel structure of the
dimer, which is rather common for transmembrane homodimers
(MacKenzie, 1997; Bocharov et al., 2008; Mineev et al., 2010).
When using longer TM2 sequence, TM2/IntPep-RKR, and
TM2/mutIntPep-RKR dimers reveal crossing angles of —56 & 5°
and —48 =+ 7°, respectively. In the case of TM2/TAT-IntPep and
TM2/TAT-mutIntPep dimers, the values of 6 were —56 £ 9° and
—30 £ 7°, respectively. However, with shorter TM2' fragment,
a more parallel orientation of monomers was observed: with 6
values of —15 =+ 3° in TM2'/TM2/, 0 & 6° in TM2'/IntPep-RKR,
and —29 £ 3° in TM2'/mutIntPep-RKR. Interestingly, such a
wide distribution of 6 values corresponds to the same interaction
interface with A/V319, A321, V322, S3z6, and V/Ajz3g residues
forming its “core.” Introduction of the four point mutations
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FIGURE 6 | Dimerization interfaces, free energy profiles calculated for dimers in POPC membrane, and representative structures. (A,B) Contact probability
calculated from MD simulations for TM2'/TM2" homodimer (black), TM2/IntPep-RKR (red) and TM2’-mutintPep-RKR (green) heterodimers. First monomer on plot
(A) is TM2' in all cases, while the second one is replaced by interfering peptides on plot (B). (C) Free energy change with the distance between monomers in
TM2//TM2" homodimer (black), TM2'/IntPep-RKR heterodimer (red) and TM2'/mutintPep-RKR heterodimer (green). (D-F) Front and side views of representative
dimer structures corresponding to free energy minima for TM2’/TM2" homodimer, TM2'/IntPep-RKR and TM2'/mutintPep-RKR heterodimers, respectively. Polar
residues are in green, positively and negatively charged in blue and red, aliphatic are in yellow, and aromatic are shown in violet. N-terminus is pointing up.
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within the IntPep results in less variable 6 angle as compared to
the wild type dimer.

Taken together, these MD data using both TAT- and RKR-
strategies strongly suggest that IntPep mimicking the TM2
domain of NEU1 are more structurally adaptive upon binding
to TM2 than their mutant counterparts. Although the obtained
geometric characteristics of the considered dimeric states do
not directly explain the effects of peptides on dimerization and
activity of NEU1 observed in experiments, these parameters of
TM helix packing confirmed the conformational stability in the
membrane of the resulting dimer models and demonstrated the
role of the introduced mutations in such helix-helix complexes.
In addition, it is important to note that based on the entire set
of MD data, only two groups of dimer models - right-handed
and parallel - with similar interfaces were identified. The answer
to the question of which model is preferable for calculating
the strength of helix-helix association, was received from the
NMR experiments in a membrane-mimic medium. These are
described below.

Transmembrane Segment Dimerization

Study by NMR Spectroscopy
In order to detect the homodimerization of the hNEU1 TM2
segment, the 1>N-labeled recombinant fragment hNEU1-TMS2,

which included TM segment R3®-R3!, was prepared in
the aqueous suspension of DPC at detergent/peptide molar
ratio (D/P) varied from 50 to 200 (the first corresponding
to one peptide embedded into one micelle in average). The
patterns of intra- and intermolecular NOE connectivities
(Figures 7D,F), secondary 'Ha chemical shifts (Figure 7H),
water accessibility to the amide groups (Figure 7E) and local
rotation correlation times tr (Figure 7G) together reveal that
the hNEUI-TMS2 span E3!2-F332 incorporates into micelle
with distinct o-helical structure from V37 to F*? and
apparently nascent helical structure from D30 to P*1¢, whereas
the flanking N- and C-terminal juxtamembrane regions have
nearly unrestricted mobility. Observed D/P-dependent signal
doubling in the NMR spectra (Figures 7A,B,I) suggests that
hNEU1-TMS2 participates in slow monomer-dimer transitions
environment typical to the “weak” association (Bocharov et al.,
2012, 2016) of TM helices in the membrane mimicking
environments. The signal doubling of cross peaks of G321-G328
amide groups indicates the TM2 self-association through an
elongated dimerization interface composed of the residues with
small side-chains from two relatively polar motifs AAGA3?
and TSSG*?, implying a small crossing angle between the
helical subunits in the TM dimer. The heterodimerization
of hNEUI-TMS2 with the peptide mutIntPepR, including
the four-point mutated TM2 segment E3® - N3%* was
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FIGURE 7 | Homo- and heterodimerizations of hANEU1 TM2 segment revealed by NMR studies in membrane-mimicking environment. (A) Overlaid 1H/15N-TROSY
spectra of 15N-labeled hNEU1-TMS2 embedded into DPC micelles at the detergent/protein molar ratio (D/P) of 100 (in blue) and 200 (in red), corresponding to the
monomer-dimer transitions and mostly monomeric state of the TM segment, respectively, are shown. The 1H-15N backbone resonance assignments are marked.
(B) Sequential fragments of 1H/15N-TROSY spectra present the G321/G328 and E339amide group cross-peaks of monomeric (M) and homodimeric (D) states of
15N-labeled NEU1-TMS2 in dependence of D/P varied from 110 to 50. (C) Sequential fragments of 1H/15N-TROSY spectra present the G321/G328 and
E339amide group cross-peaks of monomeric (M) and heterodimeric (D) states of 15N-labeled hNEU1-TMS2 in dependence of hNEU1-TMS2/mutintPepR ratio (N/).
(D) The pattern of intramolecular nuclear Overhauser effect (NOE) connectivities (of sequential and medium ranges) observed between protons of ANEU1-TMS2 in
3D 15N-edited NOESY experiment. Medium range NOE connectivities shown by horizontal lines daN(i,i + 3) indicate an distinct a-helical structure of the
hydrophobic span V317-F332 of hNEU1-TMS2 span embedded into the micelle, while region D319-P316 has nascent helical structure. (E) Water accessibility (Wex)
to the hNEU1-TMS2 amide groups was detected by appearance of weak (open circles) or strong (solid circles) cross peaks in the CLEANEX and 15N-edited NOESY
(on the water frequency) spectra resulting from direct NOE, exchange-relayed NOE or chemical exchange of the amide protons. Wex distribution pattern indicates an
incorporation of the hNEU1-TMS2 span E312-F332 into the micelle. (F) hNEU1-TMS2 residues having intermolecular NOE contacts between their amides and CH2
groups of DPC in 15N-edited NOESY spectrum (on ~1.35 ppm) are marked by solid stars. The protein-lipid contact pattern reveals a penetration of the
hNEU1-TMS2 span across the micelle hydrophobic core as well as some submerging of the N-terminal juxtamembrane region into micelle surface. (G) Local rotation
correlation times R estimated from 15N CSA/dipolar cross-correlated transverse relaxation of the hNEU1-TMS2 amide groups are shown. Smaller relaxation times
indicate relatively higher flexibility of the N- and C-terminal regions surrounding the span E312-F332. (H) Secondary 1Ha chemical shifts A3(1Ha)P-C represent the
difference between the measured chemical shift and a typical random-coil chemical shift. Pronounced positive secondary 1Ha chemical shifts indicate a helical
structure conformation of the protein (Cavanagh, 2007). (I) Generalized chemical shift changes A3(1H15N)d-m were calculated as the geometrical distance (with
weighting of 1H shifts by a factor of 5 compared to 15N shifts) between the amide cross-peaks assigned to the dimeric and monomeric hNEU1-TMS2 states in the
1H/15N-TROSY spectra. The measurement uncertainty is shown in the upper left corner.

monitored by variation of hNEUI1-TMS2/mutIntPepR (N/I)
molar ratio in the micellar environment. Stepwise addition
of mutIntPepR to the hNEUI-TMS2 sample at ratio D/P
maintained near 100 results in protein heterodimerization
revealed by pronounced NMR signal doubling at N/I equal
to 1 (Figure 7C). Decreasing N/I leads to oligomerization
and further precipitation of the peptides. As for the mutant
counterparts, addition of IntPepR resulted in precipitation of
the hNEU1-TMS2 sample. Nevertheless, similar pattern of NMR
signal doubling was observed with some differences, e.g., the
cross-peak doubling of E** amide group from the C-terminal
part of the fragment (Figure 7C, in bottom), indicating that
the heterodimerization interface is analogous but somewhat
shifted to the C-terminal part of the TM segment. Taken
together, these results definitely show that IntPep directly interact
with the NEU1 TM2 domain. Also, based on the NMR data,
dimer models with almost parallel helix packing were taken

for estimation of the free energy of helix association in lipid
bilayer (see below).

Calculations of the Free Energy of TM

Helix-Helix Dimerization

Free energy estimation showed that IntPep-RKR forms more
stable heterodimer with TM2' (—68 # 5 kJ/mol) than
the homodimer TM2'/TM2’ itself (—54 £ 4 kJ/mol), while
the heterodimer TM2'/mutIntPep-RKR is also energetically
favorable, but much weaker (—39 =+ 6 kJ/mol). Also, as shown in
Figure 6C, heterodimers demonstrate slightly more tight packing
than the wild type homodimer that can be caused with the
presence of the charged RKR sequence on the C-terminus that
is also involved in intermonomer contacts. Dimeric structures
corresponding to the free energy minima demonstrate high
similarity as shown in Figures 6D-F.
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DISCUSSION

Besides its pivotal role in the degradation of sialyloconjugates
in lysosomes known from several decades (Bonten et al,
2014), participation of NEU1 sialidase in cellular regulatory
mechanisms has been discovered only recently. These major
advances were concomitant with the discovery that NEU1 is also
expressed at the plasma membrane of cells. By its ability to cleave
sialic acid residues of membrane glycoproteins, this sialidase is
involved in a wide range of human disorders as diverse as cancers,
infectious and cardiovascular diseases. For instance, desialylation
of the B4 integrin, PDGFE, and IGF-1 receptors by NEU1 reduces
metastasis of human colon cancer cells and decreases mitogenic
signals induced by ligands (Hinek et al.,, 2008; Uemura et al,
2009). NEU1 also plays role in innate immunity by desialylation
of TLR4 receptors enabling the removal of steric hindrance
mandatory for MyD88/TLR4 association and subsequent TLR4
activation in dendritic cells and macrophages (Amith et al., 2010).
More recently, desialylation of platelets by NEU1 has been shown
to play critical role in platelet clearance and thrombocytopenia
(Lietal, 2015). At the plasma membrane, NEU1 is also involved
in the modulation of elastic fiber assembly (Hinek et al., 2006)
and the biological effects mediated by the elastin-derived peptides
(Wahart et al.,, 2019). NEUI and its chaperone (PPCA) were
both identified as components of the elastin receptor complex
together with the elastin-binding protein (Hinek et al., 2006).
Importantly, elastin receptor complex signaling relies on NEU1
activity (Duca et al., 2007) and inhibiting NEU1 by siRNA or by
the broad-spectrum sialidase inhibitor DANA blocks signaling
pathways and biological effects mediated by this receptor in
different age-related vascular diseases (Blaise et al., 2013; Gayral
et al., 2014; Kawecki et al., 2019). From these data, inhibition
of NEUI sialidase activity appears as a relevant pharmacological
target of high-added value with potential application in cancers,
infectious and cardiovascular diseases. However, no selective
inhibitor of NEUT catalytic activity is currently available and new
tools are needed.

The aim of this study was to develop new tools to selectively
block plasma membrane NEU1 (mNEUI) sialidase activity
by interfering with its dimerization. Results from our group
demonstrated that human mNEU1 behaves as a transmembrane
protein at the plasma membrane of cells and identified two
regions, 139-159 (TMI1) and 316-333 (TM2), as potential
transmembrane domains (Maurice et al., 2016). Importantly, the
TM2 domain was shown to be critical for dimerization of mNEU1
and introduction of point mutations in this protein-protein
interface blocked mNEU1 dimerization but also its sialidase
activity (Maurice et al.,, 2016) pointing out the importance of
this region for mNEU1 functioning. From these results, we
hypothesized that interfering peptides (IntPep) able to selectively
bind to the TM2 region of NEU1 should form inactive (or
“weak”) IntPep-NEU1 heterodimers leading to disruption of
homodimerization and decrease of sialidase activity. Indeed,
as TM domains of several membrane proteins are directly
involved in receptor dimerization/activation, several strategies
using hydrophobic peptides which mimic the TM segments of
these receptors have been developed during the last years as

tools to target specifically the corresponding receptor dimer and
modulate receptor activation (Albrecht et al., 2020; Westerfield
and Barrera, 2020). By combining molecular dynamics (MD)
simulations and experimental approaches, here we designed a
number of IntPep targeting the human NEU1 TM2 region and
evaluated their effects on dimerization and sialidase activity
of the mNEUI. To promote delivery of the IntPep into cell
membrane, two complementary strategies were used. The first
one consisted of coupling the HIV-1 TAT sequence to the
IntPep. The TAT peptide is the first known cell-penetrating
peptide that has been widely used both for in vitro and in vivo
applications (Rizzuti et al., 2015). Due to its sequence rich
with positively charged lysine and arginine, the TAT peptide
has been shown to efficiently deliver different cargoes into cells
(Bechara and Sagan, 2013). The second strategy consisted of
solubilizing the IntPep in LDS micellar solution. The efficiency
of detergent micelles to carry and deliver IntPep into cells
has also been widely used in a number of studies to inhibit
membrane protein dimerization (Arpel et al., 2014, 2016). As
already described, transmembrane peptides possess biophysical
characteristics (hydrophobic) which allow rapid integration to
the targeted cell membrane. Moreover, previous studies using the
same delivery strategy showed that peptides using LDS micelles
display both a very low immunogenicity profile and a good
stability (up to 48 h at the membrane, low sensitivity to proteases
when peptides are inside of the membrane) allowing their use
in vivo and a long-term efficacy (Nasarre et al., 2010). For this
second strategy, we selected the presence of the RKR motif at the
C-terminus of the IntPep to optimize its orientation within the
plasma membrane, as described previously (Roth et al., 2008).

The first part of the study was dedicated to the structural
characterization of these IntPep. The behavior of both
IntPep (TAT-IntPep, IntPep-RKR) in membrane-mimicking
environment was first evaluated by MD simulations and data
showed that both IntPep preserve stable helical structure and
TM orientation in the POPC bilayer. Also, in membrane, they
associate with the TM2 region of NEUI, and are prone to
form stable IntPep/NEU1 heterodimers, indicating that the
TAT sequence and RKR motif have no major incidence on the
secondary structure of the IntPep and their ability to interact with
its target in the membrane. Two different modeling strategies
revealed a set of dimer conformations having the same residues
on the dimerization interface, but varying crossing angle. Indeed,
we showed with the aid of the heteronuclear NMR spectroscopy
in the membrane mimetic that the membrane-embedded
TM2 span E312-F332 of hNEUI, can self-associate as well as
heterodimerize with the mutIntPep sequence via almost identical
elongated dimerization interfaces, consistent with the homo-
and heterodimerization modes having small crossing angles of
the TM helices obtained by MD simulations.

Next, we evaluated the ability of FITC-TAT-IntPep and FITC-
IntPep-RKR delivered from LDS micelles to reach the plasma
membrane and to colocalize with mNEUT in cells overexpressing
NEUI1-Flag. From our observations, colocalization areas were
clearly visible at the plasma membrane between mNEUI1
and the FITC-IntPep using either the TAT or the LDS
approach. Furthermore, a nuclear staining is observed with
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FITC-TAT-IntPep likely due to the TAT sequence that harbors a
nuclear localization signal (Arif et al., 2014; Smith et al., 2018).
Interaction between IntPep and mNEUI1 was finally validated
from our co-immunoprecipitation experiments showing that
FITC-IntPep co-immunoprecipitate with mNEU1 from crude
membrane preparations. Taken together, these data validated our
interference strategy, and the effects of both IntPep were next
evaluated in experiments assessing dimerization and sialidase
activity of the mNEUI. Using the both aforementioned delivery
strategies, the IntPep with four point mutations previously
described as inhibitors of dimerization were also tested (Maurice
et al., 2016). For both formulations, a comparable and strong
decrease of mNEU1 dimerization (~50%) and sialidase activity
(~40%) was observed compared to their respective control.
Moreover, for both formulations, a strong decrease of sialidase
activity was observed in THP-1 derived macrophages. Even
if a complete inhibition of mNEU1 sialidase activity was not
observed, these results are rather promising. As previously
reported, nNEU1 may contain a second transmembrane domain
(TM1) (Maurice et al, 2016). Even if a lower potency for
dimerization was observed for TM1 (Maurice et al., 2016),
homodimerization of NEUI through its TM1 domain is
conceivable and may account for the absence of complete
inhibition of mNEU1 sialidase activity. Whether NEUI may
homodimerize through TM1/TM2 domains is not known.
However, these TM1/TM2 homodimers could explain the
absence of a complete inhibition of mNEU1 sialidase activity by
our interference strategy.

Other interesting findings came from our MD simulations
of dimers formed between the NEU1 TM2 domain and IntPep.
Interestingly, in the dimers, IntPep-RKR slightly change their
orientation with respect to the membrane (tilt angle), arguing
in favor of their reorganization to better interact with the
NEU1l TM2 domain whose orientation doesn’t change upon
dimerization. Evaluation of the crossing angles for TM helices
argues in favor of a stable orientation of helices when IntPep-
RKR and NEU1 TM2 domain are in interaction and additional
stabilization comes from the introduced RKR fragment. This
is confirmed by the free energy estimation showing that such
a heterodimer is more stable than the native homodimer.
For the TAT strategy, similar results were obtained. However,
orientation changes of TAT-IntPep are less easy to quantify.
These observations can be explained by the absence of structural
knowledge about adding of the TAT peptide to a transmembrane
helix. In contrast, no preferential value of the crossing angle
was determined with the mutIntPep-RKR peptide harboring the
four mutations A319V, G311, G3psl, and V33gA. This heterodimer
demonstrates lower structural similarity with the native dimer,
and has weaker dimerization strength (higher free energy value),
which is consistent with the decrease of mNEU1 dimerization
inhibition observed with the mutated peptides compared to
native ones. Notably, TM2/mutIntPep-RKR heterodimer is still
energetically favorable, so one can expect low concentration of
such a dimer to be formed.

In conclusion, we have developed an original concept to block
efficiently the sialidase activity of mNEUI. By their ability to
reach the plasma membrane and to bind at the dimerization

interface of the TM2 domain of human NEU1 (region 316-333),
these IntPep selectively and strongly decrease sialidase activity of
mNEUL. Importantly, these IntPep are also strong inhibitors of
membrane sialidase activity triggered by elastin-derived peptides
in macrophages, known to strictly depend on NEU1 (Kawecki
etal.,, 2019). Thus, inhibition of mNEUT1 sialidase activity through
specific transmembrane Intpep constitutes a promising way to
decrease the deleterious effects of the elastin-derived peptides in
age-related vascular diseases (Maurice et al.,, 2013; Duca et al,
2016) given that only a few NEU1 specific inhibitors have been
reported. Thereafter, as TM peptides appear to be effective in
specific targeting of dimerization and activation of mNEUI
in vitro, this technique could be used to inhibit in vivo this protein
involved in several pathophysiological contexts as atherosclerosis
(Gayral et al., 2014; Kawecki et al., 2019), thrombosis (Kawecki
et al., 2014), insulin resistance (Blaise et al., 2013), non-alcoholic
steatohepatitis (Romier et al., 2018), and cancer (Ntayi et al.,
2004; Hornebeck et al., 2005; Pocza et al., 2008; Hou et al., 2016;
Ren et al,, 2016). In the case of cancer, as TM peptides are
known to not have the ability to selectively hit the cancer cells
expressing the target in vivo, these compounds can be combined
with targeting moieties linked to nanocarriers to address this
point and develop drugs with a more selective effect on a given
cell type (Gamper et al., 2019).

DATA AVAILABILITY STATEMENT

The original contributions presented in the study are included
in the article/Supplementary Material, further inquiries can be
directed to the corresponding author/s.

AUTHOR CONTRIBUTIONS

All authors listed have made a substantial, direct and intellectual
contribution to the work, and approved it for publication.

FUNDING

Financial support was received from CNRS, URCA, Région
Champagne-Ardenne, Ligue Nationale Contre le Cancer (projet
de recherches interrégional), ANR (ANR-18-CE44-0017), and the
CNRS (PRC-2017-CNRS/RFBR #1967). This work was supported
by the Russian Science Foundation (project #18-14-00375) in part
of the free energy calculations and NMR spectroscopy. Prediction
and design of transmembrane helix-helix dimers was done in
the framework of the Russian Foundation for Basic Research
(project #18-54-15007).

ACKNOWLEDGMENTS

The authors thank the HPC-Regional Center ROMEO and the
Multiscale Molecular Modeling Platform (P3M). Calculations
were performed on supercomputer supported within the
framework of the HSE University Basic Research Program and

Frontiers in Cell and Developmental Biology | www.frontiersin.org

December 2020 | Volume 8 | Article 611121


https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles

Albrecht et al.

Interfering Peptides to Inhibit Neuraminidase-1

funded by the Russian Academic Excellence Project “5-100.”
Access to computational facilities of the Supercomputer Center
“Polytechnical” at the St. Petersburg Polytechnic University is
gratefully appreciated. The chair MAGICS is acknowledged for
financial and technical support.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fcell.2020.
611121/full#supplementary-material

REFERENCES

Albrecht, C., Appert-Collin, A., Bagnard, D., Blaise, S., Romier-Crouzet, B.,
Efremov, R. G., et al. (2020). Transmembrane peptides as inhibitors of protein-
protein interactions: an efficient strategy to target cancer cells. Front. Oncol.
10:519. doi: 10.3389/fonc.2020.00519

Amith, S. R, Jayanth, P, Franchuk, S., Finlay, T., Seyrantepe, V., Beyaert, R., et al.
(2010). Neul desialylation of sialyl alpha-2,3-linked beta-galactosyl residues of
TOLL-like receptor 4 is essential for receptor activation and cellular signaling.
Cell. Signal. 22, 314-324. doi: 10.1016/j.cellsig.2009.09.038

Arif, M., Wei, J., Zhang, Q., Liu, F., Basurto-Islas, G., Grundke-Igbal, I, et al.
(2014). Cytoplasmic retention of protein phosphatase 2A inhibitor 2 (I2PP2A)
induces Alzheimer-like abnormal hyperphosphorylation of Tau. J. Biol. Chem.
289, 27677-27691. doi: 10.1074/jbc.M114.565358

Arpel, A., Gamper, C., Spenl¢, C., Fernandez, A., Jacob, L., Baumlin, N., et al.
(2016). Inhibition of primary breast tumor growth and metastasis using a
neuropilin-1 transmembrane domain interfering peptide. Oncotarget 7, 54723~
54732. doi: 10.18632/oncotarget.10101

Arpel, A., Sawma, P., Spenlé, C,, Fritz, J., Meyer, L., Garnier, N., et al. (2014).
Transmembrane domain targeting peptide antagonizing ErbB2/Neu inhibits
breast tumor growth and metastasis. Cell Rep. 8, 1714-1721. doi: 10.1016/j.
celrep.2014.07.044

Bechara, C., and Sagan, S. (2013). Cell-penetrating peptides: 20 years later, where
do we stand? FEBS Lett. 587, 1693-1702. doi: 10.1016/j.febslet.2013.04.031

Bennasroune, A., Fickova, M., Gardin, A., Dirrig-Grosch, S., Aunis, D., Crémel, G.,
et al. (2004). Transmembrane peptides as inhibitors of ErbB receptor signaling.
Mol. Biol. Cell 15, 3464-3474. doi: 10.1091/mbc.E03-10-0753

Berendsen, H. J. C.,, Postma, J. P. M., van Gunsteren, W. F., DiNola, A., and Haak,
J. R. (1984). Molecular dynamics with coupling to an external bath. J. Chem.
Phys. 81, 3684-3690. doi: 10.1063/1.448118

Berger, O., Edholm, O., and Jihnig, F. (1997). Molecular dynamics simulations
of a fluid bilayer of dipalmitoylphosphatidylcholine at full hydration, constant
pressure, and constant temperature. Biophys. J. 72, 2002-2013. doi: 10.1016/
S0006-3495(97)78845-78843

Blaise, S., Romier, B., Kawecki, C., Ghirardi, M., Rabenoelina, F., Baud, S,
et al. (2013). Elastin-derived peptides are new regulators of insulin resistance
development in mice. Diabetes Metab. Res. Rev. 62, 3807-3816. doi: 10.2337/
db13-0508

Bocharov, E. V., Lesovoy, D. M., Pavlov, K. V., Pustovalova, Y. E., Bocharova,
0. V., and Arseniev, A. S. (2016). Alternative packing of EGFR transmembrane
domain suggests that protein-lipid interactions underlie signal conduction
across membrane. Biochim. Biophys. Acta BBA Biomembr. 1858, 1254-1261.
doi: 10.1016/j.bbamem.2016.02.023

Bocharov, E. V., Mineev, K. S., Goncharuk, M. V., and Arseniev, A. S. (2012).
Structural and thermodynamic insight into the process of “weak” dimerization
of the ErbB4 transmembrane domain by solution NMR. Biochim. Biophys. Acta
BBA Biomembr. 1818, 2158-2170. doi: 10.1016/j.bbamem.2012.05.001

Bocharov, E. V., Mineev, K. S., Volynsky, P. E., Ermolyuk, Y. S., Tkach, E. N., Sobol,
A. G, et al. (2008). Spatial structure of the dimeric transmembrane domain of
the growth factor receptor ErbB2 presumably corresponding to the receptor
active state. J. Biol. Chem. 283, 6950-6956. doi: 10.1074/jbc.M709202200

Supplementary Figure 1 | Behavior of TM2 and interfering peptide monomers in
the lipid bilayer: results of MD simulations. Time evolution of the monomer
secondary structure during 250 ns MD simulations in explicit POPC membrane.
(A) TM2 peptide, (B) TAT-IntPep, (C) IntPep-RKR, (D) TAT-mutintPep, and

(E) mutintPep-RKR. a-helical structure is in blue, turn and bend regions are in
green and yellow, 31p-helix is in gray, and unstructured fragments are in white.
Residue numbering is shown on the left.

Supplementary Figure 2 | Effects of TAT peptides and micelle-delivered peptides
on cell viability. (A,B) 10,000 COS-7 cells were plated in 96 well plates. After 24 h,
cells were incubated with TAT peptides, TAT-IntPep, nothing (A), micelles
containing IntPep-RKR, micelles containing mutintPep-RKR or micelles only (B).
The different peptides were incubated with cells for 24 h. Results are represented
compared to the no peptide control condition normalized to 100% (n = 3-25)
(***p < 0.001, ANOVA).

Bocharova, O. V., Urban, A. S., Nadezhdin, K. D., Bocharov, E. V., and Arseniev,
A. S. (2016). Cell-free expression of the APP transmembrane fragments with
Alzheimer’s disease mutations using algal amino acid mixture for structural
NMR studies. Protein Expr. Purif. 123, 105-111. doi: 10.1016/j.pep.2016.
04.004

Bonten, E. J., Annunziata, I, and d’Azzo, A. (2014). Lysosomal multienzyme
complex: pros and cons of working together. Cell. Mol. Life Sci. 71, 2017-2032.
doi: 10.1007/s00018-013-1538-1533

Bonten, E. J., Campos, Y., Zaitsev, V., Nourse, A., Waddell, B., Lewis, W., et al.
(2009). Heterodimerization of the sialidase NEU1 with the chaperone protective
protein/cathepsin a prevents its premature oligomerization. J. Biol. Chem. 284,
28430-28441. doi: 10.1074/jbc.M109.031419

Bonten, E., van der Spoel, A., Fornerod, M., Grosveld, G., and d’Azzo, A. (1996).
Characterization of human lysosomal neuraminidase defines the molecular
basis of the metabolic storage disorder sialidosis. Genes Dev. 10, 3156-3169.
doi: 10.1101/gad.10.24.3156

Bussi, G., Donadio, D., and Parrinello, M. (2007). Canonical sampling through
velocity rescaling. J. Chem. Phys. 126:014101. doi: 10.1063/1.2408420

Cavanagh, J. (ed.) (2007). Protein NMR Spectroscopy: Principles and Practice, 2nd
Edn. Boston: Academic Press.

Cheatham, T. E. L., Miller, J. L., Fox, T., Darden, T. A., and Kollman, P. A. (2002).
Molecular dynamics simulations on solvated biomolecular systems: the particle
mesh ewald method leads to stable trajectories of DNA. RNA, and Proteins.
J. Am. Chem. Sec. 117, 4193-4194. doi: 10.1021/ja00119a045

Chill, J. H., Louis, J. M., Baber, J. L., and Bax, A. (2006). Measurement of 15N
relaxation in the detergent-solubilized tetrameric KcsA potassium channel.
J. Biomol. NMR 36, 123-136. doi: 10.1007/s10858-006-9071-9074

DeLano, W. L. (2002). The PyMOL Molecular Graphics System; DeLano
Scientific: San Carlos, CA, 2002. - Recherche Google. Available online at:
https://www.google.com/search?client=firefox-b-d&q=.+DeLano%2C+W +L.
+%282009%29.+The+PyMOL+Molecular+Graphics+System%3B+DeLano+
Scientific%3A+San+Carlos%2C+CA%2C+2002. (Accessed March 24, 2020)

Dickson, C. J., Madej, B. D., Skjevik, A. A., Betz, R. M., Teigen, K., Gould, L. R.,
et al. (2014). Lipid14: the amber lipid force field. J. Chem. Theory Comput. 10,
865-879. doi: 10.1021/ct4010307

Dridi, L., Seyrantepe, V., Fougerat, A., Pan, X., Bonneil, E., Thibault, P., et al.
(2013). Positive regulation of insulin signaling by neuraminidase 1. Diabetes
Metab. Res. Rev. 62, 2338-2346. doi: 10.2337/db12-1825

Duca, L., Blaise, S., Romier, B., Laffargue, M., Gayral, S., El Btaouri, H., et al. (2016).
Matrix ageing and vascular impacts: focus on elastin fragmentation. Cardiovasc.
Res. 110, 298-308. doi: 10.1093/cvr/cvw061

Duca, L., Blanchevoye, C., Cantarelli, B., Ghoneim, C., Dedieu, S., Delacoux, F.,
et al. (2007). The elastin receptor complex transduces signals through the
catalytic activity of its Neu-1 subunit. J. Biol. Chem. 282, 12484-12491. doi:
10.1074/jbc.M609505200

Gamper, C., Spenlé, C., Boscd, S., van der Heyden, M., Erhardt, M., Orend, G.,
et al. (2019). Functionalized tobacco mosaic virus coat protein monomers and
oligomers as nanocarriers for anti-cancer peptides. Cancers 11:1609. doi: 10.
3390/cancers11101609

Gayral, S., Garnotel, R, Castaing-Berthou, A., Blaise, S., Fougerat, A., Berge, E.,
et al. (2014). Elastin-derived peptides potentiate atherosclerosis through the

Frontiers in Cell and Developmental Biology | www.frontiersin.org

December 2020 | Volume 8 | Article 611121


https://www.frontiersin.org/articles/10.3389/fcell.2020.611121/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fcell.2020.611121/full#supplementary-material
https://doi.org/10.3389/fonc.2020.00519
https://doi.org/10.1016/j.cellsig.2009.09.038
https://doi.org/10.1074/jbc.M114.565358
https://doi.org/10.18632/oncotarget.10101
https://doi.org/10.1016/j.celrep.2014.07.044
https://doi.org/10.1016/j.celrep.2014.07.044
https://doi.org/10.1016/j.febslet.2013.04.031
https://doi.org/10.1091/mbc.E03-10-0753
https://doi.org/10.1063/1.448118
https://doi.org/10.1016/S0006-3495(97)78845-78843
https://doi.org/10.1016/S0006-3495(97)78845-78843
https://doi.org/10.2337/db13-0508
https://doi.org/10.2337/db13-0508
https://doi.org/10.1016/j.bbamem.2016.02.023
https://doi.org/10.1016/j.bbamem.2012.05.001
https://doi.org/10.1074/jbc.M709202200
https://doi.org/10.1016/j.pep.2016.04.004
https://doi.org/10.1016/j.pep.2016.04.004
https://doi.org/10.1007/s00018-013-1538-1533
https://doi.org/10.1074/jbc.M109.031419
https://doi.org/10.1101/gad.10.24.3156
https://doi.org/10.1063/1.2408420
https://doi.org/10.1021/ja00119a045
https://doi.org/10.1007/s10858-006-9071-9074
https://www.google.com/search?client=firefox-b-d&q=.+DeLano%2C+W.+L.+%282009%29.+The+PyMOL+Molecular+Graphics+System%3B+DeLano+Scientific%3A+San+Carlos%2C+CA%2C+2002
https://www.google.com/search?client=firefox-b-d&q=.+DeLano%2C+W.+L.+%282009%29.+The+PyMOL+Molecular+Graphics+System%3B+DeLano+Scientific%3A+San+Carlos%2C+CA%2C+2002
https://www.google.com/search?client=firefox-b-d&q=.+DeLano%2C+W.+L.+%282009%29.+The+PyMOL+Molecular+Graphics+System%3B+DeLano+Scientific%3A+San+Carlos%2C+CA%2C+2002
https://doi.org/10.1021/ct4010307
https://doi.org/10.2337/db12-1825
https://doi.org/10.1093/cvr/cvw061
https://doi.org/10.1074/jbc.M609505200
https://doi.org/10.1074/jbc.M609505200
https://doi.org/10.3390/cancers11101609
https://doi.org/10.3390/cancers11101609
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles

Albrecht et al.

Interfering Peptides to Inhibit Neuraminidase-1

immune Neul-PI3Ky pathway. Cardiovasc. Res. 102, 118-127. doi: 10.1093/cvr/
cvt336

Giacopuzzi, E., Bresciani, R., Schauer, R., Monti, E., and Borsani, G. (2012). New
insights on the sialidase protein family revealed by a phylogenetic analysis in
metazoa. PLoS One 7:¢44193. doi: 10.1371/journal.pone.0044193

Glanz, V. Y., Myasoedova, V. A., Grechko, A. V., and Orekhov, A. N. (2019).
Sialidase activity in human pathologies. Eur. J. Pharmacol. 842, 345-350. doi:
10.1016/j.ejphar.2018.11.014

Guo, T., Héon-Roberts, R., Zou, C., Zheng, R., Pshezhetsky, A. V., and Cairo, C. W.
(2018). Selective inhibitors of human neuraminidase 1 (NEU1). J. Med. Chem.
61, 11261-11279. doi: 10.1021/acs.jmedchem.8b01411

Hata, K., Koseki, K., Yamaguchi, K., Moriya, S., Suzuki, Y., Yingsakmongkon, S.,
et al. (2008). Limited inhibitory effects of oseltamivir and zanamivir on human
sialidases. Antimicrob. Agents Chemother. 52, 3484-3491. doi: 10.1128/AAC.
00344-348

Herce, H. D., and Garcia, A. E. (2007). Molecular dynamics simulations suggest a
mechanism for translocation of the HIV-1 TAT peptide across lipid membranes.
Proc. Natl. Acad. Sci. 104, 20805-20810. doi: 10.1073/pnas.0706574105

Hess, B. (2008). P-LINCS: a parallel linear constraint solver for molecular
simulation. J. Chem. Theory Comput. 4, 116-122. doi: 10.1021/ct700200b

Hinek, A., Bodnaruk, T. D., Bunda, S., Wang, Y., and Liu, K. (2008).
Neuraminidase-1, a subunit of the cell surface elastin receptor, desialylates
and functionally inactivates adjacent receptors interacting with the mitogenic
growth factors PDGF-BB and IGF-2. Am. J. Pathol. 173, 1042-1056. doi: 10.
2353/ajpath.2008.071081

Hinek, A., Pshezhetsky, A. V., von Itzstein, M., and Starcher, B. (2006). Lysosomal
sialidase (neuraminidase-1) is targeted to the cell surface in a multiprotein
complex that facilitates elastic fiber assembly. J. Biol. Chem. 281, 3698-3710.
doi: 10.1074/jbc.M508736200

Holt, A., and Killian, J. A. (2010). Orientation and dynamics of transmembrane
peptides: the power of simple models. Eur. Biophys. J. 39, 609-621. doi: 10.1007/
500249-009-0567-561

Hornebeck, W., Robinet, A., Duca, L., Antonicelli, F., Wallach, J., and Bellon, G.
(2005). The elastin connection and melanoma progression. Anticancer Res. 25,
2617-2625.

Hou, G, Liu, G., Yang, Y., Li, Y., Yuan, S., Zhao, L., et al. (2016). Neuraminidase 1
(NEU1) promotes proliferation and migration as a diagnostic and prognostic
biomarker of hepatocellular carcinoma. Oncotarget 7, 64957-64966. doi: 10.
18632/oncotarget.11778

Hub, J. S., de Groot, B. L., and van der Spoel, D. (2010). G_wham—a free weighted
histogram analysis implementation including robust error and autocorrelation
estimates. J. Chem. Theory Comput. 6, 3713-3720. doi: 10.1021/ct100494z

Hwang, T. L., van Zijl, P. C., and Mori, S. (1998). Accurate quantitation of water-
amide proton exchange rates using the phase-modulated CLEAN chemical
EXchange (CLEANEX-PM) approach with a Fast-HSQC (FHSQC) detection
scheme. J. Biomol. NMR 11, 221-226. doi: 10.1023/a:1008276004875

Hyun, S. W, Liu, A, Liu, Z, Cross, A. S., Verceles, A. C., Magesh, S., et al.
(2016). The NEU1-selective sialidase inhibitor, C9-butyl-amide-DANA, blocks
sialidase activity and NEU1-mediated bioactivities in human lung in vitro
and murine lung in vivo. Glycobiology 26, 834-849. doi: 10.1093/glycob/
cww060

Jayanth, P., Amith, S. R., Gee, K., and Szewczuk, M. R. (2010). Neul sialidase and
matrix metalloproteinase-9 cross-talk is essential for neurotrophin activation of
Trk receptors and cellular signaling. Cell. Signal. 22, 1193-1205. doi: 10.1016/j.
cellsig.2010.03.011

Jo, S, Kim, T., Iyer, V. G., and Im, W. (2008). CHARMM-GUI: a web-based
graphical user interface for CHARMM. J. Comput. Chem. 29, 1859-1865. doi:
10.1002/jcc.20945

Jorgensen, W. L., Chandrasekhar, J., Madura, J. D., Impey, R. W, and Klein, M. L.
(1983). Comparison of simple potential functions for simulating liquid water.
J. Chem. Phys. 79, 926-935. doi: 10.1063/1.445869

Kawecki, C., Bocquet, O., Schmelzer, C. E. H.,, Heinz, A., Thling, C., Wahart,
A., et al. (2019). Identification of CD36 as a new interaction partner of
membrane NEUL: potential implication in the pro-atherogenic effects of the
elastin receptor complex. Cell. Mol. Life Sci. CMLS 76, 791-807. doi: 10.1007/
500018-018-2978-2976

Kawecki, C., Hézard, N., Bocquet, O., Poitevin, G., Rabenoelina, F., Kauskot,
A, et al. (2014). Elastin-derived peptides are new regulators of thrombosis.

Arterioscler. Thromb. Vasc. Biol. 34, 2570-2578. doi: 10.1161/ATVBAHA.114.
304432

Keller, R. (2004). The Computer Aided Resonance Assignment Tutorial. Goldau:
Cantina Verl.

Kim, S. H,, Jeong, J. H,, Lee, S. H., Kim, S. W., and Park, T. G. (2008). Local and
systemic delivery of VEGF siRNA using polyelectrolyte complex micelles for
effective treatment of cancer. J. Control. Release 129, 107-116. doi: 10.1016/j.
jconrel.2008.03.008

Lee, C,, Liu, A., Miranda-Ribera, A., Hyun, S. W, Lillehoj, E. P., Cross, A. S.,
etal. (2014). NEU1 sialidase regulates the sialylation state of CD31 and disrupts
CD31-driven capillary-like tube formation in human lung microvascular
endothelia. J. Biol. Chem. 289, 9121-9135. doi: 10.1074/jbc.M114.555888

Li, J., van der Wal, D. E., Zhu, G., Xu, M., Yougbare, 1., Ma, L., et al. (2015).
Desialylation is a mechanism of Fc-independent platelet clearance and a
therapeutic target in immune thrombocytopenia. Nat. Commun. 6:7737. doi:
10.1038/ncomms8737

Lillehoj, E. P., Hyun, S. W., Feng, C., Zhang, L., Liu, A., Guang, W., et al.
(2012). NEUI sialidase expressed in human airway epithelia regulates epidermal
growth factor receptor (EGFR) and MUCI protein signaling. J. Biol. Chem. 287,
8214-8231. doi: 10.1074/jbc.M111.292888

Lindorff-Larsen, K., Piana, S., Palmo, K., Maragakis, P., Klepeis, J. L., Dror, R. O.,
et al. (2010). Improved side-chain torsion potentials for the Amber ff99SB
protein force field. Proteins 78, 1950-1958. doi: 10.1002/prot.22711

MacKenzie, K. R. (1997). A transmembrane helix dimer: structure and
implications. Science 276, 131-133. doi: 10.1126/science.276.5309.131

Magesh, S., Moriya, S., Suzuki, T., Miyagi, T., Ishida, H., and Kiso, M. (2008).
Design, synthesis, and biological evaluation of human sialidase inhibitors. part
1: selective inhibitors of lysosomal sialidase (NEU1). Bioorg. Med. Chem. Lett.
18, 532-537. doi: 10.1016/j.bmcl.2007.11.084

Magesh, S., Suzuki, T., Miyagi, T., Ishida, H., and Kiso, M. (2006). Homology
modeling of human sialidase enzymes NEU1, NEU3 and NEU4 based on the
crystal structure of NEU2: hints for the design of selective NEU3 inhibitors.
J. Mol. Graph. Model. 25, 196-207. doi: 10.1016/}.jmgm.2005.12.006

Maurice, P., Baud, S., Bocharova, O. V., Bocharov, E. V., Kuznetsov, A. S.,
Kawecki, C., et al. (2016). New insights into molecular organization of human
neuraminidase-1: transmembrane topology and dimerization ability. Sci. Rep.
6:38363. doi: 10.1038/srep38363

Maurice, P., Blaise, S., Gayral, S., Debelle, L., Laffargue, M., Hornebeck, W., et al.
(2013). Elastin fragmentation and atherosclerosis progression: the elastokine
concept. Trends Cardiovasc. Med. 23, 211-221. doi: 10.1016/j.tcm.2012.12.004

Michaud-Agrawal, N., Denning, E. J., Woolf, T. B., and Beckstein, O. (2011).
MDAnalysis: a toolkit for the analysis of molecular dynamics simulations.
J. Comput. Chem. 32, 2319-2327. doi: 10.1002/jcc.21787

Mineev, K. S., Bocharov, E. V., Pustovalova, Y. E., Bocharova, O. V., Chupin, V. V.,
and Arseniev, A. S. (2010). Spatial structure of the transmembrane domain
heterodimer of ErbB1 and ErbB2 receptor tyrosine kinases. J. Mol. Biol. 400,
231-243. doi: 10.1016/j.jmb.2010.05.016

Miyagi, T., and Yamaguchi, K. (2012). Mammalian sialidases: physiological and
pathological roles in cellular functions. Glycobiology 22, 880-896. doi: 10.1093/
glycob/cws057

Monti, E., Bonten, E., D’Azzo, A., Bresciani, R., Venerando, B., Borsani, G., et al.
(2010). Sialidases in vertebrates: a family of enzymes tailored for several cell
functions. Adv. Carbohydr. Chem. Biochem. 64, 403-479. doi: 10.1016/S0065-
2318(10)64007-64003

Nasarre, C., Roth, M., Jacob, L., Roth, L., Koncina, E., Thien, A., et al. (2010).
Peptide-based interference of the transmembrane domain of neuropilin-1
inhibits glioma growth in vivo. Oncogene 29, 2381-2392. doi: 10.1038/onc.
2010.9

Ntayi, C., Labrousse, A.-L., Debret, R., Birembaut, P., Bellon, G., Antonicelli, F.,
et al. (2004). Elastin-derived peptides upregulate matrix metalloproteinase-2-
mediated melanoma cell invasion through elastin-binding protein. J. Invest.
Dermatol. 122, 256-265. doi: 10.1046/j.0022-202X.2004.22228.x

Ozdirekcan, S., Etchebest, C., Killian, J. A., and Fuchs, P. F. J. (2007). On the
orientation of a designed transmembrane peptide: toward the right tilt angle?
J. Am. Chem. Soc. 129, 15174-15181. doi: 10.1021/ja073784q

Pocza, P., Siili-Vargha, H., Darvas, Z., and Falus, A. (2008). Locally generated
VGVAPG and VAPG elastin-derived peptides amplify melanoma invasion via
the galectin-3 receptor. Int. J. Cancer 122, 1972-1980. doi: 10.1002/ijc.23296

Frontiers in Cell and Developmental Biology | www.frontiersin.org

December 2020 | Volume 8 | Article 611121


https://doi.org/10.1093/cvr/cvt336
https://doi.org/10.1093/cvr/cvt336
https://doi.org/10.1371/journal.pone.0044193
https://doi.org/10.1016/j.ejphar.2018.11.014
https://doi.org/10.1016/j.ejphar.2018.11.014
https://doi.org/10.1021/acs.jmedchem.8b01411
https://doi.org/10.1128/AAC.00344-348
https://doi.org/10.1128/AAC.00344-348
https://doi.org/10.1073/pnas.0706574105
https://doi.org/10.1021/ct700200b
https://doi.org/10.2353/ajpath.2008.071081
https://doi.org/10.2353/ajpath.2008.071081
https://doi.org/10.1074/jbc.M508736200
https://doi.org/10.1007/s00249-009-0567-561
https://doi.org/10.1007/s00249-009-0567-561
https://doi.org/10.18632/oncotarget.11778
https://doi.org/10.18632/oncotarget.11778
https://doi.org/10.1021/ct100494z
https://doi.org/10.1023/a:1008276004875
https://doi.org/10.1093/glycob/cww060
https://doi.org/10.1093/glycob/cww060
https://doi.org/10.1016/j.cellsig.2010.03.011
https://doi.org/10.1016/j.cellsig.2010.03.011
https://doi.org/10.1002/jcc.20945
https://doi.org/10.1002/jcc.20945
https://doi.org/10.1063/1.445869
https://doi.org/10.1007/s00018-018-2978-2976
https://doi.org/10.1007/s00018-018-2978-2976
https://doi.org/10.1161/ATVBAHA.114.304432
https://doi.org/10.1161/ATVBAHA.114.304432
https://doi.org/10.1016/j.jconrel.2008.03.008
https://doi.org/10.1016/j.jconrel.2008.03.008
https://doi.org/10.1074/jbc.M114.555888
https://doi.org/10.1038/ncomms8737
https://doi.org/10.1038/ncomms8737
https://doi.org/10.1074/jbc.M111.292888
https://doi.org/10.1002/prot.22711
https://doi.org/10.1126/science.276.5309.131
https://doi.org/10.1016/j.bmcl.2007.11.084
https://doi.org/10.1016/j.jmgm.2005.12.006
https://doi.org/10.1038/srep38363
https://doi.org/10.1016/j.tcm.2012.12.004
https://doi.org/10.1002/jcc.21787
https://doi.org/10.1016/j.jmb.2010.05.016
https://doi.org/10.1093/glycob/cws057
https://doi.org/10.1093/glycob/cws057
https://doi.org/10.1016/S0065-2318(10)64007-64003
https://doi.org/10.1016/S0065-2318(10)64007-64003
https://doi.org/10.1038/onc.2010.9
https://doi.org/10.1038/onc.2010.9
https://doi.org/10.1046/j.0022-202X.2004.22228.x
https://doi.org/10.1021/ja073784q
https://doi.org/10.1002/ijc.23296
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles

Albrecht et al.

Interfering Peptides to Inhibit Neuraminidase-1

Polyansky, A. A., Chugunov, A. O., Volynsky, P. E, Krylov, N. A., Nolde,
D. E,, and Efremov, R. G. (2014). PREDDIMER: a web server for prediction
of transmembrane helical dimers. Bioinformatics 30, 889-890. doi: 10.1093/
bioinformatics/btt645

Pronk, S., Pall, S., Schulz, R, Larsson, P., Bjelkmar, P., Apostolov, R., et al.
(2013). GROMACS 4.5: a high-throughput and highly parallel open source
molecular simulation toolkit. Bioinforma. Oxf. Engl. 29, 845-854. doi: 10.1093/
bioinformatics/btt055

Rangel-Yagui, C. O., Pessoa, A., and Tavares, L. C. (2005). Micellar solubilization
of drugs. J. Pharm. Pharm. Sci. 8, 147-165.

Ren, L., Zhang, L., Huang, S., Zhu, Y., Li, W., Fang, S., et al. (2016). Effects
of sialidase NEU1 siRNA on proliferation, apoptosis, and invasion in human
ovarian cancer. Mol. Cell. Biochem. 411, 213-219. doi: 10.1007/s11010-015-
2583-z

Richards, M. R., Guo, T., Hunter, C. D., and Cairo, C. W. (2018). Molecular
dynamics simulations of viral neuraminidase inhibitors with the human
neuraminidase enzymes: insights into isoenzyme selectivity. Bioorg. Med.
Chem. 26, 5349-5358. doi: 10.1016/.bmc.2018.05.035

Rizzuti, M., Nizzardo, M., Zanetta, C., Ramirez, A., and Corti, S. (2015).
Therapeutic applications of the cell-penetrating HIV-1 Tat peptide. Drug
Discov. Today 20, 76-85. doi: 10.1016/j.drudis.2014.09.017

Romier, B., Ivaldi, C,, Sartelet, H., Heinz, A., Schmelzer, C. E. H., Garnotel, R., et al.
(2018). Production of elastin-derived peptides contributes to the development
of nonalcoholic steatohepatitis. Diabetes Metab. Res. Rev. 67, 1604-1615. doi:
10.2337/db17-0490

Roth, L., Nasarre, C., Dirrig-Grosch, S., Aunis, D., Crémel, G., Hubert, P., et al.
(2008). Transmembrane domain interactions control biological functions of
neuropilin-1. Mol. Biol. Cell 19, 646-654. doi: 10.1091/mbc.e07-06-0625

Rusciani, A., Duca, L., Sartelet, H., Chatron-Colliet, A., Bobichon, H., Ploton, D.,
et al. (2010). Elastin peptides signaling relies on neuraminidase-1-dependent
lactosylceramide generation. PLoS One 5:e14010. doi: 10.1371/journal.pone.
0014010

Smith, K. M., Tsimbalyuk, S., Edwards, M. R, Cross, E. M., Batra, J., Costa,
T. P. S. D,, et al. (2018). Structural basis for importin alpha 3 specificity of

W proteins in Hendra and Nipah viruses. Nat. Commun. 9:3703. doi: 10.1038/
541467-018-05928-5925

Uemura, T., Shiozaki, K., Yamaguchi, K., Miyazaki, S., Satomi, S., Kato, K,
et al. (2009). Contribution of sialidase NEU1 to suppression of metastasis of
human colon cancer cells through desialylation of integrin beta4. Oncogene 28,
1218-1229. doi: 10.1038/0nc.2008.471

Wahart, A., Hocine, T., Albrecht, C., Henry, A., Sarazin, T., Martiny, L., et al.
(2019). Role of elastin peptides and elastin receptor complex in metabolic
and cardiovascular diseases. FEBS ]. 286, 2980-2993. doi: 10.1111/febs.
14836

Wassenaar, T. A., Ingolfsson, H. I, Bockmann, R. A., Tieleman, D. P., and
Marrink, S. J. (2015). Computational Lipidomics with insane: a versatile tool
for generating custom membranes for molecular simulations. J. Chem. Theory
Comput. 11, 2144-2155. doi: 10.1021/acs.jctc.5b00209

Westerfield, J. M., and Barrera, F. N. (2020). Membrane receptor activation
mechanisms and transmembrane peptide tools to elucidate them. J. Biol. Chem.
295, 1792-1814. doi: 10.1074/jbc.REV119.009457

Yesylevskyy, S., Marrink, S.-J., and Mark, A. E. (2009). Alternative mechanisms
for the interaction of the cell-penetrating peptides penetratin and the TAT
peptide with lipid bilayers. Biophys. J. 97, 40-49. doi: 10.1016/j.bpj.2009.
03.059

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2020 Albrecht, Kuznetsov, Appert-Collin, Dhaideh, Callewaert,
Bershatsky, Urban, Bocharov, Bagnard, Baud, Blaise, Romier-Crouzet, Efremov,
Dauchez, Duca, Gueroult, Maurice and Bennasroune. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Cell and Developmental Biology | www.frontiersin.org

18

December 2020 | Volume 8 | Article 611121


https://doi.org/10.1093/bioinformatics/btt645
https://doi.org/10.1093/bioinformatics/btt645
https://doi.org/10.1093/bioinformatics/btt055
https://doi.org/10.1093/bioinformatics/btt055
https://doi.org/10.1007/s11010-015-2583-z
https://doi.org/10.1007/s11010-015-2583-z
https://doi.org/10.1016/j.bmc.2018.05.035
https://doi.org/10.1016/j.drudis.2014.09.017
https://doi.org/10.2337/db17-0490
https://doi.org/10.2337/db17-0490
https://doi.org/10.1091/mbc.e07-06-0625
https://doi.org/10.1371/journal.pone.0014010
https://doi.org/10.1371/journal.pone.0014010
https://doi.org/10.1038/s41467-018-05928-5925
https://doi.org/10.1038/s41467-018-05928-5925
https://doi.org/10.1038/onc.2008.471
https://doi.org/10.1111/febs.14836
https://doi.org/10.1111/febs.14836
https://doi.org/10.1021/acs.jctc.5b00209
https://doi.org/10.1074/jbc.REV119.009457
https://doi.org/10.1016/j.bpj.2009.03.059
https://doi.org/10.1016/j.bpj.2009.03.059
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cell-and-developmental-biology
https://www.frontiersin.org/
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles

	Transmembrane Peptides as a New Strategy to Inhibit Neuraminidase-1 Activation
	Introduction
	Materials and Methods
	Peptide Preparation
	Dynamic Light Scattering
	MTT Assays
	Cell Cultures and Transfections
	Western Blot
	Immunofluorescence
	Co-immunoprecipitation
	Sialidase Activity
	Nuclear Magnetic Resonance Studies
	Prediction of TM Helix-Helix Dimer Structures With PREDDIMER Algorithm
	Simulations of Spontaneous Dimerization With the DAFT Approach
	Molecular Modeling
	Estimation of the Dimer Stability
	Free Energy Calculations
	Statistical Analyses

	Results
	Structural Characterization of the Interfering Peptides
	Interaction Between Interfering Peptides and mNEU1
	Effects of Interfering Peptides on the Formation of mNEU1 Dimers
	Effects of Interfering Peptides on mNEU1 Sialidase Activity
	Possible Heterodimer Structures Revealed by PREDDIMER and DAFT Approaches
	Stability of the Dimers Formed by Interfering Peptides With TM2
	Structural Characterization of TM2/IntPep Dimers With MD Simulations
	Transmembrane Segment Dimerization Study by NMR Spectroscopy
	Calculations of the Free Energy of TM Helix-Helix Dimerization

	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


