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Abstract

Background: Plasmolipin (PLLP) is a membrane protein located in lipid rafts that participates in the formation of myelin. It is also
implicated in many pathologies, such as neurological disorders, type 2 diabetes, and cancer metastasis. To better understand how PLLP
interacts with raft components (gangliosides and cholesterol), we undertook a global study combining in silico simulations and physico-
chemical measurements of molecular interactions in various PLLP-ganglioside systems. Methods: In silico studies consisted of molec-
ular dynamics simulations in reconstructed membrane environments. PLLP-ganglioside interaction measurements were performed by
microtensiometry at the water-air interface on ganglioside monolayers. Results: We have elucidated the mode of interaction of PLLP
with ganglioside GM1 and characterized this interaction at the molecular level. We showed that GM1 induces the structuring of the extra-
cellular loops of PLLP and that this interaction propagates a conformational signal through the plasma membrane, involving a cholesterol
molecule located between transmembrane domains. This conformational wave is finally transmitted to the intracellular domain of the
protein, consistent with the role of PLLP in signal transduction. Conclusions: This study is a typical example of the epigenetic dimension
of protein structure, a concept developed by our team to describe the chaperone effect of gangliosides on disordered protein motifs which
associate with lipid rafts. From a physiological point of view, these data shed light on the role of gangliosides in myelin formation. From
a pathological point of view, this study will help to design innovative therapeutic strategies focused on ganglioside-PLLP interactions in
various PLLP-associated diseases.
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1. Introduction
Proteolipids are a subclass of membrane proteins solu-

ble in a chloroform–methanol mixture [1]. The proteolipid
plasmolipin (PLLP), also known as plasma membrane pro-
teolipid (PMLP) or transmembrane 4 superfamily, member
11 (TSF11) [2], is a main component of the myelin sheath
[3,4]. Moreover, the human PLLP (encoded by the PLLP
gene) [5], an 18-kD protein, is presumably involved in var-
ious pathological conditions such as Alzheimer’s disease
[6], type 2 diabetes [7], and cancer metastasis [8]. PLLP
is involved in intracellular transport [9], lipid raft formation
[10], and Notch signaling [2]. Finally, PLLP was also iden-
tified as a virus entry receptor [11]. An intriguing aspect of
proteolipids such as PLLP is that most of the protein struc-
ture is embedded in the membrane [2], leaving very few
surfaces of contact for the polar headgroups of glycosphin-
golipids such as gangliosides, which are key lipid raft com-
ponents [12,13]. The predicted topology of human PLLP
is a tetraspan protein with both N-terminal and C-terminal
domains located intracellularly [2]. Correspondingly, the
extracellular areas of PLLP are limited to two loops, encom-
passing amino acid residues 125–144 (AVDLTSLRGTR-

PYNQRAAAS), referred to as loop 1 (the largest one) and
57–64 (DTPYHLYP), referred to as loop 2 (the smallest
one). Alpha-Fold has not satisfactorily resolved the struc-
ture of these loops [14,15], consistent with secondary struc-
ture predictions that consider these regions as disordered
domains [16]. Indeed, apart from the transmembrane (TM)
domains, the AlphaFold predictions for human PLLP that
are available through the UniProt database (entry Q9Y342,
https://www.uniprot.org/uniprotkb/Q9Y342/entry) have ei-
ther low (70 > pLDDT > 50) or very low (pLDDT <50)
confidences indexes.

Gangliosides are important components of the myelin
sheath [17]. Knockout mice lacking major brain ganglio-
sides display decreased central myelination and axonal de-
generation in both the central and peripheral nervous sys-
tems [18]. However, although these data suggest that gan-
gliosides are functionally important for myelin biogenesis
[19], the molecular basis of this concept remains poorly
understood. Solving this problem requires understanding
the molecular interactions between PLLP and gangliosides.
However, disordered loops in the proteolipid make this
analysis particularly difficult. Since PLLP is found within

https://www.imrpress.com/journal/FBL
https://doi.org/10.31083/j.fbl2808157
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://orcid.org/0000-0002-2508-2300
https://orcid.org/0000-0002-3938-7041
https://orcid.org/0000-0001-8647-4597
https://orcid.org/0000-0002-2800-5458
https://orcid.org/0000-0003-0655-7056
https://orcid.org/0000-0001-8653-5521
https://www.uniprot.org/uniprotkb/Q9Y342/entry


lipid rafts [10,20], these membrane domains may be a priv-
ileged site of ganglioside-PLLP interactions. The present
study aimed to assess whether the disordered loops of PLLP
could be structured upon binding to the sugar head group
of gangliosides, according to the lipid chaperone theory
[21,22]. To this end, we studied the interaction of a syn-
thetic peptide derived from the largest extracellular loop of
PLLP with ganglioside monolayers using the Langmuir mi-
crotensiometry technology. Then we performed a series of
molecular dynamics simulations of human PLLP in a lipid
raft environment. Our results give new insights into how
proteolipids interact with lipid rafts and how gangliosides
control the folding of this intriguing class of membrane pro-
teins through a limited set of molecular interactions at the
plasma membrane-water interface.

2. Materials and Methods
2.1 Determination of the Minimal Ganglioside-Binding
Domain of Human PLLP

Ganglioside binding domain (GDB) predictions were
performed according to the algorithm developed for amy-
loid proteins [23]. This allowed us to identify the RGTR-
PYNQR motif in the second extracellular loop of hu-
man PLLP. A synthetic peptide encompassing this mo-
tif (SLRGTRPYNQRA) was synthesized by Schafer-N
(Copenhagen, Denmark) at a purity > 95%.

2.2 Langmuir Microtensiometry
The synthetic peptide SLRGTRPYNQRA was dis-

solved in pure water at a concentration of 1 mM and used at
a final concentration of 10 µM in Langmuir microtensiom-
etry studies. Surface pressure measurements were recorded
with an automated Langmuir trough (Microtrough X, Ki-
bron, Helsinki, Finland) [24–26]. The peptide was added
in the aqueous phase underneath a monolayer of the in-
dicated ganglioside (GM1, GD1a, or GT1b, all purchased
from Matreya) at the initial surface pressure πi indicated.
The interaction of the peptide with the gangliosides was
measured as an increase in the surface pressure of themono-
layer [27]. Both kinetics (∆π = f(t)) and specificity exper-
iments (measurements at πi various values, (∆π = f(πi))
were performed [28]. Data are representative of triplicate
experiments with SD <15%).

2.3 Molecular Modeling Studies
The three-dimensional structure of the human PLLP

was modelized via an ab initio method using the pro-
tein structure prediction service Robetta (https://robetta.
bakerlab.org/) [29]. The first thirty-three residues cor-
responding to an intrinsically disordered region exposed
to the intracellular environment were removed from the
structure. We simulated PLLP in two different settings,
(i) PLLP inserted into a POPC (1-palmitoyl-2-oleoyl-sn-
glycero-3-phosphocholine) bilayer and (ii) PLLP inserted
into a lipid raft environment consisting of an equimolar

mixture of ganglioside and cholesterol [30,31] as previ-
ously described [32–34]. Both environments were sol-
ubilized with TIP3P water (the TIP3P water model as
implemented in CHARMM specifies a 3-site rigid water
molecule with charges and Lennard-Jones parameters as-
signed to each of the 3 atoms) [35] and neutralized with
Na+ and Cl− ions at a final concentration of 0.15 mol/L us-
ing the tools “Add solvation box” and “Add ions” in VMD
software [36]. The molecular dynamics simulations were
performed using NAMD 2.14 (Theoretical and Computa-
tional Biophysics Group in the Beckman Institute for Ad-
vanced Science and Technology at the University of Illinois
at Urbana-Champaign, Urbana-Champaign, IL USA) for
Windows 10 and the force field CHARMM36m [37]. Be-
fore production runs, each system was minimized for 5000
steps and equilibrated at constant temperature (310 K) and
constant pressure (1 atm). The cutoff for calculating non-
covalent intermolecular interactions was set at 12 Å, and
the PME algorithm was used to calculate long-range inter-
actions.

3. Results
3.1 Physicochemical Studies of Ganglioside-Plasmolipin
Interactions

As a preliminary analysis, we submitted the extracel-
lular domains of human PLLP to our dedicated algorithm
for the prediction of ganglioside binding domains [23]. This
algorithm has been previously validated with numerous en-
dogenous and microbial proteins [38]. The largest extra-
cellular loop of human PLLP (loop 1) fulfills the algorithm
with the RGTRPYNQR motif [39]. A synthetic peptide
encompassing this predicted ganglioside binding domain
was thus tested for its ganglioside binding properties. In
these experiments, a ganglioside cluster was reconstituted
as a monolayer at the air-water interface, and the interaction
of the loop 1-derived peptide with this ganglioside mono-
layer wasmeasured by surface pressure measurements [28].
Although consisting of a single lipid leaflet, lipid mono-
layer systems, including reconstituted lipid rafts coupled
with surface pressure measurements, have been validated
as valuable models for the study of membrane-protein in-
teractions [40–44]. Most importantly, lipid raft-like mi-
crodomains have been observed in ganglioside monolay-
ers by fluorescence imaging [45], consistent with the use
of these systems for studying protein binding to lipid rafts
[46]. As shown in Fig. 1, the synthetic loop 1 recognized
the three gangliosides tested: GM1 (themain ganglioside of
myelin) [47], GD1a, and GT1b (both known to interact with
myelin-associated glycoprotein) [48]. The kinetics of in-
teraction were similar with all three gangliosides (Fig. 1a).
However, the data in Fig. 1b indicate that the interaction
of the synthetic loop 1 still occurs with GM1 at higher sur-
face pressure values (> 50mN·m−1), which is a criterion of
higher specificity [28] compared with GD1a and GT1b. In
these experiments, a series of monolayers prepared at dif-
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ferent initial surface pressure values are probed with the
synthetic peptide added in the aqueous phase. At high
surface pressure values, the monolayer consists of densely
packed gangliosides; thus, the insertion of the peptide loop
between the polar head groups of gangliosides is more diffi-
cult. Indeed, this parameter reflects the avidity of the pep-
tide for the monolayer. It is generally considered that the
interaction is biologically consistent when it is still detected
at values of the surface pressure> 30mN·m−1, which is the
mean value measured for a typical plasma membrane [49].
The critical pressure of insertion, which corresponds to the
value of the initial surface pressure at which the peptide no
longer induces an increase in pressure, thus makes it pos-
sible to evaluate its avidity for the different gangliosides
[23,50], as illustrated in Fig. 1b. Overall, these physico-
chemical experiments fully confirmed the data obtained in
silico and formally identify the extracellular loop 1 of hu-
man PLLP as a canonical and functional ganglioside bind-
ing domain.

Fig. 1. A synthetic peptide derived from loop 1 of human
plasmolipin interacts with gangliosides. (a) Kinetics of peptide
SLRGTRPYNQRA interaction with gangliosides GM1, GD1a,
and GT1b. (b) Interaction of peptide SLRGTRPYNQRA with
ganglioside monolayers prepared at various values of the initial
pressure.

3.2 Molecular Dynamics Simulations of Plasmolipin in
Membrane Systems

In this study, we present two molecular dynamics sim-
ulations which consist of human PLLP inserted into a phos-

phatidylcholine (POPC) bilayer or a lipid raft environment.
To ensure our structure does not go through unstable 3D
conformations, we measured its root mean square fluctu-
ation (RMSF). The RMSF is a measure of the degree of
flexibility or mobility of atoms or groups of atoms in a pro-
tein or other biomolecular systems [36]. The RMSF of the
PLLP inserted into a POPC bilayer (black line) or in a lipid
raft environment (orange line) are plotted in Fig. 2. The
results show that the transmembrane domains of PLLP in
either POPC or lipid raft transient around 0.5 Å. In com-
parison, the flexible loops reach a maximal value of 2 Å.
Overall, the small RMSF value of the structured regions of
PLLP suggests that our protein is stable over the trajectory.

Fig. 2. RMSF of plasmolipin in a 1-palmitoyl-2-oleoyl-sn-
glycero-3-phosphocholine (POPC) bilayer (black line) and
lipid raft environment (orange line).

3.3 Plasmolipin is More Stable in a Lipid Raft
Environment

Lipid rafts are cholesterol-rich plasma membrane mi-
crodomains also enriched in sphingolipids, including sph-
ingomyelin and gangliosides [51]. Among the different
classes of gangliosides expressed by human cells, GM1 is
of high interest because it is the main brain myelin ganglio-
side [52]. This study aimed to evaluate if lipid raft gan-
gliosides could have a conformational impact on the flex-
ible loops of PLLP. To this end, we first plotted the total
number of hydrogen bonds (H-bonds) formed over time be-
tween (i) PLLP and each type of membrane lipid (POPC
bilayer or lipid raft), (ii) loop 1 of PLLP and each mem-
brane or (iii) loop 2 of PLLP with each membrane. More
H-bonds were formed in the lipid raft environment with a
total of 8303 for the whole protein, 2040 for loop 1, and
772 for loop 2, compared with 6521, 1605, and 395 for the
POPC bilayer, respectively (Fig. 3). The fact that more H-
bonds were formed over time in the lipid raft environment
suggests that these bonds are more stable and thus more
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Fig. 3. 3D structure of plasmolipin. Extracellular loops 1 and 2 are highlighted in blue and purple, respectively. The structure is
accompanied by a histogram showing the total number of hydrogen bonds (H-bonds) formed between the protein and its membrane
environment over time for the whole structure (black bar), loop 1 (blue bar), and loop 2 (purple bar).

durable. In the case of loop 1, the main residues that in-
teract with the membrane component are R132 and R135.
To evaluate the stability of these residues interacting with
their lipid partner, we plotted the distances between them
and their partner identified at the end of the trajectory. We
can consider that two atoms enter a non-covalent interaction
between 1.5 and 5 Å. The plots presented in Fig. 4 show that
the distance between the guanidinium group of R132 and an
oxygen atom belonging to the phosphate group of a POPC
molecule is very unstable, in contrast with the intermolecu-
lar interactions of the guanidinium group of R132 with the
COO− group of the sialic acid (purple line) and the OH
group of the sphingosine part of GM1 (black line). In the
case of the guanidinium group of R135, the data show that
the intermolecular interaction with the oxygen atom of the
phosphate group of a POPC molecule is unstable between
5 and 35 ns. However, it stabilizes between 35 and 50 ns.
In the lipid raft environment, the intermolecular interaction
between the guanidinium group of R135 and the OH group
of the sphingosine part of GM1 (black line) is very stable.
This is not the case for the cholesterol molecule (yellow
line) between 5 and 25 ns, although, after this initial phase,
a stabilization occurs between 25 and 50 ns. Altogether, our
computational results suggest that the intermolecular inter-
action between R132 and R135 of loop 1 is optimized in the
lipid raft environment.

Similar measurements were completed for the extra-
cellular loop 2. The main residues of loop 2 that interact

with the membrane components are Y60 and H61. The
distances of the intermolecular interactions between these
residues and their final partner are plotted in Fig. 5. The
distance between the OH group of Y60 and an oxygen atom
of the phosphate group of a POPCmolecule is mostly supe-
rior to 5 Å, indicating that the intermolecular interaction be-
tween both chemical groups is not stable over the trajectory.
It is the same for H61, which was found to interact with two
molecules of POPC via van der Waals (black line) and CH-
π (red line) interactions [53]. For the lipid raft system, we
found that Y60 predominantly interacts with the OH group
of the sphingosine part of the GM1molecule during the first
40 ns of the simulation (black line). Then it switches to in-
teract with a hydroxyl group of the glucose residue of the
same ganglioside molecule at the end of the trajectory (red
line). H61 was found to interact with both the glucose and
galactose residues of a GM1 molecule, and it is predom-
inantly interacting with those sugars between 15 to 25 ns
and 40 to 50 ns. As for loop 1, these results suggest that the
intermolecular interaction between loop 2 and raft ganglio-
sides is more stable than with POPC molecules.

To gain more accuracy in the evaluation of the dif-
ferences in stability of the PLLP loops in the two differ-
ent lipidic environments, we studied the confinement of the
mass center of the backbone of these structures along the
x, y, and z-axis. The more the mass center of a structure is
confined, the less the conformation of this structure varies.
Thus, this parameter indicates the conformational freedom
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Fig. 4. Snapshots showing the interaction of residues R132 and R135 belonging to loop 1 in interaction with their lipid/glycolipid
partner after 50 ns of simulation. The plots below each panel show the variation of the distances between both partners over the
trajectory.

Fig. 5. Snapshots showing the interaction of residues Y60 and H61 belonging to loop 2 in interaction with their lipid/glycolipid
partner after 50 ns of simulation. The plots below each panel show the variation of the distances between both partners over the
trajectory.

of the protein surrounded bymembrane lipids. In lipid rafts,
the confinement of a protein is expected to be stronger in the
central area of the raft, where cholesterol and sphingolipids
are densely packed, compared with the more flexible pe-
ripheral zones [54]. The mass centers for the backbone of
the full protein, the backbone of loop 1, and the backbone

of loop 2 in the POPC bilayer (black lines) and the lipid
raft (orange lines) are plotted in Fig. 6. The data show that
for the full protein, loop 1 or loop 2, the mass center of all
these structures fluctuates less along the x, y, and z axis in
the lipid raft environment. Our in silico data suggest that
the different structures of the protein are more stable in the
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Fig. 6. Set of plots showing the variations of the mass center of the backbone of the whole protein (first line), loop 1 (second line),
and loop 2 (third line) along the x, y, and z axis in a POPC bilayer (black lines) or lipid raft (orange lines).

presence of gangliosides and cholesterol molecules, which
appear to be key membrane components with which PLLP
can durably interact over time.

3.4 The Intracellular Flexible Loop of Plasmolipin
Undergoes Long-Range Stabilization by the Lipid Raft

Next, we speculated if the lipid raft, which is a mi-
crodomain formed by the clustering of gangliosides and
cholesterol in the upper leaflet of the plasmamembrane, has
an impact on the conformation of the intracellular loop of
PLLP that we coined “loop 3” (Fig. 7). In any case, the only
partners loop 3 has in both systems are POPC molecules.
We performed the same measurements as for loops 1 and 2
to confirm. The histogram presented in Fig. 7 reveals that
more H-bonds were formed between loop 3 and the POPC
molecules in the lipid raft system. This result suggests that
these bonds are more stable in the lipid raft environment,
which may therefore help to stabilize the conformational
landscape of loop 3. The plots presenting the variation of
the center of mass of the backbone of loop 3 in both envi-
ronments along the x, y, and z axis suggest that the confor-
mation of loop 3 varies less along the y-axis with a standard
deviation of 1.79 Å in the lipid raft system against 5.5 Å in

the POPC bilayer. It varies slightly less along the z-axis
with a standard deviation of 1.38 Å in the lipid raft system
against 1.86 Å in the POPC bilayer. The difference in vari-
ation of both systems along the x-axis is unimportant, with
a standard deviation of 2 Å in the lipid raft against 2.1 Å
in the POPC bilayer. Together, our computational results
suggest that the intracellular flexible loop of PLLP, which
is not in direct contact with the lipid raft components of the
exofacial membrane leaflet, is stabilized by the global lipid
raft environment.

3.5 Interaction of a Cholesterol Molecule with Plasmolipin

Finally, we observed that one cholesterol molecule
specifically interacts with PLLP. The interaction is depicted
in Fig. 8, in which we present a snapshot of the cholesterol-
PLLP complex at 0, 15, 35, and 50 ns. First, the cholesterol
molecule interacts with the residues F119, I120, and A125,
which belong to the 3rd transmembrane domain (TM3), via
van der Waals and CH-π interactions [55]. Throughout the
simulation, the cholesterol molecule diffuses and adapts its
conformation to the TMdomains of PLLP tomaintain its in-
teractions with the residues identified above and to interact
with the residues F145 and L149, which belong to the 4th
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Fig. 7. 3D structure of plasmolipin. Loops 1, 2, and 3 are highlighted in blue, purple, and red, respectively. The structure is accompanied
by a histogram showing the total number of hydrogen bonds (H-bonds) formed between loop 3 and the lipids in the POPC bilayer (black
bar) or loop 3 and the lipids in a lipid raft environment (orange bar). The colors for the variations of the mass center of the backbone are
the same as in Fig. 6 (black lines for the POPC bilayer, orange lines for the lipid raft).

TM domain (TM4). This cholesterol molecule could serve
as a bridge to maintain the transmembrane domains TM3
and TM4 at a closer distance. To evaluate, we measured
and compared the distances between the center of mass of
the backbone of these transmembrane domains in the POPC
bilayer and lipid raft systems over the trajectory. The vari-
ation of the distance over time plotted in Fig. 8 reveals that
the differences in the distance between the mass center of
the backbone of the TM domains TM3 and TM4 in the
POPC bilayer (black line) and lipid raft (orange line) are
small but significant throughout the trajectory, with a mean
value of 8.1 Å in POPC system against 7.9 Å in the lipid raft
system (Fig. 8, histogram). This difference in cholesterol
behavior suggests that the raft environment optimizes the
interaction of cholesterol with the TM domains of PLLP.
Thus, cholesterol is likely to play a role in the conforma-
tional changes initiated by the gangliosides on the extracel-
lular loops of the proteolipid.

4. Discussion
PLLP is a special case of a membrane protein associ-

ated with rafts but has only a small surface area available

to anchor itself to the lipids of these microdomains. PLLP
is a major component of myelin [3]. It is also involved in
signal transduction, which implies that its extracellular do-
mains must be able to transmit conformational information
to the other side of the plasma membrane. One of the ma-
jor results of our study is the identification, in one of the
two extracellular loops of PLLP, of a functional ganglio-
side binding motif displaying a high specificity for the gan-
glioside GM1. This motif corresponds to a canonical do-
main of interaction with gangliosides, which we identified
20 years ago [39]. It has long been part of the list of po-
tential ganglioside-binding domains identified in brain pro-
teins [56]. The experimental confirmation of this domain’s
functionality is required to correlate its binding capacities
to raft gangliosides with the 3D structure of the protein in
its membrane environment. Our team’s recent progress in
obtaining realistic 3D structures of membrane proteins in
various plasma membrane environments has made the task
possible, which motivated the present study [27,33,57–59].

The data obtained in silico showed that human PLLP
interacts with ganglioside GM1 in a reconstituted lipid raft
system. The interaction is driven by the two extracellular
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Fig. 8. Interaction of a cholesterol molecule with the surface of the transmembrane domains of plasmolipin at 0, 15, 35, and 50
ns. The cholesterol is depicted as yellow sticks, the structure of plasmolipin as ribbons colored in lime, and the amino acids interacting
with cholesterol as color labelled sticks (white for hydrogens, cyan for carbons, blue for nitrogen, and red for oxygen). The snapshots are
accompanied by a plot showing the variations in the distance between the center of mass of the backbone of the transmembrane domains
TM3 and TM4 throughout the simulation in the POPC bilayer (black line) and the lipid raft (orange line). The histogram shows the value
of the average distance between the center of mass of the backbone of the transmembrane domains TM3 and TM4.

loops of PLLP, which undergo a specific structuration that
does not occur in a POPC system. The largest loop (loop
1) displays a canonical ganglioside binding motif whose
ganglioside binding properties can be demonstrated with a
synthetic peptide in a ganglioside monolayer assay. Con-
sidering the results, we can conclude that this ganglioside
binding motif does not have a pre-established structure. On
the contrary, this extracellular loop is globally disordered.
In fact, it is precisely the role of gangliosides to induce the
structuring of this loop when the protein reaches a raft. In
this respect, our data may explain why knocked-out mice
lacking major brain gangliosides show decreased central
myelination and axonal degeneration [18]. The key point
is that in the liquid disordered (Ld) phase of the plasma
membrane containing chiefly glycerophospholipids such as
POPC [51], the disordered loops of PLLP are not suffi-
ciently constrained to acquire a functional fold. In con-
trast, the liquid-ordered (Lo) phase of lipid rafts contain
gangliosides [51] which act as membrane chaperones for
PLLP. In the raft environment, PLLP can acquire a func-
tional structure that is mandatory for the biogenesis of the
myelin sheath. Hence, the lack of gangliosides leads to a

non-functional PLLP, explaining the demyelination pheno-
type of ganglioside-negative mice.

The localization of PLLP in lipid rafts is also con-
sistent with its function in signal transduction [10]. Our
in silico study suggests that the acquisition of a functional
3D structure of PLLP is first initiated by the binding of
the proteolipid to raft gangliosides. Then, this conforma-
tional information propagates through the plasma mem-
brane, relayed by a cholesterol molecule controlling the rel-
ative position of the TM domains. This conformational
wave then reaches the intracellular (cytosolic) area of the
protein, which reacts by adopting and stabilizing a particu-
lar structure.

The concept of conformational coupling across the
plasma membrane during receptor activation has been rec-
ognized for a long time [60]. The propagation of a confor-
mational wave has also been proposed to explain how the
transient receptor potential vanilloid 1 (TRPV1) ion chan-
nel is activated by capsaicin [61]. The data presented here
not only confirm the interest in these concepts but explains
for the first time how raft lipids may control this complex
mechanism. We suggest that a conformational wave rep-
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Fig. 9. The conformational wave model. (a) When surrounded by phosphatidylcholine (POPC) molecules, plasmolipin oscillates be-
tween several conformers. The intracellular loop, which is not constrained by the plasma membrane, remains flexible. (b) The interaction
of the extracellular loops with GM1 induces a conformational change in the extracellular domains of plasmolipin. This initial interaction
triggers a conformational wave which is transmitted to the TM domains under the control of cholesterol and finally reaches the intracel-
lular loop. (c) The conformational wave starts in the extracellular loops, propagates throughout the thickness of the plasma membrane,
and ends in the intracellular loop. Overall, the stabilization of the extracellular loop by raft gangliosides induces the structuration of the
intracellular loop through a ganglioside-cholesterol-dependent mechanism.

resents a long-distance transfer of energy throughout the
thickness of the lipid bilayer. This could also be interpreted
as a long-range chaperone effect. In the case of PLLP,
the wave is triggered by the interaction of the extracellular
loops with the headgroups of GM1 gangliosides in the raft
environment (Fig. 9). Outside the raft, phosphatidylcholine
molecules (POPC) have little impact on PLLP structure
which has the freedom to oscillate between several closely
related conformers (Fig. 9a). The structuring of the extra-
cellular loops by raft gangliosides then generates coordi-
nated movements of the TM helices (Fig. 9b). The role of
cholesterol would be to control the conformational flexibil-
ity of the TM domains and determine their tilt during the
energy transfer of the wave. In this model, the four-helix
bundle structure of PLLP is optimally tuned by cholesterol,
according to the conformational information transmitted by
raft gangliosides. Overall, the conformational wave gener-
ated by the extracellular loops propagates through the TM
domains and reaches the intracellular loop, which eventu-
ally acquires a stabilized structure (Fig. 9c). By cluster-
ing gangliosides and cholesterol, lipid rafts can be viewed
as transducer platforms able to propagate such controlled
conformational waves throughout the plasma membrane.
The tail-to-tail organization of cholesterol molecules [62],

which conformationally links the exofacial and intracellu-
lar leaflets of the plasma membrane through a mirror code,
allowing the same TM domain to accommodate two choles-
terol molecules in opposite orientations [63], seems partic-
ularly well adapted for propagating these conformational
waves. Finally, it is important to note that in addition to
the mechanical waves described here, this concept also in-
cludes the “swipe card” model based on an electron trans-
fer wave across the TM domains of membrane receptors, as
proposed for odorant recognition (see Figs. 2 and 3 in ref.
[64]). In this respect, our model may reconcile two distinct
scenarios of signal transduction: (i) the classic transmem-
brane conformational coupling [65], based on the comple-
mentary shape theory and thus viewed as a “mechanical”
wave, and (ii) the more iconoclast “quantum” wave model
that includes a molecular vibration frequency as additional
information to explain how odorant molecules activate their
receptors [64,66].

5. Conclusions
The chaperone effect of raft lipids in the 3D fold-

ing of membrane proteins is one of the fundamental ele-
ments of the theory we have recently developed and called
the epigenetic dimension of protein structure [57]. The
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epigenetic dimension of protein structure, which considers
the chaperone-like conformational regulation of raft lipids
(gangliosides and cholesterol), is a major limitation of the
AlphaFold algorithm [58]. This concept applies both to
membrane proteins such as PLLP and to extracellular pro-
teins that trigger toxic effects in brain cells and cause neu-
rodegenerative diseases such as Alzheimer’s disease [67]
and Parkinson’s disease [68]. By understanding the molec-
ular mechanisms that control the interaction of these pro-
teins with rafts, we have already begun to design innova-
tive therapeutic agents for the prevention and treatment of
neurodegenerative diseases [69,70]. These new drugs are
rationally designed to target raft gangliosides, which play
a central role in the changes in raft homeostasis associ-
ated with several pathological conditions, including cancer,
Alzheimer’s disease, and type 2 diabetes [54].

PLLP is among the potential targets of such thera-
peutic agents specifically designed to block the interaction
of selected proteins with raft gangliosides. The involve-
ment of PLLP in numerous pathologies (Alzheimer’s dis-
ease, type 2 diabetes, cancer metastasis, and viral infec-
tions) [2] makes this protein a new target of choice to im-
prove our therapeutic arsenal against these diseases. Fi-
nally, the results of our study shed light on the molecular
mechanisms associating the raft components with the phys-
iological functions of PLLP, in particular signal transduc-
tion and myelin formation [2].

Availability of Data and Materials
The datasets used and/or analyzed during the current

study are available from the corresponding author on rea-
sonable request.

Author Contributions
JF, HC, NY and CDS designed the research study. FA

performed the molecular modeling studies. MM and CDS
performed the monolayers studies. All authors contributed
to editorial changes in the manuscript. All authors read
and approved the final manuscript. All authors have par-
ticipated sufficiently in the work to take public responsi-
bility for appropriate portions of the content and agreed to
be accountable for all aspects of the work in ensuring that
questions related to its accuracy or integrity.

Ethics Approval and Consent to Participate
Not applicable.

Acknowledgment
Not applicable.

Funding
This research received no external funding.

Conflict of Interest
The authors declare no conflict of interest.

References
[1] Lees MB, Sakura JD, Sapirstein VS, Curatolo W. Structure and

function of proteolipids in myelin and non-myelin membranes.
Biochimica et Biophysica Acta. 1979; 559: 209–230.

[2] Shulgin AA, Lebedev TD, Prassolov VS, Spirin PV. Plasmolipin
and Its Role in Cell Processes. Molecular Biology. 2021; 55:
773–785.

[3] Cochary EF, Bizzozero OA, Sapirstein VS, Nolan CE, Fischer I.
Presence of the plasma membrane proteolipid (plasmolipin) in
myelin. Journal of Neurochemistry. 1990; 55: 602–610.

[4] Quarles RH,MacklinWB,Morell P.Myelin formation, structure
and biochemistry. Basic Neurochemistry: Molecular, Cellular
and Medical Aspects. 2006; 7: 51–71.

[5] Hamacher M, Pippirs U, Köhler A, Müller HW, Bosse F. Plas-
molipin: genomic structure, chromosomal localization, protein
expression pattern, and putative association with Bardet-Biedl
syndrome. Mammalian Genome: Official Journal of the Inter-
national Mammalian Genome Society. 2001; 12: 933–937.

[6] Musunuri S, Wetterhall M, Ingelsson M, Lannfelt L, Artemenko
K, Bergquist J, et al. Quantification of the brain proteome in
Alzheimer’s disease using multiplexed mass spectrometry. Jour-
nal of Proteome Research. 2014; 13: 2056–2068.

[7] Takematsu E, Spencer A, Auster J, Chen PC, Graham A, Martin
P, et al. Genome wide analysis of gene expression changes in
skin from patients with type 2 diabetes. PLoS ONE. 2020; 15:
e0225267.

[8] Bos PD, Zhang XHF, Nadal C, Shu W, Gomis RR, Nguyen DX,
et al. Genes that mediate breast cancer metastasis to the brain.
Nature. 2009; 459: 1005–1009.

[9] Le Guelte A, Macara IG. Plasmolipin–a new player in endocy-
tosis and epithelial development. The EMBO Journal. 2015; 34:
1147–1148.

[10] Bosse F, Hasse B, Pippirs U, Greiner-Petter R, Müller HW. Pro-
teolipid plasmolipin: localization in polarized cells, regulated
expression and lipid raft association in CNS and PNS myelin.
Journal of Neurochemistry. 2003; 86: 508–518.

[11] Matjank W, Ponprateep S, Rimphanitchayakit V, Tassanakajon
A, Somboonwiwat K, Vatanavicharn T. Plasmolipin, PmPLP1,
from Penaeus monodon is a potential receptor for yellow head
virus infection. Developmental and Comparative Immunology.
2018; 88: 137–143.

[12] Schengrund CL. Gangliosides: glycosphingolipids essential for
normal neural development and function. Trends in Biochemical
Sciences. 2015; 40: 397–406.

[13] Pike LJ. Lipid rafts: bringing order to chaos. Journal of Lipid
Research. 2003; 44: 655–667.

[14] Tunyasuvunakool K, Adler J,Wu Z, Green T, ZielinskiM, Žídek
A, et al. Highly accurate protein structure prediction for the hu-
man proteome. Nature. 2021; 596: 590–596.

[15] Obermayer A, Uversky VN. Solving Protein Structure with AI:
Viva AlphaFold and Co.!. Current Protein & Peptide Science.
2021; 22: 823–826.

[16] Uversky VN. Functional roles of transiently and intrinsically
disordered regions within proteins. The FEBS Journal. 2015;
282: 1182–1189.

[17] Suzuki K, Poduslo JF, Poduslo SE. Further evidence for a
specific ganglioside fraction closely associated with myelin.
Biochimica et Biophysica Acta. 1968; 152: 576–586.

[18] Sheikh KA, Sun J, Liu Y, Kawai H, Crawford TO, Proia RL,
et al. Mice lacking complex gangliosides develop Wallerian de-
generation and myelination defects. Proceedings of the National
Academy of Sciences of the United States of America. 1999; 96:
7532–7537.

10

https://www.imrpress.com


[19] Jackman N, Ishii A, Bansal R. Oligodendrocyte development
and myelin biogenesis: parsing out the roles of glycosphin-
golipids. Physiology (Bethesda, Md.). 2009; 24: 290–297.

[20] Hasse B, Bosse F, Müller HW. Proteins of peripheral myelin are
associated with glycosphingolipid/cholesterol-enriched mem-
branes. Journal of Neuroscience Research. 2002; 69: 227–232.

[21] Bogdanov M, Dowhan W. Lipid-assisted protein folding. The
Journal of Biological Chemistry. 1999; 274: 36827–36830.

[22] Fantini J, Yahi N. Molecular insights into amyloid regulation
by membrane cholesterol and sphingolipids: common mecha-
nisms in neurodegenerative diseases. Expert Reviews in Molec-
ular Medicine. 2010; 12: e27.

[23] Fantini J, Yahi N. Molecular basis for the glycosphingolipid-
binding specificity of α-synuclein: key role of tyrosine 39 in
membrane insertion. Journal of Molecular Biology. 2011; 408:
654–669.

[24] Fantini J, GarmyN, Yahi N. Prediction of glycolipid-binding do-
mains from the amino acid sequence of lipid raft-associated pro-
teins: application to HpaA, a protein involved in the adhesion of
Helicobacter pylori to gastrointestinal cells. Biochemistry. 2006;
45: 10957–10962.

[25] Taïeb N, Maresca M, Guo XJ, Garmy N, Fantini J, Yahi N. The
first extracellular domain of the tumour stem cell marker CD133
contains an antigenic ganglioside-binding motif. Cancer Letters.
2009; 278: 164–173.

[26] Fantini J, Di Scala C, Yahi N, Troadec JD, Sadelli K, Chahinian
H, et al. Bexarotene blocks calcium-permeable ion channels
formed by neurotoxic Alzheimer’s β-amyloid peptides. ACS
Chemical Neuroscience. 2014; 5: 216–224.

[27] Azzaz F, Chahinian H, Yahi N, Fantini J, Di Scala C. AmyP53
Prevents the Formation of Neurotoxic β-Amyloid Oligomers
through an Unprecedent Mechanism of Interaction with Gan-
gliosides: Insights for Alzheimer’s Disease Therapy. Interna-
tional Journal of Molecular Sciences. 2023; 24: 1760.

[28] Di Scala C, Fantini J. Hybrid In Silico/In Vitro Approaches for
the Identification of Functional Cholesterol-Binding Domains
in Membrane Proteins. Methods in Molecular Biology (Clifton,
N.J.). 2017; 1583: 7–19.

[29] Ovchinnikov S, Park H, Kim DE, DiMaio F, Baker D. Protein
structure prediction using Rosetta in CASP12. Proteins. 2018;
86: 113–121.

[30] Grassi S, Giussani P, Mauri L, Prioni S, Sonnino S, Prinetti
A. Lipid rafts and neurodegeneration: structural and functional
roles in physiologic aging and neurodegenerative diseases. Jour-
nal of Lipid Research. 2020; 61: 636–654.

[31] Hirai M, Koizumi M, Hirai H, Hayakawa T, Yuyama K,
Suzuki N, et al. Structures and dynamics of glycosphingolipid-
containing lipid mixtures as raft models of plasma membrane.
Journal of Physics: Condensed Matter. 2005; 17: S2965.

[32] Fantini J, Yahi N, Garmy N. Cholesterol accelerates the binding
of Alzheimer’s β-amyloid peptide to ganglioside GM1 through
a universal hydrogen-bond-dependent sterol tuning of glycolipid
conformation. Frontiers in Physiology. 2013; 4: 120.

[33] Azzaz F, Hilaire D, Fantini J. Structural Basis of Botulinum
Toxin Type F Binding to Glycosylated Human SV2A: In Silico
Studies at the Periphery of a Lipid Raft. Biomolecules. 2022; 12:
1821.

[34] Azzaz F, Hilaire D, Fantini J. Structural basis of botulinum neu-
rotoxin serotype A1 binding to human SV2A or SV2C receptors.
Chemico-biological Interactions. 2023; 373: 110384.

[35] MacKerell Jr AD, Brooks B, Brooks III CL, Nilsson L, Roux B,
Won Y, et al. CHARMM: the energy function and its parame-
terization. Encyclopedia of Computational Chemistry. 2002; 1.

[36] HumphreyW, Dalke A, Schulten K. VMD: visual molecular dy-
namics. Journal of Molecular Graphics. 1996; 14: 33–38.

[37] Huang J, Rauscher S, Nawrocki G, Ran T, Feig M, de Groot
BL, et al. CHARMM36m: an improved force field for folded
and intrinsically disordered proteins. Nature Methods. 2017; 14:
71–73.

[38] Azzaz F, Yahi N, Di Scala C, Chahinian H, Fantini J. Ganglio-
side binding domains in proteins: Physiological and pathologi-
cal mechanisms. Advances in Protein Chemistry and Structural
Biology. 2022; 128: 289–324.

[39] Fantini J. How sphingolipids bind and shape proteins: molecular
basis of lipid-protein interactions in lipid shells, rafts and related
biomembrane domains. Cellular and Molecular Life Sciences:
CMLS. 2003; 60: 1027–1032.

[40] Brockman H. Lipid monolayers: why use half a membrane to
characterize protein-membrane interactions? Current Opinion
in Structural Biology. 1999; 9: 438–443.

[41] Thakur G, Micic M, Leblanc RM. Surface chemistry of
Alzheimer’s disease: a Langmuir monolayer approach. Colloids
and Surfaces. B, Biointerfaces. 2009; 74: 436–456.

[42] Sakamoto S, Nakahara H, Uto T, Shoyama Y, Shibata O. Inves-
tigation of interfacial behavior of glycyrrhizin with a lipid raft
model via a Langmuir monolayer study. Biochimica et Biophys-
ica Acta. 2013; 1828: 1271–1283.

[43] Evers F, Jeworrek C, Weise K, Tolan M, Winter R. Detection of
lipid raft domains in neutral and anionic Langmuir monolayers
and bilayers of complex lipid composition. Soft Matter. 2012; 8:
2170–2175.

[44] Hammache D, Yahi N, Piéroni G, Ariasi F, Tamalet C, Fantini
J. Sequential interaction of CD4 and HIV-1 gp120 with a re-
constituted membrane patch of ganglioside GM3: implications
for the role of glycolipids as potential HIV-1 fusion cofactors.
Biochemical and Biophysical Research Communications. 1998;
246: 117–122.

[45] Grauby-HeywangC, Turlet JM. Behavior of GM3 ganglioside in
lipid monolayers mimicking rafts or fluid phase in membranes.
Chemistry and Physics of Lipids. 2006; 139: 68–76.

[46] Fantini J. Interaction of proteins with lipid rafts through
glycolipid-binding domains: biochemical background and po-
tential therapeutic applications. Current Medicinal Chemistry.
2007; 14: 2911–2917.

[47] Vyas AA, Patel HV, Fromholt SE, Heffer-Lauc M, Vyas KA,
Dang J, et al. Gangliosides are functional nerve cell ligands for
myelin-associated glycoprotein (MAG), an inhibitor of nerve re-
generation. Proceedings of the National Academy of Sciences of
the United States of America. 2002; 99: 8412–8417.

[48] Schnaar RL, Lopez PHH. Myelin-associated glycoprotein and
its axonal receptors. Journal of Neuroscience Research. 2009;
87: 3267–3276.

[49] Seelig A. Local anesthetics and pressure: a comparison of dibu-
caine binding to lipid monolayers and bilayers. Biochimica et
Biophysica Acta. 1987; 899: 196–204.

[50] Fantini J, Yahi N. The driving force of alpha-synuclein insertion
and amyloid channel formation in the plasma membrane of neu-
ral cells: key role of ganglioside- and cholesterol-binding do-
mains. Advances in Experimental Medicine and Biology. 2013;
991: 15–26.

[51] Fantini J, Garmy N, Mahfoud R, Yahi N. Lipid rafts: structure,
function and role in HIV, Alzheimer’s and prion diseases. Expert
Reviews in Molecular Medicine. 2002; 4: 1–22.

[52] Cochran FB, Jr, Yu RK, Ledeen RW.Myelin gangliosides in ver-
tebrates. Journal of Neurochemistry. 1982; 39: 773–779.

[53] Nishio M, Umezawa Y, Fantini J, Weiss MS, Chakrabarti P.
CH-π hydrogen bonds in biological macromolecules. Physical
Chemistry Chemical Physics: PCCP. 2014; 16: 12648–12683.

[54] Fantini J. Lipid rafts and human diseases: why we need to target
gangliosides. FEBS Open Bio. 2023. (Online ahead of print)

[55] Fantini J, Epand RM, Barrantes FJ. Cholesterol-Recognition
Motifs in Membrane Proteins. Advances in Experimental
Medicine and Biology. 2019; 1135: 3–25.

11

https://www.imrpress.com


[56] Fantini J, Yahi N. Brain lipids in synaptic function and neurolog-
ical disease: clues to innovative therapeutic strategies for brain
disorders. Academic Press: Cambridge MA. 2015.

[57] Azzaz F, Fantini J. The epigenetic dimension of protein struc-
ture. Biomolecular Concepts. 2022; 13: 55–60.

[58] Azzaz F, Yahi N, Chahinian H, Fantini J. The Epigenetic Di-
mension of Protein Structure Is an Intrinsic Weakness of the Al-
phaFold Program. Biomolecules. 2022; 12: 1527.

[59] Incontro S, Sammari M, Azzaz F, Inglebert Y, Ankri N, Russier
M, Fantini J, Debanne D. Endocannabinoids Tune Intrinsic Ex-
citability in O-LM Interneurons by Direct Modulation of Postsy-
naptic Kv7 Channels. Journal of Neuroscience. 2021; 41: 9521–
9538.

[60] Endres NF, Das R, Smith AW, Arkhipov A, Kovacs E, Huang Y,
et al. Conformational coupling across the plasma membrane in
activation of the EGF receptor. Cell. 2013; 152: 543–556.

[61] Yang F, Xiao X, Lee BH, Vu S, Yang W, Yarov-Yarovoy V, et
al. The conformational wave in capsaicin activation of transient
receptor potential vanilloid 1 ion channel. Nature Communica-
tions. 2018; 9: 2879.

[62] Harris JS, Epps DE, Davio SR, Kézdy FJ. Evidence for transbi-
layer, tail-to-tail cholesterol dimers in dipalmitoylglycerophos-
phocholine liposomes. Biochemistry. 1995; 34: 3851–3857.

[63] Fantini J, Di Scala C, Evans LS, Williamson PTF, Barrantes
FJ. A mirror code for protein-cholesterol interactions in the two
leaflets of biological membranes. Scientific Reports. 2016; 6:
21907.

[64] Brookes JC, Horsfield AP, StonehamAM. The swipe cardmodel
of odorant recognition. Sensors (Basel, Switzerland). 2012; 12:
15709–15749.

[65] Srinivasan S, Regmi R, Lin X, Dreyer CA, Chen X, Quinn SD,
et al. Ligand-induced transmembrane conformational coupling
in monomeric EGFR. Nature Communications. 2022; 13: 3709.

[66] Turin L. A spectroscopic mechanism for primary olfactory re-
ception. Chemical Senses. 1996; 21: 773–791.

[67] Fantini J, Chahinian H, Yahi N. Progress toward Alzheimer’s
disease treatment: Leveraging the Achilles’ heel of Aβ
oligomers? Protein Science: a Publication of the Protein So-
ciety. 2020; 29: 1748–1759.

[68] Yahi N, Di Scala C, Chahinian H, Fantini J. Innovative treat-
ment targeting gangliosides aimed at blocking the formation of
neurotoxic α-synuclein oligomers in Parkinson’s disease. Gly-
coconjugate Journal. 2022; 39: 1–11.

[69] Di Scala C, Yahi N, Flores A, Boutemeur S, Kourdougli N,
Chahinian H, et al. Broad neutralization of calcium-permeable
amyloid pore channels with a chimeric Alzheimer/Parkinson
peptide targeting brain gangliosides. Biochimica et Biophysica
Acta. 2016; 1862: 213–222.

[70] Di Scala C, Yahi N, Flores A, Boutemeur S, Kourdougli N,
Chahinian H, et al. Comparison of the amyloid pore forming
properties of rat and human Alzheimer’s beta-amyloid peptide
1-42: Calcium imaging data. Data in Brief. 2016; 6: 640–643.

12

https://www.imrpress.com

	1. Introduction
	2. Materials and Methods
	2.1 Determination of the Minimal Ganglioside-Binding Domain of Human PLLP
	2.2 Langmuir Microtensiometry
	2.3 Molecular Modeling Studies

	3. Results 
	3.1 Physicochemical Studies of Ganglioside-Plasmolipin Interactions
	3.2 Molecular Dynamics Simulations of Plasmolipin in Membrane Systems
	3.3 Plasmolipin is More Stable in a Lipid Raft Environment
	3.4 The Intracellular Flexible Loop of Plasmolipin Undergoes Long-Range Stabilization by the Lipid Raft
	3.5 Interaction of a Cholesterol Molecule with Plasmolipin

	4. Discussion
	5. Conclusions 
	Availability of Data and Materials
	Author Contributions
	Ethics Approval and Consent to Participate
	Acknowledgment
	Funding
	Conflict of Interest

