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Initially observed on synthetic nanoparticles, the existence of bio-
molecular corona and its role in determining nanoparticle identity
and function are now beginning to be acknowledged in biogenic
nanoparticles, particularly in extracellular vesicles — membrane-
enclosed nanoparticle shuttling proteins, nucleic acids, and meta-
bolites which are released by cells for physiological and pathological
communication — we developed a methodology based on fluores-
cence correlation spectroscopy to track biomolecular corona for-
mation on extracellular vesicles derived from human red blood cells
and amniotic membrane mesenchymal stromal cells when these
vesicles are dispersed in human plasma. The methodology allows
for tracking corona dynamics in situ under physiological conditions.
Results evidence that the two extracellular vesicle populations
feature distinct corona dynamics. These findings indicate that the
dynamics of the biomolecular corona may ultimately be linked to
the cellular origin of the extracellular vesicles, revealing an addi-
tional level of heterogeneity, and possibly of bionanoscale identity,
that characterizes circulating extracellular vesicles.
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New concepts

The EV biomolecular corona (BC) is a mesoscale contextual property emer-
ging from the multiscale interactions occurring at the interface between an
extracellular vesicle (EV) and the molecular and nanoscale components of the
surrounding media. Therefore, the BC concurs in determining EV surface
identity and in turn its very function, including biodistribution and cellular
uptake.EV-BC investigation is in the very beginning and has mainly relied on
“ex situ” measurements, complicated by the fact that the physicochemical
characteristics of the EV-BC nanosystem make it very challenging to separate
BC and EVs without “scrambling” them.We developed a new method for
non-destructive, in situ tracking of EV-BC formation, based on fluorescence
correlation spectroscopy (FCS), and implemented it to compare the formation
of a BC from human plasma onto red blood cells (RBC) EVs and mesench-
ymal stromal cells (MSC) EVs under physiological conditions. These two EV
types are vying for the leading role in translational medicine: RBC-EVs in
RNA, drug and biological delivery, MSC-EVs in regenerative medicine.Our
findings indicate that BC dynamics differ by EV origin, identifying BC-EV
dynamics as a key parameter to be considered in both fundamental
investigations in mesoscale extracellular biology as well as in designing EV
systems for specific tasks.
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Introduction

The biomolecular corona (BC) refers to the dynamic coating
that biomolecules form on the surface of nanoparticles (NPs)
when these are immersed in biological fluids. BC redefines
some of the native physicochemical properties of NPs (synthetic
identity) - including surface composition, structure and energy,
surface charge, NP hydrodynamic radius, and aggregation/
stability - giving the NPs diverse biological identities at the
nanoscale, and ultimately impacting their biological behavior.'

The concept of BC was originally introduced in 2007, exclu-
sively referring to synthetic NPs.*® Currently, within that con-
text, it is a topic of great research vitality and far from being
exhausted. For example, lively debates on the composition,
structure, and kinetics of BC formation are still underway.®
On the other hand, the fact that the BC enriches specific
biomolecular patterns “hidden” in the biological fluid repre-
sents a potential breakthrough for diagnostics.”®

In recent years, it has been realized that biological fluids
inherently display nanoscale features given that, besides solu-
ble proteins, they contain several kinds of extracellular NPs,
e.g. exomeres, lipoproteins, extracellular vesicles, midbody
remnants, and many others.’ In turn, since 2018,'° few
researchers have started to highlight the presence and biologi-
cal significance of “BC-like” dynamic associations involving
soluble proteins, lipoproteins, and extracellular vesicles (EVs).

Complexes formed by EVs and lipoproteins (EV-LP) have
been shown to occur under physiological conditions' and
during nanoscale manipulation,” exhibiting features like EV-LP
fusion." EVs derived from brain metastases have been observed to
induce the binding and aggregation of lipoproteins.'* It has also
been reported that a BC forms around EVs in blood plasma,'® and
that this BC has a functional impact,'®"” enhancing angiogenesis,
skin regeneration, and immunomodulation.’®'® The EV BC also
has potential in diagnostics®*° and should be critically considered
in EV surface engineering.*! The formation of the EV-BC is mainly
driven by non-covalent interactions, probably based on van der
Waals forces. Additionally, the formation of hydrogen bonds
between the EV surface and the components of the biomolecular
corona cannot be excluded, as well as pi interactions. Finally,
hydrophobic interactions may play a role. For such interactions to
occur, adsorbed proteins might need to expose their hydrophobic
regions, facilitating interaction with the hydrophobic part of the
EV membrane.

Both the specific cell type from which EVs originate and the
EV intracellular biogenesis pathway shape the surface of each
EV type. As a result, EVs derived from various cells can exhibit
distinct surface properties. We speculate that this variability
also influences, together with the molecular composition of the
BC'®"® its dynamics, because changes in EV surface physico-
chemical properties are expected to be mirrored in time
required for BC formation, BC evolution over time, and bio-
molecule exchange rate at the interface.

To investigate the dynamics of the EV BC, it is necessary
to put in place new in situ methodologies that work under
physiological conditions and in real-time, overcoming the

This journal is © The Royal Society of Chemistry 2025
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limitations associated with static ex situ methods, which have
been conventionally employed in EV-BC analysis. It is worth
noting that measuring BC formation even with ex situ
approaches previously developed for synthetic NPs has proven
to be extremely challenging, due to the inherent physicochem-
ical characteristics of EVs, e.g. difficulty of not altering or even
breaking the EVs and/or distinguishing corona components
from the internal EV cargo upon corona ‘“peeling”,*®1%17:19,22
Furthermore, ex-situ methods, such as mass spectrometry”®
and gel electrophoresis,***"' cannot provide information about
the BC dynamics as they require pre-analytical separation of the
EV-BC complexes (i.e., by size exclusion chromatography, SEC,
or ultracentrifugation) which may result in altering the com-
plexes by the loss of weakly associated components.'®

Fluorescence correlation spectroscopy (FCS) is an in situ
spectroscopic technique that measures the fluctuations of
fluorescence in a confocal volume, which can be related to
the movement of the fluorescent species in and out of the
volume.>® From the autocorrelation function describing the
time evolution of fluorescence, it is possible to extrapolate
the diffusion coefficient of the fluorescent species and relate
it to their size and mass.>>*® FCS has been successfully used to
characterize the colloidal stability of synthetic NPs in different
biological fluids.>’2° FCS is an optimal technique for in situ
measurements as it allows to trace diffusion of specific mole-
cular components, provided that these are fluorescently
labelled. Therefore, if we selectively label proteins present in
media or the EVs, or even both with different fluorophores with
non overlapping fluorescence, we will be capable of tracing the
fate of proteins, EVs or both, respectively, without the need for
separating EV-BC complexes from other proteins or bio-
molecules present in the media.*®

In this work, we implement, for the first time, a dedicated
FCS methodology based on competition experiments of physi-
sorption to track the dynamic formation of plasma BC on two
different model EV types: red blood cells EVs (REVs) and
amniotic membrane mesenchymal stromal cells EVs (MEVs).
Both EV types are now in the spotlight for their great potential
in clinical translation. REVs for personalized medicine and
drug delivery,**™* MEVs for regenerative medicine and
immunomodulation.>**” We will show that our methodology
does not require the separation of the EVs from the media, thus
reducing potential artifacts due to the separation processes.
Furthermore, we implemented stoichiometric and geometric
models to use FCS results for estimating the architecture of
the BC.

Results and discussion

Cetuximab modification and characterization

Cetuximab (CTX) was labelled with Sulfo Cyanine 5 NHS ester
(Cy5) and characterized following the protocol previously
described in Musico et al>' Sulfo Cyanine 5 NHS-ester was
used instead of Sulfo Cyanine 7.5 NHS-ester, due to better
suitability for FCS measurements. According to stoichiometric
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estimations, each fluorescently labelled CTX (mCTX) bears
approximately 3.4 fluorophore molecules and 1.3 DBCO mole-
cules. Detailed mCTX preparation protocol and characteriza-
tion are reported in the ESI} and Fig. S1.

Separation, biophysical, and biochemical characterization of
REVs and MEVs

REVs and MEVs were separated and characterized according
to the most updated international standards.*® Briefly (see the
ESIf for full details), EVs were separated by differential centri-
fugation of, respectively, a suspension of red blood -cells
induced by calcium ionophore following protocols reported in
ref. 39 and a mesenchymal stromal cell conditioned medium
following protocols reported in ref. 40. Nanoparticle tracking
analysis (NTA), dynamic light scattering (DLS), bicinchonicic
acid assay (BCA), transmission electron microscopy (TEM),
western blot, and the Colorimetric NANoplasmonic (CONAN)
assay”' were used to determine EV particle number density, EV
size distribution, (sample) protein concentration, EV morphology,
EV protein markers, and the presence of exogenous single or
aggregated soluble protein contaminants, respectively. Charac-
terization data highlighted that REV and MEV preparations
were similar in terms of size distribution (MEVs 78.88 =+
3.12 nm and REVs 108 £ 5.22 nm in hydrodynamic diameter
(HD), Fig. S2A and C, ESIi), protein content (MEVs 833.72 +
257.02 pg mL~" and REVs 942.99 + 105.08 ug mL ™', Fig. S2B,
ESIf), and morphology (Fig. S2E, ESIt), which appear to be cup-
shaped.*® This is a typical TEM artifact caused by imaging dried
EVs in a vacuum, which leads to EV deflation and collapse,
resulting in altered diameter and morphology that hinder
accurate EV sizing. REVs and MEVs have, as expected, different
protein markers, due to different cell sources (Fig. S2G, ESI%).
Additionally, the minimal presence of soluble proteins®*** in
both EV types (Fig. S2F, ESIi), which otherwise could gene-
rate artifacts during EV functionalization, makes them suitable
for both the mCTX physisorption and the chemisorption
processes.

Preparation of REVs and MEVs with the (physisorbed)
fluorescent cetuximab probe (mCTX)

We previously demonstrated that functionalization of REVs
with mCTX using physisorption or chemisorption strategies
led to the formation of BCs with different stability in a
biological environment.*" For this reason, we decided to use
mCTX physisorbed on both REVs and MEVs as a probe for
studying BC dynamics. As a control for the physisorption
competition experiments REVs and MEVs were also chemi-
sorbed through the covalent binding of mCTX via bioorthogo-
nal click-chemistry as previously described.>" Full details on
labelling are also given in the ESIL%

After REVs and MEVs functionalization we quantified mCTX
per EV ex situ by combining fluorimetry and NTA (Fig. 1A).
We concluded that by physisorption we obtained a consistent
mCTX coverage of the same order of magnitude for the two EV
types, with slightly higher coverage for MEVs. This preliminary
ex situ data first points to the fact that different protein coronas
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Fig. 1 (A) Quantification of mCTX molecules per EVs. Data are obtained
by normalizing the molar concentration of mCTX in the preparation
(obtained by fluorimetry) by the molar concentration of EVs (obtained
by NTA). The blue bars indicate MEVs, while the red bars indicate REVs.
(B) Fluorescence SDS-PAGE of mCTX obtained from the mCTX physi-
sorbed MEVs and REVs and of the stock solution of free mCTX (lanes 1, 2,
and 3, respectively). The red arrow indicates the heavy chains (HC) of the
antibody, while the yellow arrow indicates the light chains (LC).

may form on REVs and MEVs. In both cases, assuming an even
distribution on all the EVs, the number of 30-40 mCTX per EV
indicates a non-uniform EV surface coverage (between 3-5% of
the total EV surface. For a uniform monolayer a minimum of
about 800 mCTX can be estimated, by using the procedure
reported in the ESIi).

The SDS-PAGE densitometric profiles of mCTX obtained
from the mCTX physisorbed EV samples and the stock solution
of free mCTX (Fig. 1B), are experimentally identical, indicating
no covalent interactions of the antibody with EV surface
proteins. Differences in the densitometric profiles are visible
in chemisorbed samples, as shown in Fig S3B (ESI%).

Determination of plasma BC dynamics by fluorescence
correlation spectroscopy (FCS)

To set up FCS measurements (Fig. 2), we first measured by
fluorimetry the fluorescence spectra of all the fluorescent
molecules employed in this study, determining the dynamic
range of measurement for the detector. As highlighted in ESIL:
Fig. S4A, no significant differences in fluorescence spectra were
found between unbound Cy5, free mCTX, and mCTX physi-
sorbed and chemisorbed onto EVs. This suggests that the
association of the fluorophore to other macromolecules and
nanostructures did not significantly alter its excitation and
emission ranges.

FCS experimental methodology is explained in the ESL: The
HD of unbound Cy5 and free mCTX were extrapolated from the
respective FCS autocorrelation functions, resulting in 1.93 +
0.06 nm and 20.82 £ 2.24 nm, respectively, showing good

This journal is © The Royal Society of Chemistry 2025
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Fig. 2 Sketch of the FCS experiments for non-destructive, dynamic
investigation of EV-BC under physiological conditions ("in situ” investiga-
tions). A fluorescently labelled protein (mCTX) previously physisorbed on
the EV is used as the FCS probe to detect competitive physisorption of
proteins from plasma. Physisorption, viz. the formation of the corona,
changes the hydrodynamic diameter (HD) and, in turn, alters diffusion of
the EV, which is quantitatively mirrored by variation of the autocorrelation
function Glx).

concordance with those reported in the literature.*> Moreover,
the measurement also highlighted the presence of free
(unbound) Cy5 in mCTX preparations (Fig. S4B, ESI}), which
could not be removed, regardless of the number of washing
steps performed. Normalized autocorrelation functions of Cy5,
mCTX, and mCTX physisorbed MEVs and REVs (hereafter

View Article Online
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referred to as MEVs-physi and REVs-physi) are reported in
Fig. 3A (Cy5 in violet, mCTX in green, MEVs-physi in blue,
and REVs-physi in red). The shift trend in the diffusion time of
each fluorescent species is as expected since it depends on their
HD. By extrapolating the HD from the autocorrelation func-
tions of the EV samples, we found that MEVs-physi and REVs-
physi have an HD equal to 66.18 + 10.86 nm and 86.28 +
16.76 nm, respectively, as reported in Fig. 3B. The size of
pristine MEVs and REVs was also measured using NTA and
DLS (Fig. S2A and C, ESIt), which together provided an average
EV size range of 70 to 160 nm. It is important to note that FCS,
NTA, and DLS rely on different physical principles to size nano-
objects in solution—fluorescence, Brownian motion, and light
scattering, respectively. These differences can influence the
final readout, leading to the reported discrepancies, which
are therefore expected.’® Then, from the fitting of the auto-
correlation functions of all samples (the method is reported in
the ESIi) we determined the fraction (p) of the three fluorescent
entities tracked by FCS, namely unbound Cy5, free mCTX, and
EVs. mCTX is either free or attached to the EVs. When mCTX
attaches to the EVs, these become fluorescent objects. Each
labeled EV, independent of the number of mCTX associated will
count as one single fluorescent object. Therefore, from FCS we
detect the relative number of free mCTX molecules and the
number of labeled EVs in the confocal volume. Results are
summarized in Fig. 3C, showing three main features. First, an
equal fraction of unbound Cy5 (blue bars) is present in both MEV-
physi and REV-physi samples and can therefore be considered as
background noise. Second, MEV-physi samples have a significantly
more abundant fraction of EVs (green bar) than REV-physi
samples. In turn, the REV-physi sample displays a larger fraction
of free mCTX (red bar) than the MEV-physi sample, indicating that
mCTX is weakly associated with (has a lower affinity for) the REV
surface than to the MEV surface. Or, in other words, the physisorp-
tion equilibrium (viz. the mCTX surface-to-solution partition) is
less favored for REVs compared to MEVs.

A B C
120 1.5+
N —
15 e MEVs-physi e . s
e REV-physi 100 - X
e mCTX £ 1.0 . Cy5
Cy5 £ 3o a
[a)
T 0.5
60
0.0 e ! 40 : : 0.0-
N N N N N 5
QQQ o ‘($6 Qﬁg s(\*g Q“g
M R R R R
Q° é@ ée é"a éfo
I\ <& A\ <&

Fig. 3

(A) Normalized fluorescence correlation graphs of MEVs-physi (blue) and REVs-physi (red), mCTX (green), and Cy5 (violet). The dotted lines

represent the standard deviation of the respective autocorrelation function (solid lines). (B) HD extrapolated from autocorrelation functions of
physisorbed MEVs and REVs. (C) Fractions of fluorescent components in each preparation. p indicates the fraction of each component, namely Cy5

(blue), mCTX (red), and EVs (green).
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Titration experiments were performed by the addition of
plasma to MEVs-physi and REV-Physi to gain information
about (i) the tendency of the two EV populations to form the
BC from plasma and (ii) the average architecture of such BC.
Defined amounts (0.3, 3, 30, 300 ug mL™" of proteins, corres-
ponding to 0.001%, 0.01%, 0.1% and 1% human plasma,
respectively) of EV-depleted plasma, were added to the EV
samples. The system was incubated O/N to attain equilibrium
and was subsequently measured by FCS to determine the
competitive substitution of mCTX by plasma proteins, that is
the formation of a plasma BC. Results are reported in Fig. 4.
In Fig. 4A reports the variation of the molar concentration of
mCTX in solution with respect to the molar concentration of
EVs, which is related to the amount of mCTX competitively
displaced by plasma proteins. In Fig. 4b the variations in the
hydrodynamic diameter (HD) of the EVs, which is related to the
amount of physisorbed plasma proteins, are reported.

Interestingly, REVs-physi and MEVs-physi displayed a sig-
nificant detachment of mCTX (Fig. 4A), confirming the weak
interaction between the antibody and the EV surface,>' which
led to mCTX displacement due to the adsorption of plasma
proteins. Moreover, despite both REVs-physi and MEVs-physi
showing a consistent detachment of mCTX after the addition of
plasma proteins, for REVs-physi the mCTX detachment is much
more pronounced than for MEVs-physi (viz. REVs exchange rate
of mCTX with plasma protein is higher), confirming that
the two EV types have different affinities for mCTX and plasma
proteins.

Indeed, the detachment of mCTX from the EV surface is
probably dependent on the affinity competition between
plasma proteins and mCTX. These data strongly support that
physisorbed mCTX on MEVs-physi is more stably anchored
than mCTX on REVs-physi, being also evident for not-spiked
samples.

The analysis of the HD fluctuations on the physisorbed
samples showed that plasma protein adsorption onto REVs-physi

View Article Online
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and MEVs-physi occurred following two different dynamics.
In specific, REVs-physi HD grows rapidly, reaching a plateau
at the concentration of 30 pug mL™" of spiked plasma pro-
teins (Fig. 4B, red squares). On the contrary, MEVs-physi HD
increases slowly and does not reach a plateau, even at the
higher concentration of spiked plasma proteins tested (Fig. 4B,
blue dots). To our knowledge, no appropriate models can
correctly fit our data providing apparent affinity constants
and/or repartition coefficients. This is probably due to the
complexity and heterogeneity of the interactions that can occur
during the formation of the BC on the EV surface, which cannot
be described by classic fitting models.

Chemisorbed REVs and MEVs were prepared to generate a
negative control for mCTX displacement, as mCTX bound to
the EV surface in this way is stably anchored and should not be
exchanged with other proteins.>' Accordingly, these samples
showed a minimal detachment of mCTX after the addition of
plasma proteins (Fig. S6E, ESIt), confirming that mCTX in the
preparation is mostly covalently bound to the EV surface and
not physisorbed (autocorrelation functions of physisorbed and
chemisorbed MEVs and REVs after every spike of plasma
proteins are reported in ESI} Fig. S6A-D).

Considerations on the BC architecture

The possible architecture of the formed plasma BC can be
inferred by comparing the experimental and nominal HD,
where the experimental HD is the one determined by FCS,
and the nominal is calculated by the following stoichiometric
and geometric arguments.

The nominal HD is obtained by assuming that all the plasma
proteins introduced in each spike are physisorbed onto each EV
by an identical layer-by-layer process, where each monolayer
beging to form only after the underlying layer has been completed.
Pristine EVs are modeled as identical spheres (with the diameter

A B
5_
e MEVs-physi 3007 e MEVs-physi
44 = REVs-physi m  REVs-physi
,_,>I_J.3_ = 2007 +
= : £
= 24 a
1- % { ¢
° (]
0 1 1 1 1 0 1 I 1 1

1
0 0,3 3 30 300
nrg/ml spiked plasma proteins

Fig. 4

T
0 0,3 3 30 300

rg/ml spiked plasma proteins

(A) Fluctuation of the ratio between the molar concentration of free mCTX and physisorbed EVs after each spike of plasma proteins. An increase

in this value indicates detachment of mCTX from the EV surface. MEVs-physi and REVs-physi data are reported respectively in blue and in red.
(B) Fluctuation of the HD of physisorbed EVs after each spike of plasma proteins. An increase in this value indicates the physisorption of macromolecules
onto the EV surface. MEVs-physi and REVs-physi data are reported respectively in blue and in red.
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determined by FCS, 66 + 10.9 nm and 86 + 16.8 nm for MEVs-
physi and REVs-physi, respectively) and all the plasma proteins as
identical spheres of 7 nm diameter adsorbing in monolayers with
a packing factor of 0.63 (see the section “Stoichiometric evaluation
of BC corona formation” in the ESIi for details). This results in a
monolayer thickness of 7 nm and, in turn, a 14 nm increase in the
EV HD. From this, the nominal HD of the EVs (hereafter referred
HD,,om) that builds from the number of the nominal monolayers
for a given spike of plasma proteins can be calculated, and finally
compared with the experimental HD (hereafter referred HDyp,)
determined by FCS.

Results are summarized in Table 1. In the case of REVs-
physi, for the first plasma spike, corresponding to 0.3 pg mL ™"
of proteins, the number of proteins is far lower than that
needed to complete a monolayer, as indicated by the nominal
number of monolayers, which is 0.02. Considering that this tiny
fraction of monolayer (corresponding to less than 10 proteins)
cannot cause an increase in the HD of the pristine EV, one
obtains HD,on, = 86 + 16.8 nm, which is lower than HD, =
(116 + 36.2) nm. This discrepancy suggests that the BC accu-
mulates in discrete regions forming protruding aggregates
(Fig. 5), which cause an overall increase in the HD,,. The signi-
ficant error on HDep, about 30%, indicates a substantial
particle-to-particle variability, suggesting that BC can also
organize in non-uniform monolayers (Fig. 5), with negligible
impact on HD,,. Analogous reasoning holds for REVs-physi
when exposed to 3.0 ug mL ™" plasma protein spikes, as well as
for MEVs-physi upon the 0.3 ug mL ™" and 3.0 ug mL ™" plasma
protein spikes.

On the other hand, when spiking REVs-physi and MEVs-
physi with higher concentrations of plasma proteins (30.0 and
300.0 pg mL™ ') we estimated an increase in the HD of the
pristine EVs due to the formation of multiple monolayers of BC.
Specifically, with a spike of 30.0 ug mL™" of plasma proteins,
HD,om for MEVs and REVs are respectively 94 £+ 10.9 and
114 + 16.8 nm, while with 300.0 pg mL ™" of plasma proteins,
HD,,m for the two EV subtypes are 136 = 10.9 nm (MEVs)
and 142 £ 16.8 nm (REVs). Again, the HD.,,, is higher than the
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Fig. 5 Scheme of probable BC architectures.

HD,,m in both cases and at every spike of plasma protein,
specifically for MEVs-physi and REVs-physi, measured
HD.,, are respectively 125 £ 13.9 nm and 199 + 53.6 nm at
30.0 ug mL~', while, at 300.0 ug mL™", 164 + 39.1 nm and
183 =+ 33.2 nm. These discrepancies suggest again that the BC
accumulates in discrete regions of protruding aggregates,
causing such an increase in the HD,,,, however in this case
we can speculate about the possible formation of complete
layers of BC on the EV surface due to the high concentration
of proteins. Notably, the difference between HDp,or and HDeyp
in MEVs, spiked with 300.0 pg mL™", is around 28 nm, while
for REVs is 57 nm, which corresponds to 2 and 4 further BC
layers respectively, thus indicating the formation of aggre-
gates with a bigger size in REVs-physi samples compared
to MEVs.

On a final note, we remark that the above variety in BC
architectures, holds at the “collective level”” (viz. the suspension
level that is averaged over the whole population of EVs*”), but is
also well mirrored at “single-EV level”” as previously reported."’

Table 1 Geometric and stoichiometric calculations and hypothesized BC architecture. The "HDe,," column reports the EV HD measured by FCS
(Fig. 4B). The "HDpom (NM)” column reports the nominal HD that should be obtained with the layer-by-layer adsorption of all the amount of proteins
spiked in the preparation (calculated following the approach reported in the ESI, section “Stoichiometric evaluation of BC corona formation”). The
column “nominal number of monolayers” reports the nominal number of layers of BC that should be formed after the layer-by-layer adsorption of all the
amount of proteins spiked in the preparation. By crossing FCS and stoichiometric/geometric data, the “possible BC architecture” has been hypothesized
and sketched (Fig. 5)

REVs-physi MEVs-physi

Spiked plasma Nominal Nominal

proteins HDeyp HD,om number of Probable BC number of

(rg mL ™) (nm) (nm) monolayers architecture(s) HD¢yp (nm) HDpom (nm) monolayers Probable BC architecture(s)

0.3 116 £+ 36.2 86 £ 16.8 0.02 Non-uniform monolayer 81 £+ 11.5 66 & 10.9 0.03 Non-uniform monolayer
and aggregates and aggregates

3.0 152 £ 53.6 86 + 16.8 0.17 Non-uniform monolayer 95 + 18.2 66 + 10.9 0.27 Non-uniform monolayer
and aggregates and aggregates

30.0 199 + 53.6 114 + 16.8 1.5 Monolayers and 125 £13.9 94 +10.9 2 Monolayers and aggregates
aggregates

300.0 183 + 33.2 142 + 16.8 4 Monolayers and 164 +£39.1 136 £10.9 5 Monolayers and aggregates
aggregates
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Conclusions

In this study, we developed an FCS-based methodology to
monitor BC formation on REVs and MEVs in physiological
conditions by an in situ protocol, unbiased from separation
methods.

By spiking our EVs with different concentrations of plasma
proteins and using the fluctuation of the HD as a readout of the
adsorption of such proteins at the EV surface we evaluated the
dynamic formation of the BC.

Our findings reveal distinct BC dynamics between REVs and
MEVs, with REVs featuring a higher exchange. By interpreting
experimental observations with geometrical and stoichiometric
considerations, it also turned out that in both the EV popula-
tions the BC does not simply (dynamically) self-organize in a
layer-by-layer process, but instead may also pile up into discrete
islands of protruding protein aggregates, with REVs showing a
higher number of aggregates, or aggregates of a bigger size.

These findings provide new insight into the EV-BC. They
underscore that BC formation, evolution, and architecture may
be influenced by the EV’s origin, and in turn surface properties,
highlighting an additional layer of heterogeneity among circu-
lating EVs. Future efforts shall be devoted to applying the
strategy proposed in the manuscript to compare the influence
of different EV separation protocols'® (ie. tangential flow
filtration, size exclusion chromatography, microfluidic techni-
ques, etc.) on BC formation and stability. From an applicative
perspective, our findings suggest that BC dynamics should be a
key consideration when evaluating the use of EVs as therapeu-
tics and in diagnostics.
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