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The biological fate of nanomaterials (NMs) is driven by specific
interactions through which biomolecules, naturally adhering onto
their surface, engage with cell membrane receptors and intracel-
lular organelles. The molecular composition of this layer, called the
biomolecular corona (BMC), depends on both the physical—
chemical features of the NMs and the biological media in which
the NMs are dispersed and cells grow. In this work, we demonstrate
that the widespread use of 10% fetal bovine serum in an in vitro
assay cannot recapitulate the complexity of in vivo systemic admin-
istration, with NMs being transported by the blood. For this pur-
pose, we undertook a comparative journey involving proteomics,
lipidomics, high throughput multiparametric in vitro screening, and
single molecular feature analysis to investigate the molecular
details behind this in vivo/in vitro bias. Our work indirectly high-
lights the need to introduce novel, more physiological-like media
closer in composition to human plasma to produce realistic in vitro
screening data for NMs. We also aim to set the basis to reduce this
in vitro—in vivo mismatch, which currently limits the formulation of
NMs for clinical settings.

“ Center for Synaptic Neuroscience and Technology, Istituto Italiano di Tecnologia,
Largo Rosanna Benzi 10, 16132 Genova, Italy. E-mail: valentina.castagnola@iit. it

bIrRCCS Ospedale Policlinico San Martino, Largo Rosanna Benzi 10, 16132 Genova,
Italy

“UOC Genetica Medica, IRCCS Istituto Giannina Gaslini, Via Gaslini 5, 16147
Genova, Italy

4 Nanobiointeractions & Nanodiagnostics, Istituto Italiano di Tecnologia, Via
Morego 30, 16163 Genova, Italy

¢ Analytical Chemistry Facility, Istituto Italiano di Tecnologia, Via Morego 30,
Genova, 16163, Italy. E-mail: andrea.armirotti@iit.it

I Data Science and Computation Facility, Istituto Italiano di Tecnologia, via
Morego, 30, Genova, 16163, Italy

t Electronic supplementary information (ESI) available. See DOI: https://doi.org/
10.1039/d3nh00510k

This journal is © The Royal Society of Chemistry 2024

*30 \/3leria Tomati,© Luca Boselli,
" Pier Paolo Pompa,
3 and Andrea Armirotti*©

¥ ROYAL SOCIETY
PP OF CHEMISTRY

Sources of biases in the in vitro testing of
nanomaterials: the role of the biomolecular

d Clarissa Braccia,®
9 Nicoletta Pedemonte,®

New concepts

We explored the molecular and biological biases arising from the well-
in nanomedicine due to the
identity of
nanomaterials (NMs) formed in different biological scenarios. The cell
culture media where NMs are dispersed (supplemented with 10% fetal

in vitro/in vivo mismatch
biomolecular corona, the well-accepted biological

known

bovine serum, FBS) significantly diverge from the in vivo biological fluids
encountered by NMs in a systemic administration scenario. This means
that the biomolecular corona will have a remarkably different profile
when formed in vivo. This problem has never been tackled because of
compliance with conventional cell culture protocols and the challenge of
growing healthy cells in plasma-supplemented media. It is now necessary
for the bio-nanocommunity to firmly acknowledge this issue. Our work
highlights biases in bio-nanointeractions in in vitro studies arising from
this mismatch and defines a new starting point to re-tune the in vitro
readouts to obtain a more realistic prediction of the putative in vivo
behavior of NMs. Our advanced data analysis also demonstrates how
omics data can be used to describe and address this bias in a material-
specific way, thus opening up the desirable application of machine
learning to large data sets of NM safety data.

Introduction

The ever-growing role of nanotechnology in developing novel
therapeutic and diagnostic technologies often involves the
systemic administration of nanomaterials (NMs). Once NMs
enter the bloodstream, they interact with a dynamic biological
environment populated by a variety of biomolecules (proteins,
lipids, sugars, metabolites, exogenous compounds, etc.) that
adsorb onto the material’s surface. This process, known as
“coronation”," is driven by the physical-chemical characteris-
tics of the NMs and the ratio between the exposed NM
surface and the local concentration of biomolecules. The
formed biomolecular corona (BMC) defines the biological
identity of the NMs and drives their engagement with the
biological machinery*” in terms of anatomical distribution,®
cytotoxicity,” and cell uptake.'®™*® Given our ability to manu-
facture a plethora of different nano-formulations for diverse
medical applications, robust and shared protocols for in vitro
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screening are essential but, unfortunately, relatively over-
looked. Based on current literature, toxicity assessment of
NMs has been performed on many different cell lines by
dispersing the NMs in the medium used for cell growth, which
is commonly supplemented with 10% of fetal bovine serum
(FBS). This practice was introduced in the 1950s, and since
then, FBS has been used as a universal supplement in culture
media for human and animal cells in research and pharma-
ceutical settings.'® This clearly entails an immediate unsuitable
matching of cells and media for human settings. Only a few
attempts have been made so far to break tradition, considering
that particular applications and cellular experiments might
require a more specific biological environment, not consis-
tently recapitulated well by the use of FBS."” ! In some cases,
different media have been considered to mimic possible entry
routes, such as lung inhalation,>** ocular injection,”® and
intramuscular injection (as in the case of vaccines).”® These
alternative media have had less impact in the nanotoxicology
space than they deserved.?” In the case of the most common
in vitro screening of NMs intended for systemic intravenous
administration, it is evident that 10% FBS poorly resembles the
composition of human blood, and the question should arise
whether this experimental approach can be representative of
the bloodstream scenario, especially concerning the formation
of BMC and consequent nano-bio interactions. Not to mention
the numerous cases in which serum-free conditions are used,
which can influence interactions (i.e., adhesion) between man-
ufactured materials and cell membranes.*®?° In addition,
serum-free conditions induce a starvation state in the cells,
which can also contribute to promoting internalization. In
previous works, the idea of testing NMs in vitro using higher
serum concentrations (50% FBS or human serum) to reduce the
mismatch between in vitro and in vivo results was already
discussed.**%*!

In this work, we selected, as representative examples, two
NMs with very different physical-chemical properties, both
extensively studied in nanomedicine. The first ones, gold
nanoparticles (GNPs), are among the most frequently employed
nanomaterials in nanomedicine and are largely investigated in
terms of BMC analysis.** The second, graphene oxide (GO), is a
2D material widely investigated in the last decade for bio-
applications.**® Nowadays, we have extensive control over
both materials’ synthesis and properties, as well as knowledge
of their bio-nano interactions.?”>*®

This study explores the molecular and biological biases
arising from the mismatch between using 10% FBS (employed
for in vitro biological readouts) and whole human plasma (HP,
closer to the in vivo administration scenario) in the BMC profile
of GNPs and GO. Of note, in the profiling of BMC composition,
the aim of the investigation is often limited to proteins,®*°™**
hence overlooking other biomolecules**** (and originating the
widely used “protein corona” term). In the present work, we
also included the lipid contribution,’® since the interplay
between proteins and lipids in mediating reciprocal interac-
tions with the NM surface remains unclear."®>%%%*7>° Using
dedicated statistical tools, we identified specific protein-lipid
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associations and investigated the correlation between human
and bovine proteins in the BMC of each NM. With this
approach, we derived NM-specific molecular signatures recapi-
tulating the plasma-to-medium transition. After this extensive
molecular profiling, we then acquired a set of biological
readouts using high-content imaging to highlight corona-
derived effects on cellular interactions. Given the impossibility
of culturing cells in HP, we show how the remaining
features from the original HP-BMC are sufficient to affect
different common biological readouts significantly. Finally,
we discriminated the components of an HP-derived BMC that
are more resistant to the exchange with other biomolecules
(“static” components) from those biomolecules that are more
prone to being substituted (“dynamic” components). Using
these two lists of proteins, we performed protein-protein func-
tional association analysis, revealing interesting network
associations.

While out of scope for the present work, a comprehensive
link between NM-BMC-biological readouts is an extremely
complex task and should be based on massive amounts of data
accounting for different NMs (with variations of size, shape,
and surface chemistry), different medium conditions (pH,
temperature, and oxygen content), and a plethora of cell
models (i.e., including immune system®" and primary cells).

However, the presented quantitative assessment highlights
in detail a series of biases in established experimental prac-
tices; gaining awareness of these possible issues is essential for
the development of explicit and reliable association rules
between molecular signatures and biological readouts in vitro/
vivo, which will allow significant progress in the nanomedicine
and nanotoxicology arena.

Results and discussion
Multiomics profiling of the biomolecular corona

We investigated the molecular composition of the BMC formed
under four experimental conditions (for more details, see the
Material and Methods section) for both GO and GNPs (the
materials’ characterization is shown in Fig. S1 and S2, ESI¥).
For the first condition, we incubated GO/GNPs directly in the
complete cell culture medium (cDMEM) to mimic the pure
in vitro setting. This condition will be called “M”. The second
condition, mimicking the in vivo setting, consists of GO/GNPs
incubated in human plasma and will be called “HP”. For the
third and fourth conditions, the GO/GNPs were allowed to form
their BMC in HP and then, after washing loosely bound
components, were transferred to cDMEM and sampled after
1 h (“HP-M1”) and 24 h (“HP-M24”), respectively, to study the
protein and lipid exchange dynamics. Fig. 1 summarizes these
experimental conditions.

To remove the non-tightly bound biomolecules, we washed
the formed BMC with phosphate-buffered saline (PBS) solution
at the end of each incubation. We then performed a combined,
detailed, and quantitative proteomic and lipidomic profiling
of the four samples. We first investigated the total amount of

This journal is © The Royal Society of Chemistry 2024
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Fig. 1 Schematics of the experimental conditions. (1) BMC formed in cDMEM (FBS proteins and lipids): M. (2) BMC formed in human plasma (proteins
and lipids): HP. (3) BMC formed in HP, washed by centrifugation, and then transferred to cDMEM for either 1 h: HP-M1 or (4) 24 h: HP-M24.

biomolecules expressed as the total observed mass spectro-
metry coupled to liquid chromatography (LC-MS) area of pro-
teins and lipids. It has been noted that estimating the GO total
surface area with a geometrical calculation is not possible
due to inhomogeneity in the size, shape, and number of sheets
in the flakes. Therefore, our aim is not to perform a direct
quantitative BMC comparison between the two NMs but to
analyze how each NM could be affected by different biological
environments.

Interestingly, as shown in Fig. 2A and B, both NMs directly
exposed to medium (M) incorporated a much lower lipid
content than that naturally present in the BMC in vivo. This
indicates that the lipid “coating” involved in the interactions
with cells is very different if NMs are previously exposed or not
to HP. Indeed, the cell culture medium, with its 10% FBS, is
largely insufficient to mimic a realistic BMC lipid content of a
given NM when transported in the bloodstream. However, if the
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materials are pre-exposed to HP, a significant amount of
lipids persist on the BMC even after exposure to 10% FBS
(Fig. 2A and B).

We then selectively discriminated proteins from either
Homo Sapiens or Bos Taurus species by using peptides unique
for a specific protein in a given species (proteotypic peptides)
for quantification. A set of 817 and 710 proteins were quantified
in the BMC of GO and GNPs, respectively, while 156 and 225
unique lipid features were tracked for GO and GNPs, respec-
tively (the full set of data can be found in File S1 for proteins
and File S2 for lipid features, ESIf). The most abundant
proteins (top 20, based on the observed LC-MS protein area)
found in the BMC of both materials under all the tested
conditions are listed in Tables S1 and S2 (ESIt). The protein
profiles obtained for GNPs and GO in HP are comparable with
those of previous studies.””>® Notwithstanding the differences
in the NP size and experimental conditions, some recurring
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Fig. 2 Lipidomics analysis. (A) and (B) Total lipid content observed in the BMC of GNPs (A) and GO (B) for each BMC experimental group. Statistical
analysis: one-way ANOVA/Tukey's test, ***p < 0.0001, ***p < 0.001, **p < 0.01.

This journal is © The Royal Society of Chemistry 2024
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proteins in the GNP BMC can be detected, such as albumin,
glycoproteins (vitronectin), blood coagulation proteins (fibrino-
gen and kininogen-1), anti-inflammatory proteins (inter-alpha-
trypsin inhibitor heavy chain H4), and apolipoproteins (A-I and
E). For GO, recurring highly abundant proteins in the BMC are
albumin, apolipoproteins (A-I and A-II), immunoglobulin heavy
constant, and fibrinogen.”* We then moved to analyzing the
exchange dynamics of this complex molecular system.

Human features in the BMC are quickly replaced by bovine
proteins in the cell culture medium

The protein and lipid exchange mechanisms occurring on the
surface of each NM when the HP BMC was transferred into the
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cell culture medium (HP-M1, HP-M24) were subsequently ana-
lyzed, and the results are summarized in Fig. 3A and B.

As far as proteins are concerned, we observed that, for both
NMs, human proteins are quickly replaced by bovine. After 24 h
of exchange, only 9% and 21% of original HP proteins (for
GNPs and GO, respectively) persist in the BMC profile (Fig. 3A
and B). However, the exchange dynamics occur with different
kinetics, as highlighted by the principal component analysis
(PCA) shown in Fig. 3C-F.

For GO, the BMC proteome remains relatively stable for the
first hour after being transferred to the 10% FBS-supplemented
medium. At 24 h, in contrast, the BMC proteome is totally
different from the original one, with human proteins largely
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Fig. 3 Human/bovine exchange dynamics. (A) and (B) Relative bovine/human protein content at 1 and 24 h time points for both GNPs (A) and GO (B).
(C)=(F) Principal component analysis (PCA) illustrating the protein (C) and (D) and lipid (E) and (F) dynamics of GNPs (C) and (E) and GO (D) and (F) in the
HP — M transition. The GNP BMC shows a swift change for HP protein clusters to M (the clusters for 1 and 24 h time points are indistinguishable). The
kinetics for GO is slower, and the transition through the 1 h time point is clearly visible in the PCA. For the lipid content dynamics, the kinetics is slower for
GNPs than for GO (the cluster of 1 h time point is separated for GNPs but not for GO).
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replaced by bovine ones. Of note, the protein content of the
medium alone fails to homogenously coat the surface of this
material, as demonstrated by the scattered distribution of the
“medium” (M) condition in the PCA plot.

This dynamic process is much faster for GNPs: 1 h after the
transfer to the cell culture medium, the proteome was already
significantly replaced by the new one, and a further 23 h of
incubation only produced little additional changes in the BMC
proteome, now largely bovine. Intriguingly, for lipids, the trend
goes in the opposite direction: the original human content was
replaced with slower dynamics for GNPs (the group HP-M1 is
still clearly separated in the PCA plot) than for GO (only the HP
group is clustering in the PCA).

Specific protein-lipid associations are maintained in the
dynamic exchange

To further investigate the dynamic changes occurring in the
BMC of these two NMs, we then explored existing associations
between proteins and lipids in the corona by conducting
protein-lipid data association analysis, as reported in Fig. S3
(ESIT). We first screened the observed lipid features (File S2,
ESIY), filtering out a subset of confidently annotated individual
lipids (File S3, annotated lipids, ESIt). By performing multi-
omics data association analysis, we then identified some sig-
nificant correlations between proteins and lipids in the BMC of
both NMs. A set of 7 well-defined lipids resulted in significant
correlations with the presence of 125 human and bovine
proteins in the GNP BMC. For GO, our analysis revealed the
existence of significant between-omics correlations involving 14
well-defined lipids and 59 proteins. As reported in the detailed
data set (File S4, ESI), our analysis identified four main lipid/
protein clusters for GNPs and two for GO. In the Excel file,
lipids are indicated in blue, while bovine and human proteins
are indicated in pink and orange, respectively. Quite interest-
ingly, some common patterns can be observed in the composi-
tion of the BMC for these two different NMs. Five lipids
(phosphatidylcholines) PC (16:0/18:2), PC (18:0/18:2), PC
(18:0/20:4), and phosphatidylethanolamines (PE (38:3) and
PE (38:4)), and eight human proteins (apolipoprotein A2 and
A5, fibrinogen gamma, insulin growth factor binding proteins 2
and 3, o2-antiplasmin, serpin A10, and bovine CD9 antigen) are
involved in significant correlation networks in the BMC of both
NMs. This might indicate that these biomolecules are already
preferentially interacting with each other in HP, meaning that
when these proteins are adsorbed on NMs, they carry these
specific lipids with them. From the biological standpoint, these
biomolecules (fibrinogen in primis) are associated with the
coagulation cascade. o2-Antiplasmin (A2AP) (also known as
serpin F2) plays a crucial role in blood coagulation by inhibit-
ing serine protease.”” On the same line, it is interesting to
observe that, among all the many annotated lipid species, only
a handful (and almost exclusively phospholipids) are strongly
associated with networks of proteins in the corona. Of these,
not surprisingly, phosphatidylethanolamines (PEs) found in
platelet membranes and related to the activation of clotting
factors,®® are among the nodes of the observed protein-lipid

This journal is © The Royal Society of Chemistry 2024
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associations, with the most frequent PE species 38:3, 38:4 and
36:2. Lipids are also transported by lipoprotein complexes as
high-density lipoproteins (HDLs; also containing apolipopro-
tein A2) and very low-density lipoproteins (VLDLs; also contain-
ing apolipoprotein A5) and play a crucial role in the body
energy metabolism.>® In this respect, the investigation of
BMC might be used as a tool to identify specific carrier proteins
for lipids and other biomolecules.®**

Residual HP features in the BMC are sufficient to promote
distinct intracellular trafficking pathways

After completing the detailed molecular profiling of the BMC,
we analyzed the effect of different BMC conditions on a few
representative cellular readouts that can be of interest in the
context of nano-drug delivery, indeed not exhaustive for more
specific applications. To this aim, we employed high content
analysis (HCA), often used in nanomedicine as a screening
platform, to measure simultaneously several indirect readouts
for exposure to different concentrations of NPs in different cell
lines.®>®® Cell culture using HP-supplemented media is not
reported in the literature, and from our tests, it seemed to
impact the cells’ healthy state. Therefore, we decided to culture
the cells in a classic FBS-supplemented medium and expose
them to NMs pre-coated with the HP-derived BMC. Despite the
BMC exchange with FBS components described before, a non-
negligible part of HP-derived biomolecules (especially lipids)
will still persist onto the NMs, with potential implications.

First, we analyzed the cell viability in three models, namely
CFPAC-1 (ductal pancreatic adenocarcinoma), T84 (lung carci-
noma), and SH-SY5Y (neuroblastoma). Interestingly, we
observed a significant decrease (up to 50%) in the proliferation
of T84 and SH-SY5Y cells exposed to GO dispersed in media
for 1 and 24 h (M1, M24), while GO with pre-formed
HP corona (HP-M1 and HP-M24) did not exhibit any significant
effect (Fig. S4, ESIt). Considering previous observations on GO,
where its toxicity was reduced by the presence of protein
corona,*®*"®> suggesting that 10% FBS supplement is insuffi-
cient to fully and persistently cover the GO surface (as already
observed in the PCA analysis in Fig. 3D), we believe that the HP-
precoating allowed for a better biomolecule coverage of the
flakes, which prevented the toxicity observed in some of our cell
models.

We performed further in vitro investigation on NM intracel-
lular pathways using CFPAC-1 cells as a model, for which we
observed good viability for all tested conditions (Fig. S4, ESIf).

Although GNPs and GO are internalized through different
mechanisms,**°®” they are supposed to follow similar intra-
cellular trafficking pathways, commonly the endolysosomal
ones. We performed immunostaining for early and late endo-
somes using EEA1 and RAB7 antibodies, respectively,®®®® and
we employed both immunostaining with lysosome-associated
membrane protein-1 (LAMP-1)"° and the pH-dependent fluor-
escent probe lysotracker for the lysosomes analysis.

As shown in Fig. 4, after 1 h incubation, residual HP features
on GNPs induced a different early endosomes’ size and dis-
tribution, observed by a significant increase in the intensity and

Nanoscale Horiz., 2024, 9, 799-816 | 803
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Fig. 4 Analysis of intracellular trafficking for CFPAC-1 cells exposed to 25 pg mL™ of GNPs or 10 ug mL™* of GNPs under different BMC conditions. (A-GNPs, Al-
GO) Quantification of fluorescence intensity for the EEAL marker, (B-GNPs, B1-GO) normalized average area of EEAL-positive spots, and (C-GNPs, C1-GO) average
number of EEAL-positive spots per cell after 1 h of GNP incubation. Quantification of fluorescence intensity for RAB7 (D-GNPs, D1-GO), LAMP-1 (E-GNPs, E1-GO), and
lysotracker DR (F-GNP, F1-GO) after 24 h of GNP incubation. White bars represent the control conditions of untreated cells. Pink bars represent cells treated with
GNPs directly dispersed in the cell culture medium (M). Orange bars represent cells treated with GNPs with a pre-formed HP corona dispersed in the cell culture
medium for 24 h (HP-M24). Data are normalized over untreated cells (CTRL) and expressed as means + SEM of N = 3 biological replicates. Statistical analysis: *o <
0.05, **p < 0.01, unpaired Student's t-test. (G-GNPs, G1-GO) Analysis of autophagic pathways. White bars represent the control conditions of untreated cells. Pink
bars represent cells treated with GNPs directly dispersed in the cell culture medium (M). Orange bars represent cells treated with GNPs with a pre-formed HP corona
dispersed in the cell culture medium for 24 h (HP-M24). For all conditions, cells were treated with DMSO, Torin-1 (positive control for autophagy induction) alone or in
combination with SAR-405 (TorSAR — positive control for autophagy inhibition). All data are expressed as numbers of MDC spots per area and expressed as means +
SEM of n = 3 biological replicates. Statistical analysis: *p < 0.05, ***p < 0.001, ****p < 0.0001, one-way ANOVA/Tukey's tests.
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the area of EEA1-positive spots with a parallel decrease in the
total number of spots per cell (Fig. 4A-C). A similar trend was
observed for cells treated with GO (Fig. 4A1-C1).

Of note, after 1 h, the original preserved HP-derived features
on NMs are about twice the ones after 24 h (Fig. 2). This might
be related to the fact that we did not observe statistically
significant changes in the late endosome marker (Fig. 4D and
D1), even though a tendency to a decreased fluorescence
intensity in HP samples can be noted, which could be related
to the aforementioned smaller number of early endosomes
exhibited by both NMs.

Lysosomal markers were also analyzed after 24 h. While
LAMP1 analysis did not show significant outcomes (Fig. 4E and
E1), the lysotraker intensity was altered by the presence of GO.
Again, this might be related to the higher % of HP-derived
proteins retained by GO over time (Fig. 2). In our case, as for
other examples in the literature,”"”* we observed a tendency of
both NMs to alkalinize the lysosomal compartment compared
to controls (Fig. 4F and F1). However, in the case of GO, for the
HP-derived sample, the lysosomal pH resulted significantly
more acidic than for the M one (Fig. 4F1), while this was not
observed for GNPs (Fig. 4F).

Overall, these observations, independently from the differ-
ences among the two NMs, indicate that the presence of even a
small percentage of residual HP-derived features can signifi-
cantly impact NM intracellular trafficking, suggesting that,
under full HP conditions, striking differences might be
expected.

To straighten this point, differences were also observed in
the context of autophagy, a “self-digestion” mechanism that
maintains physiological cell homeostasis, strictly correlated to
pathways shown before. NP accumulation has been reported to
affect the autophagic cascade.”>’* For the analysis of potential
dysregulation of the autophagic cascade by HCA, cells were
exposed to monodansylcadaverine (MDC), which accumulates
in autophagosomes and becomes fluorescent upon fusion of
autophagosomes with lysosomes. We treated the cells with
Torin-1 (Tor), an effective inducer of autophagy, alone or in
the presence of SAR-405 (TorSAR), a well-known autophagy
inhibitor,”® able to repristinate the basal autophagy level (more
details are given in the Materials and Methods section). The
results are reported in Fig. 4G. Under basal conditions, GNPs
did not induce autophagy per se. However, upon GNP incuba-
tion, when treating the cells with TorSAR, the recovery of MDC
fluorescence intensity was only observed for GNPs directly
exposed to the medium (M). This suggests that, again, remain-
ing HP-derived features on GNPs might affect intracellular
dynamics. The same behavior was observed for GO (Fig. 4G1).

There are several examples in the literature on how GNPs
and GO can affect the autophagic cascade’"’®”? depending on
the size, shape, surface chemistry, and NP concentration
involved, and all this will obviously also depend on the biolo-
gical model studied. Our results suggest that besides the
aforementioned physical-chemical features and experimental
protocols, the BMC composition is an additional parameter
that has a significant impact, which could, however, be
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overlooked when using non-representative biological media
for cell culture.

Establishing a direct, mechanistic link between intracellular
trafficking dysregulation and BMC features (especially under
HP conditions, difficult to test in cell models) is out of the
scope of our investigation, and it would require a massive
amount of biological and molecular data. However, given that
the BMC appeared to be responsible for the observed variations
in the biological readouts, besides the dynamic of exchange
already analyzed for the whole proteome and lipidome, it is
interesting to analyze how the BMC composition is trans-
formed under different conditions employed. We then intro-
duced a workflow aiming to identify specific components that
might play a major role in this context.

Complement proteins, coagulation cascades, and
apolipoproteins get lost from the BMC in the HP - M
transition

We then re-analyzed all BMC data, taking into account every
single observed molecular feature (proteins or lipids) and the
variation of its abundance across the different corona condi-
tions (see scheme in Fig. 5A). When moving along the y-axis of
the graphs reported in Fig. 5B and C, we can observe the
difference between the relative abundance of an individual
protein or a lipid in HP- and M-derived NM-BMC. Therefore,
as expected, passing from HP to M, the abundance of all
plasma proteins (in orange) and all lipids (in blue) decreases
while the BMC content of serum proteins (in pink) increases.

However, our analysis aimed at differentiating the most
“static” (the long-lasting) and the most “dynamic” (the ones
that get lost or are introduced during the exchange) compo-
nents of the BMC; in other words, we investigated which part of
the in vivo-like biological identity is preserved once transposed
to an in vitro setting and, on the opposite end, which are the
biomolecules most affected by the exchange processes. On the
x-axis, we plotted the signal-to-noise ratio (S/N) observed for
each feature, calculated as its observed variance over its
squared average value. In other words, the higher the S/N; the
higher the relative variation of that feature in the omics
data sets.

We hypothesize that the difference observed in the pre-
sented biological readouts on intracellular trafficking should
be mainly related to biomolecules belonging to the “static”
part, given that only these features are likely to linger on the
BMC. Instead, the “dynamic” features constitute the part of the
BMC that is quickly altered by the exchange of the original
human components with the bovine ones. While impacting less
in our in vitro study, these components might be, in principle,
some of those ignored key players behind the poor in vitro/
in vivo translation.

To discriminate between high and low variant features, we
then set an arbitrary threshold on the S/N ratio. Looking for a
compromise between incorporating too few and too many
features in our refined analysis, we considered biomolecules
with S/N x < 0.5 as ‘“‘static” (i.e., biomolecules more resistant
to displacement, therefore showing a stronger affinity for the
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Identification of static (long-lasting) and dynamic (lost/acquired) elements of corona for GNPs and GO. (A) Schematics of the protein exchange in

the HP —» M transition. Some HP-derived proteins remain in the BMC (“static”), while others are exchanged overtime with FBS proteins (“dynamic”), as
illustrated by the black arrows. (B) and (E) The graphs report the results of the analysis of the relative abundance of single molecular features (dots) under
the four BMC conditions for GNPs (B) and (D) and GO (C) and (E), respectively. The y-axis (log-transformed) reports the difference between the relative
abundance of individual biomolecules (proteins and lipids) under HP and M conditions. The x-axis represents the S/N observed for the same features (as
the ratio between squared variance and squared average). Graphs on top (B) and (C) show lipids as blue dots and human (plasma) and bovine (serum)
proteins as orange and pink dots, respectively. Graphs below (D) and (E) highlight the most abundant features (in absolute terms) overlapped with the
overall feature population. For clarity, the thresholds for “static” and “dynamic” features are indicated in panels D and E as purple and green areas,

respectively.

given NMs). Biomolecules with higher S/N values (x > 1.5) were
considered, in contrast to ‘“dynamic” features (i.e., more prone
to be quickly replaced in the BMC).

In Fig. 5D and E, we reported the same graphs as Fig. 5B and
C, where we highlighted the most abundant (in absolute terms)
human (orange), bovine (pink) proteins, and lipids (blue).
Interestingly, a set of human proteins (orange dots) in the
BMC of GO (Fig. 5E) show overall high abundance and relatively
mild variations (x values around 0.5). Conversely, some lipids
(blue dots) and HP proteins (orange dots) in the BMC of GNPs

806 | Nanoscale Horiz., 2024, 9, 799-816

are abundant in absolute terms, although they show significant
variations (x values around 1.5 to 2). With this representation,
we differentiated between the relative magnitude in the
observed variation and the absolute abundance of the given
feature, i.e., proteins/lipids that might be overall minor com-
ponents of the BMC but still show significant relative variations
in the transition from HP to M and vice versa. In fact, an
analysis limited to the “top N” most abundant observed
features might fail to recapitulate the role played by minor
components having significant relative changes in their

This journal is © The Royal Society of Chemistry 2024
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abundance. This helps contextualize our statistical analysis:
large variations of a feature, in relative terms, might have a
relevant biological impact even if its absolute abundance is
relatively low in the BMC. The detailed lists of molecular
features (proteins and lipids) showing the lowest (static) and
the highest (dynamic) changes when the original HP BMC was
transferred to the cell culture medium are available in Files S5
and S6 (ESIt) (static and dynamic features), respectively.

We first focused on the dynamic list of features (File S6,
ESIT) and performed an extensive association analysis using the
STRING database.®® This tool allows us to highlight the experi-
mental and predicted interactions between proteins as both
direct (physical interactions) and indirect (functional) associa-
tions. For this purpose, we first translated the bovine proteins
of the BMC into their human equivalents (see the Materials and
Methods section for details), and we then investigated the
presence of specific protein-protein interactions within the
BMC. This analysis revealed interesting network associations
(list reported in File S7 (ESIt), dynamic associations), as visually
reported in Fig. 6.

For both GO and GNPs, it is interesting to report that the
most represented dynamic association networks observed are
related to complement and coagulation cascades, with many
apolipoproteins represented in the dynamic list (APOE, APOAL1,
APOA4, APOB, etc.). Correspondingly, well-known apolipopro-
teins payloads, like sterols and triacylglycerols, are present
in the same dynamic list of features (see File S6, ESIT).
Complement and coagulation cascade proteins and lipopro-
teins found in the BMC were also involved in significant
between-omics correlation networks common to both GNPs
and GO (File S4, ESIt). This indicates that the inability of the
10% FBS medium to efficiently populate the BMC with apoli-
poproteins and the corresponding carried lipids (cholesterols
and triacylglycerols) is at least one of the reasons behind the

®
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in vitro/in vivo mismatch. On the other hand, the important
biological role of cholesterol in BMC has recently been
described.®!

Interestingly, these apolar lipids are almost absent from the
static list of molecular features (File S5, ESIt), which is more
enriched in lipids carrying strongly positively charged head
groups (like phosphatidylcholines and sphingomyelins). This
suggests that these charged molecules are more significantly
interacting, perhaps by electrostatic interactions, with the NM
itself and not exclusively with the BMC protein content. This
might explain why, despite dynamic changes in the protein
content, their relative abundance remains high enough to
classify them as static components of the BMC.

Finally, from the opposite standpoint, we extrapolated the
human core of proteins from the static list, therefore surviving
in the BMC of both NMs after 24 h of incubation in the 10%
FBS-supplemented medium. As reported in Fig. S5 (ESIt), Venn
overlap analysis revealed 30 proteins in common in the human
cores of both NMs, while 41 and 283 were specific for GNPs and
GO, respectively. With the aim of identifying HP-derived pro-
teins that might play a material-specific role in our in vitro
testing, we then excluded the common proteins from the
analysis and, using again STRING, we identified enriched
protein-protein networks in the human cores that are specific
to each NM (Fig. 7). In File S8 (ESIY) (static human core), we
report the identified enriched gene ontology terms (processes,
functions, and components), specifically enriched in the
human core of each NM.

It is interesting to note that, for GNPs, the gene ontology
components identified are only 6 and mainly involve phagocy-
tic vesicles and secretory vesicles, where recurring associated
proteins are Ras-related proteins 10 and 14 (Rab10, 14) and
lysosome-associated membrane glycoprotein 2 (LAMP2). These
proteins are likely to be associated with the observed

Fig. 6 STRING functional network association for the “dynamic” list of features observed in the BMC of (A) GNPs and (B) GO. Colors refer to the results

of the k-means clustering for the top 3 clusters.

This journal is © The Royal Society of Chemistry 2024
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Fig. 7 STRING functional network association analysis for the core of human proteins in the BMC of (A) GNPs and (B) GO. Colors refer to the results of

the k-means clustering for the top 3 clusters.

differences in the intracellular trafficking of our in vitro model.
Rab10 and Rab 14 indeed are responsible for regulating the
formation, transport, and fusion of secretory vesicles involved
in exocytosis.®*®* Rab14, in particular, was found to regulate a
separate recycling pathway and to be also associated with cell
motility.?* Another identified protein was coronin-1, also
involved in phagocytosis processes and chemotaxis.®” Indeed,
besides the phagocytic vesicles, the other extracted gene ontol-
ogy components are related to the cortical cytoskeleton.

For GO, the landscape is more complex, with 93 specific
enriched gene ontology components. Still, we could identify
components related to early endosomes, lysosomes, and secre-
tory granules involving several apolipoproteins (i.e., APOH,
APOB, APOA1, APOC2, and APOC3), Rab1A, known to play a
role both in secretion and regulation of autophagy®® and
ficolin-1, found in secretory granules in the complement path-
way activation.®””*® Complement proteins were also found in
the list (C2, C3, C5, and C1q) together with several components
related to extracellular vesicles, with the recurring presence of
serpin proteins (A1, A3, B1, and B12). Serpin proteins were also
found to be involved in significant correlation networks in the
BMC of both NMs in the multiomics analysis.

While lacking sufficient data to provide BMC predictions,
this workflow still highlights interesting protein players in the

808 | Nanoscale Horiz., 2024, 9, 799-816

BMC of the two different NMs that can be linked to observe
biological readouts in our model conditions.

Conclusions

In this work, we moved beyond the simple, though detailed,
description of the BMC composition to raise experimental and
data-based concerns about the possibility of obtaining mean-
ingful insights into the biological properties of NMs from
current in vitro settings. To do so, using two well-known
reference NMs (spherical GNPs of 15 nm and GO flakes), we
established an analytical-in vitro, statistics, and bioinformatics
workflow to characterize the BMC. By analyzing the BMC of the
two NMs under different biological settings (in vitro- and
in vivo-like), using 10% FBS and HP as biofluids, we showed
that it is possible to track dynamic changes in the BMC
composition, monitoring the replacement of HP proteins and
lipids with those present in 10% FBS. We demonstrated that
the kinetics of this re-equilibration is material-dependent: by
tracking hundreds of biomolecules in a dynamically changing
environment, our analysis highlighted individual proteins and
lipids that are either significantly enriched or depleted with
respect to the composition of naive plasma, indicating (1)

This journal is © The Royal Society of Chemistry 2024
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specific affinities of these molecules for the two different
surfaces and (2) specific protein-protein and protein-lipids
associations. Moreover, the biological readouts we
collected with high-content image analysis clearly show that
cell viability, trafficking pathways, and the autophagic cascade
are all influenced by the presence or absence of a pre-formed
(vet dynamically changing, with all the limitations associated
with this model) HP BMC corona. We also specifically pin-
pointed which components of the human BMC are more likely
(and quickly) replaced by bovine biomolecules, and we differ-
entiated them from their counterparts showing the opposite
trend, ie., less likely (and less quickly) replaced in in vitro
settings.

The complexity of the bio-nanointeractions, considering the
multitude of variables into play (different NMs, physical-
chemical features, medium compositions, and biological
models), is such that the community has still not reached a
consensus on the next steps to be undertaken as a simple,
definitive solution to this issue which is still not conceivable at
present. Indeed, from our data, it is clear how not even a
precoating with plasma proteins and lipids is sufficient to
provide an accurate proxy of the in vivo scenario; blood cells,
platelets, and other blood components are still completely
missing in this picture. However, our case study gives a detailed
description of how inadequate, while experimentally conveni-
ent, is testing NMs in a classic 10% FBS-supplemented
medium.

For reliable in vitro screening, the presence of at least
human plasma-derived proteins on the corona should, in
principle, always be taken into account since it might generate
a significantly different experimental outcome. It has also been
noted that the differences we observed in the analyzed cellular
readouts are expected to be markedly larger in vivo, where the
HP corona is fully preserved, compared to our “proxy” plat-
form, in which we know bovine serum components heavily
modify the BMC.

The evidence we reported here, together with the molecular
data, clearly indicates that the results of in vitro tests of NMs
might fail to represent the real in vivo situation, and new shared
protocols are now becoming necessary to elevate the accuracy
and the predictive power of in vitro models for nanomedicine.

A complete screening of the variety of NM features in
different biological contexts might be the only viable option
at present, possible only with a joint laboratory effort and the
support of machine learning tools.

The presented work is clearly not intended to provide such
screening, but to raise a red flag instead.

The aim of this work is, indeed, to highlight biases arising
from the use of current in vitro standard conditions for toxicol-
ogy readouts for NMs and to produce an integrated experi-
mental framework to generate and support new knowledge in
the bio-nano interaction field.

Our experimental effort, together with a recently published
analysis of possible roadmaps to exploit BMC for human
benefits,** helps in tiding up the observations emerged in the
last few years around this issue and illustrates the central role

This journal is © The Royal Society of Chemistry 2024
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of the development of novel shared standard protocols for BMC
and bio-nanointeraction analysis.

Our approach might perhaps soon be used to systematically
address this point if coupled with advanced predictive tools,
like artificial intelligence and machine learning, to trigger
predictions of the in vivo behavior of NMs based on well-
structured, large-scale multiomics data sets. As for many other
topics in biomedicine, this last point (availability of large and
structured datasets) is perhaps still the biggest limitation to an
effective implementation of these approaches. In the future, these
efforts might be supported at several levels by computer science
and chemical/physical modeling, employing both statistical/
machine learning tools and atomistic-level simulations.** In a
larger view, biomolecular corona analysis for nanotoxicology and
nanomedicine might follow the same trend of big data analysis in
health care, moving towards personalized solutions in precision
medicine.”*

Materials and methods

GNP and GO preparation and characterization

For the synthesis of GNPs, 300 pL of HAuCl, (Merck, 7.5 x 10~°
mol, 2.5 x 107> M) was added to 30 mL of ultrapure water and
heated to boiling under reflux, followed by a quick injection of
0.9 mL of NazCt (Merck, 3 x 107> mol, 3.4 x 10~> M) into the
mixture under vigorous stirring and leaving under reflux for
10 min. Here, the formation of a ruby red color can be
observed. At this point, the flask was placed on ice and allowed
to cool to room temperature. The resulting GNP suspension
was filtered through a 0.2 um Millipore® filter. For GNP
characterization, absorption spectra were acquired with a
Thermo Fisher NanoDrop® (350-900 nm range) instrument
using small-volume PMMA disposable cuvettes (Sarstedt, Nim-
brecht, Germany). The samples were diluted prior to analysis to
obtain an absorbance of <1. Dynamic light scattering (DLS)
analysis was performed using a Zetasizer Nano Range (Malvern,
Worcestershire, UK) instrument, and the reported values are an
average of three independent measurements (each consisting
of an accumulation of 11 runs).

For transmission electron microscopy (TEM) analysis, the
samples were prepared by drop casting 1 pL of a BGNP
suspension on a formvar-coated copper grid cleaned with
oxygen plasma (200 mesh, Ted Pella, Redding, CA, USA) and
were allowed to dry in air for 2 h. A JEOL JEM 1400 microscope
(JEOL, Tokyo, Japan) operating at 120 kV was employed for
imaging. The images were analyzed using Image] for the
statistical size distribution. GO was supplied from Antolin
group (Burgos, Spain) and was washed several times with water
until a pH of around 5 was obtained. GO was characterized
using a high-resolution transmission electron microscope
(HRTEM, JEOL 2100 at an accelerating voltage of 100 kV).
Raman studies were performed using an InVia Renishaw
microspectrometer equipped with a 532 nm point-based laser,
with a power density below 1 mW mm? to avoid laser heating
effects, measuring at least 30/40 random locations on each
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sample. Thermogravimetric analysis (TGA) was performed
using a Q50 thermogravimetric analyzer of TA Instruments,
at 10C min~* under a nitrogen flow, from 100° to 800 °C.
Both materials were kept at 4 °C to minimize bacterial
contamination.

BMC formation protocols

The corona was formed under four conditions, as illustrated in
Fig. 1:

1. Cell culture medium (DMEM) supplemented with 10%
FBS (cDMEM);

2.100% HP;

3. 100% HP washed and re-suspended in cDMEM for 1 h;

4. 100% HP washed and re-suspended in cDMEM for 24 h.

For HP/cDMEM corona formation (1,2), 50 pL of GNPs
(dispersed in water at 0.6 mg mL ™" stock concentration) and
25 uL of GO (dispersed in water at 1 mg mL™" stock concen-
tration) were incubated in 1 mL of commercial human plasma
(Tebu Bio, Milano, Italy) at 37 °C for 1 h. At the end of the
incubation, the samples were centrifuged for 30 min at
20000 x g at 4 °C and the supernatant was discarded. The
pellets were then washed three times with 500 pL of fresh PBS
and recovered in PBS for further processing and analysis.

Alternatively, samples exposed to HP were centrifuged for
30 min at 20000 x g at 4 °C and re-suspended in 1 mL of
cDMEM. The samples were then incubated for 1 h (3) or 24 h (4)
prior to further washing steps by centrifugation and then
recovered in PBS for further processing and analysis.

Sample preparation and data acquisition

The lipid content of the biomolecular corona was then
extracted and analyzed, as already published by our group.*
In short, coronated NMs were extracted with 1 mL of isopro-
panol and centrifuged, and the supernatant was removed and
dried under a nitrogen stream. The resulting pellet was kept for
proteomic analysis. The day of analysis, the samples were
redissolved in 50 pL of 9:1 methanol:chloroform for high-
resolution LC-MS analysis and analyzed using a Synapt G2
QToF mass spectrometer, coupled with an Acquity UPLC chro-
matographic system (both purchased from Waters Inc., Mil-
ford, USA). The instrumental parameters were identical to those
already published by our group.*®

The protein content of BMC was prepared and digested
(except for the TMT labeling) as already published by our
group:>* in short, the protein pellets were dissolved and
reduced by adding 100 uL of 8 M urea, 1% SDS and 10 mM
dithiothreitol dissolved in 100 mM ammonium bicarbonate
50 mM and incubating at 56 °C for 1 h. After centrifugation at
20000 x g for 20 min, the supernatant was collected, and
cysteine was alkylated with iodoacetamide 55 mM for 20 min in
the dark and digested with trypsin at 37 °C. The resulting
peptides were then analyzed using a Thermo Exploris 480 high-
resolution LC-MS system coupled with a nano HPLC system.
Peptides were separated using an Aurora (75 um X 20 cm)
nano-LC column with a linear gradient of acetonitrile in water.
Both eluents were added with 0.1% formic acid. Proteomics
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data were acquired in data-independent mode as already
described.”

Analysis on the average BMC sample

Data analysis, feature identification, and statistics. All pro-
teomics data were searched against the reference proteome of
both Homo Sapiens and Bos Taurus, using the corresponding
FASTA files available from the UNIPROT database and
retrieving only the reviewed sequences. A database search was
performed using Spectronaut software (purchased from Biog-
nosys). The maximum allowed false discovery rate (FDR) was
set to 1% and at least two peptides were used for positive
protein identification and quantification. To discriminate
between human and bovine genomes, only proteotypic peptides
were used for quantification. The final data matrices obtained
are reported in File S1 (ESIt). All lipidomic features were
extracted from the RAW data as accurate mass and retention
time (RT) data points, integrated and realigned over all the runs
using Markerlynx software (Waters) as already described*® to
produce the data matrices reported in File S2 (ESIt). All the
data were then analyzed using the Metaboanalyst®® free soft-
ware package. All the missing values in the data set were
replaced with 1/5 of the minimum value observed for each
feature.”” For PCVA analysis, proteomics data were automati-
cally normalized by Spectronaut but not transformed for multi-
variate data analysis. Only a mean scaling was applied.
Lipidomics data were normalized by the sum of the total
observed features, log 10 transformed, and Pareto scaled.’®

The OmicsAnalyst® tool was used for multiomics correla-
tion analysis between proteins and lipids. For this purpose,
data were mean-centered but not further normalized. Pearson r
was used as the distance measure®® using the following para-
meters: degree cutoff: 0; betweenness filter: 10; correlation
threshold (inter-omics): 0.90, both directions; max edges: 150.
For univariate data analysis, unpaired Student’s t-test was
performed using GraphPad Prism (GLS Biotech).

Feature annotation for lipidomics. As described before,*® all
the relevant features, so far indicated by a RT_m/z data pair,
were then manually annotated, inspecting each corresponding
m/z value at the given RT from the RAW data. The observed
accurate mass was then searched in the Lipid Maps
database,'® including the following as possible adduct species:
[M + H]', [M — H,0 + HJ', [M + NH,4]', [M + Na]" for ESI' and
[M — H], [M+HCOO] for ESI . A maximum tolerance of 0.01
m/z was allowed. The list of potential matches was then
scrutinized, taking into account the consistency of the lipid
structure with the experimental RT'** and with the corres-
ponding MS/MS spectrum. It should be reported that none of
the proposed annotations was further confirmed with the use
of a corresponding authentic reference standard. The identifi-
cation level of each lipid is thus to be considered higher than 1,
based on current guidelines'®® and IDs are to be considered
putative. Unless otherwise indicated (sphingomyelins, for
example), no inference on the exact composition of the fatty
acyl chains is made in the text and the corresponding

This journal is © The Royal Society of Chemistry 2024
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condensed structure is reported, for example, PE (36:2) instead
of PE (18:1/18:1).

Analysis of the single biological entities (static and dynamic
features)

To single out which are the most significantly variant molecular
entities across the experiments, we transformed the original
data set into a 2D plot. First, we averaged out abundance values
for each experimental condition across repetitions. Next, for
each molecular entity (either lipid or protein), we computed the
average concentration and its variance along the experiments.
We then computed the inverse of the signal-to-noise ratio (S/N),
namely the ratio between the variance and the square of the
sample mean. This quantity correctly captures whether or not
the variation observed across the experiments is significant as
it compares the variation to the average ‘“‘signal”. This first
observable is the x-axis in Fig. 5. Together with this first
quantity, we computed the difference of the logarithm of the
final and initial values; “initial” here means the plasma con-
ditions, whereas “final” means the medium condition. This
allows us to identify the sign of the variation, and thanks to the
logarithm, the domain results normalized. We used this quan-
tity as the y-axis in Fig. 5. Taken together, x and y in the same
plot allow us to identify significantly dynamic and static
molecular entities easily, including their variation direction.
We term a molecular entity dynamic when its S/N ratio is above
1.5, whereas we define it static when this ratio is below 0.5. We
coded the analysis in Python 3.11 and took advantage of largely
stable and widely used libraries such as numpy, pandas, and
matplotlib.

STRING analysis

The static and dynamic lists of proteins were first uniformed
to the Homo Sapiens species. For this purpose, we used
REACTOME'® to project the bovine proteins into their human
counterparts. We then used the STRING®® database to identify
specific protein functional association networks. The following
settings were used: confidence threshold was set to high (0.7),
and co-expression, expression, and databases were used as only
sources of data. Nodes not connected with any other protein
were excluded from the network. A k-means clustering algo-
rithm was then applied to the data set, limiting the maximum
number of clusters to three (default settings). The detailed lists
of significant clusters (maximum false discovery value set to
0.05) for both materials, under both conditions, are available in
Files S7 and S8 (ESIY).

Cell culture and treatment with GNPs and GO

CFPAC-1 cells were grown in DMEM-F12 (Euroclone), while T84
and SH-SY5Y cells were grown in the DMEM (Euroclone). Cell
culture media were supplemented with 10% FBS (Gibco), 2 mM
r-glutamine, 100 U mL ™" penicillin, and 100 pg mL ™" strepto-
mycin (Euroclone). CFPAC-1 (or T84, SH-SY5Y) cells were plated
(20000 cells per well) on good-quality clear-bottom 96-well
black microplates (Corning) suitable for high-content imaging.
For CFPAC-1 cells, plates were coated with poly-p-lysine (Merck

This journal is © The Royal Society of Chemistry 2024
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KGaA, Darmstadt, Germany) to increase cellular adherence to
the bottom of the wells. The following day, the medium was
changed, and cells were then treated with GO (10 ug mL ") or
GNPs (25 pg mL ™~ ') without or with a pre-formed HP corona (see
conditions in the “BMC formation protocols” section), either
for 24 h, or, alternatively, for 1 h but starting from 23 h after the
medium change. Cells were then processed for the different
assays.

Proliferation study

Microplates containing CFPAC-1 (or T84, SH-SY5Y) cells were
treated with GO or GNPs for either 1 h or 24 h, and cell nuclei
were then counterstained with Hoechst 33342 and propidium
iodide to visualize total cells and apoptotic cells, respectively.
Cells were then formalin-fixed, and imaged by using an Opera
Phenix™ (PerkinElmer) high-content screening system. Excita-
tion and emission wavelengths for visualization of the Hoechst
33342 signal were 405 and between 435 and 480 nm, respec-
tively. The propidium iodide signal was laser-excited at 490-
500 nm, and the emission wavelengths were collected between
570 and 630 nm.

Analysis of GO and GNP internalization

Microplates containing CFPAC-1 cells treated with GO or GNPs
for either 1 h or 24 h were formalin-fixed (5 min). Cells were
then permeabilized with Triton X-100 0.1% in Dulbecco-PBS (D-
PBS) for 3 min and then blocked with a blocking buffer (5% BSA
in PBS) for 2 h. Cells were incubated with primary antibodies
overnight at 4 °C. Early endosomes were visualized using a
mouse monoclonal anti-EEA1 (#SAB1404579, Merck) antibody
in cells treated with GO or GNPs for 1 h together with rabbit
polyclonal anti-LAMP1 to visualize lysosomes, while late endo-
somes were visualized using a mouse monoclonal anti-Rab7
(#R8779, Merck) antibody together with rabbit polyclonal anti-
LAMP1 in cells treated with GO or GNPs for 24 h. The following
day, cells were then incubated with donkey anti-mouse second-
ary antibody conjugated to AlexaFluor 647 and goat anti-rabbit
secondary antibody conjugated to AlexaFluor 488 plus at RT for
1 h (Thermo Fisher Scientific). Nuclei were counterstained
with Hoechst 33342. Negative control samples with only sec-
ondary antibodies staining were performed to determine back-
ground fluorescence levels. High-content imaging was
performed using an Opera Phenix (PerkinElmer) high-content
screening system. Wells were imaged in confocal mode, using a
40x water-immersion objective. The AlexaFluor 647 signal was
laser-excited at 640 nm, and the emission wavelengths were
collected between 650 and 760 nm, while the AlexaFluor 488
signal was laser-excited at 488 nm, and the emission wave-
lengths were collected between 500 and 550 nm. Excitation and
emission wavelengths for visualization of the Hoechst 33342
signal were 405 and between 435 and 480 nm, respectively.
Image analysis of signal intensity was performed using the
Harmony software (version 4.9) of the Opera Phenix high-
content system.
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Analysis of autophagic pathways in cells exposed to GO and
GNPs

CFPAC-1 cells treated with GO or GNPs for 24 h were also
exposed, in the last 6 h of incubation, to SAR-405 2 uM
(autophagy inhibitor) and Torin-1 20 nM (autophagy activator).
Cells were then loaded with 50 uM MDC (Sigma-Aldrich)'®* in
PBS at 37 °C for 10 min. After incubation, cells were washed
three times with PBS and immediately analyzed. High-content
imaging and data analysis were performed using an Opera
Phenix (PerkinElmer) high-content screening system. Wells
were imaged in confocal mode, using a 40x water-immersion
objective. The MDC signal was laser-excited at 405 nm, and the
emission wavelengths were collected between 435 and 550 nm.
Data analysis of the MDC spot number was performed using
the Harmony software (ver. 4.9) of the Opera Phenix high-
content system.

Analysis of lysosomal compartment in cells exposed to GO and
GNPs

CFPAC-1 cells, following treatment with GO or GNPs for either
1 h or 24 h, were live stained with Lysotracker Deep Red. Briefly,
cells were incubated in the culture medium supplemented with
Lysotracker Deep Red for 30 min at 37 °C in a CO, incubator.
After incubation, cells were placed in D-PBS supplemented
with 10% FBS (Gibco) and 5.5 mM glucose (Merck) and
immediately analyzed. High-content imaging and data analysis
were performed using an Opera Phenix (PerkinElmer) high-
content screening system. Wells were imaged in confocal mode,
using a 40x water-immersion objective. The lysotracker deep
red signal was laser-excited at 640 nm, and the emission
wavelengths were collected between 650 and 760 nm. Data
analysis of the lysotracker signal was performed using the
Harmony software (ver. 4.9) of the Opera Phenix high-content
system.
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