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Carbon dots are emerging nanoparticles (NPs) with tremendous applications, especially in the biomedical
field. Herein is reported the first quantitative proteomic analysis of the protein corona formed on CDs
with different surface charge properties. Four CDs were synthesized from citric acid and various amine
group-containing passivation reagents, resulting in cationic NPs with increasing zeta ({)-potential and
density of positive charges. After CD contact with serum, we show that protein corona identity is
influenced by CD surface charge properties, which in turn impacts CD uptake and viability loss in macro-
phages. In particular, CDs with high ¢-potential (>+30 mV) and charge density (>2 pmol mg™) are the
most highly internalized, and their cell uptake is strongly correlated with a corona enriched in vitronectin,
fibulin, fetuin, adiponectin and alpha-glycoprotein. On the contrary, CDs with a lower (-potential
(+11 mV) and charge density (0.01 umol mg™) are poorly internalized, while having a corona with a very
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different protein signature characterized by a high abundance of apolipoproteins (APOA1, APOB and
APOC), albumin and hemoglobin. These data illustrate how corona characterization may contribute to a
better understanding of CD cellular fate and biological effects, and provide useful information for the
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1. Introduction

Nanoparticles (NPs) exhibit unique properties due to their
small size (below 100 nm) and are therefore developed for a
wide variety of applications in various fields, including bio-
imaging and drug delivery."* In the last decade, carbon-based
NPs called carbon dots (CDs) have emerged as especially
attractive nanomaterials for biomedical applications.* CDs
are spherical NPs of very small size (less than 10 nm) that
exhibit high water solubility, chemical stability, intrinsic fluo-
rescence and resistance to photobleaching. They can be easily
synthesized by top-down or bottom-up approaches.®’ In the
most popular bottom-up methods, CDs are synthesized
through the carbonization of organic material (citric acid,
glucose, food waste---) in the presence of catalysts and/or passi-
vation reagents. Due to the high density of nitrogen- and
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development of CDs for biomedical applications.

oxygen-containing functional groups at their surface, the
obtained CDs can be easily chemically functionalized, allowing
some tuning of their physicochemical and optical properties
or anchoring of various molecules of interest, e.g., for trigger-
ing specific recognition by receptors or for improving circula-
tion half-life time in biological fluids.* ' Most CDs are passi-
vated with nitrogen-containing reagents, which may result in
significant cationic charge density at their surface thus
making these NPs potent gene delivery platforms.'™"?
Obviously, CDs with both photoluminescent and drug delivery
properties are promising candidates for theranostic appli-
cations, particularly in the field of cancer."*"® Nevertheless,
full and safe exploitation of the great potential of CDs in nano-
medicine definitely goes first through a better understanding
of their interactions with biological systems.

In contact with biological fluids (blood, intestinal or respir-
atory tract fluid), NPs are rapidly covered with biomolecules,
mainly proteins, forming the so-called protein corona.'®'” The
protein corona alters NP surface and gives NPs a new biologi-
cal identity, described as “what the cells see”.'® Indeed, iden-
tity and properties of proteins that compose the corona play a
role in the recognition of NPs by the cells, their biodistribution
and, therefore, their biological effects."”>* Consequently,
understanding formation of the protein corona on NPs and
characterizing its composition are major challenges for suc-
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cessful development of nanomedicine.**®® This task is
especially challenging as many factors influence the protein
corona formation, in particular the physicochemical properties
of NPs,””*® such as chemical composition,?® size,***' mor-
phology,®* hydrophobicity,*® chirality,> and surface charge.
The latter has been extensively studied and there is broad con-
sensus in the literature on the importance of electrostatic
forces in protein corona formation, with positively charged
NPs consistently attracting higher quantities of proteins than
negatively charged ones, as reported for a range of nano-
materials such as polymeric,® inorganic,®*® gold,”” or lipid-
based®® NPs. As well, particles with low surface charge, as
determined by the {-potential value, tend to adsorb less pro-
teins than strongly charged particles.”® However, NP surface
chemistry also influences protein corona formation. Indeed, it
has been reported that type (primary, secondary or tertiary),
location, and density of amino groups on the surface of gold
NPs are predominant factors in the protein corona formation,
which has a subsequent impact on NP cellular uptake.*® Thus,
understanding the synergy between the synthetic and the bio-
logical identities of NPs appears to be a necessary condition to
achieve their rational design for biological applications.

To date, very few studies investigated the protein corona
formed on the surface of CDs and its biological consequences.
In the field of food toxicology, Song et al. reported that CDs
from roast salmon can form a corona with human serum
albumin.*® The resulting corona mitigated the cytotoxicity of
CDs and decreased disturbances in energy, glucose and lipid
metabolism in a rat kidney cell model.*® In another study, the
same group found that the toxicity and mitochondrial
damages induced by roast-beef derived CDs decreased upon
the formation of corona with albumin.*' In nanomedicine,
Peng et al. demonstrated by proteomic analysis that lipid-
mimicking chlorophyll-based CDs can adsorb apolipoproteins
when placed into mouse serum.”” This corona enhances CD
uptake by breast cancer cells and thus could be used for
tumor-targeting delivery. However, to the best of our knowl-
edge, the relationship between physicochemical properties of
CDs and protein corona formation, and how this influences
the biological effects of CDs, has not been investigated in the
literature yet. It is therefore now essential to understand the
extent to which the protein corona formed on the surface of
CDs with different charge properties may contribute to their
biological responses, in order to fully exploit their therapeutic
potential.

In this context, herein we provide a detailed characteriz-
ation of the protein corona formed on cationic CDs and ana-
lyzed how this corona may influence CD biological effects. We
focused on polyamine surface-passivated cationic CDs, which
are one type of CDs currently developed for gene delivery and
theranostic applications.*® Although these CDs are less toxic
than the gold standard delivery reagent used for DNA transfec-
tion, namely bPEI25k,'> some studies pointed out possible
safety concerns with cationic CDs.**** Indeed, our team found
that the surface charge strongly impacts the CD toxicity, even
if a cationic charge does not systematically confer toxicity to
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CDs.*® In an original way, we demonstrated that the surface
charge density of a cationic CD is more predictive of its toxicity
than the absolute value of its (-potential.’” Thus, in the
present work, four cationic CDs with various amino-groups at
their surface, resulting in different {-potential and surface
charge density values were investigated. These NPs were pro-
duced from citric acid in the presence of various amine-con-
taining passivation reagents, namely high molecular weight
branched poly(ethylenimine) (MW = 25 kDa, bPEI25k), low
molecular weight branched poly(ethylenimine) (MW = 600 Da,
bPEI600), pentaethylene hexamine (PEHA), and N,N-dimethyl-
ethylene diamine (DMEDA). The protein corona formed
around these NPs when in contact with fetal bovine serum
(FBS) was characterized, proteins were identified and quanti-
fied by label-free MS-based quantitative proteomics, and bio-
logical functions of the identified proteins were analyzed with
regards to cell uptake and viability in a human model of
macrophages. This type of cells was selected because it is one
of the main NP target cells in the body.*® Indeed, macro-
phages, which are a major class of phagocytic innate immune
cells, can recognize and internalize foreign elements, includ-
ing NPs, and potentially trigger an immunological
response.’®*® As a consequence, macrophages play a key role
in lifetime of NPs in the body and in their nanosafety. This
work was performed on THP-1 monocyte cell line differen-
tiated into macrophage-like cells by phorbol 12-myristate
13-acetate (PMA), which represents a suitable model for study-
ing macrophage functions in vitro.>

2. Results and discussion

2.1. Design and physicochemical characterization of CDs

The CDs investigated herein were engineered so as to be cat-
ionic, their synthesis involving various oligo(ethyleneimine)-
based passivation reagents. Their surface charge ({-potential)
and charge density (electrokinetic charge, Qi) were tuned by
using passivation reagents containing a decreasing number of
amino groups per molecule (n): bPEI25k (n ~ 550; CD1) >
bPEI600 (n ~ 14; CD2) > PEHA (n = 6; CD3) > DMEDA (n = 2;
CD4) (Table 1). The {-potential of the CDs, at pH 7.4, was
found as follows: +37.3 + 5.2 mV (CD1), +31.8 + 1.1 mV (CD2),
+29.2 + 2.2 mV (CD3) and +11.1 + 2.2 mV (CD4). Though it
decreased with the passivation reagent oligomerization state,
it was not proportional to the latter. This may be a result of
the differences in the activation process during the synthesis
of the CDs (temperature, reaction time, concentration of the
reagents---), that may lead 1-to the passivation reagent degra-
dation to a variable extent, e.g., through cleavage or deoligo-
merization of the oligo(ethyleneimine) chains, and 2-to some
difference in the incorporation ratio of the passivation reagent
at the surface of the CDs. The surface charge density of the
CDs was determined by polyelectrolyte titration as described
previously.”” It ranged from 0.01 umol mg ' for CD4 to
4.70 pumol mg ™" for CD2. A higher oligomerization state of the
passivation reagent also did not systematically translate into

This journal is © The Royal Society of Chemistry 2022
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Table 1 Physicochemical and photophysical characteristics of the CDs investigated herein

CD1 CD2 CD3 CD4
Structure ? H 9 " o o H o o |

E)LO{N/\/N%SM gwh‘/\/”ﬂ\ﬁm 8WN{’VN NH, S)LOLN/\/QH\

H
L\/,NH7 550 bNHZ s H 5

Passivation reagent bPEI25K bPEI600 PEHA DMEDA
C-potential [mV] +37.3+£5.2 +31.8+1.1 +29.2 £ 2.2 +11.1 £2.2
Surface charge density Q. [pmol mg™] 2.30 4.70 3.25 0.01
Hydrodynamic diameter [nm] 17.1+1.1 11.0+ 3.4 10.2 +£3.2 11.8+3.3
Photoluminescence Amax/Aex/Aem [NM] %/375/460 350/365/460 350/370/465 %/315/465
Quantum yield @ [%)] 1.4 12.4 9.8 16.5

“Monotonous UV-vis absorption decreasing between 250 and 800 nm.

higher Q.k, as was observed for CD1. Again, this may be
related to differences in the experimental conditions leading
to the formation of the various CDs. The size of the CDs was
close to each other, with a mean hydrodynamic diameter, as
determined by DLS, between 10.2 and 17.1 nm. As DLS
method might overestimate the size of NPs due to the sol-
vation molecules, our CDs were likely to be close to or slightly
smaller than 10 nm in diameter, which is in line with the size
range generally described for CDs in the literature.* The NPs
showed the classical UV-vis absorption pattern of CDs, ie., a
monotonous and decreasing absorption between 250 and
800 nm with a peak at 350 nm. Noteworthy, CD1 and CD4 only
displayed the monotonous and decreasing absorption between
250 and 800 nm, with no other detectable peak. This was con-
sistent with the full carbonization of the intermediate citric
acid-derived fluorophores with blue emission that form at the
beginning of the pyrolysis process, like imidazo[1,2-a]pyridine-
7-carboxylic acid (IPCA) and derivatives.>"**> These compounds
do not resist high temperature (>170 °C). The fluorescence
excitation and emission spectra were similar for the four CDs,
with a maximum excitation and emission wavelength at ca.
350 and 460 nm, respectively. Fluorescence quantum yields
(@) were found rather similar for CD2, CD3, and CD4 (12.4,
9.8, and 16.5%, resp.), while CD1 displayed a lower value
(1.4%). Many factors can influence the @ of CDs, such as the
reaction conditions used for their synthesis (i.e., starting
material, solvent, concentration, activation mode, reaction
temperature and time---).>> But this remains a difficult point
to investigate as the exact origin of the CD fluorescence is not
fully elucidated and is still the subject of intense debate.>® The
spectroscopic properties of the CDs used in this work are pro-
vided as ESI (Fig. S1f). Thanks to their intrinsic photo-
luminescence properties, it was possible to follow the cellular
uptake of these CDs without the need for conjugation to an
additional fluorescent dye (vide infra).

2.2. Physicochemical properties of CD corona proteins

Quantitative label-free proteomic analysis was used to identify
and quantify proteins adsorbed at the surface of the 4 engin-
eered CDs. About five hundred proteins were identified on
each type of CDs, with 539, 456, 575, and 465 proteins for
CD1, CD2, CD3, and CD4, respectively. This number of pro-

This journal is © The Royal Society of Chemistry 2022

teins is in line with previous studies which reported that NP
protein corona is generally composed of hundreds of
proteins.>®™>” We classified the proteins of CD corona accord-
ing to their intrinsic physicochemical properties, namely mole-
cular weight (MW), isoelectric point (pI) and Grand Average of
Hydropathy (GRAVY) index, which is used to represent the
hydrophobicity of the proteins. As shown in Fig. 1a, the distri-
bution of protein MW was broadly homogeneous between the
4 CDs, with more than 80% of the proteins having a MW less
than 120 kDa. This is in accordance with previous studies
which also reported a high proportion of proteins <120 kDa in
the corona of carbon,”””® lipid,>®>® polystyrene,®" or gold
NPs.®® Worth to note, the corona of CD4, which exhibits the
lowest surface charge and charge density, contained slightly
more small proteins (10-30 kDa) compared to the three other
CDs. The plI analysis (Fig. 1b) showed that whatever the CDs,
more than 75% of the corona proteins exhibited a negative net
charge at pH 7.4 (i.e., pI < 7) and proteins with a pI between 5
and 6 were the most represented. Interestingly, CD4 corona
contained about 25% more proteins with a positive net charge
at pH 7.4 (i.e., pI > 7). These results do support the hypothesis
that proteins bind to CDs thanks to electrostatic interactions,
and are in agreement with the data obtained with other types
of NPs.”%%%37:6% According to GRAVY index analysis (Fig. 1c),
the hydrophilic or hydrophobic character of the proteins was
fairly similar between the 4 CDs, with a mean GRAVY index of
—0.37, —0.34, —0.36, and —0.31, for CD1, CD2, CD3, and CD4,
respectively. In line with some previous studies, these negative
GRAVY scores indicate that the CD corona proteins are rather
hydrophilic.>>*”*° This is not surprising since serum proteins
are relatively hydrophilic. But remarkably, almost 10% of the
proteins bound to CD4 had a positive GRAVY index score,
which evidences a preference of CD4 to bind hydrophobic pro-
teins compared to other CDs. As recently reported for carbon
nanotubes,®” this result indicates that hydrophobic inter-
actions are also implicated in the formation of the protein
corona on CDs, especially when CDs have a low surface
charge. Thus, for the first time, thanks to proteomic analysis,
we were able to characterize the physicochemical properties of
proteins that compose CD corona and we showed that these
physicochemical properties are comparable to the one
described for other types of NPs, in particular other carbon
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Fig. 1 Physicochemical properties of the proteins identified on the surface of the four CDs investigated in this study. Proteins were classified
according to their MW (a), pl (b) and GRAVY index (c). Data are expressed as percentage of the total proteins.

NPs.”””%%1 Qur data point to the role of electrostatic and, to a
lesser extent, hydrophobic interactions in the formation of CD
corona and suggest that the surface charge of CDs could have
an impact on the corona protein composition.

2.3. Biological functions of CD corona proteins

Before analyzing the biological functions of the proteins found
in the corona, a Venn diagram was used to represent the
common and specific proteins identified at the surface of the
four CDs (Fig. 2). We found that 218 proteins (i.e., about 25%
of the total proteins) do bind to all CDs. Furthermore, we
established that 111 proteins were shared by CD1, CD2 and
CD3, corresponding to 13% of the total proteins, whereas CD3
and CD4 had the highest number of specific proteins (115 and
110, respectively).

We then employed bioinformatic tools such as DAVID or
Panther systems to classify the proteins according to their
molecular function, as well as their involvement in biological
processes and KEGG pathway. We first focused on the proteins
common to the four CDs (Fig. 3). The protein classification
based on their molecular function (Fig. 3a) revealed that most
of the proteins common to the four CDs are involved in
binding or catalytic activity functions. Proteins with binding
function are the most represented with notably proteins
involved in enzyme binding. This result may be of importance
as it has been reported that interaction of NPs with enzymes
can result in enzyme activation or inactivation in the cellular
environment.®® Proteins with catalytic functions are mainly

14698 | Nanoscale, 2022, 14,14695-14710

involved in the regulation of hydrolase, oxidoreductase, trans-
ferase or lyase activities, or carry out these activities directly.
As shown in Fig. 3b, the proteins common to the four CDs are
associated with a wide variety of biological processes, includ-
ing cellular response such as response to stress, response to
chemicals, defense response, and inflammatory or adaptative
immune responses. A large number of proteins are also
involved in the transport processes, including lipid transport,
endosomal transport or lysosomal transport, as also described
for carbon nanotubes.®' Besides, most proteins belonging to
the KEGG pathway are involved in complement and coagu-
lation cascade activation (Fig. 3c), in line with what has been
previously observed for other types of NPs.>??':°%6! while
binding of complement factors at the surface of NPs has been
reported to promote NP phagocytosis by immune cells,*® no
study focused so far on CDs. This point will be discussed
below.

Next, we focused on the biological function of the proteins
specific to each CD or to some CD subsets (Fig. 2). While no
particular category of biological functions was found for pro-
teins specific to CD1 or CD2, proteins specific to CD3 or CD4
corona are involved in several biological functions, such as
gene expression, vesicle cytoskeletal trafficking, or protein
localization to lysosome for CD3, and autophagy, metabolic
pathway, or carbon metabolism for CD4. CD1 and CD2 shared
proteins involved in clathrin-coated vesicles or secretory vesi-
cles, endoplasmic reticulum, cellular or cell redox homeosta-
sis. Unlike CD4, CD1, CD2 and CD3 shared a high number of

This journal is © The Royal Society of Chemistry 2022
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Fig. 2 Venn diagram of the proteins identified at the surface of the four CDs investigated in this study.
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Fig. 3 Biological functions of the common proteins identified on the surface of the four CDs. Proteins were classified according to their molecular

function (a), biological process (b) and KEGG pathway (c).
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proteins which are linked to proteasome, Golgi apparatus, lyso-
some, PI3k-Akt signaling pathway, NF-kB or apoptosis. This is
particularly interesting as these 3 CDs are the closest in terms
of surface charge properties ((-potential between +29.2 and
+37.3 mV and surface charge density between 2.30 and
4.70 pmol mg™'). Thus, we demonstrated that 25% of the
corona proteins are common to the four CDs. These proteins
are associated with a wide variety of biological functions,
including binding function, catalytic activity, cellular response
and complement pathway activation, suggesting that protein
corona could contribute to the biological effects of CDs.
Besides, we showed that the four CDs have specific proteins in
their corona. This difference in corona composition is presum-
ably due to the difference in surface charge properties among
the four CDs, and it may play an important role in the NP cel-
lular fate and safety. Therefore, we next assessed CD cellular
uptake and toxicity in a human model of macrophages cul-
tured in presence of FBS, and then analyzed the link between
the responses evoked by the NPs, their surface charge pro-
perties and the composition of the protein corona formed
around the NPs when incubated with FBS.

2.4. Cellular uptake and toxicity of the four CDs in human
macrophages

To assess internalization of the CDs by human macrophages
(THP-1-derived macrophages cultured in medium containing
10% serum), the cells were exposed to non-cytotoxic concen-
tration (25 pg mL™') of the NPs for 4 h and NP uptake was
determined by monitoring CD-associated fluorescence of cells
by fluorescence activated cell sorting (FACS) and confocal laser
scanning microscopy (CLSM). As shown in Fig. 4a, an increase
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in cell fluorescence was measured to various extents in the
cells treated with the 4 CDs, as assessed by FACS. Indeed,
among the 4 CDs, CD2 which exhibits {-potential higher than
+30 mV and the highest charge density (Qe = 4.70 pmol mg ™)
gave the greatest fluorescence increase, while CD4 which exhi-
bits the lowest {-potential (+11.1 mV) and charge density
(0.01 umol mg™") resulted in the lowest one. CD1 and CD3,
with a C-potential around +30 mV and medium charge den-
sities (2.30 and 3.25 pmol mg™", respectively), translated into
moderate fluorescence intensity. These results were confirmed

-
o
o

:i.

Viability [%]

~ CD1
50
cD2
- CD3
251 . cps4
0
0.5 1.0 15 2.0 25

Log (CDs [ug/mL])

Fig. 5 Cytotoxicity of the four CDs in macrophages. Cells were incu-
bated with increasing concentrations (3-200 pg mL™) of the CDs for
24 h and their viability was assessed with the MTT assay. Results are
expressed as percentage of viability when compared to control (unex-
posed cells). They are means + SEM of n = 3-6 experiments.
Concentration—response curves were obtained after logarithmic trans-
formation of the data and fit with the Hill equation.

o
N w IS o
*
*
*

Fluorescence [Fold change]

Fluorescence [Fold change]

Control Control

Fig. 4 Uptake of CDs by macrophages, as assessed by FACS (a) and CLSM (b). Cells were exposed to 25 pg mL™* of CDs and uptake was assessed at
4 h. (a) Quantification of CD internalization by FACS. Results are expressed as fold change in fluorescence intensity when compared to control cells
and are means + SEM of n = 3 experiments. Statistical differences when compared to control were determined by Student'’s t-test. *** p < 0.001. (b)
Cells were stained with the fluorescent membrane probe DSQ12S before observation by CLSM. Cell membrane is colored in green, and CDs appear

in blue and are indicated by white arrows (scale bar = 20 pm).
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by macrophage observation by CLSM (Fig. 4b). Indeed, a high
intensity and punctuated fluorescence signal (blue spots) was
observed in the cytoplasm of cells (membrane labeled in
green) exposed to CD2, while a mild to moderate signal was
observed in cells exposed to CD1, CD3 and CD4. As CD1
exhibited a lower fluorescence @ than other CDs, it is possible
that its cellular uptake was underestimated, which will be
taken into account in subsequent analyses. Anyway, based on
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CD2, CD3 and CD4 data, and in line with our previous
studies,*®*” we showed that not all cationic CDs are potently
internalized by human macrophages, and that not only the
{-potential but also the surface charge density influence cellu-
lar uptake of the NPs.

To assess cytotoxicity of the CDs toward macrophages, the
cells were exposed to increasing concentrations of CD1 to CD4
(3 to 200 pg mL ™", 10% serum) for 24 h, and their viability was
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to their abundance within the corona. The color scale unit is riBAQ.
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determined by measuring cell mitochondrial activity using the
MTT assay (Fig. 5). The 4 CDs exhibited various toxicity profiles.
CD1 and CD2 induced a dose-dependent loss in cell viability that
reached nearly 100% at the concentration of 200 ug mL ™, with a
lower ICs, value for CD2 compared to CD1 (19 pg mL™" and
141 pg mL ™, respectively). CD3 triggered some toxicity at 200 pg
mL~" with viability loss not exceeding 30%, whereas CD4 did not
affect macrophage viability. Thus, in agreement with our previous
data,”” we showed that CD2 which exhibited {-potential higher
than +30 mV and the highest charge density was the most cyto-
toxic, while CD4 which exhibited the lowest (-potential and
charge density was the least cytotoxic, and CD1 and CD3 exhibi-
ted a medium toxicity.

2.5. Potential role of protein corona in CD cell uptake

In order to understand to what extent the protein corona
formed around CDs in the presence of serum could drive the
cellular uptake of the NPs, we analyzed the top 50 most abun-
dant proteins in the NP corona (Table S1, ESIf). Using the
riBAQ approach, corona proteins were ranked from most to
least abundant for each CD. In the literature, in-depth proteo-
mic analyses often focus on the top 10 or 20 proteins.®*® As
this is here the first ever proteomic study carried out on CDs,
we have chosen to conduct the analysis on the top 50 proteins.
This is a more time-consuming and complex analysis to carry
out, but it provides a more complete picture to analyze the
protein corona in detail. The proteins ranked at rank 1 had a
riBAQ of 0.08 to 0.14 according to CDs, which corresponds to a
relative contribution of these proteins within the corona of 8
to 16%, whereas the proteins ranked at rank 50 had a riBAQ
around 0.001, ie., these proteins constituted about 0.1% of
the protein corona.

The composition and the contribution of the top 50 most
abundant proteins of the corona of each CD are illustrated in
Fig. 6. Eleven proteins were shared by CD1, CD2, and CD3,
corresponding to about 20% of the top 50 proteins, whereas
CD4 had the highest number of specific proteins (20 proteins).
Notably, we identified proteins involved in the regulation of
phagocytosis (AHSG, ADIPOQ) and of the phagosome (TUBB,
TUBA4A, TUBB1, IGHM, THBS4, C1R) in the corona formed
around CD1, CD2 and CD3, but not in that of CD4.

Data on the 50 most abundant proteins in the CD corona
were also used to construct a heatmap (Fig. 7). This heatmap
illustrates that the corona exhibited distinct proteomic profiles
with different protein composition and abundance according
to CDs. The column dendrogram shows that CD1 and CD2 are
the closest CDs in terms of protein signature, followed by CD3,
whereas CD4 is clearly distant from the three others CDs.
Indeed, the proteins that were predominant (in red) in the
CD4 corona were the least abundant or absent in the three
others CDs. These proteins included apolipoproteins (APOD,
APOE, APOB, APOC2, APOA1), albumin and hemoglobin which
have been described to negatively correlate with the internaliz-
ation of NPs.%*°%%7

To identify the key corona proteins that could potentially
contribute to CD cell uptake, we first determined the corre-
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Fig. 7 Heatmap of the top 50 proteins identified in the corona of the
four CDs. The relative abundance (z score) of each protein between CDs
is represented in blue and red indicating low and high z score, respect-
ively, as shown by the color scale bar. The absence of protein is indi-
cated in black.

lation between abundance of each top 50 protein in the corona
and CD macrophage uptake (as assessed by FACS), using a
Pearson correlation analysis (Fig. 8a). In agreement with our
heatmap data, a negative correlation was found between
albumin, hemoglobin (i.e., HBA) or some apolipoproteins (i.e.,
APOB) and the uptake of CDs by macrophages (Fig. 8b). Even if
albumin is the most abundant protein in the blood and is
therefore frequently identified in NP corona,®® it was not the
highest abundant protein detected in the corona for any CDs
investigated herein. Besides, in line with our data, a protein
corona particularly enriched in dysopsonins, including
albumin, could lead to a decrease in uptake by macrophages,
as it has been shown for carbon nanotubes® or silica NPs.®’”
Regarding apolipoproteins, it was suggested that their amount
in the corona of silica NPs could limit phagocytosis of the
latter through competitive surface binding with opsonins.®®
However, this effect could depend on the type of apolipopro-

This journal is © The Royal Society of Chemistry 2022
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(b) Negative correlation between the HBA and APOB proteins and CD uptake. (c) Positive correlation between the ADIPOQ and FBLN1 proteins and

CD uptake.

tein and NPs, since it has been reported that polystyrene NPs
precoated with the apolipoproteins APOA4 or APOC3 exhibited
a significant decreased cellular uptake, whereas NPs precoated
with APOH displayed increased uptake.®® Recently, it was also
demonstrated that APOA1, an abundant protein in graphene
NP corona, could promote the internalization of these NPs via
scavenger receptor B1,”® while pre-adsorption of gold and gra-
phene NPs with APOE led to extended blood circulation of the
NPs.”" In our case, the presence of APOB, APOC2 and APOA1 on
the surface of CDs could lead to a decrease in CD recognition
by macrophages and thus potentially increase their blood cir-
culation time.

Among analyzed proteins, 18 proteins were positively corre-
lated with CD uptake, with ADIPOQ (adiponectin) and FBLN1
(fibulin) as those exhibiting the highest correlation (Fig. 8c).
Recently, it was observed that ADIPOQ is one of the most abun-
dant proteins in the corona of positive carbon NPs (hydrogen-
ated nanodiamonds, +60 mV).>” Although the link between
ADIPOQ and NP cell internalization is not highly supported in
the literature, it has been proposed that adiponectin-coated

This journal is © The Royal Society of Chemistry 2022

NPs exhibit enhanced macrophage targeting in atherosclerotic
lesions.”” On its hand, FBLNI was found in the corona of
gold” and silica® NPs that were widely internalized by epi-
thelial cells and macrophages. Qin et al. hypothesized that, as
fibulin plays a role in cell adhesion and migration, its adsorp-
tion on the NP surface could indicate that the extracellular
matrix-mediated interaction is one of the important triggers
for NP uptake.”® We also found that C4BPA, a complement
protein, correlated with CD cell uptake. In the literature, comp-
lement proteins were identified as key proteins constituting
NP corona, and correlating with enhanced NP uptake by
immune cells by promoting opsonization.®® In line with us, a
study in particular has shown that complement protein C4BPA
is abundant in the corona formed around cationic gold NPs
leading to uptake of the NPs by macrophages.®® According to
our data, AHSG (alpha 2-HS glycoprotein) and FETUB (fetuin)
correlated also with CD cell uptake. In the literature, fetuin
and alpha 2-HS glycoprotein were reported to enhance phago-
cytosis and macropinocytosis of labelled dextran by macro-
phages.” In particular, fetuin was shown to mediate internal-
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ization of polystyrene NPs by Kupffer cells (liver macrophages)
via scavenger receptor.”> We can also underline the positive
correlation between CD uptake and ACTC1? (actin) found in the
present study, because it has been shown that actin plays a
crucial role in the phagocytosis of quartz particles in macro-
phages.”® In addition, the correlation with TTR (transthyretin)
can be highlighted as TTR is a transport protein that interacts
with receptor-associated proteins in the liver and has been
found to associate with silica NPs.”” This correlation analysis
was based on the uptake data of the 4 CDs. However, as the
CD1 uptake may have been underestimated, the analysis was
also performed using only CD2, CD3 and CD4 uptake data.
The results of this analysis were consistent with those
obtained when CD1 was included in the data set. Indeed, we
found the same proteins positively or negatively correlated
with CD uptake (Table S2, ESIf}).

Taken together, our data establish for the first time a link
between several proteins constituting the protein corona of
CDs and internalization levels of the NPs by macrophages. In
particular, we identified some proteins negatively (albumin,
apolipoproteins, hemoglobin) or positively (complement,
fibulin, fetuin, alpha-glycoprotein) associated with CD uptake.
In order to determine the involvement of each of these pro-
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teins in the mechanisms of CD recognition and uptake, future
studies could focus more precisely on the effect of each
protein, for example by performing CD coating studies with
one protein at a time.

2.6. Role of the CD surface charge on the corona
composition and CD cell uptake

As we showed a correlation between some corona proteins and
the cellular uptake of CDs, we further investigated the role of
CD surface charge in this behavior. By using a multivariate
approach based on principal component analysis (PCA),>*"®
we studied association of CD protein corona composition (50
top proteins) with multiple CD variables, including {-potential,
surface charge density and cellular uptake (Fig. 9). This ana-
lysis revealed a positive (right of the diagram, positive value on
the F1-axis) or negative (left of the diagram, negative value on
the Fl-axis) correlation between the variables. Variables that
are correlated with each other are grouped together. Thus,
some proteins, including ITIH3, rather correlated with the
C-potential of CDs (in orange), while others, including VTN,
correlated with both {-potential and surface charge density (in
blue). Indeed, ITIH3 was little abundant (rank 43) on the
surface of CDs with the lowest {-potential (CD4, +11.1 mV),
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Fig. 9 Multivariate approach based on principal component analysis (PCA) which illustrates the links between CD protein corona composition and

C-potential, surface charge density, and cellular uptake of CD1-CD4.
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whereas it was the most abundant on the CDs with the highest
C-potential (CD1, +37.3 mV). As ITIH3 acts as a hyaluronan
transporter or as a binding protein with other matrix proteins,
this protein can promote the interaction of NPs with the cell
surface.””®° Using quantitative structure-activity relationship
(QSAR) based on gold NP protein corona dataset, it was also
reported that ITIH3 was one of the 11 best descriptors of NP-
cell association along with {-potential.*’ In agreement with
our data on VTN (vitronectin), it was shown that this protein
was among the most abundant in the corona of cationic lipo-
somes and PEI-coated gold NPs.*” Introducing positive
charges into lipids NPs resulted in shifting of the NP corona
from an apolipoprotein- to a vitronectin-enriched corona.®?
Moreover, optimized cationic lipid NPs so that they preferen-
tially recruit vitronectin in their corona led to enhanced gene
delivery into tumor cells via the awB3 integrin receptor.*® In
these studies, the parameter used to characterize the NP
charge and establish a link between NP corona composition
and cell internalization is {-potential. Remarkably, in our
study, we also found a correlation between NP surface charge
density and proteins involved in cell internalization. Some pro-
teins are common with those in the { potential-based corre-
lation (in pink), such as ACTC1, ADIPOQ, TTR, and FBLN1
which we discussed above. But other proteins specifically cor-
relate with NP surface charge densities, such as C4PBA and
FETUB (in green). Thus, the density of positive charges due to
amino groups displayed on the surface of CDs may be an
important factor in the formation of the protein corona and
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subsequent CD cell uptake. In line with us, in a study con-
ducted on polymer NPs, it was proposed that amine density
and type of amine (primary, secondary or tertiary) are both
important parameters in the corona formation and NP cellular
association.®” It has been also recently proposed that the inter-
action between some model proteins (albumin, lysozyme) and
nanodiamond surface becomes stronger as the functional
group density (amino- or carboxyl- groups) increases.®* Our
multivariate approach also revealed a negative correlation
between {-potential, surface charge density and cell uptake of
CDs (Fig. 9, on the left part of the graph, in pink) and some
proteins including apolipoproteins (APOA1, APOB, APOC2),
albumin and hemoglobin. Thus, this confirms that modulat-
ing the {-potential but also the density of positive charges at
the surface of CDs, has an impact on proteins constituting the
CD corona and CD cellular uptake.

2.7. Potential role of corona proteins in CD cytotoxicity

At last, to determine whether the protein corona formed
around CDs in the presence of serum could drive the cyto-
toxicity of the NPs and identify key proteins in this phenom-
enon, we determined, in the same way as for the CD cell
uptake, the correlation between abundance of each top 50
protein in the corona (Table S1, ESIT) and the cytotoxicity of
CDs using a Pearson correlation analysis (Fig. S2, ESIT). To do
so, a toxicity marker was chosen as the loss of viability
induced by 125 pg mL™" CDs, from viability curves described
in Fig. 5. We identified some proteins negatively (in blue) and
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Fig. 10 Role of corona proteins in CD cytotoxicity. Correlation between CD uptake and macrophage viability loss induced by 125 ug mL™ CDs
depending on each top 50 protein present in the NP corona. This analysis was conducted using FACS uptake data for cells exposed to CD1-CD4.
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positively (in red) associated with CD cytotoxicity (Fig. S2,
ESIT). Remarkably, most of these proteins were also associated
with the CD uptake, such as APOA1, APOB, APOC2, ALB and
HBA (negative correlation) or VIN, TTR, FBLN1, FETUB, ITIH3
and ADIPOQ (positive correlation) (Fig. S2, ESIf). This obser-
vation was confirmed by analyzing the relationship between
CD uptake and macrophage viability loss depending on each
top 50 protein present in the NP corona (Fig. 10). This analysis
was based on the uptake data of the 4 CDs. Another analysis
performed using only CD2, CD3 and CD4 data gave consistent
results by showing also a correlation between CD uptake, viabi-
lity loss and protein abundance (linear regression with R* =
0.91, Fig. S3, ESIf). Thus, a direct correlation was observed
between the uptake of CDs and their toxicity profile, as it is
often described for NPs.®® We also showed that CD uptake and
cytotoxicity were influenced by the CD protein corona, which
in turn depends on the {-potential and surface charge density
of the CDs.

3. Conclusion

To the best of our knowledge, our study is the first proteomic
analysis of the protein corona of CDs conducted in the litera-
ture. Our data showed that the physicochemical properties as
well as the biological functions of the proteins constituting the
corona formed around cationic CDs depend on the charge
characteristics of the NPs. In particular, we demonstrated a
role for the {-potential but also for the surface charge density.
Moreover, we established a link between several proteins
present in the CD protein corona and the uptake and cyto-
toxicity of the NPs. Thus, modulating the {-potential but also
the density of positive charges at the surface of CDs has an
impact on the composition of CD protein corona, which in
turns drive the CD cellular uptake and toxicity. These data
provide useful information for developing safe CDs for bio-
medical applications, and illustrate the potential contribution
of corona study in the understanding of mechanisms of cellu-
lar fate and toxicity of NPs.

4. Experimental

4.1. Synthesis of CDs

The NPs were prepared according to various procedures under
solvent-free (CD1) or solvothermal conditions, at atmospheric
(CD2 and CD3) or hyperbaric pressure (CD4) as detailed below.

4.1.1. CD1. A mixture of bPEI25k (16.00 g) and citric acid
(4.00 g) was heated in a single-neck round bottom flask at
180 °C for 30 min, then at 230 °C for 30 min (with evacuation
of volatile substances, i.e., no coolant installed on the flask).
The mixture was then cooled to 50-60 °C and pH was adjusted
to 1-2 by addition of HCI (12 N, ca. 30 mL). The resulting solu-
tion was dialyzed (MWCO 14 000 Da) against HCI (0.1 N, 12 h)
and ultra-pure water (96 h). The dialysis bag content was fil-
tered over a 0.22 pum polyethersulfone (PES) membrane
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(Millex) and the filtrate was freeze-dried to provide hygroscopic
yellow-brown powder (0.68 g).

4.1.2. CD2 and CD3. Citric acid (2.00 g), bPEI600 (8.00 g),
and H,O (50 mL) were mixed in a beaker, and heated at
160-170 °C for 4 h, under continuous stirring. Small portions
of water (5 mL) were periodically added to the mixture to
prevent vulcanization of the material and immobilization of
the magnetic stirring bar. At the end of the process, the sticky
orange residue was dissolved in HCI (0.1 N), and loaded into a
dialysis bag (MWCO 1000 Da) for equilibration against HCI
(0.1 N, 24 h) and ultra-pure water (24 h). The dialysate was fil-
tered through a 0.22 pm PES membrane and freeze-dried to
yield 1.63 g of CD2 as an orange hygroscopic powder. CD3
(1.41 g) was obtained similarly as a light brown hygroscopic
powder, except that bPEI600 was replaced by PEHA (8.00 g).

4.1.3. CDA4. Citric acid (4.00 g), DMEDA (16.00 g), and
water (10 mL) were mixed to homogeneity, introduced into a
Teflon®-lined stainless-steel reactor, and heated at 210 °C for
72 h. The resulting solution was cooled to room temperature
(RT), transferred into a dialysis bag and treated as above to
yield 1.11 g of a light brown hygroscopic powder.

4.2. Characterization of CDs

All measurements were performed on fresh CD samples
(1.0 mg mL ™" in 1.5 mM NaCl pH 7.4). The hydrodynamic dia-
meter of CDs was measured by dynamic light scattering (DLS,
Zetasizer Nano ZS, Malvern Instruments, France) and calcu-
lated from the number distribution graph. The {-potential was
measured by DLS as well, and calculated with the
Smoluchowski’s equation. The surface charge density of CDs
was determined by polyelectrolyte titration as previously
described.”” In brief, {-potential variations in the sample were
monitored along spiking with a solution of poly(acrylic acid)
(PAA, MW =+ 1800 Da, NaCl 1.5 mM pH 7.4). The amount of
PAA required to reverse the sign of {-potential was approxi-
mated by linear interpolation of the titration curve at the iso-
electric point. The density of surface charge of the CDs, Q,
was then calculated from the required amount of PAA using
the equation:

Qek =V -c/w

where V is the volume of titrant added (pL), ¢ the concentration
of the titrant (pmols, pL™"), and w the amount of titrated NPs
(mg). The results were expressed in pmol mg ™. Optical pro-
perties of the CDs were determined by performing UV-visible
and fluorescence measurements on CD samples using a
Varioskan multimode reader (Thermo Fisher Scientific,
France). Fluorescence quantum yields were measured using
quinine (g) in 0.1 M H,SO,, as standard (@4 = 0.54). The
quantum yield of CD1-CD4 in water was calculated according
to the following equation:

Gcp = Py (Fop/Fq)-(Aq/Acp)

where @¢p and @4 were quantum yield for CDs and quinine
(resp., @4 = 0.54), Fop and Fy were the measured integrated
fluorescence emission intensities (4, = 340 nm), and Acp and

This journal is © The Royal Society of Chemistry 2022
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Aq where the absorbances at 340 nm. In order to minimize
fluorescence quenching, absorbance was kept below 0.10 at
the excitation wavelength.

4.3. Sample preparation for proteomic analysis of CD protein
corona

CD water suspensions (250 uL, 2.0 mg mL ") were sonicated in
a sonication bath (40 Hz, for 3 min) and mixed with non-
diluted fetal bovine serum (250 pL, 40 mg mL™"' of protein,
GIBCO, France) in Eppendorf® Protein Lobind tubes. The
tubes were then incubated for 1 h at 37 °C under rocking agita-
tion (70 oscillations per min). After that, the samples were cen-
trifuged at 14 000g and 20 °C for 45 min. Supernatant was dis-
carded and the pellets containing the CD-protein complexes
were resuspended in ultra-pure water and centrifuged again
(14 000g for 45 min at 20 °C) to remove unbound proteins. The
process was repeated twice. The final pellets were resuspended
in 100 pL of ultrapure water. After determination of protein
concentration by the Bicinchoninic acid assay (Sigma-Aldrich,
MO, USA), 7.5 pg of samples were denaturated at 95 °C for
5 min in Laemmli buffer and concentrated in one stacking
band using a 5% SDS-PAGE gel. The gel was fixed with 50%
ethanol/3% phosphoric acid and stained with -colloidal
Coomassie Brilliant Blue. Each band was excised, cut into
three pieces, and transferred into a 96-well microtiter plate.
Gel slices were washed in 100 pL of 50:50 (v/v) 25 mM
NH,HCOs/acetonitrile (ACN) (3 washes of 10 min each). Gel
bands were then dehydrated with 50 pL ACN (100%) and
reduced with 50 pL DTT (10 mM) for 30 min at 60 °C, followed
by 30 min at RT. Proteins were then alkylated with 50 pL iodoa-
cetamide (55 mM) for 20 min in the dark at RT, before
addition of 100 pL ACN for 5 min. Samples were washed with
50 uL. NH,HCO; (25 mM) for 10 min and 50 pL ACN for 5 min,
before being dehydrated with two cycles of incubations in
50 pL ACN for 5 min. Then proteins were digested overnight at
37 °C with a modified porcine trypsin solution (Promega, WI,
USA) at a 1:100 (w/w) enzyme/protein ratio. Tryptic peptides
were extracted under agitation at RT with 60 pL 60% ACN/0.1%
formic acid (FA) for 45 min, and then 100% ACN for 10 min.
The extraction supernatants were pooled and vacuum-dried
before re-suspension in 20 pL 2% ACN/0.1% FA.

4.4. Mass spectrometry analysis

NanoLC-MS/MS analyses were performed on a nanoAcquity
UPLC device (Waters, MA, USA) coupled to a Q-Exactive Plus
mass spectrometer (Thermo Fisher Scientific, France). The sol-
vents consisted of 0.1% FA in H,O (solvent A) and 0.1% in
ACN (solvent B). The digested samples (2 pL) were loaded onto
a Symmetry C18 pre-column (20 mm x 180 pm, 5 pm diameter
particles; Waters, Milford, MA) over 3 min at 5 pL min~" with
1% solvent B. Peptides were eluted on an Acquity UPLC
BEH130 C18 column (250 mm x 75 pm, 1.7 pm particles;
Waters, Milford, MA) at 450 pL. min~" with the following gradi-
ent of solvent B: linear from 1% to 8% in 2 min, linear from
8% to 35% in 77 min, linear from 35% to 90% in 1 min, iso-
cratic at 90% for 5 min, down to 1% in 2 min, isocratic at 1%

This journal is © The Royal Society of Chemistry 2022
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for 2 min. The Q-Exactive Plus mass spectrometer was oper-
ated in data-dependent acquisition mode by automatically
switching between full MS and consecutive MS/MS acqui-
sitions. Full-scan MS spectra were collected from 300-1800 m/z
at a resolution of 70000 at 200 m/z with an automatic gain
control target fixed at 3 x 10° ions and a maximum injection
time of 50 ms. The top 10 precursor ions with an intensity
exceeding 2 x 10° ions and charge states >2 were selected on
each MS spectrum for fragmentation by higher-energy colli-
sional dissociation. MS/MS spectra were collected at a resolu-
tion of 17 500 at 200 m/z with a fixed first mass at 100 m/z, an
automatic gain control target fixed at 1 x 10> ions and a
maximum injection time of 100 ms. A dynamic exclusion time
was set to 60 s.

4.5. Proteomics data processing

A complete data set has deposited to the
ProteomeXchange Consortium via the PRIDE partner reposi-
tory. Raw mass spectrometry (MS) data processing was per-
formed using the MaxQuant software v1.6.7.0.%¢ Peak lists were
searched against a database including Bos Taurus protein
sequences extracted from Uniprot (17-07-2020; 32497
sequences, taxonomy ID = 9913) supplemented with 35 kera-
tins and 1 trypsin, generated with the database toolbox from
MSDA.*” MaxQuant parameters were set as follows: MS toler-
ance set to 20 ppm for the first search and 5 ppm for the main
search, MS/MS tolerance set to 40 ppm, maximum number of
missed cleavage set to 1, carbamidomethyl (C) set as fixed
modification, oxidation (M) and protein N-term acetylation set
as variables modifications. False-discovery rates (FDRs) were
estimated based on the number of hits after searching a
reverse database and were set to 1% for both peptide spectrum
(with a minimum length of seven amino acids) and proteins
matches. The LFQ (label-free quantification) and the “match
between runs” options were not used. All other MaxQuant
parameters were set as default. To be considered, proteins
must be identified in all four replicates of at least one con-
dition. To determine the relative abundance for each protein
and classify them, we determined the relative intensity-based
absolute quantification (riBAQ) using the MaxQuant software
for each protein.®® Then, a cut-off was applied to select only
proteins present in all four replicates.

been

4.6. Bioinformatics analysis

The theoretical physicochemical properties of the proteins
were calculated based on their sequences. The molecular
weight (MW) and isoelectric point (pI) were computed via
https://isoelectric.org/index.html and the GRAVY index via
https:/www.bioinformatics.org/sms2/protein_gravy.html. The
Venn diagram used to decompose the common and specific
proteins identified within corona of the different CDs was
obtained using the Venny bioinformatic tool (v 2.1.0). The list
of proteins was also organized according to the respective
molecular function, biological process and involvement in
KEGG pathway employing the classification generated from
the DAVID (v 6.8), STRING (v 11.5) and Panther (v 16.0)
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systems. The graphs illustrating the top 50 most abundant pro-
teins composing CD corona were constructed using the
Rawgraph software (https:/rawgraphs.io). The heatmap of the
top 50 proteins was obtained from the heatmapper software
(https://www.heatmapper.ca/expression/). The Pearson’s corre-
lation coefficients were calculated to determine the relation-
ship between uptake or cytotoxicity of CDs and the top 50
corona proteins using the GraphPad Prism software (v 6.0). A
multivariate approach based on principal component analysis
(PCA) was used to study the influence of {-potential, surface
charge density and cellular uptake on the top 50 corona
proteins.

4.7. Cell culture

THP-1 (TIB-202™, ATCC) cells were grown in culture flasks at
37 °C in a 5% CO, humidified chamber using RPMI-1640
culture medium containing r-glutamine (2 mM), 2-mercap-
toethanol (0.05 mM), penicillin (100 UI mL™"), streptomycin
(100 pg mL™"), and 10% heat inactivated FBS (all reagents
from GIBCO, France). For experiments, cells were seeded in
appropriate culture devices and differentiated into macro-
phages overnight by adding 10 ng mL ™" phorbol 12-myristate
13-acetate (PMA, Sigma-Aldrich, MO, USA) to the culture
medium. The expression of surface markers such as CD11b
(CR3), CD14 and CD36 was checked by FACS (data not shown),
attesting to transition of the cells from a monocyte to a macro-
phage phenotype.*°

4.8. Assessment of CD cell uptake

Thanks to the intrinsic fluorescence properties of CDs, it was
possible to assess their cellular uptake by macrophages using
CLSM and fluorescence activated cell sorting (FACS). CLSM
experiments were carried out as follow. Cells were seeded into
8-well IbiTreat p-slides (1.5 polymer coverslip, IBIDI®, Ibidi
GmbH, Germany) at a density of 10° cells per well, differen-
tiated into macrophages, and incubated with CDs at a concen-
tration of 25 ug mL™", for 4 h. At the end of the incubation
time, the cells were washed twice with culture medium. In
order to label the cell membrane, cells were exposed to the
fluorescent probe DSQ12S (10 nM in PBS)*® shortly before
their observation under the microscope. The cellular uptake of
CDs was observed using a Leica SP2 microscope equipped
with a 63X oil immersion objective (NA = 1.2). The CDs and
the membrane probe DSQ12S were excited with 405 and
635 nm laser sources, respectively. For FACS experiments, cells
were seeded into 24-well plates at a density of 5.10° cells per
well, differentiated into macrophages, and incubated with CDs
at a concentration of 25 pg mL™" for 4 h. After CD exposure,
the supernatant was discarded and the cells were rinsed with
PBS, harvested by trypsin treatment, transferred into micro-
tubes, and centrifuged for 5 min at 200g. The pelleted cells
were rinsed with PBS and resuspended in culture medium
without serum. Cell suspensions were then analyzed with a
LSRFortessa X 20™ flow cytometer (BD Biosciences, France)
and fluorescence of each sample (20 000 events) was collected
using a BV421 (violet laser) channel. CD uptake was quantified
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by determining changes in the mean fluorescence intensity
(MFI) of CD-treated cells compared to untreated cells. Results
were expressed as the ratio of the MFI of CD-treated cells to
the MFI of untreated cells. They were means + SEM of n = 3
experiments. Statistical differences were determined by
Student’s t-test, using the GraphPad Prism software (v 6.0).

4.9. Cell viability assay

Cell viability was assessed by the MTT (3-(4,5-dimethylthiazol-
2-yl)-2,5-diphenyltetrazolium bromide) assay. Cells were
seeded into 96-well plates at a density of 10° cells per well,
differentiated into macrophages and incubated for 24 h with
increasing concentrations of CDs (3-200 ug mL ™). Then, cells
were washed with PBS and incubated with 100 pL of MTT
(1.0 mg mL ™" diluted in culture medium) for 1 h at 37 °C. At
the end of the incubation period, the culture medium was
removed, and the cells were lysed with DMSO. Absorbance of
the resulting samples was read at 570 nm with a correction at
690 nm using a Varioskan Lux microplate reader (Thermo
Fisher Scientific, France). Cell viability was expressed as the
percentage of the absorbance of CD-treated cells relative to the
absorbance of the non-exposed cells. The results were means +
SEM of n = 3-6 experiments. Concentration-response curves
were obtained after logarithmic transformation of the data
and fit with the Hill equation.
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