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Purpose: Phosphonates, like 3-AminoPropylphosphonic Acid (ApA), possess a great potential for the therapy of bone tumours, and
their delivery via cellulose nanocrystals (CNCs) seems a promising approach for their increased efficacy in target tissues. However, the
immunological effects of CNC-phosphonates have not been investigated thoroughly. The main aim was to examine how the
modification of CNCs with phosphonate affects their immunomodulatory properties in human cells.

Methods: Wood-based native (n) CNCs were modified via oxidation (0x-CNCs) and subsequent conjugation with ApA (ApA-CNCs).
CNCs were characterised by atomic force microscopy (AFM) and nanoindentation. Cytotoxicity and immunomodulatory potential of
CNCs were investigated in cultures of human peripheral blood mononuclear cells (PBMCs) and monocyte-derived dendritic cells
(MoDCs)/T cells co-cultures by monitoring phenotype, cytokines production, allostimulatory and Th/Treg polarisation capacity.
Results: AFM showed an increase in CNCs' thickens, elasticity modulus and hardness during the modification with ApA. When
applied at non-toxic doses, nCNCs showed a tolerogenic potential upon internalisation by MoDCs, as judged by their increased
capacity to up-regulate tolerogenic markers and induce regulatory T cells (Treg), especially when present during the differentiation of
MoDCs. In contrast, ox- and ApA-CNCs induced oxidative stress and autophagy in MoDCs, which correlated with their stimulatory
effect on the maturation of MoDCs, but also inhibition of MoDCs differentiation. ApA-CNC-treated MoDCs displayed the highest
allostimulatory and Th1/CTL polarising activity in co-cultures with T cells. These effects of ApA-CNCs were mediated via GABA-B
receptor-induced lowering of cAMP levels in MoDCs, and they could be blocked by GABA-B receptor inhibitor. Moreover, the Thl
polarising and allostimulatory capacity of MoDCs differentiated with ApA-CNC were largely preserved upon the maturation of
MoDCs, whereas nCNC- and ox-CNC-differentiated MoDCs displayed an increased tolerogenic potential.

Conclusion: The delivery of ApA via CNCs induces potent DC-mediated Thl polarisation, which could be beneficial in their
potential application in tumour therapy.
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Introduction

Nanocellulose has become a highly attractive nanomaterial for various biomedical applications due to its excellent physico-
chemical properties and a high potential for optimisation of its properties. Unlike cellulose nanofibers (CNFs) which contain
large fibrils with alternating crystalline and amorphous structures, needle-like cellulose nanocrystals (CNCs) are much smaller
and contain predominantly the crystalline part of nanocellulose.' Consequently, CNCs display high tensile strength and stiffness,
high modulus of elasticity and high surface-to-volume ratio (Surface/Volume >3).> CNCs smaller than 200 nm in length are
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generally considered biocompatible, making them suitable for tissue engineering and as drug delivery vehicles.*> According to
their capacity to accumulate in tumours via the Enhanced Permeability and Retention (EPR) effect, CNC showed great potential
for tumour targeting.® Moreover, the preference to transiently migrate into bones makes CNCs excellent for the delivery of drugs
in these hardly accessible tissues.” Bones are commonplace for colonisation and growth of metastatic tumours, such as breast
cancer and prostate cancer, which subsequently cause spans to diffuse osteopenia, focal osteolysis, osteomalacia, etc.® In line with
this, the delivery of anti-osteoporotic phosphonates and cytotoxic drugs via CNCs has been considered an attractive approach for
the therapy of osteosarcoma and bone metastasis.”'® Namely, phosphonates, such as alendronate (ALN) and 3-aminopropyl
phosphonic acid (ApA), were shown to inhibit osteoclast-mediated bone resorption and increase bone mineralisation.'"'
Moreover, we showed previously that ALN and ApA conjugated to CNCs display good biocompatibility and the growth of
primary human osteoblasts,'® all of which could be desirable in treating bone diseases with prominent osteolysis. Besides
preventing osteolysis, cancer therapy ought to induce an efficient systemic immune response capable of eliminating tumour cells.
However, the immunological properties of CNCs, especially when conjugated with bisphosphonates, have not been investigated
previously in this context.

The immune response is critically regulated by dendritic cells (DCs). They are the most effective antigen-presenting
cells (APCs) capable of activating naive T cells and regulating their differentiation into effector populations of T helper
(Th) 1, Th17 cells, and cytotoxic CD8+ T lymphocytes (CTL), all of which are critically involved in the elimination of
tumour cells.'* The features of DCs that can trigger an efficient anti-tumour response include phenotypically mature DCs,
expressing highly human leukocyte antigen (HLA)-DR, CD83, costimulatory molecules (ie CD80, CD86) and producing
high levels of interleukin (IL)-12 that is necessary for the induction of Th1/CTLs.'>'® The delivery of stimulatory
molecules for DCs via nanoparticles is a highly attractive approach in tumour therapy, which can increase the efficacy of
DCs stimulation and reduce potential adverse effects of drugs in a soluble form, as we showed previously with carbon
nanotubes conjugated with a toll-like receptor (TLR)-7 agonist.'” However, the stimulation of DCs precursors during
their differentiation can promote their semi-mature and tolerogenic properties, as we demonstrated previously,'® and
pathogens utilise this strategy to bypass DC-mediated induction of adaptive immune response.'® Semi-matured and
tolerogenic DCs display elevated expression of tolerogenic molecules such as Immunoglobulin-Like Transcript (ILT) 3,
ILT4, Programmed Death-Ligand (PD-L) 1, Indoleamine 2,3-Dioxygenase (IDO)-1, and produce regulatory cytokines
such as IL-10, IL-27 and Transforming Growth Factor (TGF)-p.?**' These properties correlate with a high capacity of
DCs to induce Th2 and T regulatory cells (Tregs), which are highly adverse in tumour therapy since they support tumour
growth and metastasis.** **

Previously, we showed that native CNFs induce tolerogenic properties in monocyte-derived (Mo) DCs, which display
a high capacity to induce Th2 cells and CD4+CD25hiFoxP3+ Tregs.?® This capacity of CNF was additionally potentiated
when CNFs were oxidised and functionalised with ApA,*® indicating that CNF nanoplatforms could be harnessed for the
therapy of inflammatory T cell-mediated pathologies, but could be highly adverse in tumour therapy. Due to different
physicochemical properties, CNC could induce quite different immunological effects.’ Most studies explored the
immunological effects of CNC in the context of respiratory toxicity.’"-*® It was shown that the exposure of macrophages
to CNC potentiates their polarization towards the M1 phenotype and increases the production of proinflammatory
cytokines.” In addition, mouse bone marrow-derived DCs treated with native CNC showed increased expression of
MHC II, CD86 and CD40, followed by NLRP3 inflammasome-driven IL-1p secretion.*® These pro-inflammatory effects
of CNC were observed as a part of their immunotoxic or subtoxic effects, such as lysosomal damage and induction of
ROS. However, it remained utterly unknown whether any tolerogenic effects could be induced by non-toxic doses of
CNC. Additionally, the functional changes induced by CNC on APC were poorly investigated, especially on how the
treated APC interact with T cells. Therefore, the primary major aim of this study was to investigate the effects of native,
oxidized and ApA-modified CNC in different models of human APC-T cell interactions in vitro. We found that nCNC
display anti-inflammatory and pro-tolerogenic properties in human immune cells, whereas the oxidation and ApA
conjugation diminish those properties. The conjugation of ApA to CNC was found to potentiate MoDCs capacity to
induce Thl polarization via GABA-B receptor-mediated down-regulation of cAMP levels, all of which could be
beneficial for their potential application in tumour therapy.
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Materials and Methods

Synthesis and Characterization of Cellulose Nanocrystals

Native CNCs, 150-200 nm long (4 wt.% dispersion in Milly-Q), were derived from raw wood pulp, and they were
prepared by sulfuric acid hydrolysis. Native CNCs were then oxidised and conjugated with ApA as described
previously.”® Briefly, nCNCs were oxidised by dissolving 1.6 g of sodium periodate (NalOy4) in 50 mL of Milly-Q
water and adding to 50 mL of 4 wt.% nCNC dispersion. Homogenous dispersion was obtained by mixing and shaking in
an additional 100 mL of Milly-Q water, for the next 24 h at room temperature. After that, the dispersion was dialysed
against Milly-Q water for 48 h. The remaining CNC dispersion containing oxidized CNC (ox-CNCs) was washed
additionally with 0.1 M of acetate buffer (pH 4.5) and stored at 4 °C for further conjugation and usage. For ApA
conjugation on ox-CNC, 0.45 g of ApA (Sigma Aldrich, St. Louis, Missouri, USA) was dissolved in 1.5 mL of 0.1
M acetate buffer (pH 4.5) and 0.5 mL of ApA-containing solution was added to 100 mL of 0x-CNC. ApA-CNCs were
washed separately in Milly-Q water until the total removal of unreacted ApA. The stock solutions of nCNCs (11.8 wt.%),
0x-CNCs and ApA-CNCs (both 4.25 wt.%), were stored at +4 °C prior to use in biological assays. The final extent of
conjugated ApA to oxCNCs was 7 wt.%, as determined by spectroscopic analysis and FTIR."

Detailed characterisation of nCNC, ox-CNC and ApA-CNC by ATR-FTIR, UV-Vis spectroscopy, Dynamic Light
scattering (DLS), Nanoparticle Tracking Analysis (NTA) and Transmission Electron Microscopy (TEM) was reported
previously.'® Here, we additionally analysed the surface morphology by atomic force microscopy (AFM) with
NanoScope 3D (Veeco, Oyster Bay, New York, USA) microscope operated in tapping mode under ambient conditions.
Etched silicon probes with a spring constant of 20-80 Nm™' were used. Image analysis was done using the Nanoscope
image processing software. Before morphological examinations, the mica substrate was mechanically polished with
adhesive tape, and 10 pL of prepared suspension of nCNC, ox-CNC or ApA-CNC were deposited on a polished mica
substrate and dried on air for 24 h before the analysis.

Nanoindentation experiments were carried out using a Triboscope T950 Nanomechanical Testing System (Hysitron,
Minneapolis, MN, USA) equipped with a Berkovich tip indenter and scanning probe microscopy, at a room temperature
of 20 °C and relative humidity of up to 30%. The load and the depth penetration were recorded continuously throughout
the loading-unloading cycles. Based on the proposed method,?' the extrapolation of a tangent to the top of the unloading
curve was used to determine the depth (a combination of elastic and plastic displacement) over which the indenter is in
contact with the specimen at the maximum load, Pmax. Indentation hardness was defined as applied load per unit area of
indentation. For a maximum load P,,,,, the hardness H was calculated as:

Pmax
H=""% 1
A M

where 4 is the projected contact area between the indenter and the sample surface.
The slope of the unloading curve provided a measure of the contact stiffness, which was used with the contact area to
determine the elastic modulus. The elastic (reduced) modulus (£,) obtained is related to the material properties of the

specimen and the indenter, and the relationship between the stiffness and reduced modulus is:

_ 2E,pvVA
\/;_7;

Where S is the contact stiffness of the material, and constant f=1.034 for a Berkovich indenter. The relationship between

S @)

indentation modulus, E, and the reduced modulus, E,, of the sample is given by:

1 (1-2) (1-v?)
- E L €)

Where E and v are the elastic modulus and the Poisson’s ratio ascribed to the CNC samples, respectively, whereas E; and
v; are the same parameters for the indenter.?” In this work, v was set as 0.45, E; and v, are equal to 1140 GPa and 0.07 for
Berkovich diamond tips, respectively. The indentation maximum load was set to 250 uN with the load-hold-unload of
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5-2-5s for each segment; at least nine indents were performed at different points on the surface and the average values
and standard deviations are reported.*

Cells

Cytocompatibility and immunomodulatory properties of CNCs were tested in vitro using human peripheral blood
mononuclear cells (PBMCs) and MoDCs. Before human blood sample collection, written informed consents were
provided by health donors, in accordance with the Declaration of Helsinki and approvals by the Ethical Committee of
the Institute for the Application of Nuclear Energy (INEP). PBMCs were isolated from buffy coats by density gradient
centrifugation in LymphoprepTM gradient media (Axis Shield PoC AS, Oslo, Norway), according to the manufacturer’s
instructions. Monocytes and T cells were purified from PBMCs by magnetic-activated cell sorting (MACS) using
Monocyte Isolation Kit and Pan T cell Isolation Kit (all Miltenyi Biotec, Bergisch Gladbach, Germany), where LS
column flow-through represented the enriched populations of CD14" monocytes and CD3" T cells, respectively.

Experimental Treatments

Freshly isolated PBMCs (4x10°/well of the 96-wells plate in 4-plicates) were cultivated in a complete RPMI-1640
medium containing 10% foetal calf serum (FCS), 50 pM 2-mercaptoethanol (all from Sigma-Aldrich, St. Louis,
Missouri, USA), and antibiotics (100 U/mL penicillin, 20 pg/mL gentamicin, 100 U/mL streptomycin (Galenika,
Belgrade, Serbia)) in the presence of nCNCs, 0x-CNCs or ApA-CNCs in serial dilutions (50, 100, 200, 400, 800 pg/
mL). The cells were cultivated for 24 h or 48 h at 37°C, 5% CO, and 90% humidity, followed by the analysis of
metabolic activity, cell death, proliferation, and cytokine production.

Immature MoDCs were generated by cultivating MACS-purified monocytes (2x10° cells in 6-well plates) in
CellGenix® GMP Dendritic Cell Medium (CellGenix, Freiburg im Breisgau, Germany) in the presence of human
recombinant GM-CSF (20 ng/mL, Novus Biologicals, Toronto, Canada) and human recombinant IL-4 (20 ng/mL, Roche
Diagnostics, Basel, Switzerland) for 4 days. To induce the maturation of MoDCs, the cells were stimulated on day 4 with
lipopolysaccharide (LPS) from Escherichia coli serotype 0./11:B4 (200 ng/mL; Sigma-Aldrich, activity: 5 EU/ng (Limulus
Amoebocyte Lysate test)) and human recombinant interferon (IFN)-y (20 ng/mL, R&D Systems, Minneapolis, MN, United
States) for next 16-18 hours, whereas corresponding immature MoDCs were left unstimulated. To assess the effects of
CNCs on the differentiation of MoDCs, monocytes were treated with nCNCs, 0x-CNCs or ApA-CNCs (200 pg/mL) for 4
days, followed by LPS/IFN-y treatment for the next 16 h. The effect on MoDCs maturation was investigated by
differentiating immature MoDCs without CNCs for 4 days, and then treating them with nCNCs, 0x-CNCs or ApA-
CNCs (all at 200 pg/mL) for 3 hours before the induction of maturation with LPS/IFN-y, as described. Besides CNC
samples, additional control groups in those experiments were MoDCs treated with soluble ApA at a dose equivalent to that
attached to ApA-CNCs (14 pg/mL, corresponding to 7 wt.% of ApA in ApA-CNCs, sApAlx), and MoDCs treated with 5
times higher dose of soluble ApA (70 pg/mL, sApAS5x). After the cultures where MoDCs were harvested, their number and
viability were determined using Trypan-blue viability dye and Annexin V/7- amino-actinomycin D (7-AAD) staining,
respectively. The phenotype of MoDCs was analysed by microscopy and flow cytometry (LSR II, Beckton Dickenson,
California, United States), whereas the functions of these cells were further analysed in co-cultures with MACS-purified
allogeneic T cells. Cell-free supernatants were collected and stored at —20 °C to detect cytokine levels.

Cytotoxicity Assays, Autophagy and ROS Production

The metabolic activity of PBMCs in cultures with CNC was performed by using an MTT assay. MTT
(3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) was added after the cultures at the final concentration
of 0.5 mg/mL to each well for 4 h. Cell-free cultures with corresponding concentrations of CNC were used as blank
controls. Formazan crystals that were formed were dissolved by overnight incubation of samples in 10% (w/v) sodium
dodecyl sulphate (SDS, Millipore, Burlington, Massachusetts, United States) and 0.01N (v/v) hydrochloric acid (HCI,
Sigma-Aldrich). Finally, the absorbance was measured on a microplate reader at 570nm (ELx800, Biotek, Winooski,
Vermont, United States), and the reference wavelength was 670 nm (the corrected OD=0D570-OD670 for each well).
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The relative metabolic activity (MTT %) in culture was calculated by subtracting the corrected OD value from the
corresponding blank controls and normalising the results to control non-treated PBMCs (100%).

To determine the mode of cell death in PBMCs/CNC cultures, the cells were harvested after 48 h, and necrosis and
apoptosis were determined after staining of non-permeabilized and permeabilised cells, respectively, with PI (50 pg/mL,
Sigma-Aldrich). Namely, total dead cells (predominantly necrotic cells) were identified as PI" cells by flow cytometry.
The percentage of apoptotic cells was determined by analysing sub-G1 peak in the cells that were fixed/permeabilised
with ice-cold 75% ethanol added dropwise while vortexing the cell pellet and then stored for 2 h at —20 °C, followed by
PI staining in PBS.

The cytotoxicity of CNC samples in MoDCs cultures was determined by Annexin-V/7-AAD staining using Muse
Annexin V & Dead Cell Reagent Kit (Luminex Corporation, Texas, United States), according to the manufacturer’s
instructions. The autophagy flux was analysed in MoDCs after the cultures using Muse Autophagy Kit (Luminex), which
is based on the detection of a membrane-converted variant of LC3-II. The MoDCs were either stained directly or washed
first in PBS and then incubated for 4 h in PBS (starving conditions) in the presence of Bafilomycin according to the
manufacturer’s protocol. For the detection of reactive oxygen species (ROS), we used Muse Oxidative Stress Kit
(Luminex), which is based on the staining of cells with dihydroethidium (DHE). The analysis of apoptosis, autophagy
and oxidative stress was performed on Guava Muse Cell Analyzer (Luminex).

Mixed Leukocyte Reaction

To assess the endotoxin levels in the CNC samples, PBMCs were treated with CNC samples (400 pg/mL), 0.1, 1, 10 or
100 ng/mL of LPS, either with or without the polymyxin B (10 uM, Sigma-Aldrich, PxB) for 24 h, followed by the
measurements of IL-1f levels in supernatants. The proliferation and cytokine production by PBMCs were determined in
phytohemagglutinin (PHA, 20 pg/mL, Sigma-Aldrich)-stimulated PBMCs cultivated with CNC (50, 100, 200, 400, 800
pg/mL) for 4 days and 48 h, respectively. To assess the proliferation, PBMCs were first labelled the cells with CellTrace
Far Red dye (Invitrogen, Massachusetts, United States), according to the manufacturer’s protocol, followed by 4 days of
cultivation in a complete RPMI medium. After that, the cells were harvested, filtered through 30 um pore filters, and
stained with PI (50 pg/mL, Sigma Aldrich). CellTrace Far Red dye dilution was analysed after excluding doublets and
PI" cells by flow cytometry.

To assess the functions of CNC-treated MoDCs, allogeneic MLR were performed, in which allogeneic purified T cells
were used as responders. To analyse the capacity of MoDCs to stimulate T cell proliferation, MoDCs (1x10* —0.25x10%/ well
of the round-bottom 96-wells plate) were co-cultivated with allogeneic T cells (1x10°/well) pre-labelled with CellTrace Far
Red dye (Invitrogen), thus providing 1:10 —1:40 MoDC: T cell ratios, respectively. MoDCs were co-cultivated with T cells for
4 days, and CellTrace Far Red dilution was determined by flow cytometry, as described for PBMCs. To monitor the T cell
polarisation capacity of MoDCs, MoDCs/T cell cultures were treated with Phorbol 12-myristate 13-acetate (PMA, 20 ng/mL)
and ionomycin (500 ng/mL) (both from Sigma-Aldrich) for the last 6 h before harvesting the cell-free supernatants for
cytokines measurements. To detect intracellular cytokines in T cells, the co-cultures were treated with PMA/ionomycin and
monensin (2 pM, Sigma-Aldrich) for the last 4 h of incubation, then stained with specific antibodies and analysed by a flow
cytometer.

Microscopy Analyses

Single-cell suspensions were prepared after 48h-cultures of PBMCs or 24h-cultures of MoDCs with CNC samples, and
the cytospins were prepared (1x10* cells/70uL PBS) by using Rotafix 32 Centrifuge (Andreas Hettich GmbH & Co.,
Tuttlingen, Germany) and air-dried. The samples were prepared for epi-fluorescent microscopy (Axiolmager Al, Carl
Zeiss), by staining the cells with anti-HLA-DR-Alexa Fluor 488 (1:100 dilution, BioLegend, San Diego, California,
United States), Calcofluor White stain (1:100 dilution, Sigma-Aldrich) and PI (5 pg/mL), in a humidity chamber for 30
min. After rinsing in PBS, the samples were mounted with Mounting Media (Thermo Fisher Scientific, Waltham,
Massachusetts, USA) and monitored with a UV filter set for Calcofluor White (UV-2B, ex: 330-380 nm, DM 400,
BA 435), green filter set for detection of anti-HLA-DR-Alexa fluor 488 (B-2A, ex: 450490 nm, DM 505, BA 520) and
red filter set for detection of PI (G-2A, ex: 510-560 nm, DM 575, BA 590). The images taken by each filter set were
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acquired as monochromatic and later merged offline in Image] software (National Institutes of Health, Bethesda,
Maryland, USA). Semiquantitative analysis of CNC internalisation was performed by counting the cells, which did
not internalise CNC (score 0), those which internalised CNC partially (score 1), or those which completely internalised
CNC, as judged by enclosed membrane around the CNCs (score 2). At least 300 cells/slide were scored from two
independent experiments, and two different observers performed the scoring. Additionally, the internalisation of CNCs
was analysed by monitoring the side scatter (SSC) and forward scatter (FSC) parameters on the flow cytometer, as
indicators of DCs’ granularity and size, respectively, both of which vary depending on the nanoparticles’ internalisation

and their interaction with the cell surface.!”2%34

Flow Cytometry Analysis

The phenotypes of MoDCs and T cells after the cultures were analysed by flow cytometry. The cells were washed once in PBS
containing 2% FCS and 0.01% Na-azide (Sigma-Aldrich), treated with Human TruStain FcX (BioLegend) for 15 minutes, and
then labelled with fluorochrome-labelled monoclonal antibodies. The following antibodies were used for labelling at dilutions
recommended by the manufacturer: IgG1 negative control-phycoerythrin (PE) (MCA928PE), IgG1 negative control-fluorescein
isothiocyanate (FITC) (MCA928F) (Bio-Rad Laboratories, Hercules, California, United States); anti-CDla- Peridinin-
Chlorophyll-Protein (PerCP)/Cyanine (Cy) 5.5 (HI149), anti-HLA-DR-Allophycocyanin (APC)/Cy7 (L234), anti-IL-4-PerCP/
Cy5.5 (MP4-25D2), anti-IL-4-PE (MP4-25D2), anti-ILT-4-APC (42D1), anti-CD25-PE (BC96), anti-CD25-PerCP/Cy5.5
(M-A251), anti-CD127-PE (A019D5), anti-IL-10-APC, anti-IL-10-PE (JES5-16E3), anti-TGF-B-APC (TW4-6H10), anti-
IL17A-Alexa Fluor 488 (BL168), anti-IFN-y-APC, anti-IFN-y-FITC (4S.B3), anti-CD83-FITC (HB15e), IgG1 negative con-
trol-PerCP/Cy5.5 (HTK88S), anti-PD1L-PE (29E.2A3), anti-IL-33-biotin (poly5163) (all from BioLegend); anti-HLA-DR-
PerCP (L243), anti-IDO-1-APC (700838), anti-CD4-FITC, anti-CD4-APC (11830), anti-TGF-B-PE (9016) (all from R&D
Systems, Minnesota, United States), anti-CD14-FITC (TUK4), anti-NLRP3-APC (rea668), anti-IL-1B-PE (real172) (all from
Miltenyi Biotec); anti-CD86-PE (IT2.2), streptavidin-PerCP, streptavidin APC, anti-ILT3-PE (ZM4.1), anti-CD209-FITC
(eBh209), IgG1 negative control APC (MAS5-18093), anti-IL-17A-APC (eBiol7B7) (all from Thermo Fisher Scientific); anti
CD40-APC (5C3), anti-IL-12 (p40/p70)-PE (C11.5), anti-CD3-PE (SK7), anti-FoxP3-PerCP/Cy5.5, anti-FoxP3-Alexa Fluor
488 (236A/E7), anti-RORyt-Alexa Fluor 488 (Q21-559), anti-GATA-3-Alexa Fluor 488 (L50-823) (all from BD Biosciences,
San Diego, California, United States), anti-CD8-PerCP/Cy5.5 (HIT8a) (Elabscience, Texas, United States).

The incubation lasted for 30 min at 4 °C. Intracellular staining was carried out after the surface labelling with the
fixation and permeabilization kit (BioLegend). For each analysis, doublets were excluded according to forward scatter
(FSC)-A/FSC-H, and more than 5000 cells were gated according to their specific FSC-A/side-scatter (SSC)-A properties,
thereby avoiding the cells with low FSC-A/SSC-A properties, representing predominantly dead cells. Signal overlap
between the channels was compensated before each experiment by using single fluorescence labelled cells, and the non-
specific fluorescence was determined by using appropriate isotype control antibodies and fluorescence minus one (FMO)
controls. The samples were acquired on an LSR II flow cytometer (BD Biosciences) on the day of sampling and analysed
offline in FCS Express 4 software (De Novo software, California, United States) and FlowJo vX (BD Biosciences).

Quantitative Polymerase Chain Reaction

Total RNA was extracted from MACS sorted CD14" monocytes from two donors (day 0), and every day during their
differentiation with GM-CSF/IL-4 into immature MoDCs (from day 1 to day 4). The cells were harvested, and total RNA
was extracted using the Total RNA Purification Mini Spin Kit (Genaxxon Bioscience GmbH, Ulm, Germany) according to the
manufacturer’s instructions. The cDNA was reverse-transcribed from 50 ng of total isolated RNA using a High-Capacity
cDNA Reverse Transcription Kit (Thermo Fisher Scientific). Synthesised cDNA was amplified in a 7500 real-time PCR system
(Applied Biosystems, Massachusetts, United States) using a SYBR Green PCR Master Mix (Thermo Fisher Scientific).
Amplification was performed by denaturation at 95 °C for 10 min, followed by 40 cycles of 95 °C for 30 sec, 58 °C for 30 sec
and 72 °C for 30 sec. PCR primers used here were as follows. B-actin: 5'- TCAGTAACAGTCCGCCTAGAAGCA -3’ (sense),
5'-TGCTGACAGGATGCAGAAGGAGA -3’ (antisense); GABA-B R1 subunit: 5-TGGCATGGACGCTTATCGA-3'
(sense), 5'-GATCATCCTTGGTGCTGTCATAGT-3’ (antisense); GABA-B R2 subunit: 5'-
CTGGTATTCGTGCCGAAGCT-3' (sense), 5'-TGAACTGGAATCGCCTGTTCT-3' (antisense). All primers were designed
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with Primer Express v.3.0.1 (Applied Biosystems) and purchased from Thermo Fisher Scientific. B-actin was performed on
each experimental setup as an endogenous control. The results were normalised against the B-actin gene and expressed as

Z*AACt

relative target abundance using the method. All reactions were run in triplicates.

cAMP Measurement

To determine the role of GABA-B Receptor and cAMP signalling, immature MoDCs (2x10° cells/96 well plate) were
seeded in CellGenix® GMP Dendritic Cell Medium and treated with Baclofen (30 pM Sigma-Aldrich), ApA (14 pg/
mL or 70 pg/mL), ApA-CNC (200 pg/mL) either in the presence or absence of GABA-B receptor blocking agent
CGP52432 (10 uM, Tocris Bioscience, Bristol, United Kingdom) for 10 minutes. CGP52432 was added to MoDCs
cultures 30 min before the treatments. Similar experiments were performed in MoDCs stimulated with 10 uM
Forskolin (Sigma-Aldrich). Based on enclosed instructions, intracellular cAMP levels were determined using
cAMP competitive ELISA kit (Invitrogen). MoDCs were washed and lysed with 0.1% (w/v) Triton X-100
(Millipore Sigma) in 0.1M (v/v) HCI for 10 minutes at room temperature. After centrifugation, cell- and debris-
free supernatants were stored frozen for later analysis. The acetylated version of the assay was performed, by
acetylating samples and standards with Acetylating Reagent in the Kit. The absorbance was measured at
a microplate reader at 405nm with correction at 630nm (ELx800, BioTek). Total protein content was measured
using a Pierce™ BCA protein assay Kit (Thermo Fisher Scientific). BSA standard or samples were transferred to
a 96-well plate to which working reagents were added (working reagent 50:1 ratio of assay reagents A and B). The
plate was incubated for 30 min at 37 °C, before reading the absorbance at 570nm at the microplate reader (ELx800,
BioTek). To normalise the level of cAMP for protein content, the resulting pmol/mL was divided by the total protein
concentration (mg/mL) in each sample. The results are expressed as cAMP in pmol/mg of total protein.

Cytokine Measurement

Supernatants from PHA-stimulated PBMCs cultures were collected after 48 h and assayed for cytokine measurements
using LEGENDplex™ Human Inflammation Panel 1 (BioLegend). DC cultures were assayed for IL-12p17, IL-23, IL-10
and IL-1p, whereas DC/T cell co-cultures were analysed for IL-5, IL-10, IL-17 and IFN-y by specific sandwich enzyme-
linked immunosorbent assay (ELISA) (all from R&D Systems).

Statistical Analysis

To analyse the differences between treatment and control groups, a repeated-measures one-way analysis of variance
(RM-ANOVA) was performed, followed by Tukey’s multiple comparison test (GraphPad Prism 8). Data are presented as
means = SD of the indicated number of independent experiments, and a p-value of <0.05 was considered to be
a significant difference between the groups.

Results

Oxidation and ApA-Modification Increase the Elasticity and Hardness of CNCs

First, ox-CNCs were prepared from nCNCs by periodate oxidation, which cleavaged the C2-C3 bond of the glucopyranose
ring, converting the respective vicinal hydroxyl into two aldehyde groups (Figure 1A). Ox-CNCs were then modified with
ApA, using a Schiff-base coupling reaction between the amine groups of ApA and the aldehyde groups of 0x-CNCs, as
described previously.'> ATR-FTIR vibrational bands confirmed the described formations of aldehyde groups in 0x-CNCs, and
their conversion into C-N bounds after the modification with ApA. Based on the FTIR spectra, as well as spectroscopic
analysis, about 7 wt.% of ApA was attached to the surface of 0x-CNCs in ApA-CNCs. The modifications described were
followed by changes in CNCs' hydrodynamic sizes, z-potentials, nanoparticle tracker analysis (NTA) properties and TEM
properties, as described previously.'?

2333 as well as their elasticity modules,>® were found to be critical for the interaction with

Nanoparticles’ shape and size,
cells. Previous characterisation of CNCs'? lacked a precise analysis of nanocrystal size, and it remained unknown how the

elasticity modules of CNCs change after their oxidation and ApA modification. Therefore, we performed AFM and
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Figure | Characterization of native, oxidized and ApA-modified CNCs. (A) Chemical structures of CNCs used in the study. (B) AFM images of top-view analysis (scan size
of 2x2 um) (left), surface area plot analysis (middle), and cross-section analysis with indicated nanocrystal thickness measurements (right, marked by red or green triangles)
are shown. (C) Nanoindentation analysis for native and modified CNCs, and scanning probe microscope (SPM) image showed the indents at ApA-CNCs (scan size of 3x3

um). (D) Summarized data for reduced elasticity and hardness is shown as mean * SD of 9 randomly selected measurements on the same CNC preparation. Surface plot
analysis.

nanoindentation analysis (Figure 1B-D) to assess the morphology and elasticity of nCNCs, 0x-CNCs and ApA-CNCs during
the modifications. AFM data showed significant changes in CNC morphology upon modifications. AFM showed that CNCs
are tightly packed on the mica substrate, and the crystallinity of CNCs was clearly preserved. The average thickness of nCNCs
was about 39 nm and the oxidation of nCNCs reduced the thickness to about 17 nm in 0xCNCs. On the other hand, ApA
modification increased the thickness of nanocrystals to about 78 nm, and the nanocrystals appeared amorphous compared to
sharply define ox-CNCs (Figure 1B). Nanoindentation analysis (Figure 1C) showed an outstanding increase of reduced elastic
modulus, from 5.35+ 1.77 GPato 9.95+ 1.59 GPa, and from 0.324 & 0.098 GPa to 0.384+ 0.075 GPa for indentation hardness
of CNC samples. Thereby, the reduced elasticity modules and hardness of CNCs increased after oxidation, and further, with
ApA modification, as compared to nCNCs (Figure 1D).

Non-Cytotoxic Doses of CNCs Displayed Immunomodulatory Potential in Cultures
with PBMCs

To assess the immunomodulatory potential of native and modified CNCs, we first determined their dose-dependent
cytotoxicity (CNCs: 50-800 pg/mL) in cultures with human PBMCs to determine the non-toxic doses for the following
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immunomodulation assessment. First, we performed an MTT assay and evaluated the cell death (apoptosis and necrosis) by
flow cytometry (Figure 2A) after 24 h and 48 h cultures. All the CNC samples reduced MTT% significantly at 800 pg/mL,
whereas the lower doses had no significant effects after 24 h (not shown) and 48 h cultures (Figure 2A). Since MTT
measures both metabolic activity and cytotoxicity, we also analysed apoptosis and necrosis in PBMC. The measurements of
PBMCs with hypodiploid nuclei (predominantly apoptotic) and permeabilised cells (predominantly necrotic) suggested that
both apoptosis and necrosis were increased in PBMCs treated with 800 ug/mL CNC, as compared to control non-treated
cells. At 400 pg/mL, nCNC displayed a slight increase in the % of apoptotic cells (<20% increase), which according to ISO
10993-5:2009 standard, can be considered as a non-toxic effect.

PBMC treated with CNC samples alone (400 pg/mL) did not produce significant levels of IL-1p after 24 h, unlike
PBMC treated with 0.1 ng/mL or 1 ng/mL of LPS (1 ng/mL is equivalent to 5 EU/mL), which could be blocked with PxB
(10uM) (data not shown), suggesting that the CNC samples at the tested doses had less than 0.5 U/mL of endotoxin present.
The effects of CNC on the proliferation of CellTrace Far Red-loaded PBMCs induced by PHA, a potent polyclonal T-cell
mitogen.*’ It was found that ApA-CNCs stimulate the proliferation of PHA-treated PBMCs at 200 pg/mL and 400 pg/mL,
compared to control PHA-PBMCs. In contrast, nCNCs displayed an inhibitory effect on the PHA-induced proliferation in
doses of 200, 400, and 800 pg/mL (Figure 2B). The doses of CNCs higher than 400 pg/mL were not further analysed due to
their cytotoxic effects.
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Figure 2 Dose-dependent cytotoxic and modulatory effects of CNC samples on PBMCs. (A) Relative metabolic activity (% MTT), % of necrotic and % of apoptotic cells
were determined in 48h-cultures of PBMCs (3x10°/well of 96 well-plate) and two-fold increasing concentrations of CNC (from 50 to 800 pg/mL). Data is presented as mean
+ SD from 3 independent experiments, and a dotted line represents the mean value of control non-treated PBMCs. (B) The proliferation of PHA-stimulated PBMCs,
cultivated in the presence of CNCs (from 50 to 800 pg/mL) was determined by CellTrace Far Red dilution assay and the values are shown as mean * SD of three
independent experiments. (C) Dose-dependent effects of CNCs on cytokine production by PHA-PBMCs after 48h cultures. The indicated cytokines were measured from
cell-culture supernatants by ELISA and the results are shown as mean + SD from three independent experiments. *p<0.05 vs control non-treated PBMC, or as indicated
(RM-ANOVA, Tukey’s multiple comparison test).
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Besides proliferation, we evaluated the modulatory effects of CNCs in non-toxic (100 pg/mL) and subtoxic doses
(400 pg/mL), on cytokine levels in 48 h PHA-PBMCs cultures (Figure 2C), by monitoring proinflammatory cytokines
(TNF-a, IL-6, IL-1pB), Thl cytokines (IFN-y, IL-2), Th17 (IL-17), Th2 (IL-4) and immunoregulatory cytokine (IL-10).
It was found that nCNCs inhibited PHA-induced production of TNF-a and IFN-y at both 100 pg/mL and 400 pg/mL,
as well as IL-2 and IL-1f in the higher doses applied (400 pg/mL). Additionally, nCNCs stimulated the production of
IL-6 and IL-17 at higher doses used, whereas IL-10 was induced by both lower and higher doses of nCNC-treated
PHA-PBMCs. ApA-CNCs induced IL-2 and IL-6 in higher doses, without significantly affecting the levels of other
cytokines, whereas 0x-CNCs stimulated the production of IL-1p and IL-6 at lower doses, as well as IL-6, IL-17 and
IL-2 in higher doses applied in PHA-PBMCs cultures. The levels of IL-4 in the examined PHA-PBMCs co-cultures
were below the detection limit (data not shown). These results suggested that the lower doses of nCNCs induce
predominantly anti-inflammatory properties in PHA-PBMCs cultures but potentiate IL-6 and IL-17 in subtoxic doses.
In contrast, ApA- and ox-CNCs lacked the anti-inflammatory potential PHA-PBMCs in non-toxic doses, and ox-CNCs
even potentiated the production of pro-inflammatory cytokines.

Internalisation, Induction of ROS and Autophagy in Dendritic Cells Depend on CNCs
Modification

PHA-stimulated PBMCs are a standard model for screening the immunomodulatory effects of nanomaterials.”® The
stimulation of lymphocyte proliferation and cytokine production in this model depends on the presence of endogenous
antigen-presenting cells (APCs) within PBMCs.>*** Additionally, the analysis of the interaction between PBMCs and
nCNCs suggested that HLA-DR" B lymphocytes, and HLA-DR™ lymphocytes had no internalised nCNCs, unlike larger
phagocytic cells, most probably monocytes/macrophages and DCs (Supplementary Figure 1). Therefore, we investigated

the modulatory effects of CNCs on APCs in more detail by using human MoDCs as a model system. The dose of 200 pg/
mL of each CNCs was chosen as the highest non-toxic dose which induces modulatory effects in PBMCs, but not
cytotoxicity.

MACS-purified monocytes were differentiated into immature MoDCs in the presence of GM-CSF and IL-4 for 4 days
and then CNCs were added for the next 20 h. The epi-fluorescent microscopy suggested that all types of CNCs could be
internalised by MoDCs (Figure 3A). However, 0x-CNCs and ApA-CNCs showed a tendency for agglomeration in cell
culture media, unlike nCNCs. Thereby, the agglomerated fragments of 0x-CNCs and ApA-CNCs were seen in a close
contact or partially surrounded by HLA-DR' membranes of MoDCs (Supplementary Figure 2A). Semiquantitative

internalisation analysis suggested that a higher proportion of MoDCs had completely internalised nCNCs, whereas
0xCNCs and ApACNCs interacted with MoDCs surface as well (Supplementary Figure 2B). In line with this, nCNC-
treated MoDCs displayed higher internal complexity (higher SSC parameter) after the co-cultures, whereas oxCNC- and

ApACNC-treated MoDCs displayed higher FSC properties (Supplementary Figure 2C and D). These results suggested

that the agglomeration and different physicochemical properties of modified CNCs lead to their lower internalization and
thus they acted on MoDCs via both cell surface and intracellularly. In contrast, nCNCs were predominantly internalised
by MoDCs and their intracellular amount was higher than ox- and ApA-CNCs.

Neither type of CNCs induced significant apoptosis of MoDCs after the cultures, as judged by Annexin V/7-AAD
staining (Figure 3B and C). However, in contrast to nCNCs, 0x-CNCs and ApA-CNCs increased the accumulation of
ROS in MoDCs. Additional control in these experiments were MoDCs treated with soluble ApA at concentrations
equivalent to those attached to ApA-CNCs (sApAlx) and 5 times higher concentrations (SApA5x). Soluble ApAlx did
not modify apoptosis nor ROS in MoDCs, unlike sApA5x which increased ROS accumulation (Figure 3D). Ox-CNC and
ApA-CNC-treated MoDCs displayed higher expression of lipidated LC3-II, in both non-starving (not shown) and
starving conditions (Figure 3E), suggesting that the autophagy was also induced in MoDCs treated with modified
CNCs, but not with nCNCs. Thereby, LC3-II expression was not affected by soluble ApA in either concentration tested.
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Figure 3 Interaction between CNCs and MoDCs, effects on viability, ROS and autophagy. (A) Epi-fluorescent microscopy images of CNC-treated MoDCs stained after the
cultures with CNC by using Propidium lodide for nuclei (red), anti-HLA-DR-Alexa Fluor 488 (green), and Calcofluor White-stained CNC (blue), see also Supplementary
Figure 2. (B) A representative plots cell death analysis by annexin V-FITC/7-AAD staining (AnnV'7-AAD" viable cells, AnnV*7-AAD" early apoptotic, AnnV*7-AAD" late
apoptotic and AnnV'7-AAD" necrotic cells) and (C) the summarized data showing % of total AnnV* MoDCs are shown. (D) The proportion of ROS™ cells is shown, as
assessed with DHE staining, and (E) The level of lipidated LC3-Il expression is shown after 4h starvation and bafilomycin treatments of CNC-treated and control MoDCs,
followed by staining of the cells with Muse Autophagy LC3-Antibody Based Kit. (C-E) Data are presented as mean % (or MFI for LC3-Il) £ SD from three independent
experiments. * p<0.05, compared to control, or as indicated by lines (RM-ANOVA Tukey’s post-test).

Modified CNCs Induce Phenotypic Maturation of MoDCs

Considering that ROS and autophagy are critically involved in DCs functions,*'**

we next analysed the effects of CNCs
on phenotypic and functional properties of MoDCs. The maturation of MoDCs was induced with LPS/IFN-y, a strong
stimuli potentiating type 1 polarisation capacity of MoDCs.'®*? Immature MoDCs were treated on day 4 with CNCs (200
pg/mL), 3 h hours before adding LPS/IFN-y, for the next 16 h. Immature MoDCs displayed low expression of maturation

(CD86, HLA-DR, CDS83) and activation markers (NLRP3, IL-1B), and ApA-CNCs and ox-CNCs showed a weak
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stimulatory effect on CD86 and HLA-DR expression, respectively. Native CNCs, in contrast, stimulated the expression
of regulatory markers IDO-1 and PDIL, and reduced somewhat CD86 expression by immature MoDCs (Figure 4A

and B).

LPS/IFN-y stimuli induced the mature phenotype of MoDCs, as judged by a strong up-regulation of maturation and
activation markers, but the upregulation of PD1L, ILT-3 and IDO-1 on MoDCs was detected as well (Figure 4B). Native
CNC displayed mild inhibitory effects on LPS/IFN-y-induced up-regulation of HLA-DR and NLRP3. Moreover, these
nanocrystals strongly potentiated IDO-1 expression by mature MoDCs, as compared to corresponding control MoDCs. In

contrast, 0x-CNC-treated mature MoDCs displayed a higher expression of CD83, as compared to control, whereas other
markers were not modulated significantly. The treatment of MoDCs with ApA-CNC induced the strongest MoDCs
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Figure 4 Effects of CNC samples on MoDCs maturation capacity. (A) Representative histograms of MoDCs treated on day 4 (immature (im) DCs) with CNCs (200 pg/mL),
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maturation and activation, as the expression of CD83, CD86, HLA-DR, NLRP3 and IL-1f were potentiated more than by
LPS/IFN-y alone. Additionally, PD-L1, ILT3, CD40 and IDO-1 were significantly lower on matured MoDCs pre-treated
with ApA-CNC, as compared with control LPS/IFN-y-matured MoDCs. The pro-maturing effect on MoDCs could not be
achieved via soluble ApA added to a dose equivalent to that on ApACNC. However, 5 times higher dose of sApA
induced a similar effect on CD86 and NLRP3 expressions by MoDCs as ApA-CNCs did, suggesting that
CNCs potentiate the pro-maturing effect of ApA on MoDCs. These results indicated that CNC modified by oxidation,
and ApA conjugation particularly, potentiate the phenotypic maturation and activation of MoDCs, in contrast to nCNCs
which weakly affect MoDCs maturation, but potentiate the expression of tolerogenic markers by these cells.

ApA-CNCs Potentiate Allostimulatory and Thl Polarising Capacity of MoDCs
To evaluate the functions of MoDCs treated with CNCs, we assessed their allostimulatory potential and Th polarising
capacity in co-cultures with allogeneic T cells. Thereby, the allogeneic MACS-purified Cell-Trace Far Red-labelled CD3"*
T cells were co-cultivated with MoDCs at different DC-to-T cell ratios for 5 days. The percentage of proliferated T cells
in co-cultures with immature MoDCs, or in their absence, was weak and not modulated significantly (data not shown),
whereas 20—40% of T cells proliferated in co-cultures with LPS/IFN-y-matured MoDCs (Figure 5A). ApA-CNC-treated
mature MoDCs displayed significantly increased allostimulatory capacity, and similar effects were observed with the
mature MoDCs treated with sApASx, but not sApAlx. In contrast, MoDCs treated with nCNC displayed a reduced
capacity to stimulate T cell proliferation, as compared with control mature MoDCs, whereas 0x-CNC-treated MoDCs did
not modulate the proliferation of T cells significantly.

Some of the key cytokines involved in Th polarisation by DCs are IL-12 and IL-10.">* Immature MoDCs displayed
a weak to no expression of IL-12p40/p70 intracellularly (Figure 5B), and the levels of IL-12 and IL-23, which both

contain p40 subunit,'’

in the culture supernatants were below the detection limit (data not shown). Mature MoDCs
displayed increased expression of IL-12p40/p70, and this expression was further potentiated in MoDCs treated with
ApA-CNC, but not with other CNCs or sobule ApA (Figure 5SB). All CNC samples potentiated the expression of IL-10
by immature MoDCs. However, mature MoDCs treated with nCNCs and ox-CNCs expressed increased levels of IL-10
compared to the corresponding control, unlike ApA-CNC-treated mature MoDCs (Figure 5B).

In line with MoDCs cytokines, we observed a significantly higher percentage of T cells in co-cultures with ApA-
CNC-treated MoDCs displaying an increased expression of IFN-y, within both CD4" and CD8" T cell compartments

(Figure 5C, Supplementary Figure 3). In contrast, nCNC and ox-CNC-treated mature MoDCs increased the percentage of

IL-10- and IL-4-producing T cells, respectively (Figure 5C). These results suggested that the delivery of ApA via CNC
potentiated its stimulatory effects on allostimulation and Thl polarisation capacity of MoDCs. In contrast, nCNC and ox-
CNC-treated MoDCs polarised the T cell’s response towards increasing IL-10-producing T cells and Th2 response,
respectively.

GABA-B Receptor Signalling Mediate the Effects of ApA-CNC on MoDCs Maturation,

Allostimulation and Thl Polarisation

The potentiation of allostimulatory and Th1 polarising capacity of MoDCs was observed with ApA-CNC and higher
doses of soluble ApA, but not with other CNCs. Therefore, we next examined the intracellular signalling pathways by
which ApA elicit these effects in MoDCs. ApA is identified as an agonist of GABA-B receptor,** a G-protein coupled
receptor with Gai subunits inhibiting Adenyl Cyclase activity and reducing cAMP levels.*’ First, we found that immature
MoDCs express mRNA for both subunits R1 and R2 of GABA-B receptors on day 3 and 4 of differentiation, but only the
R1 subunit before day 3 (Supplementary Figure 4). To investigate whether the engagement of GABA-B receptor and

cAMP signalling could mediate MoDCs’ functions, we treated immature MoDCs with selective GABA-B ligand
baclofen, as well as with soluble ApA (I1x or 5x) and ApA-CNCs, and measured cAMP levels in cell lysates after 10
minutes. The measurements showed that the basal intracellular cAMP levels were significantly reduced with baclofen
treatment, as well as with sApA5x and ApA-CNCs, but not sApAlx (Figure 6A). More prominent effects were observed
when MoDCs were pretreated with Forskolin, a cAMP-elevating agent,*® suggesting that sSApA5x, ApA-CNCs, like 30
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Figure 5 Effects of CNC samples on allostimulatory and Th polarising capacity of MoDCs. Immature MoDCs were treated on day 4 with CNCs (200 ug/mL), sApAlx or
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1:40 DC-to-T ratio for 4 days is shown, as determined by analysing % of CellTrace Far Red '>"/PI" T cells by flow cytometry. (B) The expression of IL-12p40p70 and IL-10 in
MoDCs was determined after LPS/IFN-y stimulation, by intracellular staining on a flow cytometer. (C) The percentage of IFN-y-, IL-4-, IL-17, TGF-B- and IL-10-producing
CD4" and CD8" T cells were determined after 5-days of co-cultures between mature CNC-treated or control MoDCs and allogeneic T cells at 1:20 DC-to-T cell ratio (see
also Supplementary Figure 3). Data is shown as mean * SD from three (A and B) or four (C) independent experiments. * p<0.05 compared to control, or as indicated by
lines (RM-ANOVA, Tukey’s post-test).

uM Baclofen, reduce cAMP levels in MoDCs. The effects of baclofen, sApA5x and ApA-CNCs on the control and
Forskolin-treated MoDCs were inhibited by pretreating MoDCs with a selective GABA-B Receptor inhibitor, CGP52432
(Figure 6B), suggesting that cAMP levels in MoDCs treated with ApA and ApA-CNCs were GABA-B receptor-
dependent.

In addition to cAMP levels, we identified that the up-regulation of CD83, CD86 and IL-12p40/p70 by LPS/IFN-y-
stimulated MoDCs treated with ApA-CNCs was inhibited in the presence of CGP52432 (Figure 6B), as well as the
capacity of MoDCs to stimulate proliferation of T cells (Figure 6C). Moreover, the ability of mature ApA-CNC-treated
MoDCs to induce IFN-y production in co-culture with allogeneic T cells was also diminished when MoDCs were pre-
treated with GABA-B receptor inhibitor (Figure 6D). These data suggested that the stimulatory effects of ApA on
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Figure 6 Role of GABA-B receptor on ApA-CNC-induced maturation of MoDCs. (A) cAMP levels in immature MoDCs treated with Baclofen, sApAlx, sApASx or ApA-
CNCs were determined 10 minutes after the exposure of MoDCs, in cell lysates. GABA-B Receptor inhibitor (CGP52432) was added 30 minutes before the treatments,
whereas Forskolin (Fsk) was added 10 minutes before the treatments. Data on cAMP levels is shown as pmol/mg of total protein content + SD from three independent
experiments. (B) The levels of CD86, CD83 and IL-12p40 expression were determined on mature MoDCs, pre-treated or not with CGP52432 and ApA-CNCs. (C) The
summarized data on the proliferation of purified T cells co-cultivated with mature MoDCs treated as in (B), and carried out in three DC-to-T cell ratios (1:10, 1:20 and 1:40)
is shown. (D) The levels of IFN-y from MoDC/T cell co-cultures are shown, as determined by ELISA from 1:20 DC/T cell co-culture supernatants. (A-D) The summarized
data are shown as mean * SD from three independent experiments; *p<0.05 compared to control, or as indicated by lines (RM-ANOVA Tukey’s post-test).

MoDCs maturation, capacity to induce T cell proliferation and Thl polarisation, were dependent on the GABA-B
receptor/cAMP signalling pathway in MoDCs.

MoDC:s Differentiated with ApA-CNCs Preserve the Immunogenic Functions When
Matured with LPS/IFN-y

Many pro-maturing agents for DCs can also inhibit their differentiation from monocytes and subsequently their
immunogenic functions.'®!'? Therefore, we additionally tested how CNCs affect the differentiation of MoDCs, by
treating the monocytes with the same dose of native and modified CNCs (200 ng/mL) on day 0, following 4 days of
differentiation with GM-CSF and IL-4. We found that control MoDCs showed a lack of CD14 expression and a high
expression of CD1a (Figure 7A and B), as expected.”” However, when differentiated in the presence of all three types of
CNCs, a significant proportion of MoDCs still expressed CD14, and the levels of CDla expression were reduced
compared to control MoDCs (Figure 7B). In addition, the expression of DC-SIGN (CD209) was significantly decreased
when MoDCs were differentiated in the presence of 0x-CNCs, as compared to control MoDCs. Thereby, no significant
differences in % of apoptotic (Annexin-V') MoDCs were observed after the differentiation of MoDCs with CNC
(Figure 7C).
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Figure 7 Effects of CNCs on MoDC:s differentiation. MoDCs were differentiated with GM-CSF/IL-4, either in the presence or absence of CNC samples (200 pg/mL), for 4
days, followed by stimulation of MoDC with LPS/IFN-y. (A) A representative analysis of CDa/CD 14 co-expression on MoDCs differentiated with CNC samples on day 4 is
shown, and (B) the summarized data is shown as mean * SD from 4 independent experiments. (C) The analysis of Annexin-V expressing MoDCs was carried out on day 4 of
differentiation with CNC samples. (D) The maturation markers on MoDCs were analysed after the stimulation with LPS/IFN-y, and the results from a representative
experiment are shown with % of positive cells and MFI, and (E) The summarized results on CD83, CD86, HLA-DR expression are shown as fold change (index) of % (CD83)
or MFI, relative to control non-treated immature MoDCs (1). (F) The levels of cytokines (IL-12, IL-27 and IL-10) were analysed from the supernatants of LPS/IFN-y-
stimulated MoDCs. (C, E and F) The data are shown as mean * SD of three independent experiments. * p<0.05, **p<0.01, ***p<0.05 compared to corresponding control
MoDCs (ctlr), or as indicated by lines (RM-ANOVA, Tukey’s post-test).

Native CNCs and 0x-CNCs did not alter the expression of CD83, CD86 and HLA-DR on immature MoDCs. In contrast,
MoDC:s differentiated in the presence of ApA-CNCs showed an increased expression of CD86 (Figure 7D and E). Importantly,
we observed that LPS/IFN-y stimulation of MoDCs differentiated in the presence of nCNCs and 0x-CNCs induced a weaker up-
regulation of CD83 and CD86, but not in ApA-CNC-differentiated MoDCs. In addition, the expression of CD86 by ApA-CNC-
differentiated MoDCs increased compared with control LPS/IFN-y-matured MoDCs (Figure 7E). The cells differentiated in the
presence of nCNCs and ox-CNCs also displayed a significantly attenuated capacity to produce IL-12p70, and a higher capacity to

https: International Journal of Nanomedicine 2022:17

3206

Dove!


https://www.dovepress.com
https://www.dovepress.com

Dove Beki¢ et al

produce IL-10, as compared to control mature MoDCs (Figure 7F). MoDCs differentiated with nCNCs also displayed an
increased capacity to produce IL-27. The production of IL-10 and IL-27 by mature ApA-CNC-differentiated MoDCs was similar
to that of control mature MoDCs. IL-12p70 production by ApA-CNC-treated MoDCs was somewhat lower than that of control
mature MoDCs, but not significantly. These results suggested that MoDCs differentiated in the presence of nCNCs and 0x-CNCs,
but not ApA-CNCs, display an impaired functional property upon maturation with LPS/IFN-y.

MoDCs Differentiated with nCNCs and ox-CNCs, but not ApA-CNCs Display

Tolerogenic Potential

Based on the phenotype and maturation potential of MoDCs-differentiated with three types of CNCs, we observed that in
co-cultures with allogeneic T cells nCNC- and ox-CNC-differentiated MoDCs had a lower capacity to stimulate T cell
proliferation, as compared to control. The proliferation of co-cultures with MoDCs differentiated with ApA-CNCs was
higher than in control co-cultures (Figure 8A and B). Additionally, the analysis of cytokines in mature MoDCs/T cell co-
cultures suggested that nCNC and ox-CNC-differentiated MoDCs potentiated the production of IL-5 and TGF-B, and
downregulated IFN-y levels in the co-cultures (Figure 8C). MoDCs differentiated with all three types of CNC displayed
a diminished capacity to induce IL-17 compared to control. The Thl polarisation capacity of ApA-CNC-differentiated
mature MoDC was somewhat lower than that of control mature MoDCs, particularly on account of reduced IFN-y
production by CD4"T cells (Supplementary Figure 5). However, the total levels of IFN-y in co-cultures were higher than

those observed in co-cultures with nCNC- and ox-CNC-differentiated MoDCs. These results suggested that even though
ApA-CNCs altered the differentiation of MoDCs, they did not severely impair their maturation, allostimulatory and Th1
polarisation capacity.

The functions of nCNC and ox-CNC-differentiated MoDCs suggested their increased tolerogenic potential, especially
since these mature MoDCs displayed an increased expression of tolerogenic markers upon maturation such as PD1L, IL-
33, IDO-1 and ILT-3, as compared to control MoDCs (Supplementary Figure 6). To confirm this hypothesis, we tested

the capacity of CNC-differentiated MoDCs to induce Tregs in co-cultures. It was found that immature MoDCs
differentiated with nCNCs and ox-CNCs increased the percentage of CD4 'CD127 CD25 FoxP3" Tregs, as compared
to control MoDCs, and nCNCs displayed such an effect even if MoDCs were additionally treated with LPS/IFN-y
(Figure 8D and E). FoxP3" Tregs produced TGF-B, IL-10, and nCNC-differentiated mature MoDCs increased the
expression of both cytokines in FoxP3" Tregs (Figure 8D). In contrast, ApA-CNC-treated MoDCs did not induce
significant levels of Tregs. Besides FoxP3" Tregs, we observed that nCNC-differentiated mature MoDCs also increase
the percentage of CD4"CD127 CD25 FoxP3 IL-10" Tregs, which correspond to Tr-1 cells*” (Figure 8E). Cumulatively,
these results suggested that unlike ApA-CNC-differentiated MoDCs, ox-CNC- and especially nCNC-differentiated
MoDCs, display an increased tolerogenic potential and the capacity to induce Tregs.

Discussion

In recent years, wood-based CNCs have attracted much attention, especially for biomedical applications, including implants,
drug delivery, and tissue engineering.>> CNCs can be designed to be easily resorbable and their clearance pathways
modulated, by controlling their size, colloidal stability, and crystallinity via different modification methods.®> Although the
understanding of how CNCs modifications affect their cytotoxicity in vitro and in vivo is growing rapidly,”>~ there is still
a significant lack of knowledge on how CNCs affect the immune response, which is a prerequisite for their successful
therapeutic application. Bisphosphonates are potent inhibitors of osteoclast-mediated bone resorption in bone-tumours,'! and
CNCs demonstrated a preference to transiently migrate into bone tissues and deliver specific drugs to these hardly accessible
sites.”? Previously, we showed that bisphosphonates conjugated to CNCs display good biocompatibility and a high potential
for drug-delivery in human osteoblasts,'® but the immunological properties of these nanomaterials remain unknown. Here, we
compared the native, oxidised and ApA- modified CNCs, and demonstrated for the first time that nCNCs display predomi-
nantly anti-inflammatory and pro-tolerogenic properties in human immune cells. However, the oxidation and conjugation of
CNCs with ApA significantly change their physical properties and convert the pro-tolerogenic properties of nCNCs into pro-
inflammatory and Th1 polarising properties. Thereby, the conjugation of ApA to CNCs potentiate their capacity to increase the
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Figure 8 Allostimulatory and Th polarizing capacity of MoDCs differentiated with CNCs. MoDCs were differentiated with GM-CSF/IL-4, either in the presence or absence
of CNC samples, for 4 days, followed by stimulation of MoDCs with LPS/IFN-y. (A) A representative experiment on the proliferation of allogeneic T cells co-cultivated with
LPS/IFN-y-stimulated mature MoDCs that were differentiated with CNCs is shown as determined by analysing % of CellTrace Far Red"" live T cells by flow cytometry, and
(B) the summarized data on allogeneic proliferation in co-cultures at 1:10—1:40 DC-to-T ratio is shown, as mean * SD of three independent experiments. (C) The levels of
indicated cytokines were determined by ELISA in 5-day mature MoDC/T cell co-cultures at 1:20 DC-to-T cell ratio. (D) A representative analysis of IL-10 and TGF-B
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CD25"FoxP37IL-10") are shown as mean * SD of three independent experiments. * p<0.05 compared to corresponding control MoDCs, or as indicated by lines (RM-
ANOVA, Tukey’s post-test).

Thl polarization potential of MoDCs via GABA-B receptors, all of which could be harnessed to improve the therapy of bone
tumours significantly.

Most papers demonstrated that CNCs do not cause significant cytotoxicity in primary cells and cell lines at doses up
to 300 pg/mL.*> However, higher doses were shown to reduce cell viability, by upregulating the expression of stress and
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apoptosis-related genes. The particular cytotoxic dose of CNCs, ranging from 300 pg/mL to 5000 pg/mL, highly depends
on CNCs' source, crystallinity, size and surface modification.>*® In line with this, we have found that irrespective of
modification, CNCs do not induce significant necrosis and apoptosis of human PBMCs at doses lower than 400 ug/mL.
However, different immunomodulatory potential of CNCs was observed in PHA-stimulated PBMCs cultures, depending
on the dose applied and CNCs' modification. Previous studies reported either immunostimulatory effects at sub-toxic
doses, or no modulatory effects of native CNCs in vitro.’>**>° For example, Catalan et al** showed that the microcrystal-
line cellulose at a dose of 300 pg/mL, but not at lower doses, can induce TNF-a and IL-1 production by LPS-activated
human monocyte-derived macrophages, which correlated with mild reduction of cell viability in these cultures. Similarly,
Sunasee et al’® showed that nCNCs do not alter IL-1f expression by mouse J774A macrophages and human PBMCs at
50 pug/mL after 24 h cultures, unlike cationic CNCs which potentiated the induction of ROS, secretion of ATP and IL-1p.
However, up to now, it remained unknown whether any regulatory cytokines are modulated by the non-toxic doses of
CNCs. For the first time, our results showed that nCNCs could induce anti-inflammatory response in PHA-stimulated
PBMCs culture in non-toxic doses (100 pg/mL), according to their capacity to inhibit the proliferation of PBMCs, and
down-regulate the proinflammatory cytokines production. This phenomenon was probably related to the high capacity of
nCNCs to up-regulate IL-10 production by PBMCs, a cytokine with known anti-inflammatory and anti-proliferative
properties.'* Although the PHA-stimulated PBMCs model is generally good for screening the immunomodulatory

potential of nanoma‘[erialls,zz”?’8

it cannot reveal detailed immunological mechanisms underlying the observed effects.
Therefore, we further investigated the immunomodulatory potential of CNCs in human MoDCs and interaction with
T lymphocytes since APCs are the most important mediators of immunomodulatory effects of nanomaterials.’’
Moreover, the immunomodulatory effects observed in the PHA-PBMCs model rely on the presence of APCs within
PBMC and their interactions with lymphocytes.*”*°

MoDCs internalised nCNCs to a higher extent than ox-CNCs and ApA-CNCs, as demonstrated by epi-fluorescent
microscopy and flow cytometry. However, due to Abbe’s diffraction limit and the photobleaching of calcofluor, our direct
microscopy analyses were limited to the observations of larger intracellular accumulations of CNCs. The internalisation
of CNCs was shown to highly depend on physico-chemical properties of CNC, such as size and surface chemistry. Our
previous analyses of fluorescence-labelled nCNCs, ox- and ApA-CNCs by DLS and NTA suggested that the size of
native CNCs is reduced by oxidation due to the thinning effect of periodate,” and the increase of ApA-CNCs thickness
could be a result of the shedding of negative charges from phosphates leading to ApA-CNCs aggregation.'> These
phenomena were also observed in this work by a more precise AFM analysis. Alternative oxidation procedures for
CNCs, such as TEMPO oxidation®® or high-energy oxidation,>® could also be applied to increase the presence of reactive
aldehyde group in ox-CNCs, and therefore increase the amount of ApA conjugation to CNC surface, making them
a highly versatile platform for controllable conjugation. The changes in the structure of CNCs after the oxidation and
conjugation have resulted in an increase in elasticity modulus and hardness of CNCs upon modification. Different factors
such as geometrical shape, structure, anisotropy and the orientation direction of individual CNCs were shown to play
essential roles in forming the network in the solution casting film.>* The measured values for the CNCs are comparable to
those of other cellulose films studied. Landry et al**> measured the modulus of the CNCs films made from softwood kraft
pulp, and found that the elastic modulus and hardness of CNC films were 6.5 GPa and 0.26 GPa, respectively. Hoeger
et al’> prepared aligned ramie fiber CNC films by a convective-shear assembly system, finding that the elastic transversal
modulus and hardness of CNC films were 8.3 + 0.9 GPa and 0.38 + 0.03 GPa, respectively. Elastic moduli between 2 and
6 GPa have been reported for CNCs prepared by sulfuric acid hydrolysis of varying hydrolysis time,”® which is in line
with our observations. The increase in elastic modulus and hardness after the oxidation and ApA-modification, shown
here for the first time, could have important effects on the interaction between these nanocrystals and cells. Namely, it
was demonstrated that nanoparticles with higher softness are internalised to a higher extent,’® which is in line with the
higher internalisation of nCNCs compared to ox-CNCs and ApA-CNCs. In addition, different zeta potential of native and
modified CNCs could have affected their internalisation. Zeta potential between —20mV and —30mV for CNCs is
considered moderately stable, whereas the potential between —10mV and —20mV causes lower stability of
nanoparticles.”” We showed previously that nCNCs at pH 7.4 PBS display a z-potential lower than —20mV, but the
oxidation and ApA modification increase this potential to about —15mV in PBS."® This reduction in z-potential probably
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caused some agglomeration of 0x-CNCs and ApA-CNCs, leading to their lower internalisation and higher incidence of
interaction with the cell surface. Based on different levels of internalisation, we showed previously that higher
internalisation of non-conjugated, negatively charged gold* and graphene®” nanoparticles correlated with their stronger
tolerogenic effects on MoDCs, which is in line with the effects of nCNC. Although the exact mechanisms underlying
these phenomena remain unclear, it is possible that overloaded endosomes provide specific intracellular signals leading to
diminished cellular functions of MoDCs. Wang et al**
induces lysosome damage, leading to ROS production and IL-1f secretion by THP-1 cells. However, nCNCs used in our

showed previously that the accumulation of nCNC 200-300 nm

study were smaller than 200 nm'® and they did not induce ROS in MoDCs, which could explain their different
modulatory effects. Other studies have shown that the accumulation of undegraded cargo inside the lysosomes is
a sufficient signal to induce the translocation of STAT3 into the nucleus. STAT3 is a transcription factor leading to
inhibition of DC maturation and functions, and it is directly involved in the up-regulation of IL-10 and IL-6, as well as

3859 although other functions for STAT3 were described as well.®

the inhibition of Thl polarising capacity of DCs,
Therefore, additional studies should be performed to better understand the role of STAT3 in nanoparticle-induced
tolerance in immune cells.

Both 0x-CNCs and ApA-CNCs induced ROS in MoDCs during the cultures, which correlated with their stimulatory
effects of MoDCs maturation. In line with this, Wang et al’® showed that CNCs that induce the highest ROS levels also
induce the highest maturation (MHC-II, CD40, CD86, IL-1) of mouse bone-marrow DCs. ROS are critically involved in
the induction of DCs maturation, partly via activation of NF-kB,®' but also in induction of autophagy in DCs.***' Recently,
Despres et al®® showed that anionic CNCs induce ROS and ATG13 expression in LPS-stimulated macrophage cell line, but
no significant changes were observed in the overall LC3-II expression, so the effects of CNCs on autophagy remained
inconclusive. To the best of our knowledge, this is the first report showing that CNCs induce autophagy in MoDCs, and
subsequently potentiate their maturation. The role of autophagy in DCs maturation can be either stimulatory or inhibitory.*'
Prins et al®® found on several DC cell lines and MoDCs, that LPS-induced maturation, antigen presentation and pro-
inflammatory cytokines production are impaired when the autophagy is blocked, supporting our hypothesis that ApA-
CNC and ox-CNC-induced autophagy contributed to MoDCs maturation. These effects were more pronounced in MoDCs
treated with LPS/IFN-y, which induced their strong maturation.'®** However, LPS/IFN-y also upregulated the expression of
PDIL, IDO-1 and ILT-3, which are involved in the induction of T cell anergy and regulatory T cells.***> Both LPS and
IFN-y were shown previously to up-regulate PDIL and IDO-1 expression in DCs as a negative regulatory mechanism

669 and the similar phenomenon was observed for ILT-3 expression after LPS

activated during the maturation
stimulation.” Importantly, the up-regulation of PDI1L, ILT-3 and IDO-1 was significantly attenuated in ApA-CNC-treated
mature MoDCs, which probably contributed to the unexcelled allostimulatory capacity of these cells in addition to up-
regulated CD86 and HLA-DR, two key signals for T cell proliferation.'* ApA-CNC-treated mature MoDCs also displayed
the highest IL-12p40/p70 to IL-10 expression ratio, leading to their pronounced capacity to induce IFN-y-producing CD4
and CD8 T cells, as expected.”” PHA-PBMC model could not show the Thl polarising potential of ApA-CNCs, most
probably since the induction of Th1 cells from naive alloreactive T cells requires more time and specific culture conditions.
The downregulation of CD40 expression by ApA-CNCs could have additionally contributed to the increased Thl
polarisation by ApA-CNC-MoDCs, since CD40 is described as an essential costimulatory molecule contributing to Th2
polarisation.”" A key mechanism that shifts the polarisation towards Th2 differentiation is IL-10-mediated inhibition of IL-
12 production by DCs.** These well-known mechanisms could be responsible for the increased capacity of ox-CNC-treated
mature MoDCs to produce both increased levels of IL-10, and subsequently induce more IL-4-producing T cells in the co-
cultures. It should be noted that some of the signals detected during our intracellular measurements of IL-12p40p70 could
also come from p40p19 dimer, the IL-17-polarizing cytokine IL-23,'* although we did not find a significantly increased
proportion of Th17 cells in ApA-CNC-treated MoDCs co-cultures. Irrespective of that, both Thl and Th17 cells were

273 unlike the pro-tumorigenic Th2 cells.” Therefore, an increased potential of

shown to contribute to tumour reduction,
ApA-CNC-treated MoDCs to induce Thl could be relevant for the potential application of these nanomaterials in tumour
therapy, and further studies are required to confirm this hypothesis in appropriate animal models. Recently, Zoia et al® used
CNCs modified with ALN and doxorubicin, and showed that CNCs preserve the tropism in the bone tissues, which is

promising for potential osteosarcoma therapy. However, ALN conjugation to CNC increased its toxicity for Raw264.7
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macrophages in vitro, and off-target conjugate accumulation to the lungs and liver.” Efficient targeting of DCs and
potentiation of their capacity to induce Thl and CTL immune response via nanoplatforms seems a much better strategy
for cancer immunotherapy,” and in this context, ApA-CNCs display promising immunological properties.

Key findings in this work suggested that ApA attached to CNCs stimulates the maturation and functions of MoDCs
via GABA-B-mediated reduction of cAMP levels in MoDCs. ApA has been identified as a partial agonist of GABA-B
receptor** which signals through Goi, and inhibits adenylyl cyclase activity.*> Unlike the effects of GABA-A receptor
ligation, leading to suppression of inflammation and leukocyte migration,”® the immunological effects of GABA-B
receptor are somewhat unclear.”” Huang et al’® showed that GABA-B agonist, Baclofen at 100 uM reduces the capacity
of DCs to induce Th17 cells in vitro. Although the authors did not measure cAMP levels in DCs, it is also possible that
higher doses of Baclofen activate adenylyl cyclase activity and cAMP levels via GBy protein.** In line with this, we
observed that Baclofen at 100pM increases cAMP levels in MoDCs, whereas 30 uM baclofen decreases it (data not
shown). Therefore, the levels of cAMP are probably detrimental to the regulation of MoDCs functions. Accordingly,
Heystek et al”® showed that DCs have a reduced ability to produce IL-12p70, TNF-a and polarise Thl response upon
lipopolysaccharide or CD40L stimulation in the presence of a cAMP-specific phosphodiesterase (PDE) 4 inhibitors that
increase cCAMP levels. These results align with our findings that ApA-CNC and soluble ApA (70 pg/mL) decrease cAMP
levels and potentiate the Thl polarizing activity of MoDCs, all of which could be blocked with a specific GABA-B
inhibitor. GABA-B receptor signalling is enabled only when the R1 and R2 subunits form heterodimer.*> By analysing
the kinetics of R1 and R2 subunit mRNA expression during MoDCs differentiation, we demonstrated for the first time
that the R2 subunit is expressed only after day 3 of MoDCs differentiation, but not earlier. This could explain the
different functions of MoDCs differentiated with ApA-CNCs compared to MoDCs differentiated with nCNCs and ox-
CNCs. Therefore, further investigations are needed to better understand the functions of GABA-B receptors in DC
biology and their role in interactions with ApA-CNCs.

Agents that induce strong activation and maturation of DCs can also inhibit their differentiation if present at the early
differentiation stage, which can lead to differentiation of tolerogenic DCs.'®'° This can be a major challenge for targeting
DCs in vivo in cancer therapy.”® Therefore, we also tested the effects of CNCs on MoDCs differentiation and subsequent
functions. Although ox-CNC and ApA-CNC-potentiated autophagy and ROS facilitated the maturation of MoDCs,
similar mechanisms could be involved in the inhibition of MoDCs differentiation. Namely, GM-CSF/IL-4 induced
differentiation and survival of MoDCs rely on mammalian target of rapamycin (mTOR) complex 1 (mTORC1) which is
activated via GM-CSF receptor and phosphoinositide 3-kinase (PI3K) pathway.*® The mTORCI negatively regulates
autophagy, but it is also a target for autophagy regulators and ROS.®'"®3 In line with this, ROS-inducing drug Rotenone
was shown to inhibit MoDCs differentiation, as observed by inhibited down-regulation of CD14 and up-regulation of
CD1a®®, a phenotype similar to MoDCs differentiated with CNCs. Despite inhibited differentiation, the maturation of
MoDCs differentiated with ApA-CNCs, but not with nCNCs and 0xCNCs, was mostly unimpaired after LPS/IFN-y
stimuli, as judged by unaltered CD83, CD86 and HLA-DR expression. Moreover, the allostimulatory and Thl polarizing
functions of ApA-CNC-differentiated MoDCs were preserved as compared to control LPS/IFN-y matured MoDCs. These
results suggest that, besides ROS and autophagy, additional mechanisms are involved in the modulation of MoDCs by
ApACNC:s. Based on the dynamics of GABA-B receptor expression, we found that it is possible that both ApA-CNC and
0x-CNC acted similarly in the first three days, towards the inhibition of MoDCs differentiation via ROS and autophagy-
dependent mechanisms. However, once the GABA-B receptor became functional, ApA-CNC provided additional
stimulatory signals, enabling MoDCs maturation. Cumulatively, the immunological effects of ApA-CNC conjugates
could be considered beneficial for tumour therapy. In this context, a good tropism of CNCs and (bis)phosphonate-CNC
conjugates for bone tissues”’ makes them great candidates for the treatment of bone metastasis and osteosarcoma.’'’
Additionally, we demonstrated that the delivery of ApA via CNCs also potentiates beneficial immunomodulatory effects
of ApA up to 5 times, as compared to the soluble form of ApA. These results suggest that, in potential clinical
application, a smaller amount of bisphosphonates would be required if they are delivered via CNC, which is especially
important when adverse clinical effects of these drugs are considered.** However, to prove the benefits of ApA-CNCs in
the therapy of bone metastasis and osteosarcoma, further studies on appropriate in vitro and in vivo experimental models
are required.
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In contrast to ApA-CNCs, nCNCs and ox-CNCs displayed the potential to increase the expression of IDO-1 and IL-
10 by mature MoDCs, and the effect was more pronounced when they were present during differentiation of MoDCs.
The expression of these molecules could explain the inhibitory effects of ox-CNC and nCNC-treated MoDCs on
proliferation of T cells and their increased capacity to induce IL-10-producing T cells and regulatory T cells. Namely,
IDO-1 is shown to catabolize tryptophan, an essential amino acid required for T cell proliferation and functions.®®> Both
IDO-1 and IL-10 are critically involved in the induction of regulatory T cells by MoDCs.***> Additionally, MoDCs
differentiated in the presence of nCNCs and oxCNCs also up-regulated ILT-3, PD1L and IL-33. ILT-3 was described as
a master inducer of IL-10-producing CD8 T cells,*” as we confirmed previously in induction of tolerogenic DCs by
cellulose nanofibers.>>*® A higher tolerogenic capacity of nCNCs could be related to its strong effect to induce IL-27.
Namely, IL-27 was shown to be critically involved in the induction of Tr-1 cells,*® and emerging data suggest that Tr-1
display stronger suppressive potential than conventional FoxP3 Tregs.*®*” IL-33 is critically involved in Th2 polariza-
tion via ST-2 receptor on naive T cells,*™ and the higher capacity of nCNC and ox-CNC-treated MoDCs to produce IL-33
correlates with their potential to induce Th2 cells in co-cultures. All these findings could explain the immunological
mechanisms induced by nCNCs and 0x-CNCs on MoDCs, but additional studies are required to delineate the contribu-
tion of each mechanism to MoDCs-mediated induction of tolerance by CNCs.

Conclusion

Cumulatively, we found that CNCs can display different immunological effects on human immune cells, depending on
their surface modification, and the study model applied. For the first time, we showed that native CNCs can display anti-
inflammatory and tolerogenic potential in models of PHA-stimulated PBMCs and human MoDCs, respectively.
Oxidation of CNCs increases their potential to induce pro-inflammatory cytokines by PHA-stimulated PBMCs and
phenotypic maturation of MoDCs, probably by activating ROS and autophagy-dependent mechanisms. However, the
same mechanisms induced an impaired differentiation of MoDCs, leading to their poor maturation capacity and increased
expression of tolerogenic markers. In contrast, ApA-modification of CNCs displayed stimulatory effects on the matura-
tion of MoDCs and potentiated Thl polarization capacity of these cells via GABA-B receptor-mediated down-regulation
of cAMP in MoDCs. Importantly, this capacity of MoDCs was largely preserved when ApA-CNCs were present during
differentiation of MoDCs, all of which could be relevant for designing a reliable platform for the therapy of cancer in
future endeavours.
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