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cellular uptake in a 3D human lung model
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Aim: Design nanostructured lipid carriers (NLC) to facilitate drug delivery to tuberculosis-infected areas,
exploiting macrophage mannose receptors and assess their uptake in a 3D human lung model. Materials
& methods: NLCs and mannosylated-NLCs were synthetized and characterized. Their uptake and biocom-
patibility were tested in a 3D human lung model. Results: The formulations have appropriate size (170-
202 nm) and morphology for lung deposition. Cell membrane integrity was maintained and no significant
pro-inflammatory cytokine (IL-18, IL-8 and TNF-a) secretion or morphological changes were observed 24 h
post nanoparticles exposure. NLCs and mannosylated NLCs were distributed in the apical side of the lung
tissue, both in macrophages and in epithelial cells. Conclusion: NLCs are biocompatible carriers and can
be used for pulmonary drug delivery.

First draft submitted: 28 June 2019; Accepted for publication: 14 November 2019; Published online:
2 December 2019

Keywords: 3D lung tissue model e alternative testing strategy e nanomedicine e targeted drug delivery

Tuberculosis (TB) is a global health problem, being the leading cause of death from a single infectious agent, and
one of the top ten causes of death worldwide [1]. The current TB treatment consists in a long-term multidrug
combination that is associated with multiple adverse effects and low patient’s compliance [2]. Therefore, improvement
of therapeutic compliance is required. In the last decades, nano-based delivery systems have been explored not only
to carry and protect drugs but also to efficiently deliver the drugs to the infection site, reducing the amount and
frequency of dosage and thereby preventing toxicities related to therapy and improving patient’s compliance [3].
These formulations represent a promising alternative for the pulmonary delivery of antibiotics, which has particular
interest in TB treatment since the lungs are the primary sites of TB infection [4,5].

The physicochemical properties of nanoparticles (NP), including particle size, surface and morphology are
determinant factors that influence their transport and deposition within the respiratory tract [6-10]. Upon inhalation,
NPs deposit mainly in the alveolar region of the lung [11,12]. The respiratory tract has a large epithelial surface,
which is about 150 m? (13}, and a dense network of immune cells, among those macrophages and dendritic cells
(DC). Lung epithelial cells play a critical role as a barrier system for inhaled particles in the respiratory system;
macrophages are the main phagocytic cells, being essential for particle clearance; and DCs are the most competent
antigen-presenting cells, acting as sentinels in the surveillance network of lung tissues [14,15]. The deposition of
particles in the human lung is also affected by external factors such as the type of device for particle/drug delivery
and the magnetic field [16).

Lipid NPs, namely nanostructured lipid carriers (NLC), represent an interesting alternative for pulmonary drug
delivery, due to their biocompatibility, high drug loading capacity and stability [17,18]. Other advantages include
the fact that NLC:s size and morphology can be fine-tuned to be optimal to target a specific lung compartment [19],
and their surface can be functionalized with ligands (i.e., mannose) to specifically target alveolar macrophages  Fytyre =
(AM) 2022, key cells in TB infection [23,24]. Despite their advantages, the development of NLCs for pulmonary Mediciné'
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drug delivery has been hindered by concerns about their potential toxicity and biodistribution in the lungs (17,18].
Therefore, the main goal of the present study was to develop NLCs functionalized with mannose and to assess the
interaction and biocompatibility in a three-dimensional (3D) co-culture model consisting of epithelial and immune
cells (monocyte-derived macrophages [MDM] and DCs [MDDC]) mimicking the human alveolar epithelial tissue
barrier as described [25].

The selection of a such a 3D human lung model is a major step further to most iz vitro toxicity studies, being
more realistic than the ones that are usually performed on monocultures or 2D co-cultures [7]. Moreover, advanced
in vitro co-culture models provide a more cost-effective, ethical and faster alternative to 77 vivo models [7,26]
and we already have shown that DC-specific ICAM-3-grabbing nonintegrin (DC-SIGN) conjugation to gold NPs
enhanced MDDC:s targeting and activation in this model (27, thus highlighting the potential of immunoengineering
approaches to the targeting and activation of immune cells in the lung by nanocarriers.

In the present study, non-mannosylated NLCs and mannosylated NCLS (M-NLC) lipid NPs were developed and
characterized in terms of size, polydispersity (PDI), zeta (¢)-potential and morphology before being tested in the 3D
human lung model. To study their cellular uptake, the NLCs were labeled using a fluorophore (i.e., Coumarin6).
The particles were applied to the lung cells either in a submerged set-up or using a pseudo air-liquid interface
(ALI) approach by adding a very low volume of liquid to the lung cells to bring the exposure conditions closer
to realistic situation iz vivo. 24 h post exposure, biocompatibility and targeting efficiency of NLCs and M-NLCs
was assessed using cell viability, pro-inflammatory assays and visualization of the lung tissue with confocal laser
scanning microscopy.

Materials & methods

NPs synthesis

NLCs and M-NLCs, with and without Coumarin6, were synthetized accordingly to previously published procedures
(details below in Non-mannosylated lipid NPs and Mannosylated lipid NP).

Non-mannosylated lipid NPs

NLCs were produced by ultra-sonication method with slight modifications from the method described by Vieira
et al. 22). Briefly, glyceryl palmitostearate (Precirol® ATO5, Gattefosé, Lyon, France; 66% w/w), caprylic/capric
triglyceride (Miglyol®812, Acofarma, Madrid, Spain; 13% w/w), and polysorbate 80 (Tween®80, Merck, Darm-
stadt, Germany; 21% w/w) were heated in a water bath up to 70°C. When the solid lipid was fully melted, 6 ml
of preheated (T = 70°C) Milli-Q® double-deionized water (conductivity less than 0.1 uS cm™) was added to the
lipid phase. This mixture was then homogenized using a probe-sonicator (Vibra-Cell model VCX 130, Sonics and
Materials Inc., CT, USA) with a tip diameter of 6 mm at 70% amplitude for 5 min. Nanoemulsions were left to
cool down and stored at room temperature.

Coumarin6 is a lipophilic dye (28] that was used to label NLCs in order to assess their cellular uptake and
internalization using fluorescence techniques. For that purpose, Coumarin6 (Sigma-Aldrich, MA, USA) was mixed
with Miglyol®8 12 (final concentration 0.007% w/w) and Coumarin6-loaded NLCs (C-NLC) were prepared using
the above-mentioned approach.

Mannosylated lipid NPs

The mannose coating of NLCs (M-NLC) and C-NLCs (C-M-NLC) was performed according to Vieira ez al. [22).
Briefly, 2% w/w of stearylamine (Sigma-Aldrich) was added to the lipid phase of the NLCs synthesis. After
synthesis, a 50 mM D-(+)-mannose (Sigma-Aldrich) solution was added to NLCs or C-NLCs, in 50% v/v ratio.
The formulations were left under constant and gentle stirring for 48 h. Further, to remove uncoated mannose and
other impurities, dialysis was performed (molecular weight cut off of 1214 kDa), using Milli-Q® double-deionized
water (conductivity less than 0.1 uS cm™), under constant and gentle stirring for 30 min.

NPs characterization
Particle size, PDI & C-potential

The mean hydrodynamic particle diameter and PDI of the developed NLCs were characterized using dynamic
light scattering (DLS) and ¢-potentials were determined using a ZetaPALS ZetaPotential Analyzer (Brookhaven
Instruments, NY, USA). Diluted NLCs (1:100 in ultrapure water) were measured at 20°C, pH 5.5, with scattering
angle of 90°, and a dust cut-off set to 30. For mean hydrodynamic diameter and PDI, 6 runs of 2 min were
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performed at each measurement. For {-potential determination, ten runs with ten cycles were performed at each
measurement. All measurements were done in triplicates and results were expressed as mean = standard deviation

(SD).

Transmission electron microscopy

Transmission electron microscopy (TEM) analysis was performed to observe the morphology of the developed
lipid NPs. To prepare the samples, a drop of diluted (1:100 in ultrapure water) NPs suspension was placed over
a cooper-mesh grid during 2 min, followed by negative staining with uranyl acetate for 30 seconds. Images were
recorded with an accelerating voltage of 80 kV, in a JEM-1400 Transmission Electron Microscope (TEM Jeol
JEM-1400; JEOL Ltd., Tokyo, Japan).

Cell culture studies
Human alveolar epithelial cell culture (A549)

The human alveolar epithelial-like cell line (i.e., human lung carcinoma cell line A549) was obtained from the
American Tissue Type Culture Collection (ATCC®CCL-185"). Cells (passage number 5-20) were maintained in
Roswell Park Memorial Institute (RPMI) 1640 medium (Invitrogen GmbH, Darmstadt, Germany) supplemented
with 1% L-glutamine (Invitrogen GmbH), 1% penicillin/streptomycin (Biochrom, Berlin, Germany) and 10%
heat-inactivated fetal bovine serum (FBS; Gibco, Reinach, Switzerland). Cells were seeded at a density of 2.8 x 10°
cells/cm? on polyethylene terephthalate membrane inserts for 12-well plates with high pore density and pores with
3.0 um diameter (8 x 10° pores/cm?; surface area of 0.9 cm?; BD Biosciences, Allshwill, Switzerland). Inserts
were placed in tissue culture 12-well plates and cells were grown under submerged conditions (0.5 ml of RPMI
medium in the upper and 1.5 ml in the lower chamber of the insert) for 5 days to achieve confluence. Media was
changed every 2-3 days.

Human blood MDMs ¢ MDDCs culture

Human blood MDMs and MDDC:s were isolated from buffy coats provided by the Transfusion Blood Bank (Blut-
spendedienst SRK Bern AG, Bern, Switzerland), according to the method described by Sallusto and coworkers [29],
with the adaptation of using CD 14 magnetic beads (Milteny Biotech, Bergisch Gladbach, Germany) for monocytes
isolation [30]. Isolated blood monocytes were cultured for 7 days at a density of 10° cells/ml in RPMI 1640 medium
supplemented with 1% L-glutamine, 1% penicillin/streptomycin and 10% heat-inactivated FBS. For MDMs
differentiation, 10 ng/ml of granulocyte macrophage colony-stimulating factor (GM-CSF; Sigma Aldrich ) were
added to the culture medium. MDDC:s differentiation was performed in presence of 10 ng/ml of IL-4 (Sigma
Aldrich GmbH) and 10 ng/ml of GM-CSF (Sigma Aldrich GmbH) for 6-7 days [30].

Triple cell co-culture model

The triple cell co-culture model was performed based on the protocol described by Rothen-Rutishauser e a/. [25].
Briefly, the inserts containing A549 cells were placed in a petri dish upside down, and the cells at the bottom of the
membrane were gently removed with a cell scraper. MDDCs (5.95 x 10% cells/cm?) were then pipetted onto the
bottom side of the inserts and incubated for 1 h at 37°C and 5% CO,. Afterward, the inserts were placed back into
the 12-well plates containing 1.5 ml of pre-heated supplemented RPMI medium at the bottom. Finally, MDMs
(1.19 x 10* cells/cm?) were gently added on the top of the A549 cells. The cells were then incubated for 24 h at
37°C and 5% CO; until NLCs-exposures (if submerged) or placement of samples at the air-liquid interface (for
pseudo-ALI).

NPs exposure

The cells were exposed to mannosylated and non-mannosylated lipid NPs (278 pg/cm?), with and without the
fluorophore, under submerged and pseudo-ALI conditions. For submerged exposures, after 24 h post incubation,
the media in the lower chamber of the insert was replaced with 1.5 ml of fresh supplemented RPMI, and 0.5 ml
NPs suspension (0.5 mg/ml) was gently added on the top of MDMs and A549 cells. In pseudo-ALI exposures,
cells were pre-exposed to ALI by removing the medium in the upper compartment and replacing the medium from
the lower chambers with 0.6 ml of fresh supplemented RPMI, for 24 h. Then, a thin layer of particle suspension
(0.05 ml; 5 mg/ml) was gently added apically to the cells cultivated at ALL. Both submerged and pseudo-ALI
exposures were performed by incubating the cells with NPs for 24 h at 37°C and 5% CO,.
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Cytotoxicity assessment

The LDH release was assessed as indicator for cytotoxicity based on the release of LDH into the medium due
to plasma membrane permeabilization as a result of cell death (31). For this purpose, the medium in the lower
chamber of the inserts was collected after exposures to NPs and analyzed using an LDH cytotoxicity detection
kit (Roche Applied Science, Germany) according to the manufacturer’s instructions. To determine the LDH
activity, absorbance was read at 490 nm (reference wavelength at 630 nm) using a microplate reader (Bio-Rad,
Cressier, Switzerland). Samples were measured in triplicates and each sample absorbance was corrected by subtracting
medium absorbance. Co-cultures exposed to 0.2% Triton X-100 (Sigma Aldrich GmbH) in phosphate buffer saline
(PBS), for 24 h were used as positive control. LDH values were expressed relative to negative control, in other
words, untreated cells. For untreated cells, the same volume of supplemented RPMI medium was added to the
upper chamber of the insert but without NPs.

Pro-inflammatory response

The pro-inflammatory response of the cells after NPs exposure was assessed by quantifying the amount of pro-
inflammatory mediators, IL-1f, IL-8 and TNF-a in the supplemented RPMI, using the respective DuoSet ELISA
Development Kit (R&D Systems, Zug, Switzerland) according to the manufacturer’s instructions. For IL-8 quan-
tification, samples were diluted (1:10 in reagent diluent) as the cytokine is already released at a basal level in
untreated cultures. Absorbance was read at 450 nm using a microplate reader (Bio-Rad, CA, USA). Samples were
measured in triplicates, and each sample absorbance was corrected by subtracting medium absorbance. Untreated
cells were used as negative control, and cells treated with lipopolysaccharide (LPS, from Escherichia coli 055:B5
strain, 1 pg/ml in supplemented RPMI; Sigma Aldrich were used as a positive pro-inflammatory assay control.

Cell labeling

In the first staining procedure, the cultures were fixed with 4% paraformaldehyde (PFA; Sigma Aldrich GmbH) in
PBS for 15 min, and then treated with 0.1 M glycine (Sigma Aldrich GmbH) in PBS for 5 min. Before staining,
cells were permeabilized with 0.2% Triton X-100 (Sigma Aldrich GmbH) in PBS for 15 min. MDMs were stained
for 90 min with the primary antibody mouse anti-human 25F9 at a 1:100 dilution in PBS (Clone eBio25F9;
Thermo Fisher Scientific, Bremen, Germany). The secondary staining was performed using goat anti-mouse Alexa
647 (Polyclonal; Abcam, Cambridge, UK) as a secondary detection antibody ata 1:50 dilution in PBS; rhodamine-
phalloidin (Thermo Fisher Scientific) at a 1:50 dilution to stain the F-actin cytoskeleton; and DAPI ([1 mg/ml] in
0.3% Triton X-100 in PBS; Sigma Aldrich, MA, USA) to stain the nucleus, for 2 h in the dark. After staining, cells
were washed three-times with PBS and then, the membranes were cut with a scalpel into two pieces. For optical
analysis, samples were embedded in glycergel (DAKO Schweiz AG, Baar, Switzerland). One piece of each insert
membrane was turned upside down to investigate the cells grown on the basal side of membrane inserts.

In the second approach, the three different cell types in the co-culture model were pre-stained before exposure to
NPs using Hoechst 33342 (Invitrogen GmbH, Darmstadt, Germany) and the VybrantTM multicolor cell labeling
kit (Thermo Fisher Scientific) prior to the co-culture composition, following the protocol described by Septiadi
et al. 132). Briefly, MDDCs and MDMs were stained with Vybrant® Dil and Vybrant® DiD, respectively (5 pl/ml
of cell suspension), and incubated for 30 min at 37°C and 5% CO,. Cells were centrifuged and washed three
times with RPMI 1640, prior to seeding. In the meantime, the nuclei of A549 cells on the insert were stained
using Hoechst 33342 (10 pl in 1 ml of RPMI 1640) and incubated for 30 min at 37°C and 5% CO,. Cells
were washed three-times with RPMI 1640, and finally the co-cultures were composed and exposed to NLCs as
previously described. After 24 h of NPs exposure, cells were washed three-times, fixed using 4% PFA and prepared
for optical analysis, as previously explained.

Fluorescence imaging: laser scanning microscopy

The samples were visualized using Zeiss LSM 710 confocal laser scanning inverted microscope (Axiovert 200 M,
Lasers: 405, 488 and 633 nm) with a 63 objective lens (oil immersion, NA = 1.3; Zeiss GmbH, Munich, Ger-
many). Different fluorophores (i.e., Hoechst 33342/DAPI, CoumarinG, Vybrant® Dil/rhodamine-phalloidin,
and Vybrant® DiD/Alexa647) were excited sequentially at 405, 458, 561 and 633 nm, and their emissions were
collected correspondingly by the detector with the frame size 512 pixel x 512 pixel (134.95 um x 134.95 pum).
Images were acquired in the plane scan mode or in a z-stack mode with the slice thickness of 0.5 pm. Image pro-
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Table 1. Nanoparticles characterization in ultrapure water in terms of mean hydrodynamic particle size, polydispersity

index and zeta potential.

Characterization of the developed lipid  Size (nm) PDI {-potential (mV)
nanoparticles

NLC 182+ 8 0.18 £ 0.01 -31+6

C-NLC 170+ 6 0.18 £ 0.01 -26 +2

M-NLC 202 +7 0.17 £ 0.02 38+2

C-M-NLC 192+6 0.19 + 0.02 36+5

Data are expressed as mean + SD (n = 3).

C-NLC: Coumarin6-loaded nanostructured lipid carrier; C-M NLC: Coumarin6-loaded mannosylated nanostructured lipid carrier; M-NLC: Mannosylated nanostructured lipid carrier; NLC:

Nanostructured lipid carrier; PDI: Polydispersity index.

cessing and visualization were performed using the 3D multichannel image processing software IMARIS (Bitplane

AG, Zurich, Switzerland).

Quantification of lipid NPs uptake using image processing

15 different images in the apical side of the samples (C-NLCs and C-M-NLCs containing samples) were acquired
using z-stack acquisition with slice thickness of 1 pm. These z-stack images were then processed as mean intensity
projection using Zen software (Zeiss GmbH, Munich, Germany). Particle tracking and counting were done using
TrackMate plugin in Fiji (NIH, USA) [33]. Briefly, Laplacian of Gaussian filter with a sigma value suited to the
size of particle agglomerate of 1 um (i.e., this estimated size is limited to the resolution of fluorescence confocal
microscope) and intensity threshold of 25 was used as two main parameters to count the number of particles in the
images. Data (i.e., number of agglomerates per 1000 um?) are shown as box chart.

Statistical analysis

Statistical comparisons of the mean of the different groups were performed using the ordinary one-way ANOVA
followed by Dunnet’s multiple comparison test relative to negative control cells. To compare the number of
agglomerates, one-way ANOVA followed by Tukey’s test was performed. A p-value <0.05 was considered statistically
significant. The analyses were performed using the GraphPad Prism6 software program (GraphPad Software Inc.,
CA, USA) and Origin (OriginLab Corporation, MA, USA). Data were expressed as mean £ SD.

Results
Synthesis & characterization of lipid NPs
The NLCs composition and synthesis method were chosen according to preliminary formulation studies performed
by the authors [22,34-36). After synthesis, the developed NLCs were characterized in terms of size, PDI and g-potential
(Table 1). The mean hydrodynamic particle size of non-mannosylated NLCs and C-NLCs were 182 & 8 nm and
170 £ 6 nm, respectively. Regarding the mannosylated NLCs, the values were 202 £ 7 nm for M-NLCs, and
192 + 6 nm for C-M-NLGCs. As expected, the mannosylation process led to an increase in NPs diameter (p-
value >0.05). Regarding the labeling approach, there were no statistically significant differences in hydrodynamic
particle size between nonlabeled and Coumarin6 labeled NLCs (p-value >0.05), which confirms that the dye
functionalization did not alter the overall NLCs hydrodynamic size. PDI values were below 0.2 and all the
formulations had high absolute ¢-potential values (Table 1). Moreover, storage stability studies were performed and
the developed NLCs were stable during at least 3 months at 20°C (Supplementary Figure 1).

To observe the morphology of the developed NPs, TEM analysis was performed. Results reveal spherical particles,
uniform in shape, with no visible aggregation for both NLCs (Figure 1A) and M-NLCs (Figure 1B). The mean
diameter of NPs was in the range of 200 nm.

Biocompatibility & pro-inflammatory response in the 3D human lung model upon exposure to NPs

3D-rendered images of the 3D human lung model were reconstructed from acquired Z-series of confocal images.
Epithelial cells formed a monolayer (Figure 2A; blue); MDMs were localized on the top of the epithelial monolayer
(Figure 2A; red), and MDDCs at the basal surface of the insert (Figure 2A; yellow). The cells were exposed to non-
mannosylated (NLCs and C-NLCs) and mannosylated (M-NLCs and C-M-NLCs) lipid NPs under submerged
and pseudo-ALI conditions (278 pg/cm?) for 24 h. The cytotoxic effect of NPs exposure was assessed through
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Figure 1. Morphology of the developed lipid nanoparticles. Transmission electron microscopy images of (A)
nanostructured lipid carriers and (B) mannosylated-nanostructured lipid carriers, at 50,000 x magnification. The white
bar represents 200 nm.
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Figure 2. Cell layer integrity and LDH release following lipid nanoparticles exposures to the 3D human lung model.
(A) 3D-rendered fluorescence confocal micrograph of the cell culture model. Macrophages were stained using
Vybrant® DiD (red), nuclei of epithelial cells were stained using Hoechst 33342 (blue) while monocyte-derived
dendritic cells were labeled using Vybrant® Dil (yellow). The cell cultures were exposed to different nanostructured
lipid carriers by (B) submerged and (C) pseudo air-liquid interface exposures. Cell membrane rupture was evaluated
by quantification of LDH release in cell culture medium after 24 h post nanoparticles exposure. Data of three donors
are represented in scatter plots, where the horizontal line indicates the mean. The values are expressed as a fold
change relative to untreated cells of the respective donor. Statistical analysis was performed using the one-way
ANOVA followed by Dunnett’s multiple comparison test relative to NC.

**%*p < 0.0001.

C-NLC: Coumarin6-loaded nanostructured lipid carrier; C-M NLC: Coumarin6-loaded mannosylated nanostructured
lipid carrier; LPS: Lipopolysaccharide; M-NLC: Mannosylated nanostructured lipid carrier; NLC: Nanostructured lipid;
NC: Negative control.

the quantification of LDH release to the cell culture medium, which reflects cell membrane rupture. Results
revealed that NLCs did not alter the cell membrane integrity of the cells, neither under submerged nor pseudo-ALI
conditions (Figure 2B & C). Cells exposed to 0.2% Triton X-100 for 24 h were used as a positive control for
membrane rupture (significant LDH release observed; Figure 2B & C).

To evaluate the pro-inflammatory response of the cells after NLCs exposure, the release of different cytokines was
measured. LPS-exposed cells were used as a positive control for induction of pro-inflammatory response. Exposure
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Figure 3. Pro-inflammatory response of the 3D lung model upon lipid nanoparticles exposures. Cells were exposed
to different nanostructured lipid carriers by (A, C & E) submerged and (B, D & F) pseudo air-liquid interface exposures.
Secretion of the pro-inflammatory chemokines (A & B) IL-18, (C & D) IL-8 and (E & F) TNF-a to the cell culture medium
after 24 h post nanoparticles exposure (shown relative to untreated cells of the respective donor). Untreated cells
were used as negative control (NC) and LPS-exposed as positive control. For IL-18 and TNF-a all the samples with the
exception of LPS-exposed cells were below the detection limit of the instrument. Data of three donors are
represented in scatter plots, where the horizontal line indicates the mean. In all cases, comparisons were performed
using the ordinary one-way ANOVA followed by Dunnett’s multiple comparison test relative to untreated cells (NC).
**p < 0.01; ***p < 0.001; ****p < 0.0001.

C-NLC: Coumariné-loaded nanostructured lipid carrier; C-M NLC: Coumarin6-loaded mannosylated nanostructured
lipid carrier; LPS: Lipopolysaccharide; M-NLC: Mannosylated nanostructured lipid carrier; NLC: Nanostructured

lipid; NC: Negative control.

to all tested NLCs for 24 h did not induce statistically significant increase of the investigated cytokines, IL-1p,
TNF-a and IL-8, released in the cell culture media, compared with untreated cells (NC; Figure 3). An increased
amount of all the tested cytokines was observed for the LPS-stimulated samples, which supports the responsiveness
of the model to pro-inflammatory stimulus. IL-1B and TNF-a were below the detection limits of the experimental
set-up for untreated cells and all the exposure samples (Figure 3A & B, E & F), respectively. The levels of IL-8
secretion (Figure 3C & D) were higher than the ones obtained for IL-1f (Figure 3A & B), and TNF-a (Figure 3E
& F).

Lung cell morphology & cellular uptake of lipid NPs

Cellular uptake of fluorescently labeled NLCs was first evaluated under submerged conditions and then the approach
was moved towards a more realistic exposure scenario, in other words, at the pseudo-ALI conditions. In both the
approaches, the co-culture model was exposed to fluorescently labeled NLCs, either with or without mannose,
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Figure 4. Fate of lipid nanoparticles in the 3D human lung cell model. The cells were exposed to both
Coumarin6-loaded nanostructured lipid carriers and Coumariné-loaded mannosylated nanostructured lipid carriers.
(A) 3D-rendered fluorescence confocal micrograph shows that 24 h post exposure Coumariné-loaded mannosylated
nanostructured lipid carriers (green; Coumarin6) are mostly associated to monocyte-derived macrophages (red) and
epithelial cells (blue; Hoechst 33342), but not in the monocyte-derived dendritic cells. Z-projection images reveal the
intracellular distribution of Coumarin6-loaded mannosylated nanostructured lipid carriers in (B) monocyte-derived
macrophages (red) and (C) epithelial cells. Monocyte-derived macrophages were stained using Vybrant® DiD (red)
while cytoskeletal architectures of epithelial cells were stained using rhodamine-phalloidin (yellow).

for 24 h. An example of NLC-model association is presented upon exposure to fluorescently labeled M-NLCs at
submerged conditions (Figure 4A). A total of 24 h post exposure, the particles (in green) were mostly distributed in
the apical side of the lung tissue, both in the MDMs (in yellow) and in epithelial cells (in blue). There were no NLCs
observed in the basal side of the model indicating absence of NPs translocation across the alveolar epithelial barrier
tissue, under the investigated exposure conditions. Our results also further confirm the intracellular distribution of
NLCs inside MDMs and epithelial cells (Figure 4B & C).

To check if cell cultures exposed to NLCs under submerged or pseudo-ALI will maintain the cell (monolayer
barrier) morphology, the cytoskeletal parts of the fixed co-culture model (F-actins) were stained. Post 24 h of NPs
incubation, we did not observe any morphological changes of the monolayer exposed to C-NLC:s (Figure 5A & C)
or to C-M-NLGC:s (Figure 5B & D).

Particle tracking and counting based on image processing was used to test whether the co-culture model possess
different response to non-mannosylated and mannosylated NLCs. Briefly, 15 z-stack images were acquired for
each sample from randomly chosen area. These images were processed using mean intensity projection and the
corresponding micrographs were subjected to particle counting. Due to the resolution of images, single particle
counting is not accessible. In this case, only agglomerates in size of 1 ptm were taken into account during counting.
The representative mean intensity projection images are shown in Figure 6A—C. Quantitative analysis of numbers
of agglomerates per 1000 wm? are depicted in Figure 6C. Our statistical analysis however, shows no significant
differences in term of particle number (i.c., agglomerates) of the two tested nanoformulations.

Discussion

The main aim of the present work was to design NLCs to facilitate drug delivery to TB-infected areas. For that
purpose, mannose coating of NLCs was performed as an active targeting approach to take advantage of the mannose
receptors expressed by AMs, thus increasing the nanocarriers selectivity to Mycobacterium tuberculosis infected areas
and cells [21,22]. After synthesis, non-mannosylated and mannosylated NLCs were characterized regarding their size,
PD], ¢-potential and morphology. The increase in NLCs diameter observed after mannosylation was in agreement
with the results obtained in previous studies [20,37]. NLCs and M-NLCs were labeled with Coumarin6 to assess
their cellular uptake using fluorescence techniques, and this did not alter their hydrodynamic size. Overall, the
mean particle size of the herein developed nanoformulations is optimal for deposition in the alveolar region since
they are not larger enough (higher than 5 pm) to be preferentially deposited in the upper airways, or small enough
(smaller than 0.05 pm) to be accumulated in the nasopharyngeal area [19,38]. Moreover, particles smaller than 1 pm
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Figure 5. Nanoparticles—cells interaction in the 3D human lung model. Confocal laser scanning micrographs of the
apical sides of the cell cultures exposed to (A & C) Coumarin6-loaded nanostructured lipid carriers and (B & D)
Coumarin6-loaded mannosylated nanostructured lipid carriers using (A & B) submerged exposures and (C & D) pseudo
air-liquid interface conditions. (E-H) Zoom of monocyte-derived macrophages present in A-H images. Fluorescence
labeling: nuclei in blue (DAPI), nanoparticles in green (Coumarin6), cytoskeleton (F-actin) in red
(rhodamine-phalloidin) and monocyte-derived macrophages in yellow (Alexa 647).
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Figure 6. Lipid nanoparticles cellular uptake in the 3D human lung model. Mean intensity projection images
showing distribution of (A) Coumarin6-loaded nanostructured lipid carriers (green) and (B) Coumarin6-loaded
mannosylated nanosctructured lipid carriers (green) on the cells. (C) Quantitative analysis of lipid nanoparticles
association in the cells. Data are shown as number of agglomerates (diameter ~1 ym) per 1000 um?. One
way-ANOVA analysis (Tukey'’s test, p < 0.05) was performed, however the results shows no statistically significant
different between the two tested nanoparticles.

C-NLC: Coumariné-loaded nanostructured lipid carrier; C-M NLC: Coumarin6-loaded mannosylated nanostructured
lipid carrier.

tend to reach the tertiary bronchi and bronchioles, being the NPs between 50 and 200 nm desired for maximized
drug localization upon administration by inhalation [39,40).

PDI values were below 0.2 for all formulations, suggesting a uniform distribution of NLCs [40]. Regarding their
surface charge, NLCs and C-NLCs have a highly negative ¢-potential, while M-NLCs and C-M-NLCs possessed
a positive ¢-potential. This result was in agreement with our previous study [22] and confirms that the addition
of stearylamine residues in the mannosylation process of NLCs confers a positive charge to the functionalized
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NLC:s [20. All the formulations have high absolute ¢-potential values, indicating that they are physically stable after
synthesis [41].

Confocal laser scanning microscope (LSM) combined with digital image restoration (i.e., 3D rendering) was
employed for visualization of the epithelial tissue morphology, localization of the various cells and barrier structure.
For this purpose, individual cell types were pre-labeled with cell markers before construction of the 3D lung
model [32]. As expected, epithelial cells formed a monolayer, MDMs were localized on the top of the epithelial
monolayer and MDDC:s at the basal surface of the insert. Further, the 3D lung model was exposed to fluorescently
labeled NLCs, either with or without mannose, under submerged and pseudo-ALI conditions (278 pg/cm?) for
24 h. With the latter, more realistic exposure conditions are mimicked compared with submerged exposures as
alveolar epithelial cells produce surfactants that are released at the apical side of the inserts when cultured at the
ALI conditions [26].

To confirm their biocompatibility, the cytotoxic effect of NPs exposure to the 3D lung model was assessed.
Results revealed that NLCs did not alter the cell membrane integrity of the cells, neither under submerged nor
pseudo-ALI conditions, which was in concordance with the expectedly high biocompatibility of lipid NPs [22].
Further, the pro-inflammatory response of the cells after NLCs exposure was also evaluated. As expected, the levels
of IL-8 secretion were higher than the ones obtained for IL-1f, and TNF-a because A549 cells produce a basal level
of IL-8 in culture [421, but remained unaltered upon exposure to all the tested NLCs. This result was in agreement
with previous studies using this model (either with alveolar or bronchial cells) to evaluate the potential cytotoxic
and pro-inflammatory response upon exposure to biomedical NPs such as gold or hybrid lipid/polymer NPs (27,43].

To further check if mannosylated NLCs were more uptaken by MDMs than non-mannosylated NLCs, particle
tracking and counting based on image processing was used. As the mannosylation process was used to actively target
MDM, a higher amount of C-M-NLCs agglomerates were expected. In fact, previous results demonstrated that
M-NLCs are more efficiently internalized by AMs derived from bronchio-alveolar lavage of rats [44], and by mouse
bone marrow-derived macrophages [22], than non-mannosylated NLCs. These studies were all performed using in
vitro macrophages monocultures and therefore, reactions in more complex multicellular systems, such as the 3D
tissue model employed herein, do not necessarily reflect cellular responses observed in 2D monocultures. Indeed,
there is much lower number of MDMs in the 3D tissue model, in other words, approximately 1 per 40 epithelial
cells (1.19 MDMs x 10% cells/cm?) compared with 2.6 MDMs x 10° cells/cm? used in previous monoculture
suspension experiments (unpublished observation). Moreover, Guo ez a/. have demonstrated that mannosylation
augments the cellular uptake of lipid NPs on A549 cell lines since the rapid proliferation of tumor cells increases
their need for nutrients compared with normal cells, which results in the over-expression of lectin-like receptors
that encompass high affinity for polysaccharide moieties including mannose [45]. Accordingly, it might be that
non-mannosylated NLCs are less internalized by A549 and hence there are more NPs available to be taken up by
MDMs. Thus, no significant differences between NLCs and M-NLCs agglomerates were observed.

Overall, this work contributed to the development of biocompatible nano-based systems for the delivery of drugs
to TB-infected areas. Future work will include the encapsulation of anti-TB drugs with the challenges of reducing
the required dose and minimize their dose-dependent side effects, which may contribute to decrease TB treatment
duration and improve patient’s compliance to therapy.

Conclusion

The application of nano-based systems for pulmonary drug delivery has been extensively explored to improve the
treatment of respiratory infectious diseases, such as TB. Lipid NPs, namely NLCs, are promising drug delivery
systems due to their biocompatibility, high drug loading capacity and stability. Additionally, NLCs can be produced
in a controlled manner with appropriate size and morphology for lung deposition, and their surface can be decorated
with mannose to specifically target AMs, the main reservoirs of bacteria involved in TB pathology.

Our work includes the development of non-mannosylated and mannosylated NLC:s for the pulmonary delivery
of anti-TB drugs, and the assessment of their cellular uptake in a 3D model of the alveolar epithelial tissue barrier.
We have proven that exposure to all the tested NLCs formulations did not alter the cell membrane integrity nor
the cellular morphology. In addition, the tested NLCs did not elicit cytotoxic and pro-inflammatory responses in
the tissue in 24 h post exposure. Higher internalization in MDMs was expected for M-NLCs. However, we did
not observe significant differences in the internalization of non- and mannosylated NLCs, both in submerged and
pseudo-ALI conditions. This could be attributed to the fact that A549 over-express lectin-like receptors that have
high affinity for mannose receptors, increasing receptor-mediated endocytosis of M-NLCs. Since non-mannosylated
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NLCs are less internalized by A549, there are more particles available to be taken up through nonspecific endocytosis
by MDMs and thus, no significant differences between NLCs and M-NLCs were observed.

In sum, the 77 vitro biocompatible properties of lipid NPs were confirmed and thus, the developed NLCs can be
considered for further testing as promising candidates for pulmonary drug delivery.

Summary points

e Nanostructured lipid carriers (NLC) were designed to facilitate drug delivery to tuberculosis (TB) infected areas.

e NLCs and mannosylated-NLCs (M-NLC) are uniform formulations and have an optimal size considering lung
deposition (170-202 nm).

e A 3D human lung model mimicking the alveolar epithelial tissue barrier was used to study the biocompatibility
and cellular uptake of lipid nanoparticles (NP).

e Cell membrane integrity was maintained and no evidence of pro-inflammatory responses or morphological
changes were observed 24 h post NP exposure.

e NLC and M-NLC were mostly distributed in the apical side of the lung tissue, both in monocyte-derived
macrophages (MDM) and in epithelial cells.

e Higher internalization of M-NLCs was expected but no significant differences were observed between MDMs
uptake of M-NLCs and NLCs.

e A549 overexpress lectin-like receptors that have high affinity for mannose receptors, increasing
receptor-mediated endocytosis of M-NLCs. Since NLCs are less internalized by A549, there are more particles
available to be uptaken through nonspecific endocytosis and thus, no significant differences between NLCs and
M-NLCs uptake by MDMs were observed.

e In sum, the in vitro biocompatible properties of lipid NPs were confirmed and NLCs can be considered for further
testing as candidates for pulmonary drug delivery.
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O artigo encontra-se publicado nesta tese ja de acordo com as normas
da revista Nanomedicine. Toda a documentacao que diz respeito as normas
de formatagdo na revista pode ser consultada no seguinte documento da
Future of Medicine e atualizada em 26 de fevereiro e 2020 (Pag. 1-59):
https://www.futuremedicine.com/pb-assets/Future-Medicine-Author-
GuidelinesManagement-Series-1582735394793.pdf

“Article sections

The following list provides notes on the key article sections; authors should
consult the ‘at-a-glance formatting checklist’ to determine which sections are
required for their submission.

Title

Concisely and clearly conveys the scope/novelty of the article; not more than
120 characters. Should not include abbreviations if possible, and should avoid
redundant language such as “A study of...".

Author(s) names & affiliations

Including full name, address and e-mail. Where available, authors should also
add their ORCID iD during the manuscript submission process. For more
information on ORCID, see below.

Guidance on author sequence:

Author sequence is at the authors’ discretion; however, Future Medicine
journals suggest following the recommendations in GPP3 Appendix Table 2
(https://www.ismpp.org/gpp3), whereby authors are listed either in order of the
level of their contribution, or alphabetically. The corresponding author should
always be indicated.

Guidance on a change of affiliation during writing:

Where an author has changed their affiliation prior to the publication of an
article, the affiliation should reflect where the major part of the work was
completed. Current affiliation and contact information should be listed in an
acknowledgement.

Authorship criteria:

Future Medicine follows the recommendations of the ICMJE as regards
authorship — authorship should be based on the following 4 criteria:

1. Substantial contributions to the conception or design of the work; or the
acquisition, analysis, or interpretation of data for the work; AND

2. Drafting the work or revising it critically for important intellectual content;
AND

3. Final approval of the version to be published; AND

4. Agreement to be accountable for all aspects of the work in ensuring that
questions related

to the accuracy or integrity of any part of the work are appropriately
investigated and resolved.

Contributors who do not fulfill all four criteria should be listed in the
acknowledgements section.

Group authorship:

When a group name is included as an author (i.e., the XYZ Study Group), the
respective group



member names should be listed in the acknowledgements section. In relevant
Medline/PubMedindexed journals, these individuals are acknowledged as
contributors to the article. The submitting author/agent should therefore
ensure that group member names are included in full, are spelled correctly,
and appear in the order they wish them to be listed on Medline/PubMed. More
guidance

from Medline can be found here:
https://www.nlm.nih.gov/bsd/policy/authorship.html.

Changes to authorship:

Should a change to authorship be required either before or after article
publication, this should be brought to the attention of the Journal Editor. This
will then be investigated, and corrections made if deemed appropriate by the
Editor and with the agreement of all authors involved (including those being
added/removed).

Practice points

A series of 6-10 bulleted points outlining methods of diagnosis and clinical
treatment options — the key points for a clinician to bear in mind when
presented with a situation of this type in their day-today practice (NB. for
authors writing reviews describing lab research rather than clinical topics, a
bulleted summary list of the main points of the article should be included in
place of the practice points).

Abstract

Not more than 120 words; no references should be cited in the abstract. The
abstract should highlight the importance of the field under discussion within
the journal’s scope, and clearly define the parameters of the article.

Structured abstract (for article types where this is specified i.e., Research
Article). Not more than 120 words, broken down into Aims, Patients &
Methods/Materials & Methods,

Results and Conclusions. For authors presenting the results of clinical trials,
the guidelines recommended by CONSORT should be followed when writing
the abstract (http://www.consortstatement.org/), and the clinical trial
registration number included at the end of the abstract, where available.

Data deposition: where data have been deposited in a public repository,
authors should state at the end of the abstract the data set name, repository
name and number.

Keywords

Up to ten keywords (minimum of three), including therapeutic area,
mechanism(s) of action etc., plus names of drugs and compounds mentioned
in the text.

Body of the article

Article content should be arranged under relevant headings and subheadings
to assist the reader.

Future perspective

The author is challenged to include speculative viewpoint on how the field will
have evolved 5— 10 years from the point at which the article was written.
Summary points (for article types where this is specified i.e., Research Article)
8—10 bullet point sentences highlighting the key points of the article.

Author contributions (for article types where this is specified i.e., Research
Article)



Brief summary of the contribution of each individual meeting the criteria to be
listed as an author on the manuscript. For example: “Author X was
responsible for study conception and design; authors X and Y were
responsible for acquisition of data; authors X, Y and Z were responsible for
data analysis, and drafting and revision of the manuscript.”
Acknowledgements

Author acknowledgements, plus, where relevant, details of individuals who
contributed to the article, such as study group members, or those who
contributed but who did not fulfill the criteria to be listed as authors.
Disclosures

The following provides further information on financial, COl, ethical and data
sharing disclosures that should be included in all relevant publications.
Financial & competing interests disclosure

Disclosing any information about the interests of the author(s) that could
influence how readers receive and understand the work. This includes
information related to:

= The work under consideration for publication — detailing any resources
received directly or

indirectly (via your institution) to enable the completion of the work (with a
timeframe from the initial conception of the work, to the present) — such as
grants. This includes funding for any writing assistance that has been used in
the creation of the manuscript, which should be

stated along with the sources of funding for such assistance.

= Relevant financial activities outside the submitted work — disclosing
interactions (i.e.,

personal, academic or financial relationships) with any entity that could be
considered broadly relevant to the work, that could be perceived to influence,
or that gives the appearance of potentially influencing, the submitted work.
Authors should disclose any such interactions that have occurred for a period
of 36 months prior to the submission.

= Intellectual property

= Any other relationships not covered above that could be perceived by
readers to have

influenced, or give the appearance of potentially influencing, the work.

For further detail, authors should refer to the Future Medicine Author
Disclosure Form (available here), which should also be completed and
submitted alongside their manuscript submission.

These requirements are based on the ICMJE Conflict of Interest policies
(http://www.icmje.org/conflicts-of-interest/).

Example financial & competing interests disclosure:

“This work was supported by a grant from FUNDING BODY (grant no.:
XYZ12345). AUTHOR 1 has received consultancy fees from COMPANY A
and COMPANY B. AUTHOR 2 has received speaker fees from COMPANY C,
has been an advisory board member for COMPANY D, and owns stock in
COMPANY E. Author 3 holds a patent for XXX (patent number: XXX). The
authors have no other relevant affiliations or financial involvement with any
organization or entity with a financial interest in or financial conflict with the
subject matter or materials discussed in the manuscript apart from

those disclosed.

Medical writing and editorial support were provided by WRITER of MEDICAL



COMMUNICATIONS COMPANY, and were funded by COMPANY A.”

Ethical conduct of research For studies involving data relating to human or
animal experimental investigations, authors should obtain appropriate
institutional review board approval and state this within the article (for those
investigators who do not have formal ethics review committees, the principles
outlined in the Declaration of Helsinki should be followed, and this should be
stated accordingly). In addition, for investigations involving human subjects,
authors should obtain informed consente from the participants involved and
include an explanation of how this was obtained in the manuscript.

Example ethical disclosure:

“The authors state that they have obtained institutional review board approval
from INSTITUTION for the research described. In addition, they have
obtained verbal and written informed consent

from the patients for the inclusion of their medical and treatment history within
this work.”

Data sharing statement

For studies reporting the original results of a clinical trial or the secondary
analysis of clinical trial data, authors should include a data sharing statement,
as described on the ICMJE website:
http://www.icmje.org/recommendations/browse/publishing-and-editorial
issues/clinical-trialregistration.html

Authors are asked to specify whether their manuscript reports either the
original results of a clinical trial, or the secondary analysis of clinical trial data
that have been shared with them.

Original results of a clinical trial

For the reporting of original results, authors will be asked to complete the
following table (found in the Author Disclosure Form), which will form the
basis of the data sharing statement:

Will individual, de-identified participant data be available (including data
dictionaries)? What data in particular will be shared? What other documents
will be available, if any (e.g., study protocol, statistical analysis plan, etc.)?
When will data be available (start and end dates)? By what access criteria will
data be shared? To include:

- With whom?

- For what types of analyses?

- By what mechanism?

Examples:

“The authors certify that this manuscript reports original clinical trial data. The
data will not be made

publicly available.”

“The authors certify that this manuscript reports original clinical trial data.
Individual, de-identified participant data that underlie the results reported in
this article (text, tables, figures, and

appendices) are available from the corresponding author following publication,
including the clinical study report and study protocol.”

“The authors certify that this manuscript reports original clinical trial data. Data
reported in this manuscript are available within the article or posted publicly at
www.clinicaltrials.gov, according to the required timelines. Additional data
from the study (e.g., study protocol) are available upon reasonable request.”
Secondary analysis of shared clinical trial data



For the reporting of secondary analyses of clinical trial data that have been
shared with the authors, a statement to this effect must be included, including
the source of the data.

Example:

“The authors certify that this manuscript reports the secondary analysis of
clinical trial data that have been shared with them, and that the use of this
shared data is in accordance with the terms (if any) agreed upon their receipt.
The source of this data is: *****.”

References

Key points

= Authors should focus on recent papers and papers older than 5 years should
not be included

except for an over-riding purpose.

= Primary literature references, and any patents or websites, should be
numerically listed in

the reference section in the order that they occur in the text (including any
references that

only appear in figures/tables/boxes).

» Information from manuscripts submitted but not accepted should be cited in
the text as

“‘unpublished observations” with written permission from the source.

= Avoid citing a “personal communication” unless it provides essential
information not

available from a public source, in which case the name of the person and date
of

communication should be cited in the text, with written permission from the
source.

= References should be denoted numerically and in sequence in the text,
using Arabic

numerals placed in square brackets, i.e., [12].

= Quote first six authors’ names. If there are more than six, then quote first
three et al.

= Reference annotations: 6-8 references should be highlighted that are of
particular

significance to the subject under review as “* of interest” or “** of considerable
interest”,

along with a brief (1-2 line) synopsis.

= The Future Medicine EndNote style can be downloaded from our website at:

https://www.futuremedicine.com/authorguide/preparingyourarticle

Format

= Author’s names should appear without full stops in their initials

= Quote first six authors’ names. If there are more than six, then quote first
three et al.

= A full stop follows authors’ names

= Journal name should be in italics and abbreviated to standard format

= Volume number followed by comma, not bold

= Page number range separated by a hyphen with no spaces, followed by the
year in brackets,

and then a full stop

Examples



Journal example:

Fantl JA, Cardozo L, McClish DK et al. Estrogen therapy in the management
of urinary incontinence in

postmenopausal women: a meta-analysis. Obstet. Gynecol. 83(1), 12-18
(1994).

Book example:

De Groat WC, Booth AM, Yoshimura N. Neurophysiology of micturition and its
modification in animal

models of human disease. In: The Autonomic Nervous System (Volume 6).
Andrews WR (Ed.),

Harwood Academic Publishers, London, UK, 227-289 (1993).

Meeting abstract example:

Smith AB, Jones CD. Recent progress in the pharmacotherapy of diseases of
the lower urinary tract.

Presented at: 13th International Symposium on Medicinal Chemistry. Atlanta,
GA, USA,

28 November—2 December 1994.

Patent example:

Merck Frosst Canada, Inc. WO9714691 (1997).

(Use the following formats for patent numbers issued by the World, US and
European patent offices,

respectively: WO1234567, US1234567, EP-123456-A).

Website example (organization homepage):

US Food and Drug Association.

www.fda.gov

Website example (specific webpage/document):

American Cancer Society. Cancer Facts and Figures 2015 (2015).
www.cancer.org/research/cancerfactsstatistics/cancerfactsfigures2015/index
Milenkovic M, Russo CA, Elixhauser A. Hospital stays for prostate cancer,
2004. HCUP Statistical Brief

#30. Agency for Healthcare Research and Quality, MD, USA (2007).
www.hcup-us.ahrq.gov/reports/statbriefs/sb30.pdf

Reference annotations

Papers or of particular interest should be identified using one or two asterisk
symbols:

* = of interest

** = of considerable interest

Each of the chosen references should be annotated with a brief sentence
explaining why the

reference is considered to be of interest/particular interest.

Figures, tables, boxes & supplementary materials (including videos) Summary
figures, tables and boxes are very useful, and we encourage their use in
certain article types (see above section on Atrticle types for details on which
articles can include figures/tables/boxes). The author should include
illustrations to condense and illustrate the information they wish to convey.
Commentary that augments an article and could be viewed as ‘stand-alone’
should be included in a separate box. An example would be a summary of a
particular trial or trial series, a case study summary or a series of terms
explained. Figures, tables and boxes should be numbered consecutively
according to the order in which they have been first cited in the text.



Figure/table/box guidelines = File format: All figures, tables and boxes should
be submitted in an editable format. For figures that will be included without
editing (i.e., photos, imaging data, etc.) please submit as a .jpeg, .pdf or tiff.
Other figures (i.e., graph/bar charts or complex illustrations) should ideally be
provided as Adobe lllustrator files (.ai or .eps) if possible, otherwise as a .jpeg,
.pdf or .tiff. Tables/boxes should be provided as Microsoft Word, Microsoft
Excel or Adobe lllustrator files, and must be editable. If you are uncertain
whether the format of your files is appropriate, please check with the Journal
Editor. = Resolution: Figure resolution should be as high as possible, ideally
300 dpi or higher for a .jpeg. Images that are blurry or illegible in any way will
not be accepted. = Font: If possible, please use Helvetica 8pt. = Abbreviations:
All abbreviations used within Figures/tables/boxes should be defined in the
legend (even if previously defined in the body of the manuscript). =
Photomicrograph: Please ensure that scale bars are included in figures where
appropriate (i.e., photomicrographs). Symbols, arrows or letters used in
photomicrographs should contrast with the background. Please explain
internal scale and identify the method of staining in photomicrographs. Future
Medicine is able to offer a number of design services to authors, from
polishing an existing figure to creating one from scratch (subject to fees). If
you would be interested in learning more about this service, please contact
Joanne Walker. Chemical structures If possible, please submit structures
drawn in ISISDraw or ChemDraw format. However, chemical structures can
be redrawn in-house. Please use the following conventions: = Always indicate
stereochemistry where necessary — use the wedge and hash bond convention
for chiral centers and mark cis/trans bonds as such. = Draw small peptides (up
to five amino acids) in full; use amino acid abbreviations (Gly, Val, Leu, etc.)
for larger peptides. = Refer to each structure with a number in the text; submit
a separate file (i.e., not pasted throughout the text) containing these
numbered structures in the original chemical drawing package that you used.
Color figure charge Future Medicine has a charge for the printing of color
figures (i.e., each color figure) in the print issue of the journal. We have no
page charges, unlike some other publishers, and aim to keep our color charge
to a minimum. This charge does not apply to the online (including PDF)
version of articles, where all figures appear in color at no charge. Color figure
charge Future Medicine has a charge for the printing of color figures (i.e.,
each color figure) in the print issue of the journal. We have no page charges,
unlike some other publishers, and aim to keep our color charge to a minimum.
This charge does not apply to the online (including PDF) version of articles,
where all figures appear in color at no charge. Original, reproduced and
adapted material Definitions: Original content: = Prepared for the current
manuscript, not previously published, and = Based on the authors’ original
data, or where based on other’s data (i.e., an original table summarising the
findings of a collection of previously published studies), presented in an
original format and the sources of the data clearly cited Reproduced content: =
Content previously published in an Open Access format, or = Content
previously published by an STM publisher, or = Content previously published
by a non-STM publisher Adapted content: = Content adapted from a
previously published figure/table Permissions for reproduced or adapted
material within your article Original content clearly does not require any
permission to publish, however authors should ensure they cite any data



sources used to create the content. If a figure, table or box has been
published previously (even if you were the author), acknowledge the original
source and submit written permission from the copyright holder to reproduce
the material where necessary. When is permission required? Content
previously published in an Open Access format: It is generally acceptable to
reproduce material published in an Open Access format; however, authors
should be sure to check the license under which the content was published to
check this is the case, and to ensure any citation requirements are met.
Further information on the types of open access license can be found here:
https://creativecommons.org/. Content previously published by an STM
publisher: Future Medicine is a signatory to the STM Permissions Guidelines
produced by the International Association of Scientific, Medical and Technical
Publishers (http://www.stm-assoc.org/). Permission is, or in the case of an
express permission requirement should be, granted free of charge by
signatory organizations, with respect to a particular journal article or book
being prepared for publication, to: = Use up to three figures (including tables)
from a journal article or book chapter, but: o not more than five figures from a
whole book or journal issue/edition; o not more than six figures from an
annual journal volume; and o not more than three figures from works
published by a single publisher for an article, and not more than three figures
from works published by a single publisher for a book chapter (and in total not
more than thirty figures from a single publisher for re-publication in a book,
including a multi-volume book with different authors per chapter). = Use single
text extracts of less than 400 words from a journal article or book chapter, but
not more than a total of 800 words from a whole book or journal issue/edition.
Permission to go beyond such limits may be sought although in such
instances the permission grant may require permission fees. Important —
although permission may be granted without charge, authors must ensure that
appropriate permission has nevertheless been obtained. Co-signatories of the
permissions agreement can be found on the following website:
https://www.stmassoc.org/intellectual-property/permissions/permissions-

guidelines/. Content previously published by a non-STM publisher: As the
author of your manuscript, you are responsible for obtaining permissions to
use material owned by others. Please note, this is generally the publisher of
the work, so even if you are the author of the previous publication, you should
check the specific journal’s re-use policies. Since the permission-seeking
process can be remarkably time-consuming, it is wise to begin seeking
permission as soon as possible. It is often possible to apply to permission to
re-use content directly via an article’s webpage; if you have any difficulty
locating the correct place to apply for permission, please advise the Journal
Editor as soon as possible. Adapted content: For copyright purposes,
adaptation is defined as addition of substantial new information that was not
previously included in the original (so for example, adding an extra line to a
previously published table would likely not be considered sufficient adaptation
to consider the new table ‘original’). If in doubt, it is always best to err on the
side of caution and obtain permission for re-use, on the same basis as
described above for the various types of previously published content. What
should | submit to the journal to show permission has been obtained? Please
send us copies of letters or forms granting you permission for the use of
copyrighted material so that we can see that any special requirements with



regard to wording and placement of credits are fulfilled. Keep the originals for
your files. If payment is required for use of the figure, this should be covered
by the author. Supplementary materials, including videos Figure, tables and
boxes larger than one A4 page will be included as online-only supplementary
information. At the Editor’s discretion data or experimental details can also be
included. Our articles can be supported by other videos online, including
mechanism of action videos, videos of procedures, etc. Videos are freely
available to all readers and featured alongside the article abstract as
supplemental files within the Details section (as in the example below). Videos
will be shared via social media (across Twitter, LinkedIn and Facebook) and
can also be made available via the Future Science Group YouTube channel.
The copyright for any videos provided by the author will remain with the
author. The author will grant Future Medicine a license to publish the video, in
accordance with the terms of the Copyright Assignment Form

Units of measurement Measurements of length, height, weight and volume
should be reported in metric units (meter, kilogram or liter) or their decimal
multiples. Temperatures should be in degrees Celsius. Blood pressures
should be in millimeters of mercury. Any other units should be reported using
the International System of Units (SI) where possible. Statistics Describe
statistical methods with enough detail to enable a knowledgeable reader with
access to the original data to judge its appropriateness for the study and to
verify the reported results. When possible, appropriate indicators of
measurement error or uncertainty (such as confidence intervals) should be
included. Please define any statistical terms, abbreviations and symbols used.
Abbreviations There is no need to include a separate abbreviations section in
the manuscript. Instead, please define any abbreviations the first time they
are used within the abstract, manuscript body, and figure/table legends, as
appropriate. Pre-submission editing services Future Medicine partners with
Enago to provide pre-submission editing services for our authors. Editing
services include: = Language check = Copyediting = Substantive editing For
more information, please visit the website here:
http://futuremedicine.enago.com

Submission: All our journals welcome unsolicited proposals for articles.
Please send a pre-submission email to the Journal Editor outlining the scope
of the paper you wish to submit before formally submitting your article via our
online submission system. Please ensure that solicited manuscripts are
submitted on or before the agreed deadline. If a manuscript requires
authorization by your organization before submission, please remember to
take this into account when working towards these deadlines. First draft
submission should be made via our online submission system in the first
instance. Guidelines to using the system can also be found on this page. If
possible, manuscripts should be submitted in .docx format. However, we can
convert most word-processing packages. To help with the speed of
processing of an article, authors should ensure that their article has been
edited for language and grammar by a fluent English speaker prior to
submission. Submitting agents Any third party (such as a medical writer or
assistant) can submit via ScholarOne Manuscripts as a Submitting Agent. A
“‘Guide to Article Submission for Submitting Agents” is available here.



Copyright assignment Future Medicine journals have different publishing
options, depending on the title you are publishing in. Our subscription journals
are ‘hybrid’ — articles are published behind a paywall as standard (accessible
to journal subscribers and those who choose to pay a one-off fee to access
the article), but authors also have the option to pay a fee to publish their
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Supplementary Figure 1. Storage stability of A) hydrodynamic particle size, B)
polydispersity index, and C) zeta-potential of NLCs and M-NLCs, during 3

months of storage at 20°C. Data expressed as mean £ SD (n=3).
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