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Inhalable microparticle-based drug delivery platforms are being investigated extensively for Tuberculosis (TB)
treatment as they offer efficient deposition in lungs and improved pharmacokinetics of the encapsulated cargo. How-
ever, the effect of physical parameters of microcarriers on interaction with Mycobacterium tuberculosis (Mtb) infected
mammalian cells is underexplored. In this study, we report that Mtb-infected macrophages are highly phagocytic
and microparticle surface charge plays a major role in particle internalization by infected cells. Microparticles of
different sizes (0.5-2 pm) were internalized in large numbers by Mtb-infected THP-1 macrophages and murine pri-
mary Bone Marrow Derived Macrophages in vitro. Drastic improvement in particle uptake was observed with cationic
particles in vitro and in mice lungs. Rapid uptake of rifampicin-loaded cationic microparticles allowed high intracellu-
lar accumulation of the drug and led to enhanced anti-bacterial function when compared to non-modified rifampicin-
loaded microparticles. Cytocompatibility assay and histological analysis in vivo confirmed that the formulations were
safe and did not elicit any adverse reaction. Additionally, pulmonary delivery of cationic particles in mice resulted in
two-fold higher uptake in resident alveolar macrophages compared to non-modified particles. This study provides a

framework for future design of drug carriers to improve delivery of anti-TB drugs inside Mtb-infected cells.

1. Introduction

Tuberculosis (TB) is a major health concern as it is the leading cause of
death among all bacterial infectious diseases [1]. Mycobacterium tuberculosis
(Mtb), the causative agent of TB, afflicted 10 million people in 2019, caused
1.2 million fatalities and an additional 208,000 deaths among HIV positive
individuals [2]. TB therapy is demanding because the duration of treatment
is long (6-24 months) with a high pill burden that leads to non-compliance
among patients. Moreover, the emergence of antibiotic resistance is aug-
menting the issue with half a million patients reported with rifampicin
(rif) resistance in 2019, of which 78% were multi-drug resistant [3].

Furthermore, effective drug delivery is challenging due to the unique
pathogenesis of Mtb. Once inhaled, the bacteria deposit in the deep lung
where they are phagocytosed by alveolar macrophages (AMs). Within
these mammalian cells, Mtb survives as an intracellular pathogen and
elicits host immune response that results in formation of a multi-cellular ag-
gregate, called the granuloma, that contains the bacteria and infected cells
[4]. The permeation of drugs inside the granuloma is variable. While drugs
like rif are known to pervade through the diseased lung efficiently, others
like moxifloxacin have poor permeation through the caseum of the granu-
loma [5]. Moxifloxacin, a fluoroquinolone antibiotic, has been shown to ac-
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cumulate in immune cells in vitro and in vivo [6,7]. The mechanisms utilized
by fluoroquinolones to achieve high intracellular accumulation is not yet
known, however, both passive and active mechanisms seem to be involved
[8]. In granulomas, moxifloxacin concentration is correlated with the cellu-
larity of the granuloma, with higher penetration into highly cellular granu-
lomas [5]. In necrotic granulomas, moxifloxacin permeation is limited to
the cellular rim, mostly localized within macrophages, and the drug does
not diffuse through the necrotic caseous core [9]. Hence, to achieve thera-
peutic concentrations inside cells within the granuloma, high doses of anti-
TB drugs are required for long duration which often cause systemic toxicity
and side effects such as nausea, hepatoxicity, and nephrotoxicity [10].
There is a need to develop novel therapeutics and methods to improve effi-
ciency of treatment to achieve high therapeutic concentrations at the site of
infection, shorten treatment time and reduce adverse side-effects. To ac-
complish this, nano and micro particulate systems can be beneficial as
drug delivery platforms [11]. Microparticles can be delivered through inha-
lation route to achieve targeted delivery to the lungs, which are the major
site of infection in TB.

Sustained release formulation of drugs in polymeric microparticles
(MPs) have significantly different pharmacokinetics and biodistribution
compared to free drugs [12]. Anti-TB drugs are usually administered orally
or intravenously, however, high local drug concentration of drug-loaded
MPs can be achieved when drugs are delivered directly to the lung through
inhalation [13,14]. When delivered through inhalation route, drugs
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encapsulated in MPs exhibit longer serum half-life and bioavailability than
an equivalent dose of the free drug because of superior deposition and re-
tention in the lungs [15-17]. For pulmonary delivery, the optimal mass me-
dian aerodynamic diameter (MMAD) for microparticle deposition in the
deep lung is <5 pm [18]. Polymeric MPs in this size range (0.5-3 pm) are
also phagocytosed efficiently by macrophages both in vitro and in vivo
[19-21]. Encapsulating anti-TB drugs, such as rif, in such MP formulations
has potential to improve pulmonary TB therapy. Once delivered to the lung,
particulate delivery systems can be phagocytosed by cells and a higher in-
tracellular concentration of drugs can be achieved.

Despite their advantages, MP-based platforms have not been translated
to the clinic which may be attributed to the inability of the formulations to
efficiently reach bacteria residing intracellularly [22]. Thus, it is imperative
to understand how Mtb-infected cells interact with MPs and how such car-
riers can be engineered to improve delivery. Different materials and the
physical and chemical properties of the formulation determine their inter-
action with different cell types, biodistribution, and clearance [23]. Surface
charge is an important physical parameter that determines particle interac-
tion with proteins and cells and its subsequent uptake by cells. Several stud-
ies have shown that cationic particles are safe and readily taken up by
phagocytic cells both in vitro and in vivo [24-28]. However, the effect of
varying surface charge of polymeric particles has not been studied with
Mtb-infected macrophages. Given that Mtb infection has been known to
modulate cytoskeletal proteins, cell membrane, phagocytic and endocytic
machinery of the host, targeting strategies may differ between healthy
and infected cells [29-32]. Through this study, we aim to design polymeric
formulations that will be preferentially internalized by Mtb-infected cells
and are optimal for in vivo delivery and uptake by immune cells through in-
halation. We show that poly-L-lysine modified cationic microparticles ex-
hibit higher uptake in immune cells both in vitro and in vivo compared to
non-modified particles. Such modification also results in higher bacteri-
cidal efficacy and provide particle design principles for TB treatment.

2. Methods
2.1. Mice

Institutional Animal Ethics committee (CAF/Ethics/611/2018 and
CAF/FEthics/792/2020) approval was obtained for conducting experiments
on mice and IAEC guidelines were duly followed. C57BL/6 male mice were
given standard food pellets and autoclaved water and were housed under
constant temperature and humidity with automated 12 h light-dark cycles.
Weight was regularly monitored and 8-10 weeks old male mice were used
for experimentation. Ketamine (60 mg kg~ !) and Xylazine (16 mg kg~ ")
were injected intraperitoneally to induce anaesthesia.

2.2. Bacterial culture

Mycobacterial strain H37Rv was handled in BSL-3 bacterial culture fa-
cility. Bacteria were cultured in Middlebrook 7H9 broth with 10% ADC
(Bovine albumin fraction V 2.5 g, Dextrose 1 g, Catalase 0.0015 g in 50
mL distilled water), 0.5% Glycerol, and 0.05% Tween-80. For H37Rv-
GFP, cultures were supplemented with Hygromycin (100 pg mL™!). The
cultures were maintained at 37 °C with shaking at 180 rpm. For obtaining
intracellular colony forming units (CFU), infected macrophages were
permeabilized using 0.1% Triton-X followed by serial dilution with 1 X
PBS to relevant dilutions and plated on 7H11 plates supplemented with
10% OADC (Bovine albumin fraction V 2.5 g, Dextrose 1 g, Catalase
0.0015 g, Oleic acid 0.025 g in 50 mL distilled water). The plates were in-
cubated at 37 °C and CFU were counted after 3-4 weeks of incubation as
mycobacterial strains are slow growing.

2.3. THP-1 cell culture

THP-1 monocytic cells were maintained in RPMI media with 10% FBS
at 37 °C and 5% CO». Penicillin-Streptomycin was added to maintain
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mammalian cell culture but omitted for all bacterial infection experiments.
All experiments were performed with cells between passage 3 and 18.
Phorbol 12-myristate 13-acetate (PMA) stock (1 mg mL~ 1y was prepared in
DMSO. For flow cytometry experiments, 2 x 10° cells were seeded per
well in a 24 well plate with 20 ng mL ™! PMA. After 18 h of incubation,
cells were washed thrice with 1 x PBS and fresh media was added. Differ-
entiated macrophages were rested for 2 d after PMA treatment before fur-
ther experimentation.

2.4. Microparticle synthesis

PLGA (Mw 10-15 kDa 50:50, Akina AP041) was used to synthesize mi-
croparticles using oil in water single emulsion method. Briefly, 100 mg of
PLGA was dissolved in DCM for 10 min. For some experiments, Cy5
(25 pg mL™ 1 or rif (50 mg) were added to PLGA-DCM solution. This or-
ganic phase was added to 10 mL of 1% PVA and homogenized at
10,000 rpm (for 2 pm particles) and 12,000 rpm (for 1 um particles) for
2 min. For 500 nm particles, probe sonication (Q125, Q-sonica) was used
at 30% amplitude with 10 s pulses for 2 min. The homogenized mixture
was added to 100 mL of 1% PVA with constant stirring at 300 rpm for or-
ganic solvent evaporation. After 4-5 h, the particles were centrifuged at
10,000 g for 5 min and washed thrice with deionized water to remove resid-
ual PVA. The samples were snap-frozen and lyophilized (Taitec VD-250R)
at —45 °C under vacuum. As PLGA will degrade in the presence of water,
lyophilization is essential to remove residual water and allow long term
storage of particles as powders. The particles were stored at —20 °C.

2.5. Macrophage infection with Mtb

Bacterial culture in log phase was pelleted at 5000 g for 10 min. The pel-
let was resuspended in RPMI media and passed through 26 G needle several
times. This suspension was briefly sonicated and centrifuged at 300 g for
5 mins. The supernatant was collected in a fresh tube and OD at 600 nm
was measured using spectrophotometer (Molecular Devices Spectramax
M3). The bacteria were added to PMA differentiated THP-1 or BMDM
cells at a multiplicity of infection of 10 and incubated for 4 h. After incuba-
tion, bacterial cells were washed away using 1 x PBS followed by addition
of media supplemented with Amikacin sulfate (200 pg mL~") for 2 h, to kill
the extracellular bacteria. Finally, cells were washed thrice with 1 x PBS
and incubated with fresh media at 37 °C and 5% CO,.

2.6. Rifampicin encapsulation

Rif (50 mg) was encapsulated in PLGA following the method described
before to obtain rif loaded microparticles (rif-MPs) of 1 pm and 500 nm di-
ameter. The amount of rif encapsulated was determined by dissolving
10 mg of particles in DMSO and measuring absorbance at 335 nm in a
96 well plate using an absorbance plate reader (Tecan Infinite Pro 2000).
The absolute values were calculated using a standard curve of rif in
10 mg mL ™! PLGA dissolved in DMSO. The encapsulation efficiency was
calculated by considering the ratio of the absolute value of rif in 100 mg
PLGA and the theoretical maximum that can be encapsulated (50 mg).

2.7. Treatment of Mtb-infected macrophages with rif-MPs

Lyophilized particles (non-modified and PLL-conjugated blank and rif-
loaded) were weighed and resuspended in sterile PBS (1 mg mL~ 1) and
exposed to UV for 15 mins. Following brief sonication, particles were
added to H37Rv-infected THP-1 macrophages at a final concentration of
50 pg mL~ 1. Free rif equivalent to encapsulated rif in particles was also
added as a separate group. All wells were washed after 2 h exposure of par-
ticles or rif. After 72 h, all wells were washed thrice with 1 x PBS and
permeabilized with 0.1% Triton-X 100 for 10 mins. Intracellular bacteria
obtained was serially diluted and plated on 7H11 agar plates and colonies
were observed after 2-3 weeks.
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2.8. Intratracheal delivery in mice

PLGA microparticles were resuspended in PBS (30 mg mL™1) and
briefly sonicated. 50 pL of this suspension was loaded in a 3 mL syringe.
A custom intratracheal tip with a 45° bent was attached to 20 G SS needle
(Sigma Cat# Z101109) which was locked to the syringe.

Mice were anesthetized and mounted on a rodent stand at 45° angle.
The tongue was pulled using sterile forceps and the chest was illuminated
using a lamp to visualize the tracheal opening. An endotracheal tube was
inserted into the trachea and the intratracheal tip was threaded through
the tube into the trachea. The setup was kept stable and the syringe plunger
was pushed to deliver PBS or particle suspension. The mouse was immedi-
ately dismounted, gently massaged, and allowed to recover on a heated
pad.

2.9. Lung tissue preparation and immunostaining

After intratracheal delivery, mice were euthanized after 1.5 h. 30 mL of
PBS was perfused through the heart to remove blood from the lung vessels.
The lungs were dissected, chopped and treated with collagenase type-1
(5mg mL~ 1) at 37 °C with constant rotation and intermittent mixing till
the entire tissue was digested to release cells. The cell suspension was
passed through 70 pm mesh followed by RBC lysis. The cells were resus-
pended in PBS-EDTA and stained with Fixable Aqua Live-Dead stain for
20 min at room temperature. Following one wash with FACS buffer
(10% BSA in PBS-EDTA), the cells were fixed with 2% Paraformaldehyde
(30 min, 4 °C) and stained with primary fluorophore conjugated antibodies
for 30 min at 4 °C. Compensation beads were used for preparing single col-
our controls and relevant FMOs (Fluorophore minus one) were also stained.
Finally, cells were resuspended in 300 pL FACS buffer and data was ac-
quired using FACS DIVA and analysed using FlowJo (v9). Gating strategy
to identify live immune cells, dendritic cells, alveolar and interstitial macro-
phages is explained in Supplementary Fig. 13.
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2.10. In vivo imaging

Fluorescent PLGA particles were synthesized by encapsulating a near-IR
dye (Cy7) to enable detection in a live animal using an in vivo imaging sys-
tem (IVIS® Spectrum Perkin Elmer). Immediately after particle delivery,
mice or explanted lungs were placed inside the instrument and X-ray
images and fluorescence signal in Cy7 or Cy5 channel were acquired.

2.11. Statistical analysis

All statistical analyses were performed on GraphPad Prism 8.0.2. Values
were represented as mean *+ standard deviation (SD). Two tailed t-tests and
one-way ANOVA were used where applicable and p < 0.05 was considered
significant. One-way ANOVA was used to assess significance among two or
more groups followed by Tukey's test for post-hoc analysis which is recom-
mended when all possible pairwise comparisons are required.

3. Results
3.1. PLGA microparticles synthesized with varying size and charge

Poly (lactic-co-glycolic) acid (PLGA) microparticles of different sizes
were synthesized using oil in water single emulsion method, which is a sim-
ple and adaptable method to synthesize microparticles with tuneable sizes
and allows encapsulation of hydrophobic drugs and dyes. Particles in the
size range 500 nm - 3 pm are considered optimum for phagocytosis [19,
24,33]. We synthesized particles with diameter 500 nm, 1 pm and 2 pm
to understand the particle uptake behaviour of each sized microparticle
by macrophages. Fluorescent dye, Cy5, was incorporated in the organic
phase during synthesis to visualize these particles (Fig. 1A). Size distribu-
tion was determined using DLS (Fig. 1B) and showed a low polydispersity
index of around 0.2 (Table 1). Particle surface morphology was smooth
and spherical, as evident from SEM images (Supplementary Fig. 1). To
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Fig. 1. PLGA Microparticles of different sizes are readily phagocytosed by macrophages. (A) Representative fluorescence images of microparticles of sizes 500 nm,1 pm, and 2
pm. Images were acquired in the Cy5 channel under 100 X magnification. Scale 5 pm. (B) Size distribution of microparticles was determined using Dynamic Light Scattering.
(C) Percentage of differentiated THP-1 macrophages with particles over 4 and 24 h. One-way ANOVA followed by Tukey's multiple comparison test was used to detect

statistical differences for each time point (*p = 0.0423, #p = 0.0487,

**#%p = 0.0053, n = 3). Data were represented as mean + SD.
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Table 1
Size and charge characterization of synthesized PLGA microparticles. PLL =
Poly-1-lysine.

Target Average Polydispersity Zeta potential Zeta potential
particle diameter index (mV) PLL conjugated
size (nm) (mV)

500 nm 505 0.216 —21.53 + 5.14 21.73 = 3.1

1 pm 1198 0.231 —23.43 £ 247 23.16 = 3.34
2 pm 2192 0.18 —26.40 = 3.73 24.93 + 3.06

test the cytocompatibility of the particle formulations, WST-8 assay was
performed with THP-1 macrophages. As previously reported for PLGA
particles, concentrations tested at 50 pg mL~ ' and 500 ug mL~! were
found to be cytocompatible (Supplementary Fig. 2). A particle concentra-
tion of 50 pg mL ™! was used for all subsequent experiments.

Next, to examine the effect of microparticle size, we studied uptake of
these particles by macrophages in vitro. THP-1 macrophages were incu-
bated with particle formulations and at specific time points, cells were
washed thrice to remove adsorbed particles and analysed using flow cytom-
etry (Supplementary Fig. 3). It was observed that 500 nm particle had
slightly higher uptake as compared to 1 pm and 2 pm microparticles at
both 4 h (38.9 = 3.5% of cells, p = 0.0423) and 24 h (80.5 = 0.98% of
cells) post incubation (Fig. 1C). This could be due to higher particle to
cell ratio in case of 500 nm particles (1 mg of 500 nm particles has a greater
number of particles than 1 mg of 1 pm particles). Microparticles of size 1 pm
and 2 pm were also phagocytosed by ~30% cells in 4 h and by ~65% cells
by 24 h. Overall, we did not observe any major increase in the percentage of
cells taking up particles of different sizes suggesting that all particles in
these size ranges have similar uptake by macrophages.

A THP-1 B
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3.2. Positive surface charge contributes to enhanced uptake by macrophages

Next, we explored the effect of particle surface charge on particle uptake
by macrophages. The synthesized particles had a negative surface charge
due to the presence of carboxylic acid end groups in the PLGA polymer
(Table 1). Carboxylic acid end groups are deprotonated at neutral pH
which results in negative charge on the particles. We covalently conjugated
a US FDA approved cationic lysine homopolymer, poly-1-lysine (PLL),
to particle surface using EDC-NHS chemistry (Indian patent application
number: 202147042184). The zeta potential measurements confirmed
the positive surface charge on the particles (Table 1).

When THP-1 macrophages were incubated with poly-L-Lysine (PLL)
conjugated microparticles (PLL-MPs), the uptake of microparticles was en-
hanced two-fold compared to non-modified microparticles. For all sizes of
microparticles, ~60% of macrophages had internalized positively charged
particles in 4 h compared to <40% for non-modified particles (Fig. 2A). Ad-
ditionally, an enhanced Median Fluorescence Intensity (MFI) was observed
with positively charged particles, indicating that along with the number of
cells that had internalized particles, the number of particles being internal-
ized per cell had also increased significantly (Supplementary Fig. 4). By
24 h, both non-modified and positively charged particles were internalized
comparably by the macrophages (Supplementary Fig. 5). These results sug-
gest that positively charged particles are rapidly taken up by macrophages
possibly due to the increased coulombic attraction between cationic parti-
cles and anionic cell surface. The internalization of particles was further
confirmed using confocal microscopy, where nearly all particles were ob-
served inside the cells (Fig. 2C).

To confirm whether these effects were cell line specific or were also ap-
plicable on primary cells, we used mouse BMDMs and analysed CD11b and
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Fig. 2. Cationic microparticles exhibit rapid uptake by macrophages. (A) Effect of particle surface charge on uptake by THP-1 macrophages after 4 h of incubation (n = 3,
*p = 0.0048, **p = 0.0002, ***p = 0.001) (B) Effect of particle size and charge on particle uptake by primary murine BMDMs after 2 h incubation (n = 6, N = 2,
*p < 0.0001) (C) Representative fluorescence microscopy images of THP-1 macrophages with positively charged microparticles of different sizes. Nucleus = Blue,
Particles = Red, Cytoskeleton (Actin) = Green. For (A) and (B), statistical analysis was done using ordinary one-way ANOVA followed by Tukey's multiple comparison
test for each time point, two-tailed t-test was used to compare between non-modified and PLL-MPs. Data were represented as mean =+ SD.
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F4/80 surface marker expression to confirm purity (Supplementary Fig. 6).
Upon incubation with all sizes of microparticles for 2 h, non-modified par-
ticles showed similar uptake as was the case with THP-1 (Fig. 2B). When in-
cubated with PLL-MPs, enhanced particle-positive population was observed
for each size (p < 0.0001) (Fig. 2B) along with higher MFIs (Supplementary
Fig. 7). Almost 90% of BMDMs phagocytosed the PLL-MPs within just 2 h of
incubation indicating higher uptake potential of primary BMDMs.

3.3. Mtb-infected macrophages phagocytose cationic microparticles rapidly

While several studies have looked at the effect of particle uptake in
healthy cells, the effect of Mtb infection on its uptake is still sparsely ex-
plored. To verify our observations in an in vitro infection model, we
moved on to study how particle size and charge affects phagocytosis by
Mtb-infected macrophages. In H37Rv-infected THP-1 macrophages
(Fig. 3A) and H37Rv-infected BMDMs, 500 nm and 1 pm particles were
most efficiently phagocytosed (Fig. 3B). We again observed a decrease in
particle uptake with increasing particle size which can be attributed to a
higher particle to cell ratio. Like non-infected macrophages, infected mac-
rophages showed much higher uptake of PLL-MPs, with ~90% H37Rv-
infected cells with particles within 4 h of incubation for each size. The
highest uptake was observed by 500 nm and 1 pm positively charged

A THP-1 B
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particles in both THP-1 and BMDMs (Fig. 3A-B). Corresponding enhance-
ment in MFI was also observed for infected cells that had internalized par-
ticles (Supplementary Figs. 8 and 9). Another interesting observation across
all infected groups was that bacteria-harbouring macrophages (GFP + cells)
had a higher Cy5 + population compared to cells that were exposed to bac-
teria but had not taken them up (uninfected macrophages) (Supplementary
Fig. 10). This indicates that macrophages infected with virulent Mtb have
high phagocytic ability. Similar results were demonstrated previously
with M. bovis BCG infected rat AMs and M. tuberculosis infected THP-1
and ex vivo cultured primary murine lung macrophages [31,32]. This sug-
gests that the use of particles could also provide better targeting to infected
cells. The higher uptake of PLL-MPs was confirmed using confocal micros-
copy with BMDM s infected with H37Rv after 2 h of incubation with parti-
cles (Fig. 3C). Increased colocalization of bacteria and particles was also
observed (indicated by white arrows in Fig. 3C).

3.4. Enhanced bactericidal activity of cationic rif- MPs against intracellular Mtb
To test if this charge dependent effect has a functional relevance and can
be applied to improve drug delivery in Mtb infected cells, we encapsulated

rifin a 1 pm PLGA particle and were able to load 60 pg per mg particle. Rif
encapsulation did not affect particle morphology, and particles remained
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Fig. 3. Cationic microparticles demonstrate higher uptake in Mtb-infected macrophages and colocalize with intracellular bacteria. Effect of surface charge on microparticle
uptake in (A) H37Rv-infected THP-1 macrophages after 4 h incubation (***p = 0.0005, ****p < 0.0001,n = 6, N = 2) (B) H37Rv-infected murine BMDMs after 2 h
incubation (***p = 0.0035, **p = 0.0087, *p = 0.0316, #p = 0.0273, n = 3) (C) Representative confocal fluorescence images of 500 nm negatively and positively

charged particle uptake in H37Rv-infected BMDMs. Nucleus = Blue, Bacteria = H37Rv-GFP green, Particles = Cy5 red. White arrows indicate instances of
colocalization between particles and bacteria. Scale bar 20 pm. Statistical test conducted was two tailed t-test between the negative and positive charge groups for each
size and one-way ANOVA followed by Tukey's multiple comparison test for analysis among sizes. Data were represented as mean + SD.
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smooth and spherical (Fig. 4A). Drug release was assessed in PBS at 37 °C
with continuous shaking over a few days and it was observed that ~40%
of the drug is released within 3 d (Fig. 4B). This is because we used a low
molecular weight acid end capped PLGA with lactide to glycolide ratio
50:50 for microparticle synthesis which results in relatively faster degrada-
tion and drug release. Release was also performed at pH 5.5 to mimic con-
ditions present in acidified phagosomes, where the MPs might get localized
after phagocytosis. We found that lowering the pH accelerates the release of
the encapsulated drug (Fig. 4B). This could be because of the elevated rate
of acid catalysed hydrolysis of the polymers at lower pH. Both formulations
showed sustained release of rif for over 3 weeks (Fig. 4B). The surface
charge on these rif loaded MPs was modified by conjugating poly-L-lysine
as previously described. The zeta potential was transformed from
—24.73 £ 0.7 mV to +20.73 = 0.6 mV. The drug encapsulation had a
negligible difference before and after EDC-NHS conjugation of PLL.
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To determine if positively charged particles can deliver higher drug
amounts in cells compared to negatively charged particles and free drug,
THP-1 macrophages were incubated with MPs (100 ug mL™"). After 4 h
of incubation, the cells were washed, lysed and intracellular rif content
was quantified using HPLC. It was observed that rif-MPs encapsulating
equivalent rif concentration allowed a log-fold higher amount of rif to
accumulate within cells compared to free drug (Fig. 4C). PLL-coated rif-
MP further resulted in ~2-fold higher intracellular rif amount compared
to non-modified rif-MP (p < 0.0001) (Fig. 4C). Thus, rif loaded microparti-
cles create an intracellular reservoir of the drug and high concentrations
can be achieved within infected cells. To test bactericidal efficacy inside
mammalian cells, THP-1 macrophages were infected with H37Rv followed
by 2 h incubation with free rif (0.65 pg mL ™) as well as both negative and
positive surface charge rif-MPs with equivalent amount of rif. Only PLL-rif
MP were able to reduce the intracellular bacterial counts after 72 h
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Fig. 4. Cationic rif-microparticles delivered higher drug amounts in macrophages and were effective in the clearance of intracellular Mtb. (A) Representative SEM image of
rif-loaded 1 pm PLGA particle with PLL coating (B) Percentage of drug retained in microparticles when incubated in 1 X PBS (pH 7.4) and 0.1 M MES (pH 5.5) over 21d (n =
3, *p = 0.0076) (C) Intracellular rif quantification after 4 h treatment with free rif and rif-MPs (n = 3, ****p < 0.0001, ND = Not Detectable) (D) Intracellular bacteria from
H37Rv infected THP-1 macrophages after 2 h treatment with free rif and encapsulated rif-MPs (n = 16, N = 2, ****p < 0.0001, ***p = 0.0007, *p = 0.0314). Data were
combined from two separate biological replicates. For (B), two-tailed t-test was applied on each time point to assess significance. For (C) and (D), ordinary one-way ANOVA
followed by Tukey's multiple comparisons test was used to determine significance. Data were represented as mean = SD.
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compared to untreated (p = 0.0007), free rif (p = 0.0314) and non-
modified rif-MP (p < 0.001), which indicates that prompt uptake of PLL-
coated MPs leads to higher accumulation of the intracellular drug and
higher bactericidal efficiency (Fig. 4D). Blank microparticles of both sur-
face charge had no effect on intracellular bacterial counts (Supplementary
Fig. 11). Thus, PLL-MPs represent an improved drug delivery platform to
target and treat Mtb-infected macrophages in vitro.

3.5. PLL-MPs show enhanced uptake in immune cells in vivo

Next, we studied if the rapid uptake of PLL-MPs would also be relevant
in vivo. Non-modified and PLL-MPs were delivered to mice lungs via
intratracheal route. Particles were suspended in PBS and 50 pL of this sus-
pension (1.5 mg per mouse) was aerosolised into the mouse lung directly
through the trachea. The particles were found to be localized to the lungs
(Supplementary Fig. 12A and 12B) and were uniformly distributed
(Fig. 5A). Particles were also observed in the alveolar space (Fig. 5B) sug-
gesting deep lung delivery. Safety of the formulation was determined by
histological analysis 1 and 7 d after particle administration, which revealed
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no undesired pathology in mice lungs administered with PBS, non-modified
and PLL-MPs (Fig. 5E).

Next, we proceeded with studying the effect of surface charge on
particle uptake by immune cells in vivo. After 1.5 h of particle delivery,
mice were euthanized and lungs were excised and digested with
collagenase. Various immune cell populations (CD45 + ) such as neutro-
phils (CD11b+ Ly6G+), dendritic cells (CD24+ CD11c+), alveolar
macrophages (CD24 — CD11b— SiglecF+) and interstitial macrophages
(CD24 — CD11b+ SiglecF —) were identified using flow cytometry and
particle uptake by each cell type was analysed (Supplementary Fig. 13).
Particle delivery to immune cells and AMs was significantly enhanced
with PLL-MPs. For all immune cells, non-modified particles were taken up
by 4.89 = 2.3% cells while PLL-MPs exhibited two-fold higher uptake
with 10.18 + 4.5% cells with particles (p = 0.0356) (Fig. 5C). Similarly
for alveolar macrophages, drastic improvement in delivery was observed
with the percentage of cells with particles increasing from 26.25 =+
16.27% to 61.18 + 17.78% with PLL-MPs (p = 0.0062) (Fig. 5D). Particle
uptake in other immune cell subsets also followed a similar trend with PLL-
MPs (Supplementary Fig. 14). Thus, PLL-MPs represent an effective plat-
form to enhance delivery to alveolar macrophages.
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Fig. 5. Cationic microparticles exhibit enhanced uptake by immune cells in vivo after pulmonary delivery and do not elicit inflammatory reactions. (A) Cy5-loaded MPs were
delivered intratracheally and fluorescence intensity was measured immediately post-delivery from excised lung. (B) Microparticles deposition and distribution throughout
the lung was assessed by fluorescence imaging of lung cryosections. Red = Cy5, Blue = Hoechst 33342, Scale bar = 10 um. Percentages of cells with particles reported
for (C) total immune cells (*p = 0.0356) and (D) alveolar macrophages (AMs) (**p = 0.0062) characterized using flow cytometry. Two-tailed t-test was used to determine
significance between the two groups. Data were represented as mean * SD. (E) Representative brightfield images of Hematoxylin and Eosin-stained lung sections after PBS
and particle (negative and positive charge) exposure via intra-tracheal delivery. Mice were sacrificed after 1 and 7 d post-delivery. Scale bar = 100 pm.
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4. Discussion

In our study, mycobacteria infected macrophages were found to be
highly phagocytic towards PLGA microparticles in vitro, which has been re-
ported before in rat AMs [31]. Particle uptake was remarkably enhanced by
conjugating with poly-1-lysine (PLL-MPs). Both the number of macrophages
with particles as well as number of particles being internalized by Mtb-
infected cells drastically increased within 2 h of particle incubation. Previ-
ous studies have also shown that particles with increasing positive surface
charge show corresponding increase in uptake by mouse macrophages
and primary human antigen presenting cells [26,34,35]. This is observed
because mammalian cells have sialic acid, anionic proteoglycans, and gly-
cosaminoglycans embedded throughout the plasma membrane that can in-
teract electrostatically with positively charged particles [36,37].

To investigate further, we encapsulated rif in MPs and notable increase
in intracellular rif concentration was observed. Rif loaded PLL-MPs per-
formed significantly better than non-modified particles in eliminating intra-
cellular H37Rv. Clemens et al. explored rif loaded Mesoporous Silica
Nanoparticles coated with cationic polymer Polyethyleneimine [38].
These 100 nm sized nanoparticles with positive surface charge demon-
strated enhanced killing of intracellular Mtb compared to non-coated and
free drug. However, the size range of these particles (~100 nm) was not
in the inhalable size range for deep lung deposition through inhalation
[39-41].

In this regard, we have explored the size range that is known to deposit
in deep lungs after dry powder delivery (500 nm to 2 pm). Ohashi et al.
showed that 1 pm PLGA particles deposit in the lungs initially but begin
to localize in the trachea over time, due to mucociliary clearance [42].
Hence, it is important to ensure that the particles get rapidly internalized
in the target cells to avoid clearance. Immune cells, particularly AMs, are
major host cells for Mtb and inhalation ensures that the drug loaded MPs
get phagocytosed by the infected cell to achieve high drug concentrations
in the bacterial niche [43-45]. While inhalation-based delivery inherently
targets AMs, we have shown that prompt uptake of cationic particles by
AMs can result in two-fold higher uptake in mice, thus enhancing delivery
efficacy and preventing loss of drug. To our knowledge, this is the first re-
port demonstrating improved delivery to AMs in vivo using microparticles
with cationic surface coating.

Inhalable particle formulations also improve drug pharmacokinetics.
Sustained release MPs deposit in the deep lung, where they form a depot,
allowing initial high drug concentration in the lung, which then diffuses
systemically [14]. Free rif delivered via inhalation to guinea pigs was unde-
tectable in serum after 3 h, while drug released from its polymeric formula-
tion was detected till 8 h [46]. Delivery of MPs through inhalation route
enables upto 4 times longer systemic half-life compared to free drug admin-
istered via intravenous route, hence therapeutic drug concentrations are
maintained for extended duration, as shown in healthy mice [16]. In rhesus
macaques, inhalable MPs containing anti-TB drugs were delivered through
dry powder inhalation and resulted in higher concentration of drug in lung
compared to liver and kidneys, along with 1.5-4 times longer serum half-
life of antibiotics juxtaposed to intravenous delivery of free drug [17].

Although positively charged particles can cause toxicity by destabilizing
plasma membranes [47], both polymers PLGA and poly-L-lysine used in this
study are US FDA approved. PLGA is used extensively in injectable depot
formulations (Atridox® for doxycycline, Ozurdex® for dexamethasone
etc. [48]) and Poly Lysine has been given GRAS status and is used as a
food preservative [49]. We had also confirmed that microparticles formed
using these polymers were cytocompatible with THP-1 macrophages. Addi-
tionally, PLL-MPs exhibited negligible local lung toxicity as inferred from
histological studies in mice.

Furthermore, microparticles can be used as targeted delivery vehicles by
incorporating specific ligands or by using smart polymers that can target spe-
cific cells, sense microenvironmental cues and cause triggered release [38,
50-53]. Hydrophilic anti-TB drugs like aminoglycosides and INH have
been encapsulated in micro-carriers and have displayed improved intracellu-
lar delivery [54,55]. Albumin microcarriers have been used to improve
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solubility and bioavailability of antimycobacterial benzothiazinone com-
pounds [56]. Ligands such as mannose and fucose were used for targeted in-
tracellular delivery into AMs that express high levels of mannose receptors
[57-60]. Such strategies can be further leveraged to improve the delivery
efficiency of positively charged particulate systems.

The effect of cationic particle delivery remains to be tested on an in vivo
model of TB infection. This will require testing of cationic particles in ani-
mal BSL-3 facilities over 2-3 months after infection and will be done in
future studies. Delivery of microparticles through the granuloma is chal-
lenging due to its size and low diffusion, however, sustained release formu-
lations could still allow high local concentration of released drugs that can
permeate through the granuloma. Some studies have shown accumulation
of liposomes and polymersomes within the granuloma in M. marinum in-
fected zebrafish and in M. tuberculosis infected mice after intravenous
administration [61,62]. Thus, microparticle-based targeted delivery to
Mtb-infected macrophages has the potential to improve existing TB therapy
and should be further explored.

5. Conclusion

In this study, we examined how physical parameters of microparticles
can be modulated to enhance delivery into Mtb-infected cells.

1. We observed that Mtb-infected cells were highly phagocytic and PLGA
particles of all three sizes 500 nm, 1 pm and 2 pm were internalized
favourably by infected macrophages.

2. Modification of surface charge by conjugating cationic polymer Poly-L-
Lysine resulted in significantly more Mtb-infected cells internalizing
these particles in large numbers in vitro which also translated in higher
bactericidal efficacy compared to free drug and non-modified particles.

3. The cationic particles also improved delivery to immune cells and specif-
ically alveolar macrophages in vivo after pulmonary delivery.

4. Our study shows that particle engineering approaches enable improved
drug delivery to achieve desired effects and inhalation-based delivery of
cationic particles can be effective for the treatment of TB.

CRediT authorship contribution statement

Pallavi Raj Sharma: Conceptualization, Funding acquisition, Formal
analysis, Methodology, Project administration, Investigation, Visualization,
Writing — original draft, Writing — review and editing. Ameya Atul Dravid:
Investigation. Yeswanth Chakravarthy Kalapala: Investigation. Vishal K
Gupta: Investigation. Sharumathi Jeyasankar: Investigation. Avijit
Goswami: Investigation. Rachit Agarwal: Conceptualization, Funding ac-
quisition, Project administration, Supervision, Writing — review and editing.

Declaration of competing interest
The authors have no conflicts of interest to declare.
Acknowledgements

We acknowledge intramural support from the Indian Institute of
Science to Rachit Agarwal. Extramural support for funding this research
was received from Department of Science and Technology (DST, India)
Ramanujan Fellowship (SB/S2/RJN-036/2017), and Mr. Lakshmi
Narayanan. This work was supported, in part, by the Bill & Melinda Gates
Foundation [OPP1210498]. Under the grant conditions of the Foundation,
a Creative Commons Attribution 4.0 Generic License has already been
assigned to the Author Accepted Manuscript version that might arise from
this submission. We also acknowledge stipend support to Pallavi Raj
Sharma from Department of Biotechnology (DBT, India) Junior Research
Fellowship program (DBT/2017/1ISc/941). Funding from Dr. Vijaya and
Rajagopal Rao for Biomedical Engineering research at the Centre for
BioSystems Science and Engineering is also acknowledged. We thank Prof.
Deepak Saini, IISc (Bengaluru, India) and Prof. Lalita Ramakrishnan,



P.R. Sharma et al.

University of Cambridge (Cambridge, UK), for providing the GFP express-
ing mycobacterial strain H37Rv. Prof. Amit Singh, IISc (Bengaluru, India)
is duly acknowledged for providing THP-1 cell line and H37Rv wild type
strains. Central animal facility, BSL-3 facility, AFMM facility [ISc, Biological
Sciences Imaging Facility, BSSE Central Facility, Materials Engineering
Central Facility and MRDG Central Facility are acknowledged for access
to various instruments. We are thankful to Dr. Siddharth Jhunjhunwala
(IISc, Bengaluru) for his assistance with flow cytometry panel design and
data analysis.

Appendix A. Supplementary data

Supplementary data to this article can be found online at https://doi.

org/10.1016/j.msec.2021.112612.

References

[1]

[2

[3]

[4]

[5]

[6]

[71

[8]

[9

—

[10]
[11]
[12]
[13]
[14]
[15]
[16]
[17]
[18]

[19]

[20]
[21]
[22]
[23]
[24]
[25]
[26]

[27]

[28]

P. Glaziou, K. Floyd, D. Weil, M. Raviglione, Int. J. Tuberc. Lung Dis. 20 (2016)
143-144, https://doi.org/10.5588/ijtld.15.0985.

E. Harding, Lancet Resp. Med. 8 (2020) E3, https://doi.org/10.1016/52213-2600(19)
30421-7.

A. Tacobino, L. Fattorini, F. Giannoni, Appl. Sci. 10 (2020) 2153, https://doi.org/10.
3390/app10062153.

M. Pai, M.A. Behr, D. Dowdy, K. Dheda, M. Divangahi, C.C. Boehme, A. Ginsberg, S.
Swaminathan, M. Spigelman, H. Getahun, D. Menzies, M. Raviglione, Nat. Rev. Dis.
Primers 2 (2016) 16076, https://doi.org/10.1038/nrdp.2016.76.

B. Prideaux, L.E. Via, M.D. Zimmerman, S. Eum, J. Sarathy, P. O'Brien, C. Chen, F. Kaya,
D.M. Weiner, P.Y. Chen, T. Song, M. Lee, T.S. Shim, J.S. Cho, W. Kim, S.N. Cho, K.N.
Olivier, C.E. Barry 3rd, V. Dartois, Nat. Med. 21 (2015) 1223-1227, https://doi.org/
10.1038/nm.3937.

A. Pascual, I. Garcia, S. Ballesta, E.J. Perea, Antimicrob. Agents Chemother. 43 (1999)
12-15, https://doi.org/10.1128/AAC.43.1.12.

B. Prideaux, V. Dartois, D. Staab, D.M. Weiner, A. Goh, L.E. Via, C.E. Barry 3rd, M.
Stoeckli, Anal. Chem. 83 (2011) 2112-2118, https://doi.org/10.1021/ac1029049.
C.M. Vallet, B. Marquez, E. Ngabirano, S. Lemaire, M.P. Mingeot-Leclercq, P.M. Tulkens,
F. Van Bambeke, Int. J. Antimicrob. Agents 38 (2011) 249-256, https://doi.org/10.
1016/j.ijantimicag.2011.05.011.

L. Blanc, I.B. Daudelin, B.K. Podell, P.Y. Chen, M. Zimmerman, A.J. Martinot, R.M.
Savic, B. Prideaux, V. Dartois, elife 7 (2018), https://doi.org/10.7554/¢eLife.41115.
E.J. Forget, D. Menzies, Expert Opin. Drug Saf. 5 (2006) 231-249, https://doi.org/10.
1517/14740338.5.2.231.

W.H. Lee, C.Y. Loo, D. Traini, P.M. Young, Expert Opin. Drug Deliv. 12 (2015)
1009-1026, https://doi.org/10.1517,/17425247.2015.1039509.

M.H. Xiong, Y. Bao, X.Z. Yang, Y.H. Zhu, J. Wang, Adv. Drug Deliv. Rev. 78 (2014)
63-76, https://doi.org/10.1016/j.addr.2014.02.002.

T. Parumasivam, R.Y. Chang, S. Abdelghany, T.T. Ye, W.J. Britton, H.K. Chan, Adv.
Drug Deliv. Rev. 102 (2016) 83-101, https://doi.org/10.1016/j.addr.2016.05.011.

A. Misra, A.J. Hickey, C. Rossi, G. Borchard, H. Terada, K. Makino, P.B. Fourie, P.
Colombo, Tuberculosis 91 (2011) 71-81, https://doi.org/10.1016/j.tube.2010.08.009.
L. Garcia Contreras, J. Sung, M. Ibrahim, K. Elbert, D. Edwards, A. Hickey, Mol. Pharm.
12 (2015) 2642-2650, https://doi.org/10.1021/acs.molpharmaceut.5b00046.

R.XK. Verma, J. Kaur, K. Kumar, A.B. Yadav, A. Misra, Antimicrob. Agents Chemother. 52
(2008) 3195-3201, https://doi.org/10.1128/AAC.00153-08.

R. Kumar Verma, J.K. Mukker, R.S. Singh, K. Kumar, P.R. Verma, A. Misra, Mol. Pharm.
9 (2012) 1011-1016, https://doi.org/10.1021/mp300043f.

N.R. Labiris, M.B. Dolovich, Br. J. Clin. Pharmacol. 56 (2003) 588-599, https://doi.org/
10.1046/j.1365-2125.2003.01892.x.

K. Hirota, T. Hasegawa, H. Hinata, F. Ito, H. Inagawa, C. Kochi, G. Soma, K. Makino, H.
Terada, J. Control. Release 119 (2007) 69-76, https://doi.org/10.1016/j.jconrel.2007.
01.013.

C. Lawlor, M.P. O'Sullivan, N. Sivadas, S. O'Leary, P.J. Gallagher, J. Keane, S.A. Cryan,
Mol. Pharm. 8 (2011) 1100-1112, https://doi.org/10.1021/mp1004178.

K. Hirota, T. Kawamoto, T. Nakajima, K. Makino, H. Terada, Colloids Surf. B:
Biointerfaces 105 (2013) 92-97, https://doi.org/10.1016/j.colsurfb.2012.12.027.
A.B. Yadav, AK. Singh, R.K. Verma, M. Mohan, A.K. Agrawal, A. Misra, Tuberculosis 91
(2011) 65-66, https://doi.org/10.1016/j.tube.2010.10.001.

M. Zhu, G. Nie, H. Meng, T. Xia, A. Nel, Y. Zhao, Acc. Chem. Res. 46 (2013) 622-631,
https://doi.org/10.1021/ar300031y.

C. He, Y. Hu, L. Yin, C. Tang, C. Yin, Biomaterials 31 (2010) 3657-3666, https://doi.
org/10.1016/j.biomaterials.2010.01.065.

A. Albanese, P.S. Tang, W.C. Chan, Annu. Rev. Biomed. Eng. 14 (2012) 1-16, https://
doi.org/10.1146/annurev-bioeng-071811-150124.

Y. Liu, X. Chen, L. Wang, T. Yang, Q. Yuan, G. Ma, Particuology 17 (2014) 74-80,
https://doi.org/10.1016/j.partic.2014.02.006.

Z. Liu, X. Li, B. Xiu, C. Duan, J. Li, X. Zhang, X. Yang, W. Dai, H. Johnson, H. Zhang, X.
Feng, Colloids Surf. B: Biointerfaces 145 (2016) 679-687, https://doi.org/10.1016/j.
colsurfb.2016.05.085.

R.V. Pai, R.R. Jain, A.S. Bannalikar, M.D. Menon, J. Aerosol Med. Pulm. Drug Deliv. 29
(2016) 179-195, https://doi.org/10.1089/jamp.2014.1187.

[29]
[30]
[31]
[32]
[33]
[34]

[35]

[36]
[37]

[38]

[39]
[40]
[41]
[42]
[43]

[44]

[45]

[46]

[47]
[48]

[49]

[50]

[51]
[52]

[53]

[54]

[55]

[56]

[57]
[58]
[59]

[60]

[61]

[62]

Biomaterials Advances 133 (2022) 112612

M. Mishra, P. Adhyapak, R. Dadhich, S. Kapoor, Sci. Rep. 9 (2019) 12844, https://doi.
0rg/10.1038/541598-019-49343-2.

M. Mishra, R. Dadhich, P. Mogha, S. Kapoor, ACS Infect. Dis. 6 (2020) 2386-2399,
https://doi.org/10.1021/acsinfecdis.0c00128.

K. Hirota, K. Tomoda, H. Inagawa, C. Kohchi, G. Soma, K. Makino, H. Terada, Pharm.
Res. 25 (2008) 1420-1430, https://doi.org/10.1007/511095-007-9525-8.

K. Sachdeva, M. Goel, V. Sundaramurthy, Traffic 21 (2020) 522-533, https://doi.org/
10.1111/tra.12752.

J.A. Champion, A. Walker, S. Mitragotri, Pharm. Res. 25 (2008) 1815-1821, https://
doi.org/10.1007 /s11095-008-9562-y.

S. Maghrebi, M. Jambhrunkar, P. Joyce, C.A. Prestidge, ACS Appl. Bio. Mater. 3 (2020)
4159-4167, https://doi.org/10.1021/acsabm.0c00251.

V. Duran, H. Yasar, J. Becker, D. Thiyagarajan, B. Loretz, U. Kalinke, C.M. Lehr,
Nanomed. Nanotechnol. Biol. Med. 21 (2019), 102073, https://doi.org/10.1016/j.
nano.2019.102073.

S. Honary, F. Zahir, Trop. J. Pharm. Res. 12 (2013), https://doi.org/10.4314/tjpr.
v12i2.19.

J.E. Gallagher, G. George, A.R. Brody, Am. Rev. Respir. Dis. 135 (1987) 1345-1352,
https://doi.org/10.1164/arrd.1987.135.6.1345.

D.L. Clemens, B.Y. Lee, M. Xue, C.R. Thomas, H. Meng, D. Ferris, A.E. Nel, J.I. Zink,
M.A. Horwitz, Antimicrob. Agents Chemother. 56 (2012) 2535-2545, https://doi.
org/10.1128/AAC.06049-11.

A. Buckley, A. Hodgson, J. Warren, C. Guo, R. Smith, Aerosol Sci. Technol. 50 (2015)
1-10, https://doi.org/10.1080/02786826.2015.1124987.

P.A. Jaques, C.S. Kim, Inhal. Toxicol. 12 (2000) 715-731, https://doi.org/10.1080/
08958370050085156.

J. Heyder, J. Gebhart, G. Rudolf, C.F. Schiller, W. Stahlhofen, J. Aerosol Sci. 17 (1986)
811-825, https://doi.org/10.1016,/0021-8502(86)90035-2.

K. Ohashi, T. Kabasawa, T. Ozeki, H. Okada, J. Control. Release 135 (2009) 19-24,
https://doi.org/10.1016/j.jconrel.2008.11.027.

A.C. Rothchild, G.S. Olson, J. Nemeth, L.M. Amon, D. Mai, E.S. Gold, A.H. Diercks, A.
Aderem, Sci. Immunol. 4 (2019), https://doi.org/10.1126/sciimmunol.aaw6693.

E. Ufimtseva, N. Eremeeva, E. Petrunina, T. Umpeleva, S. Karskanova, S. Bayborodin, D.
Vakhrusheva, M. Kravchenko, S. Skornyakov, PLoS One 13 (2018), e0191918, https://
doi.org/10.1371/journal.pone.0191918.

P. Muttil, J. Kaur, K. Kumar, A.B. Yadav, R. Sharma, A. Misra, Eur. J. Pharm. Sci. 32
(2007) 140-150, https://doi.org/10.1016/j.ejps.2007.06.006.

J.C. Sung, D.J. Padilla, L. Garcia-Contreras, J.L. Verberkmoes, D. Durbin, C.A. Peloquin,
K.J. Elbert, A.J. Hickey, D.A. Edwards, Pharm. Res. 26 (2009) 1847-1855, https://doi.
org/10.1007/511095-009-9894-2.

R. Agarwal, K. Roy, Ther. Deliv. 4 (2013) 705-723, https://doi.org/10.4155/tde.13.37.
K. Park, S. Skidmore, J. Hadar, J. Garner, H. Park, A. Otte, B.K. Soh, G. Yoon, D. Yu, Y.
Yun, B.K. Lee, X. Jiang, Y. Wang, J. Control. Release 304 (2019) 125-134, https://doi.
0rg/10.1016/j.jconrel.2019.05.003.

X. You, J.E. Einson, C.L. Lopez-Pena, M. Song, H. Xiao, D.J. McClements, D.A. Sela, NPJ
Sci. Food 1 (2017) 8, https://doi.org/10.1038/s41538-017-0006-0.

Y. Lemmer, L. Kalombo, R.D. Pietersen, A.T. Jones, B. Semete-Makokotlela, S. Van
Wyngaardt, B. Ramalapa, A.C. Stoltz, B. Baker, J.A. Verschoor, H.S. Swai, C. de
Chastellier, J. Control. Release 211 (2015) 94-104, https://doi.org/10.1016/j.jconrel.
2015.06.005.

G.G. Abdo, M.M. Zagho, A. Khalil, Emergent Mater. 3 (2020) 407-425, https://doi.org/
10.1007 /s42247-020-00109-x.

S.M. Shoieb, M.A. El-Ghiaty, A.O.S. El-Kadi, Emergent Mater. (2020) 1-13, https://doi.
org/10.1007 /s42247-020-00136-8.

H.T. Trinh, S. Mohanan, D. Radhakrishnan, S. Tiburcius, J.-H. Yang, N.M. Verrills, A.
Karakoti, A. Vinu, Emergent Mater. 4 (2021) 1067-1092, https://doi.org/10.1007/
$42247-021-00236-z.

S. Pandit, S. Roy, J. Pillai, S. Banerjee, ACS Omega 5 (2020) 4433-4448, https://doi.
org/10.1021/acsomega.9b03523.

S. Donnellan, V. Stone, H. Johnston, M. Giardiello, A. Owen, S. Rannard, G. Aljayyoussi,
B. Swift, L. Tran, C. Watkins, K. Stevenson, J. Interdisc. Nanomed. 2 (2017) 146-156,
https://doi.org/10.1002/jin2.27.

A. Patel, N. Redinger, A. Richter, A. Woods, P.R. Neumann, G. Keegan, N. Childerhouse,
P. Imming, U.E. Schaible, B. Forbes, L.A. Dailey, J. Control. Release 328 (2020)
339-349, https://doi.org/10.1016/j,jconrel.2020.08.022.

X. Song, Q. Lin, L. Guo, Y. Fu, J. Han, H. Ke, X. Sun, T. Gong, Z. Zhang, Pharm. Res. 32
(2015) 1741-1751, https://doi.org/10.1007/s11095-014-1572-3.

A. Costa, B. Sarmento, V. Seabra, Eur. J. Pharm. Sci. 114 (2018) 103-113, https://doi.
0rg/10.1016/j.¢jps.2017.12.006.

W. Wijagkanalan, S. Kawakami, M. Takenaga, R. Igarashi, F. Yamashita, M. Hashida, J.
Control. Release 125 (2008) 121-130, https://doi.org/10.1016/j.jconrel.2007.10.011.
V. Duran, E. Grabski, C. Hozsa, J. Becker, H. Yasar, J.T. Monteiro, B. Costa, N. Koller, Y.
Lueder, B. Wiegmann, G. Brandes, V. Kaever, C.M. Lehr, B. Lepenies, R. Tampe, R.
Forster, B. Bosnjak, M. Furch, T. Graalmann, U. Kalinke, J. Control. Release 334
(2021) 201-212, https://doi.org/10.1016/j.jconrel.2021.04.012.

F. Fenaroli, U. Repnik, Y. Xu, K. Johann, S. Van Herck, P. Dey, F.M. Skjeldal, D.M. Frei,
S. Bagherifam, A. Kocere, R. Haag, B.G. De Geest, M. Barz, D.G. Russell, G. Griffiths, ACS
Nano 12 (2018) 8646-8661, https://doi.org/10.1021/acsnano.8b04433.

F. Fenaroli, J.D. Robertson, E. Scarpa, V.M. Gouveia, C. Di Guglielmo, C. De Pace, P.M.
Elks, A. Poma, D. Evangelopoulos, J.O. Canseco, T.K. Prajsnar, H.M. Marriott, D.H.
Dockrell, S.J. Foster, T.D. McHugh, S.A. Renshaw, J.S. Marti, G. Battaglia, L. Rizzello,
ACS Nano 14 (2020) 8287-8298, https://doi.org/10.1021/acsnano.0c01870.


https://doi.org/10.1016/j.msec.2021.112612
https://doi.org/10.1016/j.msec.2021.112612
https://doi.org/10.5588/ijtld.15.0985
https://doi.org/10.1016/S2213-2600(19)30421-7
https://doi.org/10.1016/S2213-2600(19)30421-7
https://doi.org/10.3390/app10062153
https://doi.org/10.3390/app10062153
https://doi.org/10.1038/nrdp.2016.76
https://doi.org/10.1038/nm.3937
https://doi.org/10.1038/nm.3937
https://doi.org/10.1128/AAC.43.1.12
https://doi.org/10.1021/ac1029049
https://doi.org/10.1016/j.ijantimicag.2011.05.011
https://doi.org/10.1016/j.ijantimicag.2011.05.011
https://doi.org/10.7554/eLife.41115
https://doi.org/10.1517/14740338.5.2.231
https://doi.org/10.1517/14740338.5.2.231
https://doi.org/10.1517/17425247.2015.1039509
https://doi.org/10.1016/j.addr.2014.02.002
https://doi.org/10.1016/j.addr.2016.05.011
https://doi.org/10.1016/j.tube.2010.08.009
https://doi.org/10.1021/acs.molpharmaceut.5b00046
https://doi.org/10.1128/AAC.00153-08
https://doi.org/10.1021/mp300043f
https://doi.org/10.1046/j.1365-2125.2003.01892.x
https://doi.org/10.1046/j.1365-2125.2003.01892.x
https://doi.org/10.1016/j.jconrel.2007.01.013
https://doi.org/10.1016/j.jconrel.2007.01.013
https://doi.org/10.1021/mp1004178
https://doi.org/10.1016/j.colsurfb.2012.12.027
https://doi.org/10.1016/j.tube.2010.10.001
https://doi.org/10.1021/ar300031y
https://doi.org/10.1016/j.biomaterials.2010.01.065
https://doi.org/10.1016/j.biomaterials.2010.01.065
https://doi.org/10.1146/annurev-bioeng-071811-150124
https://doi.org/10.1146/annurev-bioeng-071811-150124
https://doi.org/10.1016/j.partic.2014.02.006
https://doi.org/10.1016/j.colsurfb.2016.05.085
https://doi.org/10.1016/j.colsurfb.2016.05.085
https://doi.org/10.1089/jamp.2014.1187
https://doi.org/10.1038/s41598-019-49343-2
https://doi.org/10.1038/s41598-019-49343-2
https://doi.org/10.1021/acsinfecdis.0c00128
https://doi.org/10.1007/s11095-007-9525-8
https://doi.org/10.1111/tra.12752
https://doi.org/10.1111/tra.12752
https://doi.org/10.1007/s11095-008-9562-y
https://doi.org/10.1007/s11095-008-9562-y
https://doi.org/10.1021/acsabm.0c00251
https://doi.org/10.1016/j.nano.2019.102073
https://doi.org/10.1016/j.nano.2019.102073
https://doi.org/10.4314/tjpr.v12i2.19
https://doi.org/10.4314/tjpr.v12i2.19
https://doi.org/10.1164/arrd.1987.135.6.1345
https://doi.org/10.1128/AAC.06049-11
https://doi.org/10.1128/AAC.06049-11
https://doi.org/10.1080/02786826.2015.1124987
https://doi.org/10.1080/08958370050085156
https://doi.org/10.1080/08958370050085156
https://doi.org/10.1016/0021-8502(86)90035-2
https://doi.org/10.1016/j.jconrel.2008.11.027
https://doi.org/10.1126/sciimmunol.aaw6693
https://doi.org/10.1371/journal.pone.0191918
https://doi.org/10.1371/journal.pone.0191918
https://doi.org/10.1016/j.ejps.2007.06.006
https://doi.org/10.1007/s11095-009-9894-2
https://doi.org/10.1007/s11095-009-9894-2
https://doi.org/10.4155/tde.13.37
https://doi.org/10.1016/j.jconrel.2019.05.003
https://doi.org/10.1016/j.jconrel.2019.05.003
https://doi.org/10.1038/s41538-017-0006-0
https://doi.org/10.1016/j.jconrel.2015.06.005
https://doi.org/10.1016/j.jconrel.2015.06.005
https://doi.org/10.1007/s42247-020-00109-x
https://doi.org/10.1007/s42247-020-00109-x
https://doi.org/10.1007/s42247-020-00136-8
https://doi.org/10.1007/s42247-020-00136-8
https://doi.org/10.1007/s42247-021-00236-z
https://doi.org/10.1007/s42247-021-00236-z
https://doi.org/10.1021/acsomega.9b03523
https://doi.org/10.1021/acsomega.9b03523
https://doi.org/10.1002/jin2.27
https://doi.org/10.1016/j.jconrel.2020.08.022
https://doi.org/10.1007/s11095-014-1572-3
https://doi.org/10.1016/j.ejps.2017.12.006
https://doi.org/10.1016/j.ejps.2017.12.006
https://doi.org/10.1016/j.jconrel.2007.10.011
https://doi.org/10.1016/j.jconrel.2021.04.012
https://doi.org/10.1021/acsnano.8b04433
https://doi.org/10.1021/acsnano.0c01870

	Cationic inhalable particles for enhanced drug delivery to M. tuberculosis infected macrophages
	1. Introduction
	2. Methods
	2.1. Mice
	2.2. Bacterial culture
	2.3. THP-1 cell culture
	2.4. Microparticle synthesis
	2.5. Macrophage infection with Mtb
	2.6. Rifampicin encapsulation
	2.7. Treatment of Mtb-infected macrophages with rif-MPs
	2.8. Intratracheal delivery in mice
	2.9. Lung tissue preparation and immunostaining
	2.10. In vivo imaging
	2.11. Statistical analysis

	3. Results
	3.1. PLGA microparticles synthesized with varying size and charge
	3.2. Positive surface charge contributes to enhanced uptake by macrophages
	3.3. Mtb-infected macrophages phagocytose cationic microparticles rapidly
	3.4. Enhanced bactericidal activity of cationic rif- MPs against intracellular Mtb
	3.5. PLL-MPs show enhanced uptake in immune cells in vivo

	4. Discussion
	5. Conclusion
	CRediT authorship contribution statement
	Declaration of competing interest
	Acknowledgements
	Appendix A. Supplementary data
	References




