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Abstract: Cationic polymeric nanoparticles (NPs) have the ability to overcome biological membranes,
leading to improved efficacy of anticancer drugs. The modulation of the particle-cell interaction is
desired to control this effect and avoid toxicity to normal cells. In this study, we explored the surface
functionalization of cationic polymethylmethacrylate (PMMA) NPs with two natural compounds,
sialic acid (SA) and cholesterol (Chol). The performance of benznidazole (BNZ) was assessed in vitro
in the normal renal cell line (HEK-293) and three human cancer cell lines, as follows: human colorectal
cancer (HT-29), human cervical carcinoma (HeLa), and human hepatocyte carcinoma (HepG2). The
structural properties and feasibility of NPs were evaluated and the changes induced by SA and
Chol were determined by using multiple analytical approaches. Small (<200 nm) spherical NPs,
with a narrow size distribution and high drug-loading efficiency were prepared by using a simple
and reproducible emulsification solvent evaporation method. The drug interactions in the different
self-assembled NPs were assessed by using Fourier transform-infrared spectroscopy. All formulations
exhibited a slow drug-release profile and physical stability for more than 6 weeks. Both SA and
Chol changed the kinetic properties of NPs and the anticancer efficacy. The feasibility and potential
of SA/Chol-functionalized NPs has been demonstrated in vitro in the HEK-293, HepG2, HeLa, and
HT-29 cell lines as a promising system for the delivery of BNZ.

Keywords: functionalization of nanoparticles; surface of nanoparticles; structural properties; cationic
nanoparticles; biodegradable nanoparticles

1. Introduction

Many anticancer drugs induce the generation of intracellular reactive oxygen species (ROS), which
cause oxidative stress and cell damage [1]. The main use of the drug benznidazole (BNZ) is for the
treatment of Chagas disease, an important neglected global parasitic disease caused mainly by the
parasite Trypanosoma cruzi [2]. Mechanistically, the nitro group of BNZ is reduced in cells to an amino
group, which produces ROS and subsequently induces cell apoptosis [3,4]; therefore, it may also be
a potential anticancer drug. Recently, we demonstrated the improved biological efficacy of BNZ in
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human HT-29 colorectal cancer cells through the use of stable, biocompatible, and small-sized cationic
nanoparticles (NPs) [5].

Poorly water-soluble drugs, such as BNZ, exhibit enhanced toxicity and decreased efficacy due
to their limited ability to target the affected tissues. In addition, the oxidative stress induced in
cells by chemotherapy is known to cause side effects in patients with cancer. Consequently, many
studies have focused on the design of polymeric NPs as promising drug targeting systems [6,7].
The copolymer of N,N-dimethylaminoethyl methacrylate (DMAEMA) with methylmethacrylate
(MMA) and butylmethacrylate (BuMA), (PDMAEMA-co-MMA/BMA, 2:1:1 mole ratio) is a well-used
cationic polymer for this purpose. It has interesting properties, such as biocompatibility, low toxicity,
bioadhesion, and an excellent adsorption capacity [8,9]. In addition to the physical stability, drug
protection, and slow drug release, these particles have the ability to escape from the mononuclear
phagocyte system (MPS) and overcome biological barriers [10,11].

The favorable electrostatic interaction of NPs with negatively charged phospholipids from
biological membranes enhances drug uptake by endocytosis and improves anticancer drug efficacy [12].
Their escape from the degradative environment of the endosomes/lysosomes after internalization is
also expected, owing to destabilization of membrane [13,14]. However, highly cationic NPs have been
associated with some non-specific limitations or toxicities [11,15]. Strongly cationic NPs can be rapidly
cleared from blood circulation [16]. Some previous studies have also reported the induction of toxicity
by the generation of ROS and cell-membrane disruption [17].

Thus, tailoring the surface characteristics of cationic NPs can further decrease their cytotoxicity
and improve their ability to enhance the specific uptake of the drug by cancer cells [18,19]. In addition,
the physical instability of polymeric NPs can be mitigated by the modification of the NP surface
with polymers, surface-active molecules, or natural compounds [19-21]. For this purpose, sialic acid
(SA) and cholesterol (Chol) are interesting molecules for the surface functionalization of NPs. These
compounds are endogenous substances involved in several physiological processes within cells [22-25].
The conjugation of SA and Chol to NPs is possible with reactive functional groups of the polymers,
such as thiol, carboxyl, or amino groups, through covalent binding or electrostatic interaction [26,27].

In this study, the effects of surface modification of cationic NPs induced by SA and Chol were
explored to improve cellular uptake of the chemotherapeutic agent benznidazole in three cancer cell
lines and one normal cell line. The interactions among the involved compounds and physicochemical
properties of the different formulations were monitored by using multiple analytical approaches. The
enhancement of the anticancer efficacy of benznidazole-loaded cationic NPs conferred by SA or Chol is
an interesting and valuable result, that has not been previously reported, and may result in practical
gains in preformulation studies.

2. Results

2.1. Preparation and Characterization of Surface-Modified Chol/SA NPs

The physicochemical properties of the different formulations of cationic NPs are shown in Table 1.
The selected parameters for emulsification with the solvent evaporation technique successfully induced
the formation of small (<150 nm) NPs with a narrow size distribution (PdI < 0.3). The zeta potential
(+25 mV) indicated the cationic character of NPs. Analysis of the drug-loaded NPs (NP BNZ) revealed
the high drug-loading efficiency (>85%) of the method. A 1:40 (SA/Chol):copolymer ratio was selected
for further studies as it yielded the highest drug-loading efficiency. The following differences were
observed between NP BNZ and the surface-modified formulations: A slight alteration in zeta potential,
increased particle diameter, and considerably decreased encapsulation efficiency.
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Table 1. Physicochemical properties of drug-free NPs, drug-loaded NPs (NP BNZ), and functionalized

NP BNZ formulations.
Samples Drug Loading (%) Size (nm) + SD PdI + SD Zeta Potential (mV) + SD EE (%) + SD
NP ND 1480+ 2.4 0.189 +2.1 +252+0.3 ND
NP BNZ 4.0 1542+ 1.0 0.254 + 1.0 +22.1+0.1 862 +2.3
NP BNZSA 3.7 1769 +1.2 0.239 + 1.6 +21.7 £ 0.1 475+ 1.1
NP BNZ Chol 37 186.8 + 2.5 0.238 +£2.5 +20.0 £ 0.4 386 +1.7

Note: ND = no drug; SD = standard deviation; PdI = polydispersity index; EE% = encapsulation efficiency.

The particle size distribution and 3D AFM images of the formulations selected for further study are
shown in Figure 1. The images show the formation of uniformly distributed sub-200 nm spherical NPs,
with an apparently smooth surface. The comparison of drug-free NPs (Figure 1A) and drug-loaded
NPs (Figure 1B) confirmed that drug-loading did not affect these parameters. Finally, drug-loaded

NPs preserved these desired properties, even after functionalization with SA (Figure 1C) or Chol
(Figure 1D).
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Figure 1. Particle size distribution (left) and 3D AFM images (right) of (A) NPs; (B) NP BNZ; (C) NP
BNZ SA; and (D) NP BNZ Chol.

The FTIR spectra of the pure compounds and the different formulations are shown in Figure 2A,B,
respectively. PMMA displays a characteristic absorption band of an ester at approximately 1750 cm™!
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and of N-C at 1246 cm™!. The spectrum of BNZ showed characteristic absorption bands at 3180 cm™!
for N-H axial deformation of secondary amides. The stretching of the NO, group was identified in
the range of 1685 cm™!, at 1530-1470 cm™! and 1365-1318 cm~!. The angular C-H deformation in
the plane and out of the plane of the bonds of aromatic compounds was identified in the range of
1246-1028 cm™! [28]. Chol displayed the C-O stretching of the alcohol at approximately 1050 cm~!. The
stretching O-H band from the carbonyl group of SA was identified at approximately 3300 cm™!, with

the C-O stretching vibration in the range 1750~1730 cm~!. The secondary amide was at approximately
1630 cm™L.
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Figure 2. ATR-FTIR spectra of the following: (A) pure compounds (PMMA, BNZ, Chol, and SA), and
NPs no drug (NPs); and (B) NPs containing BNZ (NP BNZ), nanoparticles, Chol-functionalized NPs
containing BNZ (NP BNZ Chol), and SA-functionalized containing BNZ (NP BNZ SA).
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The comparison of PMMA (Figure 2A) with NPs (Figure 2B) mainly revealed the hypsochromic
shift of the ester band to 1730 cm™! and the N-C band to 1246 cm™1, due to different intermolecular
interactions of the copolymer with the NPs. When the spectrum of NP was compared with NPBNZ
(Figure 2B), overlapping of the PMMA bands was observed, which masked the BNZ bands. However, a
slight enhancement of the marked bands was identified in the spectrum of NPBNZ. This enhancement
was more clearly observed in the spectra of the functionalized NPs (NP BNZ SA and NP BNZ Chol).

2.2. Physicochemical Stability Study

The physicochemical stability of the different formulations is shown in Figure 3. The experimental
data confirmed the excellent and extraordinary stability of NPs. The NP formulation remained stable
(<150 nm) with a zeta potential of approximately +20 mV over the entire study period (6 weeks). The
drug-loaded NPs (NP BNZ) and subsequent functionalization with SA (NP BNZ SA) or Chol (NP BNZ
Chol) did not affect the particle size or zeta potential parameters. No significant changes (p > 0.05)
were observed when the data for specific intervals were compared with the first week.
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Figure 3. Mean diameter and zeta potential as a function of storage time for (v) NP, (m) NP BNZ, (a) NP
BNZ SA, and (@) NP BNZ Chol. Note: The data are expressed as the mean + standard deviation (SD)
(n=3).

2.3. In Vitro Drug Release Kinetics

Experimental data of the drug release from different formulations are presented in Figure 4. All
tested formulations showed a slower release profile than the free drug (BNZ) (Figure 4A). In the first
120 min, a reduced burst effect (release of approximately 20%) was observed for NP BNZ, which was
lower for functionalized NPs. However, the functionalization enhanced the drug release rate after
360 min. These differences were better evaluated by using four kinetic models, as follows: First-order;
Bhaskar; modified-Freundlich; and a parabolic model. The fitting parameters are shown in Table 2. In
the equations, Mt/Moo, t, and k correspond to the fraction of released drug, release time, and release
rate constant, respectively. The drug release profile from non-functionalized NPs was a better fit to the
parabolic model, with a linear correlation coefficient above 0.99 (Figure 4B).
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Figure 4. (A) Experimental in vitro drug release profile from different formulations. Respective

mathematical modeling adjustment of data using (B) a parabolic model and (C) the Bhaskar model. Notes:
The different samples can be identified as follows: (M) Solution of pure BNZ; (@) NP BNZ; (o) NP BNZ SA;
and (¥) NP BNZ Chol. The data are expressed as the mean + standard deviation (SD) (1 = 3).

Table 2. Fitting parameters for different kinetic models applied to the in vitro BNZ release data from

cationic NPs.

Kinetic Models [k value (2 + SD)]

Formulations
First-Order Bhaskar Freundlich Parabolic Diffusion

NP BNZ —0.00008 h1 —0.0004 h0-65 0.0578 h —0.026 h=05
(0.55 + 0.04) (0.63 + 0.02) (0.85 + 0.02) (0.99 £0.03)

—-0.0021 h! —0.0095 h0-65 —0.4246 h 0.0016 h0°

NP BNZSA (0.86 + 0.03) (0.94 + 0.02) (0.86 + 0.02) (0.16 +0.03)
-0.0023 h! —0.0114 h065 —0.5117 h —-0.0064 h™0>

NP BNZ CHOL (0.83 £ 0.03) (0.93 + 0.02) (0.85 + 0.02) (0.41 + 0.03)

Notes: Drug release rate constant (k), (r2) correlation coefficient. The data are expressed as the mean of
three determinations.

For the functionalized NPs, the model that the best fit was Bhaskar (Figure 4C), with correlation
coefficients of 0.93 and 0.94 for the NPs containing Chol and SA, respectively.
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2.4. In Vitro Anticancer Efficacy

The viability of cells treated with different formulations, determined using the MTT assay;, is
shown in Figure 5. The treatment of normal kidney HEK 293 cells with all tested formulations resulted
in no cytotoxicity at 24 h (Figure 5A) and 48 h (Figure 5B). The NPs appeared to increase the cytotoxicity
of the drug to the human hepatocyte carcinoma (HepG2) cell line (Figure 5C,D). This effect was more
clearly apparent in the human cervical carcinoma (HeLa) cell line (Figure 5E,F), and the treatment of the
human colorectal cancer (HT-29) cell line (Figure 5G,H) reinforced this achievement. It was only possible
to highlight the effect of functionalization on HeLa (Figure 5F) and HT-29 (Figure 5H) cells, as the NPs
functionalized with SA (NP BNZ SA) and Chol (NP BNZ Chol) were more cytotoxic than NP BNZ.
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Figure 5. Cytotoxicity of the control (DMEM supplemented with 10% (v/v) fetal bovine serum), benznidazol
(BNZ), drug-free NPs (NP), drug-loaded NPs (NP BNZ), SA-functionalized drug-loaded NPs (NP BNZ
SA), and Chol-functionalized drug-loaded NP (NP BNZ Chol), as a function of test concentration, as
determined by the MTT assay in four different cell lines after 24 h and 48 h of incubation. (A,B) Normal
kidney HEK 293 cell line, (C,D) Human hepatocyte carcinoma (HepG2) cell line, (E,F) Human carcinoma
cervical cancer (HeLa) cell line, and (G,H) human colorectal cancer (HT-29) cell line. Notes: The data are
expressed as the mean + standard deviation (SD) (n = 3), (*): p < 0.05, (**): p < 0.01, and (***): p < 0.001.
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3. Discussion

An initial screen of three different (SA/Chol) copolymer ratios revealed that the highest
drug-loading efficiency was achieved for 1:40 w/w (data not shown). The data in Table 1 showed that
both SA or Chol enhanced the particle size and decreased the drug-loading efficiency of BNZ NPs. The
small changes in zeta potential corroborated with the perturbation on the particle surface induced by
these substances [29]. Considering emulsification with the solvent evaporation method, the identified
EE% of 38.0-86.2% was considered suitable for further studies.

A previous study on clobetasol propionate-loaded lecithin-chitosan NPs demonstrated the
encapsulation and accumulation in vitro was dependent on the positive charge of polymer [30].
Further studies using the same method have shown less satisfactory results of drug incorporation.
However, this can be solved by changing some parameters of the nanoencapsulation method. Topotecan
and thymoquinone were encapsulated by using a modified double-emulsion solvent evaporation
method, which resulted in an EE% of 42.3%—62.6% [31]. The drug-loading efficiency of ciprofloxacin in
the lipid-polymer hybrid NPs, produced by using the emulsification-solvent evaporation method, was
between 53% and 72% [32]. In addition, all produced formulations exhibited a narrower particle size
distribution and spherical shape (Figure 2). The zeta potential of approximately +25 mV suggested
a stable colloidal dispersion [33]. AFM images and DLS measurements demonstrate the excellent
performance of optimized formulations, which is not a trivial fact [34-36].

The FTIR data (Figure 3) corroborated with the structural differences identified in Table 1.
Perturbation on the surface of NPs generally affects drug/copolymer interactions, causing changes in
the spectra [37]. The enhancement of marked bands in drug-loaded and SA- and Chol- functionalized
drug-loaded NPs further supported this. This occurred in the ester stretching from the copolymer
(1730 cm™1), as well as in stretching bands in the region of 1365-1246 cm™!, due to the stretching of
the nitro group and the angular C-H deformation, respectively. These results were suggestive of not
only the perturbation on the NP surface, but also that the drug on the surface of the particles was
induced by SA and Chol functionalization. These different drug interactions with compounds in NPs
can induce different drug release rates that NPs can supply [38,39].

An exploration of the possible instability phenomena in the colloidal dispersion is presented
in Figure 3. Phenomena such as flocculation, creaming, sedimentation, or coalescence induced
by drug-loading or functionalization not were detected in this experiment [40,41]. There were no
significant variations in either particle size or zeta potential over an interval of 6 weeks (p > 0.05),
which corroborated with the successful preparation of NPs able to improve the drug efficacy [42,43].
Schamp and Jesser [44] observed a planar interface separating two distinct phases in 10-40 nm diameter
Bi-Sn NPs (smaller NPs were of a single phase). Howe et al. [45] also noticed that an Ag-Cu NPs
phase separated into two spherical layers in a few days, although the NPs analyzed were much larger
(100 nm in diameter), which demonstrated the importance of evaluating the stability of colloidal
nanocarrier systems.

As shown in Figure 4, SA or Chol functionalization enhanced drug release from NPs. These
data corroborated with the FTIR data, which suggested that the competition of SA or Chol with
the drug in the core of particles induced the transport of BNZ to the NP surface. The release data
for the functionalized NPs were better fitted using the Bhaskar mathematical model, suggesting
that drug release was controlled by diffusion [45]. A higher drug release rate constant (k) was
observed for NP BNZ Chol than NP BNZ SA, which showed that the different functionalization
induced different particle-cell interactions and biological activities [46]. A previous study with chitosan
NPs functionalized with gallic acid showed similar results, evidencing that functionalization with
appropriate substances induced relevant changes in the drug-release process [47].

The drug-release profile from non-functionalized NP formulations was better fitted by using the
parabolic diffusion model. This suggested that the drug release process was controlled by diffusion
from within the particle or the surface of NPs [48]. Previous studies with self-assembled cross-linked
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chitosan NPs containing scorpion venom proteins for immunotherapy also demonstrated a similar
diffusion profile of proteins [49].

Unlike from NPs, the release of free BNZ was very fast, as shown in Figure 4A. The slow and
prolonged release of BNZ from NPs was consistent with their evaluated physicochemical properties.
The ability of colloids to retain the drug trapped in the polymer matrix improved the biological activity
of the BNZ, as the drug is not released before arriving at the specific site of action [50,51].

The cell viability results shown in Figure 5 demonstrate that NPs without BNZ were less cytotoxic
and, possibly, did not affect the metabolism and viability of normal cells. This suggests that drug-free
NPs did not exhibit severe cytotoxicity at the tested concentration range [35]. The difference in the
combined action of transporters and metabolic enzymes between normal and carcinogenic cell lines
may also be a factors to be considered [52-55].

The NPs containing BNZ, including the functionalized NPs, displayed higher efficacy against
cancer cells. This occurred owing to greater uptake into cancer cells than into HEK-293 cells. In tumoral
cell lines, such as HT-29 and HelLa, the increase in the effectiveness of the drug was more evident
for the NPs functionalized with SA and Chol (cell viability < 50%). The main advantage of NPs is
their ability to overcome the biological barriers in the cancer, which improves drug efficacy [56]. The
enhanced permeability and retention (EPR) effect of NPs is conferred by their biodistribution and
passive targeting to the affected tissue, where the uptake of particles occurs by endocytosis. Certain
molecules anchored on the NPs can improve endocytosis by interaction with specific co-transporter
systems [57,58]. SA and Chol, used to enhance the surface of the particles, are good candidates for this
as they are essential for cell proliferation [59,60].

In addition, cationic NPs can enhace adsorptive-mediated endocytosis owing to their favorable
electrostatic interaction with anionic phospholipids [57,58]. However, this favorable interaction should
be modulated, because it can induce defects in the lipid bilayer and cell disruption [61]. In the in vivo
experiments, the exacerbated interaction of cationic NPs with the cell membrane or their intensive
uptake can induce oxidative stress that mainly affects the hepatic sinusoid with Kupffer cells and the
renal glomerular basement membrane, resulting in hepatic and renal toxicities [62]. The generation
of ROS was also reported in the lungs and associated with pulmonary inflation [63]. Some studies
have correlated the cytotoxity of cationic polymers, such as poly(amidoamine) (PAMAM) dendrimers,
with the number of primary amino groups [64]. However, it is possible to modulate the cytotoxicity,
dependent on the cationic charge, by shielding cationic groups with specific molecules during the
functionalization of particles [65,66].

Thus, the cell viability results demonstrated that Eudragit NPs did not induce considerable
cytotoxicity at the concentation range tested. However, owing to its polycationic character, the EUD
Eudragit is not considered a good candidate for use in NPs in vivo studies. In previous studies, the
in vivo efficacy of Eudragit NPs was demonstrated after oral administration, but safe use by the
parenteral route has not yet been elucidated. Thus, the conceptaul base discussed in this study allows
us to explore the potential use of cationic NPs, decorated with SA or Chol, to improve the efficacy of
BNZ. Further in vivo studies should be performed using polymers approved for parenteral use, such
as aliphatic polyesters with a positive charge modulated by a specific agent.

4. Materials and Methods

4.1. Materials

Benznidazole (BNZ) (Roche®, Sao Paulo, Brazil) was donated by LAFEPE®®__Pharmaceutical
Laboratory of Pernambuco (Recife, Brazil); poly vinyl alcohol (PVA) with viscosimetric molecular mass of
4.7 x 10* g/mol (Vetec®, Sao Paulo, Brazil); copolymer of Polymethylmethacrylate (PMMA), Eudragit®®
E PO (EUD) was purchased from Pharma Polymers (R6hm GmbH & Co. KG, Darmstadt, Germany); SA
(N-Acetylneuraminic acid, Neu5Ac, >98%, CarboSynth, Compton, Berkshire, England) and Chol (92.5%,
Vetec®®, Sigma-Aldrich, Saint Louis, MO, EUA). The organic solvents ethanol (EtOH) (e of 24.6),
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acetone (ACE) (e of 20.6), and dichloromethane (DCM) (dielectric Constant (€) of 9.1) were purchased
from Labsynth®® (Sao Paulo, Brazil). Both 3-(4,5-Dimethylthiazol-2-yl)-2,5-Diphenyltetrazolium
Bromide (MTT) and dimethyl sulfoxide (DMSO) were purchased from Sigma Aldrich (Saint Louis, CA,
USA). The purified water (1.3 uS) was prepared by equipment model OS50 LX (Gehaka, SP, Brazil)
from reverse osmosis purification. All other chemicals and reagents were of analytical grade.

4.2. Preparation of Surface-Modified Chol/SA NPs

The cationic NPs were prepared using a previously established emulsification solvent evaporation
method [67-69]. The PMMA 0.5% w/v (5 mg/ mL) solution of organic phase (6 mL) composed by
DCM:EtOH at 50:50 v/v was dripped in the PVA 0.25% w/v (2.5 mg/mL) aqueous solution (14 mL), at
1.0 mL/min under magnetic stirring at 720 rpm. The emulsification followed in ultra turrax equipment
(IKA Labortechnik, Staufen, Germany) at 20,000 rpm for 18 min. The solvent evaporation occurred at
25 °C under magnetic stirring at 720 rpm overnight. Samples were stored in hermetically sealed glass
flasks and stored at 5 °C. The BNZ-loaded NPs (NP BNZ) were prepared using drugs dissolved in the
organic phase to obtain a drug/copolymer ratio of 1:10 w/w (0.0125 mg/ 25 mL) [2]. The functionalized
NPs Chol (NP BNZ Chol) were prepared using Chol/copolymer ratios of 1:40, 1:20, and 1:10 w/w, which
corresponded respectively to 0.125 mg/ mL, 0.25 mg/mL, and 0.5 mg/ mL of Chol at the organic phase
(6 mL). The SA (NP BNZ SA) were prepared using the same SA/copolyner ratio of 1:40, 1:20, and 1:10
w/w, which correponded respectively to 0.05 mg/mL, 0.11 mg/mL, and 0.22 mg/mL of SA dissolved at
the aqueus phase (14 mL). All experiments were performed in triplicate with their physicochemical
parameters measured and expressed as mean + standard deviation (SD).

4.3. Particle Size and Zeta Potential Measurements

The mean particle size and polydispersity index (PdI) were evaluated using dynamic light
scattering (DLS) at 659 nm, with a detection angle of 90°, on a particle size analyzer (Brookhaven
Instruments, Long Island, NY, USA), at 25 °C. The zeta potential measurements were performed
on the same equipment, applying a field strength applied around 5.9 V cm~! and using Zeta Plus®
software Particle Sizing version 3.95. Samples were diluted 1:50 (v/v) with purified water using ten
measurements in triplicate. Data were expressed as mean + standard deviation (SD).

4.4. Attenuated Total Reflectance Fourier Transforms Infrared Spectroscopy (ATR-FTIR)

Colloidal NPs were concentrated by using a vacuum concentrator (Labconco Centrivap, Kansas
City, MO, USA) for about 7 h to dry the samples. The spectra were recorded at 20 scans, with a
resolution of 4 cm ™! between 4000 and 500 cm™! for pure compounds (BNZ, PMMA, SA, and Chol) and
NPs (NP, NP BNZ, NP BNZ SA, and NP BNZ Chol) in a FTIR-ATR spectrophotometer (SHIMADZU
IR Prestige 21, Tokyo, Japan).

4.5. Atomic Force Microscopy (AFM)

The shape and surface of NPs were observed by using AFM images. The drug-free, drug loaded
NPs, and functionalized drug loaded NPs were freshly diluted with purified water in ratio 1:100 (v/v)
and dropped in a cover slip, dried in desiccator for 24 h, and then analyzed in an AFM, SPM-9700,
Shimadzu (Tokyo, Japan), with a non-contact cantilever and 1Hz scanning at room temperature.

4.6. Drug-Loading Efficiency

The samples were centrifuged for 60 min, at 16.0 X g, and at 4 °C using the ultracentrifuge
filter (Sartorius®, Vivaspin 2, Ultra-15 MWCO 100 kDa, Goettingen, Germany). The drug in the
supernatant was analyzed in the length of maximum absorption of drug, which is at 324 nm, using
previously validated UV-Vis spectrophotometry (Termo Fisher scientific, Whalthan, Massachusets,
USA). All analyses were expressed as mean + standard deviation (SD) and performed in triplicate.
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The encapsulation efficiency (EE) and the drug loading (DL) was calculated by using Equations (1)
and (2), as follows:

EE (%) = (total drug mass — drug mass in supernatant)/total drug mass x 100, 1)

DL (%) = (drug mass in NPs/mass of NPs) x 100. 2)

4.7. Physicochemical Stability Study

The free, drug-loaded, and functionalized NPs were stored for six weeks in hermetically sealed
vials and conditioned at 5 °C. Each day the samples were collected and evaluated for size and zeta
potential. Measurements were performed at 25 °C using the parameters described in Section 2.4.
All data were expressed as mean + standard deviation (5D) and analyzed in triplicate.

4.8. In Vitro Drug Release

The in vitro BNZ release study was done with thermostatized vertical Franz diffusion cells (Crown
Scientific, Sommerville, USA) at 37 + 0.5 °C. In the donor compartment was inserted 3.0 mL of the
different NPs containing the drug, as well as the BNZ solution. The compartment was hermetically
sealed and separated from the recipient compartment by a 0.45 um synthetic cellulose acetate filter
(previously hydrated in a phosphate buffer for 24 h). The receiver compartment was filled with
phosphate buffer solution adjusted to pH 7.4, which remained under magnetic stirring at 360 rpm for
the entire experiment. At determined intervals, aliquots of 2.0 mL were removed and analyzed by
previously validated 324 nm UV spectrophotometry. At each sample collection, the same volume of
buffer replaced the medium to maintain the sink conditions. All analyses were performed in triplicate
and data were expressed as mean + standard deviation (SD).

4.9. In Vitro Drug Release Kinetics

For comparison of drug release rate and elucidating the possible mechanism of drug release
frUSAom NPs, the experimental data of in vitro drug release were fitted using the four following linear
kinetic models [70-72]. All calculations were performed in triplicate and data is expressed as mean +
standard deviation (SD).

(i) The first-order that describes BNZ release rate dependent on drug amount in the cationic NPs,
expressed as

In(M¢/Moo) — kt. ®)

11 e Bhaskar model that describes whether the drug ditfusion through the particle is the rate
(ii) The Bhask del that d ib hether the drug diffusi hrough the particle is th
limiting step, expressed as

1g(M/Moo)= —Bt*65, (4)

(iii) The modified Freundlich model that describes the drug release from a flat surface with
heterogeneous sites based on a diffusion-controlled process, expressed as

(Moo — M)/Moo = ktP. (5)

(iv) The parabolic diffusion model describes that the drug release process is controlled by a
diffusion from intra-particle or surface of NPs, expressed as

(1 - My/Moo)/t = kt 5 + a. (6)

In the previously described equations, Mt/Meo, t, k are the fraction released drug, release time,
the drug release rate constant, respectively. The B is drug release rate constant of Bhaskar, while a and
b are constants whose chemical significance is not clearly solved.
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4.10. In Vitro Anticancer Efficacy

4.10.1. Cell Culture

The normal renal cell line (HEK-293), human hepatocyte carcinoma (HepG2), human colorectal
cancer (HT-29), and human cervical carcinoma (HeLa) lines were obtained from the Federal University
of Rio de Janeiro (RJCB Collection, Rio de Janeiro, Brazil). All cells were maintained in Dulbecco’s
modified Eagle’s medium (DMEM) supplemented with 10% (v/v) fetal bovine serum (CULTILAB LTD,
Sao Paulo, Brazil), conditioned in a humid atmosphere containing 5% CO, at 37 °C. Cell maintenance
was performed every 3 days or according to the needs of the strains. At approximately 80% confluency,
trypsin/EDTA cells (Gibco, Sao Paulo, Brazil) were counted with a Neubauer chamber, stained with
trypan blue, and plated on 96 wells.

4.10.2. Cytotoxity Assay

The viability of cells against the control (DMEM supplemented with 10% (v/v) fetal
bovine serum), (Benznidazole solution (BNZ), free BNZ loaded NPs, BNZ-loaded NPs (NP
BNZ), and BNZ-loaded functionalized NPs (NP BNZ SA and NP BNZ Chol) were evaluated
through an invitro cytotoxicity assay. For this, we used the quantitative method of MTT
(3-methyl-[4-5-dimethylthiazol-2-yl]-2,5-diphenyltetrazolium bromide). Viable cells retain the capacity
to reduce the MTT at formazan crystals due the succinate dehydrogenase enzyme activity found in
the mitochondria [73]. All cell lines were plated in 96-well plates at a density of 5 x 103 cells/well.
After 24 h, the excess cells were removed and the study samples were added, which were pre-filtered
using a 0.45 pum sterile Millipore filter (Sao Paulo, Brazil). BNZ was diluted in 1% DMSO, yielding
a stock solution to be diluted in the following concentrations of BNZ: 62.4 ug/mL, 31.2 pg/mL, and
15.6 pg/mL. The same concentrations were used for NPs containing BNZ, as well as for functionalized
NPs. The sample the incubation period was 24 and 48 h. The supernatant containing the samples was
removed and 100 ul of MTT containing medium (final concentration 5 mg/ml) were added to each well.
The plate was placed in a 37% CO; oven for 4 h. After this time the MTT was removed and 100 pL
of ethanol was added to each well. The plate was protected from light and placed under stirring for
15 min, then the absorbance was measured spectrophotometrically in microtiter plate reader at 570 nm
(Epoch-BioTek, Winooski, USA [74].

4.11. Statistical Analysis

The Student’s t-test was used for paired comparisons of the analytical data. Univariate analysis
of variance (ANOVA) was applied for multiple comparisons, followed by the Dunnett or post hoc
Tukey test. Cell viability assay data were compared using one-way analysis of variance followed by
Bonferroni’s test. Values of p < 0.05 were considered statistically significant and were expressed as
mean + standard deviation (SD).

5. Conclusions

In this study, we explored two natural compounds SA and Chol, as possible candidates for the
functionalization of cationic NPs. The preparation parameters and physicochemical properties of
stable sub-200 nm NPs were controlled and monitored. All formulations were biocompatible in normal
kidney cells (HEK 293) and improved BNZ efficacy, compared to the free drug. The functionalization
of BNZ-NPs improved the anticancer effect in human carcinoma cervical cancer (HeLa) and human
colorectal cancer (HT-29) cells, with Chol functionalization offering better performance. The results
discussed in this approach provide practical gains to develop promising BNZ-loaded NPs with
anticancer effects.
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