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Abstract: Magnetococcus marinus magnetosome-associated protein MamC, expressed as recombinant,
has been proven to mediate the formation of novel biomimetic magnetic nanoparticles (BMNPs)
that are successful drug nanocarriers for targeted chemotherapy and hyperthermia agents. These
BMNPs present several advantages over inorganic magnetic nanoparticles, such as larger sizes that
allow the former to have larger magnetic moment per particle, and an isoelectric point at acidic pH
values, which allows both the stable functionalization of BMNPs at physiological pH value and the
molecule release at acidic (tumor) environments, simply based on electrostatic interactions. However,
difficulties for BMNPs cell internalization still hold back the efficiency of these nanoparticles as
drug nanocarriers and hyperthermia agents. In the present study we explore the enhanced BMNPs
internalization following upon their encapsulation by poly (lactic-co-glycolic) acid (PLGA), a Food
and Drug Administration (FDA) approved molecule. Internalization is further optimized by the
functionalization of the nanoformulation with the cell-penetrating TAT peptide (TATp). Our results
evidence that cells treated with the nanoformulation [TAT-PLGA(BMNPs)] show up to 80% more
iron internalized (after 72 h) compared to that of cells treated with BMNPs (40%), without any
significant decrease in cell viability. This nanoformulation showing optimal internalization is further
characterized. In particular, the present manuscript demonstrates that neither its magnetic properties
nor its performance as a hyperthermia agent are significantly altered due to the encapsulation.
In vitro experiments demonstrate that, following upon the application of an alternating magnetic
field on US7MG cells treated with BMNPs and TAT-PLGA(BMNPs), the cytotoxic effect of BMNPs
was not affected by the TAT-PLGA enveloping. Based on that, difficulties shown in previous studies
related to poor cell uptake of BMNPs can be overcome by the novel nanoassembly described here.

Keywords: biomimetic magnetic nanoparticles; poly (lactic-co-glycolic) acid; PLGA; penetrating TAT
peptide; nanoparticles; magnetic hyperthermia; cellular uptake
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1. Introduction

Directed chemotherapy has emerged as a promising alternative to systematic treat-
ments, allowing the selective delivery of the therapeutic agent to the target, thus reducing
undesirable secondary effects. In some cases, the directed chemotherapy also allows the lo-
calized in situ combination of several therapeutic treatments [1]. In this scenario, choosing
an optimal carrier becomes crucial. Within the broad range of nanocarriers so far studied,
magnetic nanoparticles have become attractive candidates. On one hand, their nano scale
size makes them display a larger surface area that allows them to carry relatively large
amounts of the relevant molecule. On the other hand, their magnetic properties allow an
external guidance and/or concentration at the target site plus the combination of therapies,
such as targeted drug delivery and magnetic hyperthermia [2-5].

Although there is a wide range of magnetic nanoparticles already available on the
market, they are generally produced by methods that present some drawbacks, mainly
associated to the use of high temperatures, organic solvents, poor solubility in water
and relatively small size (generally around 10-20 nm) [6]. Moreover, for a number of
applications, including clinics, such a small size of the nanoparticles becomes a problem
because it may result in a small magnetic moment per particle [7] that compromises their
optimal response to an external magnetic field used for guidance/concentration or to
induce magnetic hyperthermia. For clinical applications the magnetic nanoparticles should
be superparamagnetic, that is, they should behave as non-magnetic in the absence of
an external magnetic field (to avoid undesired nanoparticle aggregation prompted by
magnetic dipole interactions), but, once a magnetic field is applied, they should respond as
efficiently as possible to allow the guidance/concentration at the target [8]. Such a magnetic
response depends on the magnetic moment per particle, which is strongly related to the
size of superparamagnetic crystalline stoichiometric magnetite nanoparticles (MNPs) [7].
Therefore, in the context of the existing synthetic magnetic nanoparticles, an increase in their
size above 20 nm (but keeping it below ~120 nm) [7] would represent a great advantage for
most applications, especially related to drug delivery and magnetic hyperthermia [9].

While obtaining larger synthetic magnetic nanoparticles by using eco-friendly proto-
cols is challenging, many of these drawbacks affecting synthetic magnetic nanoparticles
are overcome in biomimetic ones (BMNPs). These are produced by taking inspiration
from nature, that is, by using magnetosome membrane associated proteins, expressed as
recombinant, to in vitro control the nucleation and growth process of magnetic nanopar-
ticles synthesized from aqueous solutions. Moreover, the production of those BMNPs is
eco-friendly and cost-effective [10]. MamC-mediated BMNPs have raised special interest,
as they have shown in vitro to be effective drug nanocarriers and magnetic hyperthermia
agents, both uncoated and coated by liposomes [4,5,11-13]. These BMNPs are larger than
most commercial SPION and/or other biomimetic magnetites. The increased size makes
them to be single magnetic domain and to have larger magnetic moment per particle than
other synthetic magnetic nanoparticles or even biomimetic (Mms6-mediated) magnetic
nanoparticles [10]. Moreover, BMNPs contain up to 4.5 wt% of MamC, giving them novel
surface properties and providing functional groups for further functionalization [14]. In
particular, it is noticeable the change in the isoelectric point (iep) of BMNPs (pH 4.4)
compared to that of the inorganic magnetic nanoparticles (pH ~7.0), which allows the
electrostatic bonding between the BMNPs and the relevant molecule at physiological pH
values, and the spontaneous release of such a molecule at acidic pH values [14]. This is
particularly interesting in the context of cancer, as it is well known the acidic environment
related to tumors.

Additionally, these BMNPs have proven to be effective hyperthermia agents under
the application of an alternate magnetic field (AMF) [4,5,12,14]. Temperature variations
could interfere with basal metabolisms and homeostasis processes. In fact, Park et al. [15]
reported that the increase of 1-2 °C from physiological temperature represents a mild heat
shock for the cells, while higher temperatures lead to severe heat shock due to changes
in the viscosity of membrane lipids and the transduction of a signal that induce cell heat
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shock responses. Cancer cells are especially sensitive to these temperature increases [16].
However, an important challenge in therapy is to combine heating effect on tumor cells
avoiding damages on the surrounding healthy cells. In fact, temperatures within the
range 42—46 °C result in an extremely selective thermal ablation of tumor. This effect is
due to heat generation by magnetic energy dissipation from the single-domain particles
caused by internal Néel fluctuations of the nanoparticle magnetic moment and external
Brownian fluctuations following the application of an AMF [17]. Therefore, the use of
magnetic nanoparticles able to be directed to the target and, once there, to locally increase
the temperature is a promising alternative to treat cancer, being the optimum results when
magnetic hyperthermia is combined with directed chemotherapy by using the magnetic
nanoparticles as nanocarriers [5].

Nevertheless, to maximize the effects of the directed chemotherapy and/or magnetic
hyperthermia, it is important to facilitate the cellular uptake of the BMNPs [4,5]. While
placing a magnet at the target site has been shown to facilitate internalization [3,5], other
strategies need to be developed to further optimize BMNPs cellular uptake. Encapsulation
of BMNPs becomes an attractive candidate to improve, not only internalization, but also
biocompatibility and to prevent aggregation and oxidation. Liposomes have been used
to encapsulate BMNPs and such encapsulation has been proven to be effective for drug
delivery [3] and to combine directed chemotherapy and magnetic hyperthermia [13].
However, such an encapsulation may not be stable when BMNPs are functionalized with
drugs whose target are cell membranes, since they may disrupt the liposomes by similar
mechanisms to those that disrupt/alter cell membranes. Therefore, another encapsulation
strategy needs to be developed.

In this context, different natural or synthetic polymers have been used for the encap-
sulation of magnetic nanoparticles, such as polyethylene glycol (PEG), [18] dextran, [19]
zwitterionic linear polyamidoamine, [20] hexadecantiol [21] or carbon nanomaterials [22]
and cationic peptides [23,24]. However, the use of FDA-approved molecules for encapsu-
lation, such as poly (lactic-co-glycolic) acid, commonly known as PLGA, is becoming a
priority [25]. PLGA is a copolymer of the ester family, widely used to prepare nano and
microparticles [26,27], when biocompatibility and biodegradability are required, such as
in clinics and, specifically, for drug delivery [28,29]. PLGA has been approved for human
therapies by the FDA and the European Medicines Agency (EMA) [29-31]. The biocompat-
ibility of this copolymer for human cells is the result of its spontaneous hydrolysis, which
leads to the release of lactic and glycolic acid monomers that can be easily metabolized by
cells through the Krebs cycle.

Interestingly, encapsulations of nanoparticles that display different properties can
be obtained by changing the ratio between the lactic and the glycolic acid used during
the PLGA polymerization process, which allows a great versatility of the nanoformula-
tions [32]. Moreover, due to the presence of carboxyl groups, PLGA copolymers allow
further functionalization, for instance with signaling molecules that allows the target recog-
nition and/or the internalization of the nanoformulation. Some examples are the sequence
arginine-glycine-aspartate (RGD) used to recognize tumoral cells expressing integrin oy 33
on their surface [33], the apolipoprotein E modified peptide (pep-apoE), and the peptide
of lipocalin-type prostaglandin-d-synthase (L-PGDS) that allow PLGA nanoparticles to
cross the blood-brain barrier (BBB) [34] or the phage peptide Pep-1, which show great
affinity for the interleukin 13 receptor &2 (a glioblastoma multiforme-associated plasma
membrane receptor) [35]. In this scenario, TAT peptide (TATp) has been the first cationic
peptide characterized as cell-penetrating peptides (CPPs) and it has been used for cancer
therapy applications due to its low cytotoxicity and high tumor-penetrating ability [36,37].
Moreover, TATp-modified nanoparticles have been demonstrated to be able to cross the
BBB and translocate in the nucleus of neurons in vitro and in vivo [38-40]. TATp is derived
from the transcriptional activator protein TAT encoded by human immunodeficiency virus
type 1 (HIV-1) exhibiting a positive charge in its transduction domain (RKKRRQRRR) that
confers the property of rapid translocation through the plasma membrane [41]. TATp, as
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well as other cationic CPPs, have been widely used to deliver different cargoes, including
nanoparticles into cells in vitro and in vivo [42-45].

Although this is the first study to attempt PLGA encapsulation of BMNPs, that of
MNPs has already been explored by a number of authors [35,46,47]. The purpose of
these studies was to produce nanocomposite that could be used as drug nanocarriers and
hyperthermia agents and/or for theranostic purposes. Nevertheless, since BMNPs show
differences in terms of size, magnetic properties, stability and surface properties compared
to that of MNPs, as detailed above, PLGA encapsulation of BMNPs is not straightforward,
and new protocols need to be set to be able to produce this novel nanocomposite.

In the context of improving PLGA(BMNPs) nanocomposites by decoration with TAT
peptides, this strategy has already been used in PLGA(MNPs) nanocomposites, but there
are no studies on TAT-PLGA(BMNPs). The existing studies of TAT-PLGA(MNPs) have
proven efficient to bring hesperidin, naringin, and glutathione through the BBB, so effective
local doses can be reached in mice brain cells bEnd.3 [48]. Developing protocols to produce
novel TAT-PLGA(BMNPs) is important, since it may result in an improved efficiency of
drug delivery therapies based on magnetic nanoparticles, due to the better performance, in
this context, of BMNPs compared to MNPs.

However, one of the drawbacks of the encapsulation of magnetic nanoparticles is
the potential shielding of the magnetic core, thus potentially compromising both the
magnetic guidance of the nanoformulation as well as the ability of inducing magnetic
hyperthermia. In the present study, a new nanoformulation (PLGA enveloping BMNPs) has
been formulated and characterized to avoid significant shielding of the magnetic properties
of the BMNPs and the ability to induce magnetic hyperthermia. How this nanoformulation
increase the BMNPs cell uptake and the cytocompatibility of the nanoformulation is
also investigated. The nanoformulation was further functionalized with TAT peptide to
optimize cell uptake without decreasing the magnetic hyperthermia efficiency.

2. Materials and Methods
2.1. Materials

PLGA (poly[DL-lactide-co-glycolide],50:50 lactide-glycolide ratio, molecular weight
7,000-17,000, PDI 2.3, CAS 26780-50-7), ethanol (>99% purity, CAS 64-17-5), PVA (poly[vinyl
alcohol], molecular weight 30,000-70,000, and degree of alcoholysis 87-90%, CAS 9002-
89-5), EDC (1-ethyl-3-(3-dimethylaminopropyl)carbodiimide, CAS 25952-53-8), NHS (N-
hydroxysuccinimide, 98% purity, CAS 6066-82-6), glycine (=>99% purity, CAS 56-40-6),
acetone (>99% purity, 1.00013.) were purchased from Merck KGaA (Darmstadt, Germany).
TAT peptide (Transactivator of Transcription of human immunodeficiency virus (GRKKR-
RORRRPQ)) was purchased from CRIBI-Biotechnology Centre, University of Padua (Padua,
Italy). Foetal bovine serum (FBS), L-glutamine, penicillin and streptomycin were obtained
from Biowest (Nuaillé, France). Cell Proliferation Reagent WST-1 was acquired from Roche
Diagnostic (Mannheim, Germany). Escherichia coli TOP10 and the plasmid pTrcHis-TOPO
were purchased from Life Technologies: Invitrogen, Grand Island, NY, USA. Isopropyl-
1-thio-p3-D-galactopyranoside (IPTG), NayCO3, NaHCOs3, Fe(ClOy),, FeCls, K4Fe(CN)g,
urea and HEPES were purchased from Sigma-Aldrich. Glutaraldehyde, Paraformaldehyde,
OsOy4 and Epon resin were purchased from Electron Microscopy Sciences, Hatfield, PA,
USA. The U87MG cell line was purchased by ATCC Manassas, VA, USA. Eagle’s minimum
essential medium (EMEM) and Dulbecco’s modified Eagle’s medium were purchased from
Sigma-Aldrich. Amphotericin b (AmpB) and trypsin were purchased from Gibco, Life
Technologies Inc., Grand Island, NY, USA.

2.2. Biomimetic Magnetic Nanoparticles Synthesis

The BMNPs used in this study were also used in a previous one [14]. Since an
extensive characterization of these particles was done in this work, only basic mineral
characterization is included in the present manuscript, as powder X-ray diffraction (XRD)
analyses, transmission electron microscopy (TEM) and hysteresis cycle at 5K and 300K. As
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stated in the work above mentioned, the BMNPs used in the present study contain up to
5 wt% of MamC, show an isoelectric point of 4.4 and specific surface area of 90 m?/g.

A summary of how BMNPs were synthesized is here provided. MamC expression
and purification were performed as previously described by Valverde-Tercedor et al. [10].
E. coli TOP10 was transformed with the plasmid pTrcHis-TOPO used as a vector of the
MamC protein-coding gene (Mmc1_2265) coupled to a hexahistidine tag coding sequence
atits 5 terminus. These cells were grown at 37 °C and MamC overproduction was induced
by adding IPTG. Once expressed, the purification of the protein was carried out under
denaturing conditions by fast protein liquid chromatography (FPLC, GE Healthcare) by
using immobilized metal affinity chromatography (IMAC, GE Healthcare, Chicago, IL,
USA). Lastly, dialysis was performed for a gradual removal of urea, which allowed MamC
to refold progressively and the purity was evaluated by SDS-PAGE electrophoresis.

The synthesis of BMNPs was carried out at 25 °C and 1 atm total pressure from
oxygen-free solutions (protocol described in Perez-Gonzalez et al. 2010 [49] and Valverde-
Tercedor et al. 2015 [10]) containing 3.5 mM NayCOg3, 3.5 mM NaHCOj3, 2.78 mM Fe(ClOy4),,
5.56 mM FeCl3,and 10 pg/mL recombinant MamC, at a pH value of 9. All experiments
were done under anaerobic conditions inside an anaerobic Coy chamber (96% N /4% Hp,
Coy Laboratory Products, Grass Lake, MI, USA). Samples were incubated for 30 days and
then the solids were magnetically concentrated, washed three times with deoxygenated
Milli-Q water, and stored in HEPES buffer (pH 7.4) inside the Coy Chamber at 25 °C.
Samples were autoclaved before their use.

Powder X-ray diffraction analysis was carried out with an Xpert Pro X-ray diffrac-
tometer (PANalytical) using the Cu K« radiation, 20 to 60° in 26 (0.01° /step; 3 s per step).
Precipitates were identified by XPowderX software v. 2021 (Granada, Spain) [35]. TEM
analyses of the BMNPs were performed with a STEM Philips Model CM20 microscope,
after embedding in Embed 812 resin and ultrathin sections (50-70 nm) preparation with a
Reichert Ultracut S microtome (Leica Microsystems GmbH, Wetzlar, Germany). Crystal
size was measured on 1000 nanoparticles per experiment using Image] 1.47.

2.3. PLGA Empty Nanoparticles Synthesis

The protocol used for the production of both the empty and BMNPs-embedded
PLGA nanoparticles is based on the single emulsion-evaporation method [29,50] and all
operations have been carried under sterile conditions The preparation of the empty NPs
was the following: 10 mg of the PLGA copolymer were dissolved in 1 mL of organic
solution (85% acetone and 15% ethanol). To better allow the homogenization of solvent
and polymer, the preparation was sonicated for 30 s (power 8 RMS for 10 s with rest
5 s/cycle), and subsequently dripped in to 10 mL of a solution of PVA 1% in milliQ water,
previously filtered with a 0.2 uM filter, maintaining a constant intensity of sonication at
room temperature. The reaction mixture was stirred (2000 rpm) overnight at 20 °C, to
evaporate the organic solvent. The preparation was pelleted at 11,000 g at 4 °C for 10’
(Eppendorf Centrifuge 5804R) and the pellet was washed three times with sterile filtered
PBS solution pH 7.4. The final pellet was re-suspended in 1 mL of sterile PBS buffer and
stored at 4 °C.

2.4. PLGA Encapsulation of BMNPs and TAT Peptide Functionalization

The encapsulation protocol for the BMNPs is based on the single emulsion-evaporation
one used to prepare the empty PLGA NPs above described (Figure S1). To prevent the
oxidation of the magnetic particles, all buffers and aqueous solutions were degassed
under vacuum.

A total of 10 mg of the PLGA copolymer were dissolved in 1 mL of organic solution
(85% acetone and 15% ethanol), together with the magnetic nanoparticles, to obtain a
concentration of 0.5 mg/mL of BMNPs in the final reaction volume. The mixture was
dripped in 10 mL of sterile PVA (1%) in a sonication bath, keeping the sonication intensity
constant. The suspension was then left under sonication for 5" and then kept on a flat
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shaker (Ika KS 260 Control—2000 rpm) at 20 °C overnight under nitrogen atmosphere
to evaporate the organic phase. The preparation was pelleted using a magnet and the
pellet was washed three times with sterile filtered PBS solution pH 7.4. The final pellet was
re-suspended in 1 mL of sterile PBS buffer and stored at 4 °C.

To functionalize the PLGA surface of the nanoparticles with the TAT peptide, 5 mg
of the previously prepared NPs were re-suspended in 1 mL of 50 mM MES, pH 5.8 and
subsequently activated with 0.1 M EDC and 0.7 M NHS for 1 h a 20 °C; subsequently the
NPs were recovered with a magnet and washed three times with PBS. A total of 250 ug of
TAT peptide was added to the suspension and incubated overnight at 20 °C under shaking.
The reaction was stopped adding glycine (20 mg/mL) and leaving the reaction at room
temperature for 1 h; NPs were subsequently washed twice with PBS and the final pellet
was re-suspended in 1 mL of sterile PBS buffer and stored at 4 °C.

2.5. Dynamic Light Scattering and Zeta Potential

Size and (-potential of the empty PLGA and the nanoformulations were estimated
by dynamic light scattering (DLS) (Nano Zeta Sizer ZS, ZEN3600, Malvern Instruments,
Malvern, Worcestershire, UK). For the size measurements, each sample was re-suspended
in PBS to a final concentration between 0.1 and 1 mg/mL, being used as a stock suspension.
Aliquots from this stock were withdrawn, resuspended in 10 mM NaClOy4 and the pH
was adjusted to 7.5 using 0.1M NaOH for (-potential measurements. All samples were
measured in triplicate with the sample cell temperature fixed at 25 °C. Data were collected
and analyzed by the ZetaSizer 7.10 software (Malvern, Worcestershire, UK).

2.6. Atomic Force Microscopy

The empty PLGA and nanoformulations were prepared for the Atomic Force Mi-
croscopy (AFM) experiments with a final concentration of 5 mg/mL. 20 pL drops of each
suspension were deposited on 20 mm diameter mica discs sprayed with argon to avoid
excess conglomeration of the NPs and the excess solvent was allowed to evaporate at room
temperature. A NT-MDT Solver Pro microscope (Moscow, Russia), with single crystal
silicon-antimony doped probe and a gold-coated tip (NSG-01 from NT-MDT) was used
to collect images. The microscope was calibrated by a calibration grating (TGQ1 from
NT-MDT) in order to reduce nonlinearity and hysteresis in the measurements. Scanning
was performed in intermittent mode, with a frequency of 3 to 1 Hz. and the resolution of all
the images acquired was 15 nm. The images were processed with the program Gwyddion
and a statistical analysis over on the diameters of 30 different nanoparticles of each type
was conducted to compare results to DLS data.

2.7. Hysteresis Cycle at 5 and 300 K and Magnetic Hyperthermia

Magnetization measurements were carried out by using a quantum design super-
conducting quantum interference device 5T magnetic properties measurement system
(MPMS-XL SQUID magnetometer, Quantum Design, San Diego, CA, USA). Hysteresis
cycles were run at 5 and 300 K.

Magnetic hyperthermia was evaluated by using a Nanotherics MagneTherm system
(Warrington, UK). The alternate magnetic field apparatus is characterized by a water-cooled
solenoid constituted by 17 turns and yields a magnetic field intensity of 23.133 kA/m
(~29 mT) associated with a multichannel thermometer equipped with optical fiber probes
(FOTEMP4, Optocon AG, Dresden, Germany) used to assess temperature variation within
the sample every 10.0 s. The nanoparticles [BMNPs, PLGA(BMNPs) and TAT-PLGA(BMNPs)]
were resuspended in 1 mL water solvent with a Fe concentration of 0.5 mg/mL. Ther-
mograms were acquired through a time window of 20 min that was chosen considering
human application of the MFH and the characteristics of nanoparticles adopted. In order
to maintain the samples under adiabatic conditions during the whole procedure, we set up
a homemade device constituted by a thermostated closed box in which we fluxed the air
stream at 37 °C.
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The heat dissipation value depends on the frequency and amplitude of the applied
AMF by means of two parameters, specific absorption rate (SAR) and intrinsic loss power
(ILP). In particular, the transformation of magnetic energy into thermal energy mediated by
magnetic nanoparticles in presence of an external AMF is quantified from the value of SAR.
The SAR value of nanoparticles in solution is calculated by using the following equation:

saR = 9T Cv ,
dt mp,

where Cy is the specific heat capacity of the solvent per g, % is the temperature variation
in time and m, is the mass of iron per g in the compound [51,52].

ILP was defined to evaluate the magnetothermal performance of a given suspen-
sion in order to perform a comparison between different materials without the eventual
interference of the setup or the specific device used. ILP was calculated using the follow-
ing equation:

SAR
ILP = FHE"

For the magnetic hyperthermia characterization of the three samples, all the available
frequencies (ranging from 111 to 970 kHz) of the Magnetherm device were tested. Finally,
SAR and ILP were evaluated on the 111 kHz frequency, the most performant among all the
possible setups and the closest to clinical applications.

2.8. Transmission Electron Microscopy Analysis

The U87MG cell line was cultured in EMEM with 10% (v/v) FBS, 1% (w/v) L-
glutamine, 0.5% (v/v) AmpB, 100 units/mL of penicillin streptomycin (P/S), at 37 °C
in a 5% CO, humidified atmosphere. Cells were trypsinized when subconfluent (about
80%) and seeded on glass coverslips in 24-multiwell microplates. Cells were treated with
50 ng/mL of BMNPs, PLGA(BMNPs) and TAT-PLGA(BMNPs) for 24 h at 37 °C. In order
to visualize the uptake mechanisms, cells were processed for TEM as monolayers [53]:
they were fixed with 2.5% (v/v) glutaraldehyde and 2% (v/v) paraformaldehyde in 0.1 M
phosphate buffer, pH 7.4, at 4 °C for 1 h, post-fixed with 1% OsO, and 1.5% K4Fe(CN)g
in H,O for 1 h, dehydrated with acetone and embedded in Epon resin. Ultrathin sections
were observed in a Philips Morgagni transmission electron microscope (FEI Company Italia
Srl, Milan, Italy) operating at 80 kV and equipped with a Megaview Il camera for digital
image acquisition.

2.9. Quantitative Analysis of Nanoparticle Internalization

U87MG cells (300,000 cells per well) were seeded in 12-well plates. Then, cells were
treated with BMNPs, PLGA(BMNPs) or TAT-PLGA(BMNPs) at 300 pug/mL. After 48 and
72 h of incubation, cells were washed with PBS, trypsinized, transferred to 2 mL tubes and
centrifuged at 1000 rpm during 5 min. Then, 37% HCl/10% H,O, was used to dissolve
the cell pellets, and incubated at room temperature for 20 min. Subsequently 1 mL of 1%
potassium thiocyanate in Milli-Q water was added and the absorbance at 490 nm was
measured. A standard curve was used to obtain the endogenous iron of the cells.

2.10. Cell Proliferation Assay

The U87MG cell line was cultured in EMEM with 10% (v/v) FBS, 1% (w/v) Gln, 0.5%
(v/v) AmpB, 100 units/mL of PS, at 37 °C in a 5% CO, humidified atmosphere. Cells were
trypsinized when subconfluent (about 80%) and seeded on 96-well plate for cell viability
evaluation. US7MG cells were seeded (10,000 cells per well) in a 96-well plate and grown
for 24 h in a humidified incubator at 37 °C with 5% CO,. Then, the medium was replaced
with fresh medium containing different amounts of the BMNPs, PLGA, PLGA-TAT and
nanoassemblies. A modified tetrazolium-based cytotoxic assay [54], the WST-1 assay was
used to evaluate the cytotoxicity of the samples after 48 and 72 h. Once the time of treatment
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was reached, the media was replaced with 100 pL of WST solution (10%). The plate was
incubated at 37 °C for 30 min and then was shaken for 10 min. Finally, the absorbance
was read at a wavelength of 480 nm using a microplate reader (HTX Microplate Reader
BioTek Instruments, Winooski, VT, USA). A one-way ANOVA was done with post hoc
comparisons by Bonferroni test. p < 0.05 is considered statistically significant.

2.11. In Vitro Cytotoxicity of the Nanoformulation

Hyperthermia assay were performed as previously reported in [3]. Briefly, US7MG
cells were seeded on 96-well plates and treated with BMNPs and the nanoassembly TAT-
PLGA(BMNPs), both at a concentration of 300 pug/mL. After 48 h of incubation, cells were
exposed to alternating magnetic field (frequency = 110 kHz, H = 30 kA /m) during 2 h.
Finally, the viability was assessed by WST colorimetric assay, as described above. Three
replicates were run to ensure reproducibility.

3. Results and Discussion
3.1. Synthesis and Characterization of Biomimetic Magnetic Nanoparticles (BMNPs) and the
Nanoformulations of PLGA (BMNPs) and TAT-PLGA(BMNPs)

According to powder XRD analysis (Figure 52), MamC-mediated BMNPs were com-
posed of >95% magnetite. TEM images revealed nanoparticles displaying well-developed
crystal faces with rhombic, rectangular, and square two-dimensional morphologies
(Figure S3A). Particle size distribution was 36 £ 12 nm (Figure S3B).

In order to obtain both the empty PLGA and BMNP-embedded PLGA [PLGA(BMNPs)]
nanoformulations, the single emulsion-evaporation method [29,50] (Figure S1) was used.
The first dimensional characterization was performed by DLS, and AFM was used to
further characterize their surface (Figure S4) and dimensional properties (Table S1). Empty
PLGA nanoformulations exhibit an average size close to 183 nm, both by DLS and
AFM measurements, a polydispersity index (PDI) of 0.054 £ 0.007 and a (-potential of
—3.4 £2.1mV (at pH =7.5). These nanoformulations can be easily re-suspended despite
the low superficial charge and remain in suspension enough time to perform the cell
experiments without significant aggregation.

PLGA nanoparticle-embedding BMNPs (PLGA(BMNPs)) exhibit larger dimensions:
DLS value for the non-functionalized ones is close to 222 nm, with a PDI of 0.191 + 0.013; the
diameter is confirmed by AFM analysis (218 nm). Instead, TAT functionalized PLGA(BMNPs)
(namely TAT-PLGA(BMNPs)) are even larger with a size close to 238 nm (PDI 0.194 +
0.019) and an AFM-size of 220 nm. The lower size measured in all cases by AFM compared
to that from DLS measurements is related to the techniques used: DLS measures the hydro-
dynamic radius, instead AFM samples have been dehydrated during the preparation to the
experiment. Measurements of the {-potential of PLGA(BMNPs) and TAT-PLGA(BMNPs)
atpH7.5are —15.0 £ 9.3 and —12.6 & 5.1 mV, respectively, which is consistent with the
better colloidal stability observed in the nanoformulations compared to that of the empty
PLGA. The increase of the negative {-potential for PLGA(BMNPs), if compared to empty
PLGA nanoparticles, can be attributed to the further contribution of carboxylic groups,
made by the increased number of PLGA monomers participating in the nanoassemblies.
This contribution is partially neutralized in the TAT-PLGA(BMNPs) by their involvement
into the covalent reaction with the TAT peptide, as it is evident from the decreased negative
value. All the nanoparticles analyzed by AFM exhibit a spherical shape.

3.2. Magnetic Saturation and Magnetic Hyperthermia of the Nanoformulations

The hysteresis cycles at 5 and 300 K (Figure 1) show the ferromagnetic behavior at 5 K
and the superparamagnetic behavior at 300 K [7]. At 5 K, the samples present a remnant
magnetization in the absence of an external magnetic field while at 300 K, the samples
showed zero magnetic coercivity. This characteristic is important, since at temperatures
higher than 300 K, this sample will behave as paramagnetic (non-magnetic) in the absence of
an external magnetic field, thus preventing aggregation [7,10]. However, when an external
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magnetic field is applied, the sample will respond efficiently, allowing magnetic guidance
and/or concentration at the target site. Magnetization saturation (Ms) measurements show
that the embedding of BMNPs within PLGA does not shield the magnetism of the former
due to the non-magnetic coating, since the Ms for both BMNPs and TAT-PLGA(BMNPs) at
300 Kis ~56 emu/g.

A 75 : B 75
50+ ( - 50 4
5 25+ 1 @ 25+ =5’553835355"35--::::::::!'
3 > L3855 z222 -:=====::--
E . g : ,.=:======'-‘=" .-========’-' )
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Figure 1. Hysteresis cycles of TAT-PLGA(BMNPs) and BMNPs. (A) Magnetization cycles of TAT-PLGA(BMNPs) and
bare BMNPs at 5 and 300 K, showing the ferromagnetic and the superparamagnetic behavior. (B) Magnifications of the

low-field region.

Magnetic hyperthermia data show that BMNPs, PLGA(BMNPs) and TAT-PLGA(BMNPs)
are able to transform magnetic energy into thermal energy in presence of external AMF.
Measurements of the temperature rise over time were achieved with a frequency ranging
from 111 to 970 kHz were tested (Figure 2). Faster temperature rises occurred at 111 kHz.
The hyperthermic efficiency is quantified by the value of SAR and ILP (Table S2). The SAR
and ILP values extrapolated are comparable with them reported in literature and used in
clinical trials [55].

3.3. Enhanced Cellular Uptake of the Nanoformulations versus BMNPs

Ultrastructural analysis showed that BMINPs and the nanoformulations PLGA(BMNPs)
and TAT-PLGA(BMNPs) enter inside the cells by endocytosis and phagocytosis, in the case
of large clusters (Figure 3A,B). Once in the cytoplasm, all the BMNPs and nanoformulations
are enclosed in a cytoplasmic vacuole (Figure 3D). As expected, TAT-PLGA(BMNPs) enter
the cells in larger amounts in comparison to PLGA(BMNPs). This enhanced uptake is sup-
ported by data acquired by a quantitative analysis of nanoparticle internalization. Previous
studies have shown that BMNPs are internalized via endocytosis when they are incubated
with cells [4]. Cell internalization in the present experiments was indirectly determined by
measuring the intracellular iron of the different nanoformulations [BMNPs, PLGA(BMNPs)
and TAT-PLGA(BMNPs)]. As it can be seen in Figure 4, statistically significant differences
were observed in iron internalized when comparing BMNPs to both PLGA(BMNPs) and
TAT-PLGA(BMNPs). After 48 h, an internalization of 50% of PLGA(BMNPs) and 65% of
TAT-PLGA(BMNPs) compared to 40% of BMNPs was observed. After 72 h, there is an
increment in iron internalization for PLGA(BMNPs) (67%) and TAT-PLGA(BMNPs) (84%)
nanoassemblies. In all cases, the internalization of TAT-PLGA(BMNPs) was always greater,
up to 80% more iron internalized, demonstrating the ability of that moiety to ease or induce
the internalization of the nanoformulation in the cells. In fact, TAT peptide is known as
a cell-penetrating peptide and has been used to overcome the lipophilic barrier of the
cellular membranes and deliver large molecules and even small particles inside the cell for
biological actions [38—40].
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3.4. Cytocompatibility of PLGA(BMNPs)

As shown in Figure 5A, PLGA, TAT-PLGA, BMNPs, PLGA (BMNPs) and TAT-
PLGA(BMNPs) did not exert significant toxicity on cells after 48 h, demonstrating the
high cytocompatibility of the samples. In fact, no sample showed significant cell via-
bility reduction compared to control at all doses tested. These results are in agreement
with previous studies that have demonstrated the cytocompatibility of nanoassemblies
comprising BMNPs [4,12].

On the contrary, after 72 h (Figure 5B), the highest doses of PLGA(BMNPs) and TAT-
PLGA(BMNPs) showed a low decrease in cell viability, >60% and >70%, respectively. This
increase in cell death rate could be explained by the fact that PLGA and TAT-PLGA would
promote the BMNPs internalization, compared to BMNPs control, increasing the toxicity
on cells as consequence of high iron concentrations [12].

BMNP PLGA TAT
s — M1 kHz s — 1 KHz s — 11 kHz
g <0 — 167 kHz E 50 — 167 kHz E — 167 kHz
o — 334 kHz @ /_’_,__ﬂff — 334 kHz o 4 — 334 kHz
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— BMNPs
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| .
=
B 45-
Q
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Figure 2. Magnetic hyperthermia data of BMNPs, PLGA(BMNPs) and TAT-PLGA(BMNPs). Hyperthermia efficiency of
BMNPs, PLGA-BMNPs and TAT-PLGA-BMNPs on different frequencies (upper part of the figure) and comparison between
the different nanoformulation efficiency on the 111 kHz frequency, evaluated using a Nanotherics MagneTherm system.



Nanomaterials 2021, 11, 766 11 of 16

T Y -
Figure 3. Transmission electron micrographs of cells treated for 24 h with TAT-PLGA-BMNPs (A-D) and the untreated
(control) cell (E). (A) Clusters of NPs occur both at the surface (arrow) and inside (open arrow) the cell. (B) High magnification
of the NPs at the cell surface (arrow in A): Note the cell protrusion indicating a phagocytic process. (C) High magnification
of nanoparticles enclosed in a cytoplasmic vacuole (open arrow in A). (D) The internalized nanoparticles are stored inside
large vacuoles. Bars = 1000 nm (A,D,E), 500 nm (B,C).
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Figure 4. Quantitative analyses of BMNPs internalization in U87MG. Experiments were conducted twice in triplicates.

Statistical differences between the treatments were considered significant when p values were p < 0.05 (*), p < 0.001 (***).

3.5. Cytotoxicity of PLGA(BMNPs)

Results show that, under the conditions studied, both BMNPs and the nanoassembly
reduced cell viability by ~30%, being such a reduction statistically significant when com-
pared with that of the untreated cells (Figure 6). Variations in the cytotoxic effect within the
two treatment were negligible. This result demonstrates that the enveloping of the BMNDPs
nanoparticles in PLGA, while greatly improving BMNPs uptake by cells, does not interfere
with their cytotoxic effect following upon application of an alternating magnetic field.
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Figure 5. Cell proliferation assay of US7MG. U87MG cells were treated with the different samples af-
ter 48 (A) and 72 (B) hours. Statistical differences between the treatments were considered significant
when p values were p < 0.05 (*), p < 0.01 (**), p < 0.001 (***).
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Figure 6. Cytotoxicity on U87MG of the nanoassembly combined with the application of an alter-
nating magnetic field (AMF). U87MG cells were treated with BMNPs and TAT-PLGA(BMNPs) and
exposed to an alternating magnetic field for 2 h. Statistical differences between the treatments were
considered significant when p values were p < 0.05 (*).
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4. Conclusions

The embedding of biomimetic magnetic nanoparticles in PLGA functionalized with TAT
peptide enhances the BMNPs cellular uptake with no modification of the BMINPs” magnetic
properties and/or their in vitro performance as hyperthermia agents, paving the way to the
use of these nanocarriers in combined antitumoral therapy. This is the first study where a
novel technology to produce PLGA-embedding BMNPs has been developed. Moreover, this
technology opens the possibility of using PLGA(BMNPs) nanoformulations in different cell
types by simply changing the specific targeting moiety bound to the nanoformulation surface.

Supplementary Materials: The following are available online at https://www.mdpi.com/2079-4
991/11/3/766/s1, Table S1. Size (nm) and Z-potential (mV) of PLGA nanoassemblies, empty or
embedding BMNPs. Table S2. SAR and ILP values evaluated on the 111 kHz frequency. Figure
S1. Representation of the PLGA(BMNPs) synthesis. Figure S2. X-ray powder diffractogram for
BMNPs. Figure S3. Characterization of biomimetic magnetic nanoparticles. Figure S4. Atomic force
microscopy observation of PLGA(BMNPs) and PLGA NPs.

Author Contributions: Conceptualization, M.P,, CJ.-L., L.C.,, M.P.C.-]J. and G.R.I;; data curation, A.R.,
Y]., AS.-L. and YJJ.; investigation, EV,, Y.J., SM., G.G., AS.-L.,, M.G., G.R.I. and A.R.; methodology,
M.P, CJ.-L., M.G.R,, M.M,, GR.I. and M.P.C.-].; supervision, C.J.-L. and M.P,; writing—original
draft, M.P, C.J.-L.,, M.G.R,, L.C. and M.P.C.-].; writing—review and editing, C.J.-L. and M.P. with
contributions from the rest of authors. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was funded by the FUR (Fondo Unico della Ricerca—University of Verona)
of M. Perduca. C.J.-L. acknowledges funding from projects CGL2016-76723 from the Ministerio de
Economia y Competitividad from Spain and Fondo Europeo de Desarrollo Regional (FEDER) and Pro-
grama Operativo FEDER 2014-2020 (A-BIO-376-UGR18) Junta de Andalucia. M.P.C.-J. acknowledges
funding from projects PID2019-109294RB-100 from the Ministerio de Ciencia e Innovacién from Spain.

Data Availability Statement: No new data were created or analyzed in this study. Data sharing is
not applicable to this article.

Acknowledgments: We are grateful to the “Centro Piattaforme Tecnologiche” of the University of
Verona for giving access to DLS equipment. CJL acknowledges. the Unidad Cientifica de Excelencia
UCE PP 2016.05 (U. Granada) and Instituto de Biotecnologia. Y.J. wants to acknowledge a FPU2016
grant (ref. FPU16_04580) from the Ministerio de Educacion, Ciencia y Deporte y Competitividad
(Spain). AS-L is funded by the Spanish Ministry of Science, Innovation and Universities: Formacion
de Doctores 2018 (ref. PRE2018-0854409). Thanks go to the Scientific Instrumentation Center (CIC)
personnel of the University of Granada for technical assistance with the TEM. We also thank Salvatore
Calogero Gaglio for his help in preparing Figure S4.

Conflicts of Interest: The authors declare no conflict of interest.

Abbreviations

BMNPs, biomimetic magnetic nanoparticles; MNPs, magnetite nanoparticles; PLGA, poly (lactic-
co-glycolic) acid; FDA, Food and Drug Administration; TATp, TAT peptide; iep, isoelectric point;
TAT-PLGA(BMNPs), TAT functionalized PLGA(BMNPs); TAT-PLGA, PLGA nanoparticles func-
tionalized with TAT; AMF, alternate magnetic field; PEG, polyethylene glycol; EMA, European
Medicines Agency; RGD, arginine-glycine-aspartate; pep-apoE, apolipoprotein E modified peptide;
L-PGDS, lipocalin-type prostaglandin-d-synthase; BBB, blood-brain barrier; CPPs, cell-penetrating
peptides; HIV-1, human immunodeficiency virus type 1, MNPs, magnetic nanoparticles; TAT-
PLGA(MNPs), TAT functionalized PLGA containing MNPs; PVA, polyvinyl alcohol; EDC, 1-ethyl-3-
(3-dimethylaminopropyl)carbodiimide; NHS, N-hydroxysuccinimide; IPTG, isopropyl-1-thio-p-D-
galactopyranoside; EMEM; Eagle’s minimum essential medium; AmpB, amphotericin b; XRD; X-ray
diffraction; TEM, transmission electron microscopy; FPLC, fast protein liquid chromatography; DLS,
dynamic light scattering; AFM, atomic force microscopy; SAR, specific absorption rate; ILP, intrinsic
loss power.


https://www.mdpi.com/2079-4991/11/3/766/s1
https://www.mdpi.com/2079-4991/11/3/766/s1

Nanomaterials 2021, 11, 766 14 of 16

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

Glasgow, M.D.K.; Chougule, M.B. Recent Developments in Active Tumor Targeted Multifunctional Nanoparticles for Combination
Chemotherapy in Cancer Treatment and Imaging. |. Biomed. Nanotechnol. 2015, 11, 1859-1898. [CrossRef]

Jabalera, Y.; Oltolina, F; Peigneux, A.; Sola-Leyva, A.; Carrasco-Jiménez, M.P,; Prat, M.; Jimenez-Lopez, C.; Iglesias, G.R.
Nanoformulation Design Including MamC-Mediated Biomimetic Nanoparticles Allows the Simultaneous Application of Targeted
Drug Delivery and Magnetic Hyperthermia. Polymers 2020, 12, 1832. [CrossRef] [PubMed]

Garcia-Pinel, B.; Jabalera, Y.; Ortiz, R.; Cabeza, L.; Jimenez-Lopez, C.; Melguizo, C.; Prados, J. Biomimetic Magnetoliposomes as
Oxaliplatin Nanocarriers: In Vitro Study for Potential Application in Colon Cancer. Pharmaceutics 2020, 12, 589. [CrossRef]
Jabalera, Y.; Sola-Leyva, A.; Peigneux, A.; Vurro, E; Iglesias, G.R.; Vilchez-Gazrcia, J.; Pérez-Prieto, I.; Aguilar-Troyano, EJ.;
Loépez-Cara, L.C.; Carrasco-Jiménez, M.P,; et al. Biomimetic Magnetic Nanocarriers Drive Choline Kinase Alpha Inhibitor inside
Cancer Cells for Combined Chemo-Hyperthermia Therapy. Pharmaceutics 2019, 11, 408. [CrossRef]

Oltolina, F; Peigneux, A.; Colangelo, D.; Clemente, N.; D’Urso, A.; Valente, G.; Iglesias, G.R.; Jiménez-Lopez, C.; Prat, M.
Biomimetic Magnetite Nanoparticles as Targeted Drug Nanocarriers and Mediators of Hyperthermia in an Experimental Cancer
Model. Cancers 2020, 12, 2564. [CrossRef]

El-Boubbou, K. Magnetic Iron Oxide Nanoparticles as Drug Carriers: Preparation, Conjugation and Delivery. Nanomedicine
2018, 13, 929-952. [CrossRef]

Prozorov, T.; Bazylinski, D.A.; Mallapragada, S.K.; Prozorov, R. Novel Magnetic Nanomaterials Inspired by Magnetotactic
Bacteria: Topical Review. Mater. Sci. Eng. R Rep. 2013, 74, 133-172. [CrossRef]

Dobson, ]J. Magnetic Micro- and Nano-Particle-Based Targeting for Drug and Gene Delivery. Nanomedicine 2006, 1, 31-37.
[CrossRef] [PubMed]

Li, Q.; Kartikowati, C.W.; Horie, S.; Ogi, T.; Iwaki, T.; Okuyama, K. Correlation between Particle Size/Domain Structure and
Magnetic Properties of Highly Crystalline Fe3O4 Nanoparticles. Sci. Rep. 2017, 7, 9894. [CrossRef] [PubMed]
Valverde-Tercedor, C.; Montalban-Lépez, M.; Perez-Gonzalez, T.; Sanchez-Quesada, M.S.; Prozorov, T.; Pineda-Molina, E.;
Fernandez-Vivas, M.A.; Rodriguez-Navarro, A.B.; Trubitsyn, D.; Bazylinski, D.A.; et al. Size Control of in Vitro Synthesized
Magnetite Crystals by the MamC Protein of Magnetococcus Marinus Strain MC-1. Appl. Microbiol. Biotechnol. 2015, 99, 5109-5121.
[CrossRef]

Peigneux, A.; Jabalera, Y.; Vivas, M.A.F,; Casares, S.; Azuaga, A.L; Jimenez-Lopez, C. Tuning Properties of Biomimetic Magnetic
Nanoparticles by Combining Magnetosome Associated Proteins. Sci. Rep. 2019, 9, 8804. [CrossRef] [PubMed]

Jabalera, Y.; Garcia-Pinel, B.; Ortiz, R ; Iglesias, G.; Cabeza, L.; Prados, J.; Jimenez-Lopez, C.; Melguizo, C. Oxaliplatin—Biomimetic
Magnetic Nanoparticle Assemblies for Colon Cancer-Targeted Chemotherapy: An In Vitro Study. Pharmaceutics 2019, 11, 395.
[CrossRef]

Jabalera, Y.; Fernandez-Vivas, A.; Iglesias, G.R.; Delgado, AV; Jimenez-Lopez, C. Magnetoliposomes of Mixed Biomimetic and
Inorganic Magnetic Nanoparticles as Enhanced Hyperthermia Agents. Colloids Surf. B Biointerfaces 2019, 183, 110435. [CrossRef]
[PubMed]

Garcia Rubia, G.; Peigneux, A.; Jabalera, Y.; Puerma, J.; Oltolina, F; Elert, K.; Colangelo, D.; Gémez Morales, J.; Prat, M.;
Jimenez-Lopez, C. PH-Dependent Adsorption Release of Doxorubicin on MamC-Biomimetic Magnetite Nanoparticles. Langmuir
2018, 34, 13713-13724. [CrossRef] [PubMed]

Park, H.G.; Han, S.I.; Oh, S.Y.; Kang, H.S. Cellular Responses to Mild Heat Stress. CMLS Cell. Mol. Life Sci. 2005, 62, 10-23.
[CrossRef] [PubMed]

Bettaieb, A.; Wrzal, K.P.; Averill-Bates, A.D. Hyperthermia: Cancer Treatment and Beyond. In Cancer Treatment—Conventional and
Innovative Approaches; Rangel, L., Ed.; InTech Open: London, UK, 2013; ISBN 978-953-51-1098-9.

Das, P.; Colombo, M.; Prosperi, D. Recent Advances in Magnetic Fluid Hyperthermia for Cancer Therapy. Colloids Surf. B
Biointerfaces 2019, 174, 42-55. [CrossRef]

Yallapu, M.M.; Foy, S.P.; Jain, T.K.; Labhasetwar, V. PEG-Functionalized Magnetic Nanoparticles for Drug Delivery and Magnetic
Resonance Imaging Applications. Pharm. Res. 2010, 27, 2283-2295. [CrossRef]

Laurent, S.; Forge, D.; Port, M.; Roch, A.; Robic, C.; Vander Elst, L.; Muller, R.N. Magnetic Iron Oxide Nanoparticles: Synthesis,
Stabilization, Vectorization, Physicochemical Characterizations, and Biological Applications. Chem. Rev. 2010, 110, 2574.
[CrossRef]

Galli, M.; Rossotti, B.; Arosio, P.; Ferretti, A.M.; Panigati, M.; Ranucci, E.; Ferruti, P.; Salvati, A.; Maggioni, D. A New Catechol-
Functionalized Polyamidoamine as an Effective SPION Stabilizer. Colloids Surf. B Biointerfaces 2019, 174, 260-269. [CrossRef]
Lee, D.-W.; Yu, J.-H.; Jang, T.; Kim, B.-K. Enhanced Oxidation Resistance of Iron Nanoparticles via Surface Modification in
Chemical Vapor Condensation Process. J. Mater. Sci. Technol. 2010, 26, 367-370. [CrossRef]

Wu, S.; Ladani, R.B.; Zhang, J.; Kinloch, A.J.; Zhao, Z.; Ma, J.; Zhang, X.; Mouritz, A.P.; Ghorbani, K.; Wang, C.H. Epoxy
Nanocomposites Containing Magnetite-Carbon Nanofibers Aligned Using a Weak Magnetic Field. Polymer 2015, 68, 25-34.
[CrossRef]

Shin, M.C.; Zhang, J.; Min, K.A,; Lee, K.; Byun, Y.; David, A.E.; He, H.; Yang, V.C. Cell-Penetrating Peptides: Achievements and
Challenges in Application for Cancer Treatment: Cell-Penetrating Peptides. J. Biomed. Mater. Res. 2014, 102, 575-587. [CrossRef]
[PubMed]


http://doi.org/10.1166/jbn.2015.2145
http://doi.org/10.3390/polym12081832
http://www.ncbi.nlm.nih.gov/pubmed/32824256
http://doi.org/10.3390/pharmaceutics12060589
http://doi.org/10.3390/pharmaceutics11080408
http://doi.org/10.3390/cancers12092564
http://doi.org/10.2217/nnm-2017-0320
http://doi.org/10.1016/j.mser.2013.04.002
http://doi.org/10.2217/17435889.1.1.31
http://www.ncbi.nlm.nih.gov/pubmed/17716207
http://doi.org/10.1038/s41598-017-09897-5
http://www.ncbi.nlm.nih.gov/pubmed/28855564
http://doi.org/10.1007/s00253-014-6326-y
http://doi.org/10.1038/s41598-019-45219-7
http://www.ncbi.nlm.nih.gov/pubmed/31217514
http://doi.org/10.3390/pharmaceutics11080395
http://doi.org/10.1016/j.colsurfb.2019.110435
http://www.ncbi.nlm.nih.gov/pubmed/31430636
http://doi.org/10.1021/acs.langmuir.8b03109
http://www.ncbi.nlm.nih.gov/pubmed/30394747
http://doi.org/10.1007/s00018-004-4208-7
http://www.ncbi.nlm.nih.gov/pubmed/15619003
http://doi.org/10.1016/j.colsurfb.2018.10.051
http://doi.org/10.1007/s11095-010-0260-1
http://doi.org/10.1021/cr900197g
http://doi.org/10.1016/j.colsurfb.2018.11.007
http://doi.org/10.1016/S1005-0302(10)60060-6
http://doi.org/10.1016/j.polymer.2015.04.080
http://doi.org/10.1002/jbm.a.34859
http://www.ncbi.nlm.nih.gov/pubmed/23852939

Nanomaterials 2021, 11, 766 15 of 16

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

Derakhshankhah, H.; Jafari, S. Cell Penetrating Peptides: A Concise Review with Emphasis on Biomedical Applications. Biomed.
Pharmacother. 2018, 108, 1090-1096. [CrossRef]

Mosafer, J.; Teymouri, M. Comparative Study of Superparamagnetic Iron Oxide/Doxorubicin Co-Loaded Poly (Lactic-Co-
Glycolic Acid) Nanospheres Prepared by Different Emulsion Solvent Evaporation Methods. Artif. Cells Nanomed. Biotechnol.
2018, 46, 1146-1155. [CrossRef] [PubMed]

Hirano, S.; Bovi, M.; Romeo, A.; Guzzo, E; Chiamulera, C.; Perduca, M. Ketamine Nano-Delivery Based on Poly-Lactic-Co-
Glycolic Acid (PLGA) Nanoparticles. Appl. Nanosci. 2018, 8, 655-663. [CrossRef]

Cherubin, A.; Destefanis, L.; Bovi, M.; Perozeni, F; Bargigia, I.; de la Cruz Valbuena, G.; D’Andrea, C.; Romeo, A.; Ballottari, M.;
Perduca, M. Encapsulation of Photosystem I in Organic Microparticles Increases Its Photochemical Activity and Stability for Ex
Vivo Photocatalysis. ACS Sustain. Chem. Eng. 2019, 7, 10435-10444. [CrossRef]

Kumari, A.; Yadav, S.K.; Yadav, S.C. Biodegradable Polymeric Nanoparticles Based Drug Delivery Systems. Colloids Surf. B
Biointerfaces 2010, 75, 1-18. [CrossRef]

Makadia, H.K.; Siegel, S.J. Poly Lactic-Co-Glycolic Acid (PLGA) as Biodegradable Controlled Drug Delivery Carrier. Polymers
2011, 3, 1377-1397. [CrossRef]

Danbhier, F.; Ansorena, E.; Silva, ].M.; Coco, R.; Le Breton, A.; Préat, V. PLGA-Based Nanoparticles: An Overview of Biomedical
Applications. J. Control. Release 2012, 161, 505-522. [CrossRef]

Li, J.-M.; Wang, X.; Marin-Muller, C.; Wang, H.; Lin, PH.; Yao, Q.; Chen, C. Current Advances in Research and Clinical
Applications of PLGA-Based Nanotechnology. Expert Rev. Mol. Diagn. 2009, 9, 325-341. [CrossRef]

Hines, D.J.; Kaplan, D.L. Poly(Lactic-Co-Glycolic) Acid-Controlled-Release Systems: Experimental and Modeling Insights. Crit.
Rev. Ther. Drug Carr. Syst. 2013, 30, 257-276. [CrossRef]

Danhier, E; Pourcelle, V.; Marchand-Brynaert, J.; Jérome, C.; Feron, O.; Préat, V. Targeting of Tumor Endothelium by RGD-Grafted
PLGA-Nanoparticles. Meth. Enzymol. 2012, 508, 157-175. [CrossRef]

Portioli, C.; Bovi, M.; Benati, D.; Donini, M.; Perduca, M.; Romeo, A.; Dusi, S.; Monaco, H.L.; Bentivoglio, M. Novel Functionaliza-
tion Strategies of Polymeric Nanoparticles as Carriers for Brain Medications: Peptidic Moieties Enable BBB Traversal of the NPs.
J. Biomed. Mater. Res. 2017, 105, 847-858. [CrossRef] [PubMed]

Wang, B.; Wu, W.; Lu, H.; Wang, Z.; Xin, H. Enhanced Anti-Tumor of Pep-1 Modified Superparamagnetic Iron Oxide/PTX
Loaded Polymer Nanoparticles. Front. Pharmacol. 2019, 9, 1556. [CrossRef] [PubMed]

Cantelmo, A.R.; Cammarota, R.; Noonan, D.M.; Focaccetti, C.; Comoglio, PM.; Prat, M.; Albini, A. Cell Delivery of Met Docking
Site Peptides Inhibit Angiogenesis and Vascular Tumor Growth. Oncogene 2010, 29, 5286-5298. [CrossRef] [PubMed]

Lee, J.-Y.; Choi, Y.-S.; Suh, ].-S.; Kwon, Y.-M.; Yang, V.C; Lee, S.-J.; Chung, C.-P; Park, Y.-J. Cell-Penetrating Chi-
tosan/Doxorubicin/TAT Conjugates for Efficient Cancer Therapy: Cell-Penetrating Conjugates for Cancer Therapy. Int.
J. Cancer 2011, 128, 2470-2480. [CrossRef]

Santra, S.; Yang, H.; Stanley, ].T.; Holloway, P.H.; Moudgil, B.M.; Walter, G.; Mericle, R.A. Rapid and Effective Labeling of Brain
Tissue Using TAT-Conjugated CdS: Mn/ZnS Quantum Dots. Chem. Commun. 2005, 3144. [CrossRef] [PubMed]

Liu, L.; Venkatraman, S.S.; Yang, Y.-Y.; Guo, K.; Lu, ].; He, B.; Moochhala, S.; Kan, L. Polymeric Micelles Anchored with TAT for
Delivery of Antibiotics across the Blood-Brain Barrier. Biopolymers 2008, 90, 617-623. [CrossRef]

Wang, H.; Xu, K; Liu, L.; Tan, ].PK.; Chen, Y.; Li, Y.; Fan, W.; Wei, Z.; Sheng, ].; Yang, Y.-Y.; et al. The Efficacy of Self-Assembled
Cationic Antimicrobial Peptide Nanoparticles against Cryptococcus Neoformans for the Treatment of Meningitis. Biomaterials
2010, 31, 2874-2881. [CrossRef]

Schwarze, S.R.; Hruska, K.A.; Dowdy, S.E. Protein Transduction: Unrestricted Delivery into All Cells? Trends Cell Biol. 2000, 10, 290-295.
[CrossRef]

Kaplan, I.M.; Wadia, ].S.; Dowdy, S.F. Cationic TAT Peptide Transduction Domain Enters Cells by Macropinocytosis. J. Control.
Release 2005, 102, 247-253. [CrossRef] [PubMed]

Brooks, H.; Lebleu, B.; Vives, E. Tat Peptide-Mediated Cellular Delivery: Back to Basics. Adv. Drug Deliv. Rev. 2005, 57, 559-577.
[CrossRef]

Wadia, ].S.; Stan, R.V.; Dowdy, S.E. Transducible TAT-HA Fusogenic Peptide Enhances Escape of TAT-Fusion Proteins after Lipid
Raft Macropinocytosis. Nat. Med. 2004, 10, 310-315. [CrossRef]

Wadia, J.; Dowdy, S. Transmembrane Delivery of Protein and Peptide Drugs by TAT-Mediated Transduction in the Treatment of
Cancer. Adv. Drug Deliv. Rev. 2005, 57, 579-596. [CrossRef]

Peng, S.-L.; Lai, C.-H.; Chu, P-Y,; Hsieh, J.-T.; Tseng, Y.-C.; Chiu, S.-C.; Lin, Y.-H. Nanotheranostics With the Combination of
Improved Targeting, Therapeutic Effects, and Molecular Imaging. Front. Bioeng. Biotechnol. 2020, 8, 570490. [CrossRef] [PubMed]
Park, J.; Park, J.; Castanares, M.A_; Collins, D.S.; Yeo, Y. Magnetophoretic Delivery of a Tumor-Priming Agent for Chemotherapy
of Metastatic Murine Breast Cancer. Mol. Pharm. 2019, 16, 1864-1873. [CrossRef]

Wen, X,; Wang, K.; Zhao, Z.; Zhang, Y.; Sun, T.; Zhang, F; Wu, J.; Fu, Y,; Du, Y.; Zhang, L.; et al. Brain-Targeted Delivery
of Trans-Activating Transcriptor-Conjugated Magnetic PLGA /Lipid Nanoparticles. PLoS ONE 2014, 9, €106652. [CrossRef]
[PubMed]

Perez-Gonzalez, T.; Jimenez-Lopez, C.; Neal, A.L.; Rull-Perez, E; Rodriguez-Navarro, A.; Fernandez-Vivas, A.; Iafiez-Pareja, E.
Magnetite Biomineralization Induced by Shewanella Oneidensis. Geochim. Cosmochim. Acta 2010, 74, 967-979. [CrossRef]


http://doi.org/10.1016/j.biopha.2018.09.097
http://doi.org/10.1080/21691401.2017.1362415
http://www.ncbi.nlm.nih.gov/pubmed/28789586
http://doi.org/10.1007/s13204-018-0765-1
http://doi.org/10.1021/acssuschemeng.9b00738
http://doi.org/10.1016/j.colsurfb.2009.09.001
http://doi.org/10.3390/polym3031377
http://doi.org/10.1016/j.jconrel.2012.01.043
http://doi.org/10.1586/erm.09.15
http://doi.org/10.1615/CritRevTherDrugCarrierSyst.2013006475
http://doi.org/10.1016/B978-0-12-391860-4.00008-2
http://doi.org/10.1002/jbm.a.35961
http://www.ncbi.nlm.nih.gov/pubmed/27885823
http://doi.org/10.3389/fphar.2018.01556
http://www.ncbi.nlm.nih.gov/pubmed/30723412
http://doi.org/10.1038/onc.2010.267
http://www.ncbi.nlm.nih.gov/pubmed/20603611
http://doi.org/10.1002/ijc.25578
http://doi.org/10.1039/b503234b
http://www.ncbi.nlm.nih.gov/pubmed/15968352
http://doi.org/10.1002/bip.20998
http://doi.org/10.1016/j.biomaterials.2009.12.042
http://doi.org/10.1016/S0962-8924(00)01771-2
http://doi.org/10.1016/j.jconrel.2004.10.018
http://www.ncbi.nlm.nih.gov/pubmed/15653149
http://doi.org/10.1016/j.addr.2004.12.001
http://doi.org/10.1038/nm996
http://doi.org/10.1016/j.addr.2004.10.005
http://doi.org/10.3389/fbioe.2020.570490
http://www.ncbi.nlm.nih.gov/pubmed/33042972
http://doi.org/10.1021/acs.molpharmaceut.8b01148
http://doi.org/10.1371/journal.pone.0106652
http://www.ncbi.nlm.nih.gov/pubmed/25187980
http://doi.org/10.1016/j.gca.2009.10.035

Nanomaterials 2021, 11, 766 16 of 16

50.

51.

52.

53.

54.

55.

Gaglio, S.C.; De Rosa, C.; Piccinelli, F.; Romeo, A.; Perduca, M. Complexes of Rare Earth Ions Embedded in Poly(Lactic-Co-Glycolic
Acid) (PLGA) Nanoparticles: Characterization and Spectroscopic Study. Opt. Mater. 2019, 94, 249-256. [CrossRef]

Predescu, A.M.; Matei, E.; Berbecaru, A.C.; Pantilimon, C.; Drdgan, C.; Vidu, R.; Predescu, C.; Kuncser, V. Synthesis and
Characterization of Dextran-Coated Iron Oxide Nanoparticles. R. Soc. Open Sci. 2018, 5, 171525. [CrossRef]

Cotin, G.; Blanco-Andujar, C.; Nguyen, D.-V.; Affolter, C.; Boutry, S.; Boos, A.; Ronot, P; Uring-Lambert, B.; Choquet, P.,; Zorn, PE;
et al. Dendron Based Antifouling, MRI and Magnetic Hyperthermia Properties of Different Shaped Iron Oxide Nanoparticles.
Nanotechnology 2019, 30, 374002. [CrossRef]

Costanzo, M.; Malatesta, M. Embedding Cell Monolayers to Investigate Nanoparticle-Plasmalemma Interactions at Transmission
Electron Microscopy. Eur. J. Histochem. 2019, 63. [CrossRef] [PubMed]

Park, E.; Gong, E.-Y.; Romanelli, M.G.; Lee, K. Suppression of Estrogen Receptor-Alpha Transactivation by Thyroid Transcription
Factor-2 in Breast Cancer Cells. Biochem. Biophys. Res. Commun. 2012, 421, 532-537. [CrossRef] [PubMed]

Gneveckow, U.; Jordan, A.; Scholz, R.; Briifs, V.; Waldofner, N.; Ricke, J.; Feussner, A.; Hildebrandt, B.; Rau, B.; Wust, P.
Description and Characterization of the Novel Hyperthermia- and Thermoablation-System MFH®300F for Clinical Magnetic
Fluid Hyperthermia. Med. Phys. 2004, 31, 1444-1451. [CrossRef] [PubMed]


http://doi.org/10.1016/j.optmat.2019.05.034
http://doi.org/10.1098/rsos.171525
http://doi.org/10.1088/1361-6528/ab2998
http://doi.org/10.4081/ejh.2019.3026
http://www.ncbi.nlm.nih.gov/pubmed/30920191
http://doi.org/10.1016/j.bbrc.2012.04.039
http://www.ncbi.nlm.nih.gov/pubmed/22521644
http://doi.org/10.1118/1.1748629
http://www.ncbi.nlm.nih.gov/pubmed/15259647

	Introduction 
	Materials and Methods 
	Materials 
	Biomimetic Magnetic Nanoparticles Synthesis 
	PLGA Empty Nanoparticles Synthesis 
	PLGA Encapsulation of BMNPs and TAT Peptide Functionalization 
	Dynamic Light Scattering and Zeta Potential 
	Atomic Force Microscopy 
	Hysteresis Cycle at 5 and 300 K and Magnetic Hyperthermia 
	Transmission Electron Microscopy Analysis 
	Quantitative Analysis of Nanoparticle Internalization 
	Cell Proliferation Assay 
	In Vitro Cytotoxicity of the Nanoformulation 

	Results and Discussion 
	Synthesis and Characterization of Biomimetic Magnetic Nanoparticles (BMNPs) and the Nanoformulations of PLGA (BMNPs) and TAT-PLGA(BMNPs) 
	Magnetic Saturation and Magnetic Hyperthermia of the Nanoformulations 
	Enhanced Cellular Uptake of the Nanoformulations versus BMNPs 
	Cytocompatibility of PLGA(BMNPs) 
	Cytotoxicity of PLGA(BMNPs) 

	Conclusions 
	References

