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Abstract: The in vivo distribution of 50 nm clusters of polyethylene glycol-conjugated superpara-
magnetic iron oxide nanoparticles (SPIONs-PEG) was conducted in this study. SPIONs-PEG were
synthesized de novo, and their structure and paramagnetic behaviors were analyzed by specific
methods (TEM, DLS, XRD, VSM). Wistar rats were treated with 10 mg Fe/kg body weight SPIONs-
PEG and their organs and blood were examined at two intervals for short-term (15, 30, 60, 180 min)
and long-term (6, 12, 24 h) exposure evaluation. Most exposed organs were investigated through
light and transmission electron microscopy, and blood and urine samples were examined through
fluorescence spectrophotometry. SPIONs-PEG clusters entered the bloodstream after intraperitoneal
and intravenous administrations and ended up in the urine, with the highest clearance at 12 h. The
skin and spleen were within normal histological parameters, while the liver, kidney, brain, and lungs
showed signs of transient local anoxia or other transient pathological affections. This study shows
that once internalized, the synthesized SPIONs-PEG disperse well through the bloodstream with
minor to nil induced tissue damage, are biocompatible, have good clearance, and are suited for
biomedical applications.

Keywords: magnetic nanoparticles; SPIONs-PEG; in vivo tracking; electron microscopy; liver; lung

1. Introduction

Designing a new drug delivery system always brings a series of limitations, regardless
of its use and especially when nanotechnology is involved. The ever-growing interest in this
interdisciplinary field has attracted numerous funds in the research of the topic [1,2], and,
more importantly, extraordinary results have been obtained [3]. The amount of resources
invested in superparamagnetic iron oxide nanoparticles (SPIONs) only is concrete proof
that no matter how much information is acquired along the way, there are still some
questions left unanswered [4]. Such questions are connected to the extent of damages that
nanoparticles (NPs) could induce at subcellular levels [5]; the in vivo behavior after in vitro
testing [6,7]; and, most importantly, the pathway through which NPs, especially SPIONs,
enter the cells [8], after which comes the long term effects that may or may not affect future
generations [9,10].
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SPIONSs are one of the most versatile types of magnetic NPs used in domains such as
microbiology [11,12], MRI (magnetic resonance imaging) [13-15], and alternative treatment
of malignant tumors [16-18]. Some of the parameters that decide the fate of SPIONs are
related to the synthesis method [6,19], the biocompatible polymers used to form their
shell [20,21], and their ‘final destination’. They can be designed to enhance contrast in
MRI patients, where they are retained for short periods, or target specific zones in the
human body, requiring long-term treatments. However, even if they are considered safe to
use with patients [22], the same SPIONSs are reported to have toxic effects when tested in
different circumstances, either in vitro or in vivo [23]. Metal nanoclusters are a new type
of platform that have different characteristics than singular nanoparticles. (Ultra)small
nanoclusters (<20 nm) have been proven to have increased efficiency for catalytic, pho-
toluminescence, coulorimetric, chemodynamic, and sensor activity in comparison with
large-size nanoparticles [24-28]. However, due to their size, they can interfere with normal
metabolic activities in the cells.

Many important breakthroughs have been achieved with the use of magnetic NPs.
Cancer treatment through chemotherapy and radiotherapy is still chosen over alternative
therapies involving nanotechnology. On the other hand, the side effects of conventional
cancer treatments are undoubtable, and development of a method for targeted treatment
of cancer using SPIONSs is ongoing in clinical trials [29]. SPIONs can be ideal carriers
for chemotherapeutic drugs [30], therefore reducing the overall toxicity on the patient
by targeting only the affected zone [3]. Deh et al. (2020) [16] achieved a successful
reduction of tumors in mice after SPION administration and hyperthermia treatment [16].
Butoescu et al. [31] achieved a controlled drug release in the joint cavity of mice with
the help of SPIONSs as an alternative treatment of arthritis and osteoarthritis. SPIONs
loaded with a drug (dexamethasone) were kept in place using an external magnetic field to
maintain a relative constant drug release in the hope of reducing damages in surrounding
tissues [31].

An in vitro simulation of the blood-brain barrier demonstrated that SPIONs could in-
hibit neurotoxicity, and become a potential solution for future treatment of brain tumors [32].
Another successful use of SPION hyperthermia was reported by Kandasamy et al. [33] in
their work. After in vitro treatment of hepatic cancer cells with SPIONs, no morphological
changes were observed, but when hyperthermia was induced, an increase in cell death
was registered, further indicating that unless directed to a specific region and magnetically
activated, SPIONs have no harmful effects on the healthy tissues [33].

However, another study revealed that a significantly high dose of SPIONSs is necessary
to achieve proper tumor inhibition through hyperthermia [34]. The studies presented
above used concentrations ranging from 5 pg/mL to 20 mg/mL SPIONSs. This indicates
that for the hyperthermia achieved in vitro using fewer SPIONSs, a higher concentration of
Fe is required for in vivo reduction of tumors. However, SPIONs may accumulate inside
organs such as the liver and kidneys [15], causing organ impairment or failure [35].

It is essential to address the issues concerning in vivo distribution and clearance of SPI-
ON s. After successful synthesis of SPION-PEG (polyethylene glycol) clusters and adminis-
tration in normal human keratinocytes and skin melanoma cells in previous work [8], their
effects in vivo on Wistar rats were further assessed. Following short-term and long-term
exposure to SPIONs-PEG, the liver, kidney, lung, skin, brain, and spleen were investigated
histologically and at ultrastructural levels. Blood and urine samples were collected during
treatment and were examined through fluorescence spectrophotometry, confirming that
SPIONSs-PEG entered the system.

Regardless of the time that passed after injection, the designed SPION-PEG cluster
administration had minimum side effects and sporadically accumulated in several organs,
indicating that they spread throughout tissues (not just filtering organs). It was often
shown that only small singular SPIONs (<30 nm) could cross biological barriers and that
the reticulo-endothelial system rapidly captured larger SPIONs (>100 nm) and so they
were removed from circulation before reaching the targeted organs [36,37]. Our 50 nm
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SPION-PEG clusters were able to cross the endothelial barriers and reach the kidney, which
has a filter slit of approximately 5.5-10 nm [38,39]. These aspects were better noticed
using transmission electron microscopy (TEM), as the small, isolated nanoparticles can
be identified easily in the tissue’s background. In this regard, the SPION-PEG clusters
designed here may offer high applicability for targeted tumor treatment or other biomedical
applications, since a higher concentration of Fe within a small dose per administration
could facilitate hyperthermia.

2. Materials and Methods
2.1. SPION-PEG Clusters Synthesis and Characterisation

SPION-PEG clusters of 50 nm were synthesized and characterized as previously
described [8]. First, 10 nm Fe3Oy crystallites were obtained through a coprecipitation
method under hot conditions, then cooled precipitates were magnetically separated from
the remaining reactants, washed, and dried. The obtained particles were coated and packed
in 50 nm spherical clusters using an oil-in-water emulsion method, separated, and then
dispersed in water [40,41].

To determine the crystalline structure and morphology and to confirm the super-
paramagnetic nature of SPIONs-PEG, TEM and X-ray powder diffraction (XRD) (analyses
were performed. At the same time, the magnetic behavior was characterized through a
vibrating sample magnetometer (VSM). For TEM, the water-dispersed sample was placed
on a 200 mesh copper grid and imaged using a scanning-transmission electron microscope
(STEM) Hitachi HD2700 (Hitachi, Tokyo, Japan) at 200 kV, and coupled with EDX (energy-
dispersive X-ray) detector (Oxford Instruments, Oxford, UK, AZtec Software, version
3.3) used for elemental detection. Dynamic light scattering (DLS) analysis, zeta potential,
and the polydispersity index were measured by dispersing the SPIONs-PEG clusters in
phosphate buffer saline at concentrations from 0.1-500 pg/mL and read on a Zetasizer
Nano Z590 (Wyatt Technology Corporation, CA, USA) at 25 °C, pH 7.4, 90° reading angle.
XRD analysis was done using a high-resolution SmartLab X-ray diffractometer (Rigaku,
Tokyo, Japan) operated at 9 kW and coupled with SmartLab Guidance software (SmartLab
Studio II package software, Rigaku, Tokyo, Japan). The magnetic behavior of the samples
was recorded using a vibrating sample magnetometer (VSM) produced by ‘Cryogenic Ltd.’
(London, UK), at room temperature and magnetic fields up to 5T.

Before in vivo administration, the absorbance spectrum of SPIONs-PEG was recorded
with the UV-VIS spectrometer PerkinElmer Precisely Lambda 25 (PerkinElmer Inc., Waltham,
MA, USA) at room temperature, in the range of 200-800 nm and with a resolution of 2 nm.

2.2. In Vivo Distribution and Clearance Analyses
2.2.1. Animal Model and SPION-PEG Clusters Administration

All animal procedures were in accordance with the institutional guidelines and ethical
standards approved by the ‘Babes Bolyai” University of Cluj-Napoca, Romania. SPIONs-
PEG were administered through intraperitoneal (i.p.) or intravenous (i.v. in the caudal
vein) injection to male Wistar rats (N = 9) of 300450 g weight (1 mL saline containing the
equivalent of 10 mg Fe/kg body weight). Each animal’s behavior was monitored for 15 min
after the injection to prevent any painful reaction development. At the below-mentioned
time points, rats were anesthetized with ether vapors, and their backbone dislocated,
and the following procedures were done after no response was received from pressure
applied to the members [42]. The organs and body fluids were collected at 15, 30, 60,
and 180 min and 6, 12, and 24 h for i.p. administration, and 24 h for i.v. administration.
The time intervals were chosen for short- and long-term investigations. One rat received
physiological serum (saline) i.p. with as a control model.
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2.2.2. Identification and Distribution of SPIONs-PEG in Blood and Urine by
Fluorescence Spectroscopy

The spectrofluorimetric analysis of blood and urine samples was performed at room
temperature using a Jasco Fp 8200 spectrofluorometer (JASCO International Co., Ltd.,
Tokyo, Japan). For the increased resolution of detection of the spectral changes associated
with SPIONs-PEG, blood samples were diluted 500-fold with phosphate-buffered saline
(PBS). In contrast, the urine samples (2 mL) did not undergo any processing or centrifuga-
tion before analysis. No urine was available at 15, 30, and 60 min post-administration, these
results are therefore not shown. Fluorescence of serum and urine samples was measured
at 410 nm (for serum) and 320 nm (for urine). The signal intensity was measured at the
maximum emission of 480 nm and 513 nm, respectively. The fluorescence intensity of
the urine samples was measured at an emission wavelength of 420 nm. The fluorescence
data were analyzed using OriginPro 8.5.1 software (OriginLab Corporation, Northampton,
MA, USA).

2.2.3. In-Tissue Identification and Distribution of SPION-PEG Clusters and
Histopathological Analyses Using Light and Electron Microscopy

For SPION-PEG cluster distribution and biocompatibility analysis, we performed
hematoxylin-eosin staining on several organs, including liver, spleen, lung, kidney, brain,
and skin. The collected organs were prepared for histopathological examination according
to Mirescu et al. [43]. After fixation with 4% paraformaldehyde, the samples were washed
in PBS, dehydrated with xylene, and included in melted paraffin. Then, 5 um thick sections
were obtained using an automated microtome mounted on glass slides, deparaffinized at
50 °C, and rehydrated. The sections were stained with hematoxylin for 4-10 min depending
on the tissue, and eosin for 2 min, then permanently fixed with Canadian balm. A trained
histopathology-specialized medical doctor analyzed the sections.

For TEM analyses, the organs were prepared using an adjusted protocol after Hayat [44]
and according to Craciun and Barbu-Tudoran [45]. Immediately after harvest, 1 mm? tissue
samples were fixed with 2.7% glutaraldehyde in 0.1 M PBS for 1.5 h and then with OsOy
(2% in 0.15 PBS at pH 7.4) for 1 h. Next, the samples were dehydrated, included in epoxy
resin (Epon 812), and cured until hard.

Semi-thin sections (250 nm thickness) were obtained using an ultramicrotome (Leica
UC?7) and were stained with epoxy tissue stain for supplementary histological analysis. Im-
ages were taken using the light microscope Olympus BX51 (Olympus, Hamburg, Germany),
coupled with CCD camera CoolSNAP-Pro (Olympus, Hamburg, Germany).

The ultrathin sections (70-90 nm) were collected on 200 mesh copper grids, double-
stained with uranyl acetate (2.6 g in 20 mL of 50% ethanol in ultrapure water, for 6 min) and
lead citrate (1.41 g in 42 mL. MQ water and 8 mL. NaOH 1 N, pH 12, for 3 min). Samples
were examined using a TEM Jeol JEM 1010, and electron micrographs were obtained
with MegaView III camera (JEOL, Tokyo, Japan). To obtain relevant qualitative analysis
results, at least 3 pieces of tissue sample were collected from different parts of the selected
organs. From each sample, three grids were obtained from different places within the
sample thickness.

To identify intracellularly dispersed Fe3O4 deposits, EDX analyses were used on tissue
samples. Analyses were done on a scanning electron microscope (SEM) Hitachi SU8230
(Hitachi, Tokyo, Japan) at 30 kV coupled with Oxford Instruments EDX detector and the
elemental composition was obtained in AZtec Software (Oxford Instruments, Oxford, UK,
AZtec Software, version 3.3).

3. Results
3.1. SPION-PEG Clusters Characteristics
TEM analysis of SPIONs-PEG revealed relatively uniform clusters with a median

diameter of 50 nm (narrow distribution between 50 and 80 nm). Clusters contained ~10 nm
individual SPIONS, held together by a visible layer of PEG (Figure 1a). DLS measurements
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of SPION-PEG clusters (Figure 1d) revealed a hydrodynamic dimension ranging from
300-1200 nm (in phosphate buffer). At 1 pug/mL concentration, it registered the highest
dynamic size (1200 nm) and the worst polydispersity index (~1). Still, at higher concen-
trations (10-500 pg/mL), the clusters seemed to have better dispersity indexes (0.2-0.4)
and lower hydrodynamic diameters (approx. 300 nm). The measured zeta potential was

—19 £ 04 mV.

200 nm

b 609 v 50-100nmSPIONs | L\ e oo —
40- M =59 emu/g r
H =27 Oe
\620' M=2.2 emu/g
=]
E 0
L)
= -20-
-40 /
B0 =
54 -3 2101 2 3 45
B(T)

Count

Size (nm)

200

250

o

N
=1
=]

3
=3

Hydrodinamic diameter (nm)

=

1400 4

1000

@

1=}

S
L

B

3

o
L

N

=3

S
L

Polydispersity index

T

T
01 05 1 5 10 25 50 75 100 200 500
Concentration (ug/mL)

€ 5000
50-100 SPIONs-PEG  —
Magnetite, Fe304 o
4000
@
53
< 3000
>
B
[
L
£
< <
2000 g o) 3 p:§ 3
. . . . ® 'Y
- £ L B
8 6 < < < < < o - 5 .
o O o o o 3 3 33
Py ©® © ) © ® o ™ o™ o
2 & 22 2 EE 23 33 3
1000 w w woouw [ Rd
0
Magnetite’ 1 | | I | ; | | | | : | 1 8 | | 1 8 | T | |
Fe0: 29 40 60 80
2-theta (deg)

Figure 1. TEM micrograph of the obtained SPION-PEG clusters (a), with the magnetization curves versus applied magnetic
field at room temperature (b), their size distribution (c), and hydrodynamic diameter as determined through dynamic light
scattering (d). XRD pattern of the resulted SPION-PEG clusters and compared to P.D.F. card 01-076-7165 of magnetite (e).
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The room temperature magnetization curves of SPIONs-PEG are shown in Figure 1b.
The shape of the magnetization curve was characteristic of superparamagnetic samples with
interacting particles, displaying a very small hysteresis loop. The saturation magnetization
was M; = 59 emu/g, the coercive field was H. = 27 Oe, and the remnant magnetization
was My =22 emu/g.

The XRD analysis confirmed that the samples were magnetite (Fe3O4) (Figure 1le).
Five distinctive diffraction peaks at 26 values (30.26°, 35.63°, 43.17°,57.19°, and 62.68°) that
corresponded to the reflection planes of (220), (311), (400), (333), and (440) characteristic to
the cubic-centered face of magnetite were observed. The crystalline size, as determined
through the Williamson-Hall method, was of 50(12) A, indicating the successful formation
of magnetite.

3.2. SPION-PEG Cluster Distribution and Clearance

In this study, we focused on the bio-distribution, histopathology, and ultrastructural
effects of SPION-PEG clusters administered by i.p. injection. Due to the existence of a
plethora of studies analyzing SPION distribution after i.v. administration, relatively fewer
bio-distribution studies for i.p.-administered SPIONSs [46], a limited number of animals
for testing (for ethical reasons), the possibility of a better outcome for the rats, improved
pharmacokinetic profile, and bioavailability for large kDa drugs after i.p. administra-
tion [47-50], we chose to test for SPION-PEG cluster in vivo effects in this administration
setup. Organs (liver, spleen, lung, kidney, brain, and skin) were examined at different time
intervals: 15, 30, 60, and 180 min, and 6, 12, and 24 h after i.p. administration, respectively.
Based on the observed results, SPION-PEG clusters were also intravenously administered,
and the same organs and body fluids were examined at 24 h only.

3.3. Blood Serum and Urine Spectrofluorimetric Studies

The in vivo effects of SPIONs-PEG clusters were investigated at two different time
intervals to better understand the nanoparticles” distribution through filtering organs.
Blood and urine samples were analyzed through fluorescence spectrophotometry. Prior to
administration and spectrofluorimetric investigation of the biological fluids, the optical
properties of SPION-PEG clusters were investigated by UV-VIS. The UV-VIS spectrum
revealed three absorbance peaks at ~320 nm, ~410 nm, and ~540 nm.

3.3.1. Blood Serum—i.p.

In the fluorescence spectra of the blood serum samples, one could clearly observe the
presence of two peaks, at ~474 nm and ~513 nm (Figure 2a). However, the peak observed at
~474 nm was also detected in the blood serum sample of the untreated control (dark green
in Figure 2a, i.e., emission due to constituents of isotonic PBS, mostly water), leading to the
conclusion that this emission wavelength was not specific for serum SPION-PEG clusters
detection. Consequently, the peak observed at ~513 nm remained the only one associated
with the presence of SPIONs-PEG clusters in the serum (visible as a large smooth peak in
the SPION cluster solution—light blue in Figure 2a—and absent from the untreated blood
serum samples—dark green in Figure 2a).
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Figure 2. The fluorescence spectra of blood (a) and urine (b) samples collected at 6, 12, and 24 h post-
intraperitoneal administration and 24 h post-intravenous administration of SPION-PEG clusters. BS—
blood samples and US—urine samples, collected at different time periods, control—untreated control.

The highest fluorescence was detected in samples collected at 15 min. However,
signals were still high 30 min, 60 min, and 180 min after i.p. administration, indicating a
fast absorption of SPION-PEG clusters through i.p administration.

3.3.2. Blood Serum—i.v.

Through i.v. administration, SPION-PEG clusters showed high fluorescence at 24 h,
but not as high as determined at i.p administration at 24 h.

3.3.3. Urine—i.p.

The fluorescence spectra of urine samples showed an emission peak at ~420 nm, as
was evidenced in the spectrum of SPION-PEG clusters; therefore, this peak was associated
with the presence of NPs in the urine samples. Due to the short time period in which the
rats produced urine, the urine samples were only collected only 3 h (180 min) after i.p.
administration (Figure S1b). Therefore, compared to the untreated control, in the spectrum
of the urine sample collected 3 h after i.p administration, a visible peak was observed at
~420 nm—corresponding to SPION-PEG clusters. As shown in Figure 2b, the height of
the peak at ~420 nm reached a maximum at 12 h post-treatment and started decreasing at
24 h post-administration. This indicates a good blood circulation time and clearance of the
SPIONs-PEG clusters.

3.3.4. Urine—i.v.

SPION-PEG clusters administered by i.v. revealed a low concentration in urine at 24 h,
which was similar to the concentration detected 24 h after i.p. administration.

3.4. Histopathology Studies of Rat Organs
3.4.1. Hematoxylin-Eosin Staining

The most relevant pathology-associated modifications were only observed 24 h after i.v.
and i.p. administration for SPION-PEG clusters in the lung, liver, and brain, as compared
to untreated controls (Figure 3). The spleen, kidney, and skin had no significant alterations
(Supplementary Figure S2).
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Figure 3. Histological examination of the liver (a—c), lung (d—f), and brain (g-i), harvested 24 h after intraperitoneal and
intravenous administration of SPION-PEG clusters and compared to the untreated controls; circle = lymphocyte aggregates,
arrows = ferric pigments, arrowheads = shriveled pyramidal neurons (h) and hypochromic nuclei (i); 40 x magnification.

The examined liver showed signs of toxic hepatitis, which could be generated only by
the administered SPION-PEG clusters. Both i.p. and i.v. samples had either lymphocyte
aggregates or inflammatory infiltrates in the parenchyma (Figure 3a—c). The damages
observed in the lungs were consistent with signs of bronchopneumonia with macrophages
with ferric pigments and extended areas of emphysema (Figure 3d—f). The brain pre-
sented shrunk pyramidal neurons (Figure 3h) and hypochromic nuclei (Figure 3i). Both
pathologies are signs of hypoxia, which correlated with the results observed in the lung.

3.4.2. Epoxy Tissue Staining

The organs harvested at 15, 30, 60, and 180 min and those harvested 6 and 12 h after i.p.
treatment were within normal parameters. The focus was again on the organs harvested at
24 h post i.p. and i.v. treatment.

A closer look at the organs’ histology revealed slightly altered intracellular differences
of the liver, lung, and skin (Figure 4), while the spleen, kidney, and brain were within
normal parameters (Supplementary Figure S3). A fat liver was observed compared to the
untreated control, with a high density of lipid droplets for the i.p. probe (Figure 4b) and
large lipid droplets for the i.v.-treated probe (Figure 4c).
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Untreated control Intraperitoneal treatment

Intravenous treatment

Figure 4. Semi-thin sections of the liver (a—c), lung (d-f), and skin (g-i) examined at 24 h post-intraperitoneal-treatment

and 24 h post-intravenous-treatment and compared to the untreated controls; arrows = lipid accumulations, arrowheads =

activated macrophages, circle = dense accumulations; 100x magnification.

The changes observed in the lungs were consistent with the hematoxylin-eosin-stained
samples. Sings of bronchopneumonia with erythrocytes trapped in the alveoli along with
activated macrophages were observed in the treated samples (Figure 4ef).

The skin had dense accumulations associated with SPION-PEG clusters in the i.v.-
treated probes (Figure 4i).

3.5. Electron Microscopy Analyses of Rat Organs

The blood analysis showed that the highest nanoparticle concentration was present
at 15 min post-SPION administration (Supplementary Figure S1). The histopathology
analysis showed that the spleen, brain, and skin were the least affected organs in terms of
pathology-associated modifications at 6, 12, and 24 h; therefore, these organs were left out
for the short time evaluation SPION-PEG cluster tracking by TEM. However, the absence
of SPION-PEG clusters from these organs does not necessarily indicate that they were
completely missing.

3.5.1. Liver

At 15 min after treatment, the ultrastructure of the liver was not affected, compared
to the untreated control. However, clusters resembling SPIONs-PEG were detected in the
extracellular space (Figure 5). An EDX examination of the liver revealed Fe deposits in the
electron-dense formations (Figure 6).
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Figure 5. TEM micrographs showing the Disse space (limit between a hepatocyte and a blood vessel) of a rat treated with
SPION-PEG clusters for 15 min (a). At higher magnification (b), microvilli of the hepatocyte seem to have sequestered a
small electron-dense cluster that resembles SPIONs-PEG. The cluster was 140 nm in diameter (c) and could be a larger
nanocluster that maintained its form due to the large fenestrae (~100 nm) of liver sinusoids.

a

Figure 6. EDX examination of the 12 h post-treated liver. TEM image of the hepatocytes (a); EDX spectra of one of the
electron-dense accumulation observed inside a hepatocyte. The large unattributed peak represents Cu, detected from the

sample grid (b).
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At 15, 30, 60, and 180 min, and at 6 h, electron-dense accumulations were detected in
hepatocytes, indicating a hepato-biliary-fecal clearance. In contrast, at 12 h, the macrophages
(Kupfer cells) had traces of SPION-PEG clusters (Supplementary Figure S4), which indicates
a clearance thorough the reticulo-endothelial-system [39].

3.5.2. Lung

Lungs had no pathological and ultrastructural modifications at 15 min after the SPION-
PEG cluster i.p. administration. A vesicle with electron-dense accumulations was observed
near a blood vessel inside an interalveolar septum (Figure 7). SPION-PEG clusters could
not be detected by TEM at any of the other time points in the lung.

C

Figure 7. TEM micrographs of the lung treated with SPION-PEG for 15 min (a). At a higher magnification, a large vesicle
was observed (b). The vesicle (black and white circle) had electron-dense particles inside, resembling 10 nm SPIONS (c).

3.5.3. Kidney

At 12 h, the urine had the highest accumulation of SPION-PEG clusters, indicating
that they had passed through the kidneys in higher concentrations before that time point.

According to the blood spectra, 15 min after i.p. treatment, the amount of SPION-PEG
clusters reached the highest levels in the blood. This indicated that the nanoparticles
had passed through the kidneys’ capillaries; therefore, this organ expected some changes.
However, the ultrastructure of the kidney was within normal parameters. The lysosomes
in many collector tubes had electron-dense formations close to the shape of SPION-PEG
clusters (Figure 8). At 60 min, ~200 nm clusters could be seen trapped in the basement mem-
brane between the podocyte pedicels and the endothelial cells (Supplementary Figure S5).
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These data indicate that the 50 nm SPION-PEG clusters passed the nephrocyte size barrier
either directly through the nephrin network and/or by transcytosis [38].

Figure 8. TEM micrographs of the kidney treated with SPION-PEG clusters for 15 min (a). At a higher magnification, a dark
lysosome was observed (b). The lysosome had a large electron-dense formation inside, with visible smaller particles (white

arrows) that could be the 10 nm SPIONS (c).

3.5.4. 24 h after i.p. and i.v. Treatment

The ultrastructural examination of the organs harvested 24 h after i.p. and i.v. treat-
ment (Figure 9) showed a high number of electron-dense particles in the macrophages
and parenchymal cells of the liver, spleen, lung, and kidney, while the brain and skin
were within normal parameters. The untreated controls of these organs can be observed in
Supplementary Figure S6.
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Figure 9. TEM micrographs of the organs examined 24 h after intraperitoneal or intravenous treatment with SPION-PEG
clusters; liver (a,b), spleen (c,d), lung (e,f), kidney (g,h), brain (i,j), and skin (k,1). Arrows and circles indicate the presence

of electron-dense accumulations inside lysosomes or dispersed in the cytosol.

4. Discussion

In this study, we used superparamagnetic magnetite clusters (SPION-PEG clusters),
obtained by methods that have proven their superparamagnetic capacities and potential
biomedical applications [41,51,52] for in vivo biodistribution and clearance. A summary of

the findings can be consulted in Table 1.

Table 1. Summary of SPION-PEG cluster distribution and effects observed in our study.

Organ/Tissue ip. iv
SPION Concen-
tration/Effects 15 min 30 min 1h 3h 6h 12h 24h 24h
blood high high high high high medium high high
urine - - - low low high low low
inflammatory infl "
infiltrates, high . Hfli amma ofry
density of small infiltrates, a few
L large lipid droplets,
wu lipid droplets, high number of
liver SPION ex n.p.m. n.p.m. n.p.m. n.p.m. n.p.m. high number of electron-dense
electron-dense articles in the
particles in the mpacro haees and
macrophages and 1131 3 1 cell
parenchymal cells parenchymat cefis
n.p.m. high number  n.p.m. high number
of electron-dense of electron-dense
spleen n.p.m. n.p.m. n.p.m. n.p.m. n.p.m. n.p.m. particles in the particles in the
macrophages and macrophages and

parenchymal cells parenchymal cells
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Table 1. Cont.
Organ/Tissue i.p. iv.
SPION Concen-
SPION-loaded and SPION-loaded and
activated activated
macrophages, macrophages,
extended areas of extended areas of
emphysema, emphysema,
lung SPIISIIG in n.p.m n.p.m. n.p.m. n.p.m. n.p.m. local hypoxia, local hypoxia,
high number of high number of
electron-dense electron-dense
particles in the particles in the
macrophages and macrophages and
parenchymal cells parenchymal cells
n.p.m. highnumber n.p.m. high number
of electron-dense of electron-dense
kidney u.u n.p.m. SPII(J).LIG . n.p.m n.p.m. n.p.m. particles in the particles in the
in
macrophages and macrophages and
parenchymal cells parenchymal cells
shriveled pyramidal  shriveled pyramidal
brain n.p.m. n.p.m. n.p.m. n.p.m. n.p.m. n.p.m neurons, . neurons, .
hypochromic nuclei, hypochromic nuclei,
local hypoxia local hypoxia
skin n.p.m. n.p.m. n.p.m. n.p.m. n.p.m. n.p.m. n.p.m. d.a.

i.p = intraperitoneal, i.v. = intravenous, d.a. = dense accumulations, n.p.m. = no pathological modifications, u.u. = unaffected ultrastructure,
SPION ex = SPION clusters in the extracellular space, SPION in = SPION clusters in the intra-alveolar septum.

A maximum of fluorescence corresponding to SPION-PEG clusters was observed
in blood samples 15 min after i.p. treatment and in urine 12 h after i.p. treatment, and
this decreased at 24 h, which signifies a plasma half-life of 12 h [53]. This indicates good
circulation time and clearance, making SPION-PEG clusters efficient for imaging and/or
treatments and non-toxic [54]. This long circulation property of the SPION-PEG clusters is
determined by the PEG, which increases both circulation time and biocompatibility [55,56].
The clusters were distributed to several tissues and could be observed by TEM after as little
as 15 min in the liver and kidney and by histology staining in the skin and liver at 24 h.
The histological and ultrastructural examinations showed that SPION-PEG clusters caused
slight morphological alterations in the liver cells. Electron-dense particles were present in
the kidney, spleen, and lungs at 24 h, but no ultrastructural alterations were seen in these
organs’ cells, where SPION-PEG clusters accumulated. Our SPION formulation reached
several organs, both with and without the reticulo-endothelial system (RES), where they
were found as unique clusters and not clumped together in aggregates. This aspect indicates
good colloidal stability in the blood and increases their ability to distribute throughout
the tissue, thus increasing their tissue distribution and MRI visualization window to more
than 12 h [55]. As a comparison, the FDA-approved (Food and Drug Administration) iron
oxide, called ferumoxytol, has a 14 h circulation half time in humans and 2 h in rodents,
and a peak of RES accumulation at 12-24 h [57]. When clusters began to be degraded, this
process was slow and gradual from the cluster edge (PEG) to the core, keeping the SPION
crystallites at the core intact for a longer time, thus increasing their capacity for imaging
and hyperthermia to longer than 24 h post-injection.

Unlike the untreated control, fatty liver was observed with a high density of lipid
droplets for the i.p. probe (Figure 4b) and large lipid droplets for the i.v.-treated probe
(Figure 4c). This would suggest a certain impairment of the lipid metabolism or inflam-
mation, especially for the i.p.-treated lot. Most likely, the entire SPION-PEG cluster dose
passed first through to the liver, before spreading throughout the body [58]. This lipid
build-up in the hepatocytes seems to be typical for in vivo nanomaterial treatments [59-61].
It is most likely due to reactive oxygen species accumulation, which blocks mitochondrial
lipid peroxidation and lipid export [62].
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Similarly to our results, other findings have also shown that the iron levels in the
blood serum were high at 24 h after administration of SPIONs, with no morphological
damages in various organs [63,64]. Jarockyte et al. [65] showed that even after six months
post-treatment, SPIONs were still not cleared from the injection site in rats, and this was
dependent on the dose of nanoparticles used. Fu et al. [66] showed that iron oxide dextran-
coated clusters of 150 nm were biocompatible in vitro and in vivo, and did not determine
toxicity in the blood, liver, or kidney for up to 3 months. In their study, the SPION clusters
were administered intra-abdominally, and the clusters were distributed predominantly to
the lymph nodes and the heart, liver, kidney, spleen, and lungs.

Briley-Saebo et al. [67] showed that SPIONs were dispersed equally between the
endothelium and Kupfer cells in rat liver, an aspect that we could also observe. Still, no
details about the morpho-anatomical changes in this organ were described in the paper.
Also, Deng et al. (2021) [15] tested their biocompatible 4 nm SPIONS, observed no damages
in the hepatic tissues, and showed the safe applicability of those NPs as contrast agents.
The use of SPIONs-PEG in vivo was reported before [68,69]; however, no other studies are
investigating the distribution and histopathological effects of 50 nm SPION-PEG clusters
on filtering organs (liver, spleen, kidney) as far as we are aware.

A study showed that SPIONs could induce histopathological and biochemical alter-
ations in the lungs of mice [70]. The described ultrastructural damages induced by NPs
in lung phagocytes were size-dependent and targeted mainly the mitochondrial mem-
branes [71]. In our study, we also found macrophages with electron-dense accumulations,
suggesting the presence of SPIONSs in the lung at 24 h post-administration. We consider that
the observed damages, determined by local inflammation or anoxia, may be influenced by
the large hydrodynamic dimension or by the cluster aggregation in the low-flow capillaries,
as concluded by others [72,73]. However, the observed damages of the liver and lung were
temporary, and studies show that inflammation is slightly higher in the first few days and
then reduces to normal in the next 48 h to 14 days [37], and also that SPIONs determine a
reduction of the inflammation genes’ expression [74,75]. This is true for PEG, polyvinyl
alcohol, polydopamine, pluronic, dextran, arginine, or oleic-acid-coated SPIONs [37,55,76].

Our 50 nm SPION-PEG nanoclusters might have reached most organs by entering first
the lymphatic system from the abdominal area, as previously suggested [66,77], which later
connected to the bloodstream. This aspect is also suggestive of the fact that the clusters
reached most organs through the process known as enhanced permeability and retention
effect, making them ideal candidates for passive tumor targeting and treatment [53,78,79].

SPION-PEG cluster rapid distribution through the lymphatic system may also explain
the fast localization of clusters at the lung alveolar level. This aspect was exploited for MRI,
detecting early-stage metastatic lung tumors in mice with SPIONSs [80]. Using polyvinyl
alcohol microbubbles loaded with SPIONS, Barrefelt, et al. [81] observed that SPIONs were
distributed throughout the liver and lungs as little as 10 min after i.v. administration,
where they mainly accumulated at the macrophage level. Due to their larger size (550 pm),
they induced local anoxia and inflammation and their presence was observed in large
clusters at 1 and 6 weeks after administration, when fibrosis was also associated. All
these factors considered, they concluded that the SPION microbubbles were suitable for
i.v. treatments. Similarly, Cho et al. [82], delivered intratracheally Cy5.5-SPIONSs to rats
and observed a dose-dependent inflammation of the lungs, and still considered them to
be “good candidates for use in pulmonary delivery vehicles and diagnostic probes”. The
inflammation present in the lungs can be both a good and a bad outcome of the SPION
treatment; therefore, it should be carefully considered. Inflammation can be the trigger of
metastasis, but also the trigger of efficient antitumor immunocompetence [57].

Interestingly, our SPION-PEG clusters of 50 nm dimension managed to pass through
the renal system as soon as 15 min after administration and get into the urine in significant
concentration, without affecting the kidney histology. Their relatively large dimension
for the renal filtration system (50 nm) raises questions about the mechanisms of passage
through the filtration slits of the Bowman capsule. Smaller than 10 nm SPIONs may be
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capable of freely traversing the nephrin mesh, and larger ones should be captured by tissue
macrophages [83]. A recent study by Balas, et al. [84] showed that iron oxide NPs covered
with polymeric micelles (~21 nm) were most likely transformed to their ionic form starting
at day 3 post-administration and passed through the nephron, determining antioxidant
enzymatic imbalance and increasing expression of kidney injury markers, inflammation,
and oxidative stress. All these effects were subdued by day 7 post-administration. Another
study, using 20 nm (DLS-measured) SPION clusters covered in 10 kDa PEG obtained similar
results to ours—free passage into the urine (despite the large size) and avoidance of RES.
They too, detected SPION presence in the kidney as soon as 30 min after administration;
the SPIONs were already located in lysosomes of proximal tubules epithelial cells. They
explained the clusters’ passage through the narrow filtration slits by referring to clusters’
flexibility to change form to squeeze through the small space. Their conclusion was that
these effects were due to the use of high-density PEG [85]. Our study could not detect
SPION-PEG clusters in renal macrophages and kidney histology and ultrastructure were
unchanged. Still, their presence was clearly detected in the basement membrane, collector
tubes, and rat urine, with the same cluster fluorescence signature.

Imam et al. [86] showed that SPIONs could impair the blood-brain barrier (BBB)
integrity in vitro and the 10 nm particles used in the in vivo study altered the water
retention in the brain [86]. A different study also showed damages induced in the rat brain
treated with SPIONs-PEG. 5till, the synthesized nanoparticles had under 10 nm diameter
and their translocation in the brain was, thus, considered possible [87]. However, our 50
nm SPION-PEG clusters did not seem to penetrate the BBB and could not be located in the
brain at neither short- nor long-term treatment.

In our study, SPION-PEG clusters accumulated at the skin level as soon as 24 h
after administration, without inducing histopathological changes. Although in vitro and
in vivo studies have repeatedly shown no significant or only transient effects on skin
cells after i.v. or topical administration of various SPIONs formulation [88-90], recent
studies have indicated that the observed effects may take place after months or longer.
Human skin was shown to naturally contain iron oxides in the form of magnetite in the
dermal layer, which may be considered now a form of long-term tissue deposition for iron
intake, from either ingested or inhaled sources during lifetime [91]. It is worth mentioning
that FDA-approved SPION-based nano-treatments did not obtain approval, again due to
many unexpected side effects, which included skin-related alopecia, skin pigmentation,
and desquamation of the skin called ‘foot and hand syndrome’ [92,93]. The skin has a
large number of resident macrophages and a recently discovered possibility to produce
biogenically magnetite [94]; therefore, the skin should be better analyzed for long-term
effects of iron oxide administration/intoxication.

Thus, the obtained SPION-PEG clusters are suitable for many in vivo applications,
either as enhanced contrast agents or as an alternative treatment of various tumors, through
hyperthermia. Studies have shown that clustering of small SPIONSs increases contrast due
to magnetic field inhomogeneities and offers better MRI resolution than current FDA-
approved Ferucarbotran, used at the same dose [28,95]. For future studies, the aspect
of cluster size may be further addressed to avoid aggregation, as from the standpoint of
histology, ultrastructure, and clearance, we consider the SPION-PEG clusters biocompatible
platforms that are appropriate for application after specific adjustments and upgrades.
Thus, the combination of small SPIONSs (10 nm) embedded in a matrix of high-density PEG
(10 kDa) at a controlled size of 50 nm radius offers several enhanced properties that make
it better suited for in vivo therapy and/or imaging.

Engineered nanomaterials result from technological ingenuity, and their expansion
brought a series of advantages for biomedicine and threats to human health [96]. Conven-
tional cancer therapies employ the use of combined radiotherapy with chemotherapy and
surgery, methods that often lead to autoimmune responses and resistance to drugs [17]. The
synergistic action of conventional cancer therapies with the targeted treatment of tumors
leads to a decreased dose administration and higher success rates [14,97,98]. However,
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if nanoparticles are used as an alternative treatment, the effects that they could have in
surrounding tissues should also be considered. Long exposure to SPIONs or other types of
NPs was shown to have effects on future generations in mice, leading to the conclusion
that even if SPIONs are used with good intentions to treat a form of cancer, their retention
in the organism could lead to unforeseen problems [10].

5. Conclusions

This study aimed to show whether nanometer SPION-PEG clusters are prone to
accumulate in certain organs and to induce histological and ultrastructural changes after
intraperitoneal or intravenous injections. Electron-dense accumulations consistent with
SPION-PEG dimensions were detected in organs such as the liver, spleen, lung, kidney,
and skin, indicating that the biocompatible NPs entered the system successfully and were
eliminated, as shown by the spectrophotometric analysis of the urine. This investigation
provides a solid basis for further exploiting the obtained SPION-PEG clusters as contrast
agents for tumor inhibition through hyperthermia.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/
10.3390/nano11092184 /s1. Figure S1: The fluorescence spectra of blood (a) and urine (b) samples
examined at 15, 30, 60, and 180 min post intraperitoneal administration of SPIONs. BS 15-180 = blood
samples, US = urine samples examined at different time periods, SPION = superparamagnetic iron
oxide nanoparticles. The most prominent peaks were detected at 15 and 30 min for blood samples
and decreased for 60 and 180 min. Compared to the control, the urine sample responded at the
specific wavelength for SPIONSs; Figure S2: Histological examination of the spleen (a—c), kidney (d—f),
and skin (g—i) harvested at 24 h post intraperitoneal and intravenous administration of SPIONs and
compared to the untreated controls; the organs were within normal parameters; 40 x magnification;
Figure S3: Semithin sections of the spleen (a—c), kidney (d—f), and brain (g—i) examined at 24 h post
intraperitoneal treatment and 24 h post intravenous treatment and compared to the untreated controls;
the organs were within normal parameters; 100 x magnification; Figure S4: TEM micrographs of
the liver treated at 30 min (a), 60 min (b), 180 min (c), 6 h (d), and 12 h (e,f). Black arrows indicate
SPIONSs-PEG clusters present in hepatocytes (a—d) and in the macrophages (12 h); Figure S5: TEM
micrographs of the kidney harvested at 60 min post intraperitoneal injection of SPIONs-PEG clusters
(a), with a close-up of a cluster trapped in the basement membrane (b); Figure S6: TEM micrographs
of the untreated organs; liver (a), spleen (b), lung (c), kidney (d), brain (e), and skin (f).

Author Contributions: Conceptualization, L.B.-T. and M.S.; methodology, A.C. and S.-C.T.; software,
A.C,; validation, L.B.-T., R.S. and M.S.; formal analysis, A.C., S.-C.T.,, CM,, L.C., S.GM., C.L. and
L.E.O,; investigation, A.C., S.-C.T.,, CM,, 1.C,, S.G.M,, C.L. and L.E.O.; resources, L.B.-T., M.S. and
A.C,; data curation, A.C. and M.S.; writing—original draft preparation, A.C.; writing—review and
editing, M.S. and L.B.-T.; visualization, CM., 1.C., S.G.M., C.L,, R.S. and L.E.O.; supervision, L.B.-T.;
project administration, L.B.-T.; funding acquisition, L.B.-T., M.S. and A.C. All authors have read and
agreed to the published version of the manuscript.

Funding: This work was supported by the Romanian National Authority for Scientific Research
Innovations, CNCSIS-UEFISCDI project number PN2-RU-TE-2014-4-0608 and by the Babes-Bolyai
University Developmental funds.

Institutional Review Board Statement: Animal experiments were performed according to the EU
Directive 2010/63/EU and to the national regulations. The study is reported in accordance with
ARRIVE guidelines and was approved by the Babes-Bolyai University Ethics Committee (Cluj-
Napoca, Romania, Authorization no. 699/01.07.2016).

Informed Consent Statement: Not applicable.

Data Availability Statement: All data are available from the corresponding author, upon
reasonable request.

Acknowledgments: We would like to thank Corina Ionescu for proofreading this paper.

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


https://www.mdpi.com/article/10.3390/nano11092184/s1
https://www.mdpi.com/article/10.3390/nano11092184/s1

Nanomaterials 2021, 11, 2184 18 of 22

References

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

European Commission. Available online: https://ec.europa.eu (accessed on 16 January 2020).

National Nanotechnology Initiative. Available online: https://www.nano.gov (accessed on 16 January 2020).
Dulinska-Litewka, J.; Lazarczyk, A.; Hatubiec, P; Szafranski, O.; Karnas, K.; Karewicz, A. Superparamagnetic Iron Oxide
Nanoparticles—Current and Prospective Medical Applications. Materials 2019, 12, 617. [CrossRef]

Suciu, M.; Ionescu, C.M.; Ciorita, A.; Tripon, S.C.; Nica, D.; Al-Salami, H.; Barbu-Tudoran, L. Applications of superparamagnetic
iron oxide nanoparticles in drug and therapeutic delivery, and biotechnological advancements. Beilstein . Nanotech. 2020, 11,
1092-1109. [CrossRef]

Kaushik, S.; Thomas, J.; Panwar, V.; Ali, H.; Chopra, V.; Sharma, A.; Tomar, R.; Ghosh, D. In Situ Biosynthesized Superparamag-
netic Iron Oxide Nanoparticles (SPIONS) Induce Efficient Hyperthermia in Cancer Cells. ACS Appl. Bio Mater. 2020, 3, 779-788.
[CrossRef]

Khan, S.; Setua, S.; Kumari, S.; Dan, N.; Massey, A.; Hafeez, B.B.; Yallapu, M.M.; Stiles, Z.E.; Alabkaa, A.; Yue, ].; et al.
Superparamagnetic iron oxide nanoparticles of curcumin enhance gemcitabine therapeutic response in pancreatic cancer.
Biomaterials 2019, 208, 83-97. [CrossRef]

Patil, R.M.; Thorat, N.D.; Shete, P.B.; Bedge, P.A.; Gavde, S.; Joshi, M.G.; Tofail, S.A.M.; Bohara, R.A. Comprehensive cytotoxicity
studies of superparamagnetic iron oxide nanoparticles. Biochem. Biophys. Rep. 2018, 13, 63-72. [CrossRef]

Macavei, S.G.; Suciu, M.; Craciunescu, I.; Barbu-Tudoran, L.; Tripon, S.C.; Balan, R. Hyperthermia effects on normal and tumor
skin cells. Ann. RSCB 2016, 21, 11-21.

Miihlberger, M.; Unterweger, H.; Band, J.; Lehmann, C.; Heger, L.; Dudziak, D.; Alexiou, C.; Lee, G.; Janko, C. Loading of Primary
Human T Lymphocytes with Citrate-Coated Superparamagnetic Iron Oxide Nanoparticles Does Not Impair Their Activation
after Polyclonal Stimulation. Cells 2020, 9, 342. [CrossRef]

Di Bona, K.R.; Xu, Y.; Gray, M,; Fair, D.; Hayles, H.; Milad, L.; Montes, A.; Sherwood, J.; Bao, Y.; Rasco, J.F. Short- and Long-
Term Effects of Prenatal Exposure to Iron Oxide Nanoparticles: Influence of Surface Charge and Dose on Developmental and
Reproductive Toxicity. Int. J. Molec. Sci. 2015, 16, 30251-30268. [CrossRef] [PubMed]

Geilich, B.M.; Gelfat, L; Sridhar, S.; van de Ven, A.L.; Webster, T.J. Superparamagnetic iron oxide-encapsulating polymersome
nanocarriers for biofilm eradication. Biomaterials 2017, 119, 78-85. [CrossRef]

Jabir, M.S.; Nayef, UM.; Kadhim, WK.A. Polyethylene Glycol-Functionalized Magnetic (Fe304) Nanoparticles: A Novel
DNA-Mediated Antibacterial Agent. Nano Biomed. Eng. 2019, 11, 18-27. [CrossRef]

Chelluri, L.K.; Mohanram, Y.; Jain, R.; Mallarpu, C.S.; Ponnana, M.; Kumar, D.; Venuganti, V.V.K.; Kancherla, R.; Papineni, R.V,;
Towner, R; et al. Effect of engineered superparamagnetic iron oxide nanoparticles in targeted cardiac precursor cell delivery by
MRI. Biochem. Biophys. Res. Commun. 2021, 541, 15-21. [CrossRef]

Dadfar, S.M.; Camozzi, D.; Darguzyte, M.; Roemhild, K.; Varvara, P.; Metselaar, ].; Banala, S.; Straub, M.; Giivener, N.; Engelmann,
U.; et al. Size-isolation of superparamagnetic iron oxide nanoparticles improves MRI, MPI and hyperthermia performance. J.
Nanobiotech. 2020, 18, 22. [CrossRef]

Deng, L.-H.; Jiang, H.; Lu, E-L.; Wang, H-W,; Pu, Y,; Wu, C.-Q.; Tang, H.-J.; Xu, Y.; Chen, T.-W.; Zhu, ].; et al. Size and PEG
Length-Controlled PEGylated Monocrystalline Superparamagnetic Iron Oxide Nanocomposite for MRI Contrast Agent. Int. |.
Nanomed. 2021, 2021, 201-211. [CrossRef]

Deh, K.; Zaman, M.; Vedvyas, Y.,; Liu, Z; McCabe Gillen, K.; O’'Malley, P; Bedretdinova, D.; Nguyen, T.; Lee, R,
Spincemaille, P.; et al. Validation of MRi quantitative susceptibility mapping of superparamagnetic iron oxide nanoparti-
cles for hyperthermia applications in live subjects. Sci. Rep. 2020, 10, 1171. [CrossRef]

Janko, C.; Ratschker, T.; Tietze, R.; Lyer, S.; Nguyen, K.; Alexiou, C. Functionalized Superparamagnetic Iron Oxide Nanoparticles
(SPIONS) as Platform for the Targeted Multimodal Tumor Therapy. Front. Oncol. 2019, 9, 59. [CrossRef]

Tietze, R.; Zaloga, J.; Unterweger, H.; Lyer, S.; Friedrich, R.P.; Janko, C.; Péttler, M.; Diirr, S.; Alexiou, C. Magnetic nanoparticle-
based drug delivery for cancer therapy. Biochem. Biophys. Res. Commun. 2015, 468, 463-470. [CrossRef] [PubMed]
Sorasitthiyanukarn, EN.; Muangnoi, C.; Thaweesest, W.; Na Bhuket, PR.; Jantaratana, P.; Rojsitthisak, P.; Rojsitthisak, P.
Polyethylene Glycol-Chitosan Oligosaccharide-Coated Superparamagnetic Iron Oxide Nanoparticles: A Novel Drug Delivery
System for Curcumin Diglutaric Acid. Biomolecules 2020, 10, 73. [CrossRef]

Luo, X.; Peng, X.; Hou, J.; Wu, S.; Shen, J.; Wang, L. Folic acid-functionalized polyethylenimine superparamagnetic iron oxide
nanoparticles as theranostic agents for magnetic resonance imaging and PD-11 sirNa delivery for gastric cancer. Int. J. Nanomed.
2017, 2017, 5331-5343. [CrossRef]

Mohammadi, F; Moeeni, M.; Li, C.; Boukherroub, R.; Szunerits, S. Interaction of cellulose and nitrodopamine coated superparam-
agnetic iron oxide nanoparticles with alpha-lactalbumin. RSC Adv. 2020, 10, 9704-9716. [CrossRef]

Li, K;; Nejadnik, H.; Daldrup-Link, H.E. Next-generation superparamagnetic iron oxide nanoparticles for cancer theranostics.
Drug. Dis. Today 2017, 22, 1421-1429. [CrossRef]

Frantellizzi, V.; Conte, M.; Pontico, M.; Pani, A.; Pani, R.; De Vincentis, G. New Frontiers in Molecular Imaging with Superparam-
agnetic Iron Oxide Nanoparticles (SPIONs): Efficacy, Toxicity, and Future Applications. Nuc. Med. Molec. Imag. 2020, 54, 65-80.
[CrossRef]

Li, X.;; Wang, Z.; Ma, M.; Chen, Z.; Tang, X.-1.; Wang, Z. Self-Assembly Iron Oxide Nanoclusters for Photothermal-Mediated
Synergistic Chemo/Chemodynamic Therapy. J. Immunol. Res. 2021, 2021, 9958239. [CrossRef] [PubMed]


https://ec.europa.eu
https://www.nano.gov
http://doi.org/10.3390/ma12040617
http://doi.org/10.3762/bjnano.11.94
http://doi.org/10.1021/acsabm.9b00720
http://doi.org/10.1016/j.biomaterials.2019.04.005
http://doi.org/10.1016/j.bbrep.2017.12.002
http://doi.org/10.3390/cells9020342
http://doi.org/10.3390/ijms161226231
http://www.ncbi.nlm.nih.gov/pubmed/26694381
http://doi.org/10.1016/j.biomaterials.2016.12.011
http://doi.org/10.5101/nbe.v11i1.p18-27
http://doi.org/10.1016/j.bbrc.2021.01.005
http://doi.org/10.1186/s12951-020-0580-1
http://doi.org/10.2147/IJN.S271461
http://doi.org/10.1038/s41598-020-58219-9
http://doi.org/10.3389/fonc.2019.00059
http://doi.org/10.1016/j.bbrc.2015.08.022
http://www.ncbi.nlm.nih.gov/pubmed/26271592
http://doi.org/10.3390/biom10010073
http://doi.org/10.2147/IJN.S137245
http://doi.org/10.1039/C9RA09045B
http://doi.org/10.1016/j.drudis.2017.04.008
http://doi.org/10.1007/s13139-020-00635-w
http://doi.org/10.1155/2021/9958239
http://www.ncbi.nlm.nih.gov/pubmed/33880384

Nanomaterials 2021, 11, 2184 19 of 22

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.

Wang, Q.; Wang, S.; Hu, X,; Li, F; Ling, D. Controlled synthesis and assembly of ultra-small nanoclusters for biomedical
applications. Biomat. Sci. 2019, 7, 480—489. [CrossRef] [PubMed]

Meng, X.; Zare, I; Yan, X.; Fan, K. Protein-protected metal nanoclusters: An emerging ultra-small nanozyme. WIREs Nanomed.
Nanobiotechnol. 2020, 12, €1602. [CrossRef]

Lai, S.-M.; Hsiao, ].-K.; Yu, H.-P,; Lu, C.-W.; Huang, C.-C.; Shieh, M.-].; Lai, P.-S. Polyethylene glycol-based biocompatible and
highly stable superparamagnetic iron oxide nanoclusters for magnetic resonance imaging. J. Mat. Chem. 2012, 22, 15160-15167.
[CrossRef]

Antone, A J.; Sun, Z.; Bao, Y. Preparation and Application of Iron Oxide Nanoclusters. Magnetochemistry 2019, 5, 45. [CrossRef]
Van Landeghem, FK.H.; Maier-Hauff, K.; Jordan, A.; Hoffmann, K.-T.; Gneveckow, U.; Scholz, R.; Thiesen, B.; Bruck, W.; von
Deimling, A. Post-mortem studies in glioblastoma patients treated with thermotherapy using magnetic nanoparticles. Biomaterials
2009, 30, 52-57. [CrossRef]

Doan, L.; Lu, Y,; Karatela, M.; Phan, V.; Jeffryes, C.; Benson, T.; Wujcik, E.K. Surface Modifications of Superparamagnetic Iron
Oxide Nanoparticles with Polylactic Acid-Polyethylene Glycol Diblock Copolymer and Graphene Oxide for a Protein Delivery
Vehicle. Eng. Sci. 2018, 7, 10-16. [CrossRef]

Butoescu, N.; Jordan, O.; Burdet, P; Stadelmann, P.; Petri-Fink, A.; Hofmann, H.; Doelker, E. Dexamethasone-containing
biodegradable superparamagnetic microparticles for intra-articular administration: Physicochemical and magnetic properties,
in vitro and in vivo drug release. Europ. ]. Pharma. Biopharma. 2009, 72, 529-538. [CrossRef]

Hoff, D.; Sheikh, L.; Bhattacharya, S.; Nayar, S.; Webster, T.]. Comparison study of ferrofluid and powder iron oxide nanoparticle
permeability across the blood-brain barrier. Int. J. Nanomed. 2013, 2013, 703-710. [CrossRef]

Kandasamy, G.; Sudame, A.; Luthra, T.; Saini, K.; Maity, D. Functionalized Hydrophilic Superparamagnetic Iron Oxide Nanopar-
ticles for Magnetic Fluid Hyperthermia Application in Liver Cancer Treatment. ACS Omega 2018, 3, 3991-4005. [CrossRef]
Hergt, R.; Dutz, S. Magnetic particle hyperthermia—Biophysical limitations of a visionary tumour therapy. |. Magnet. Magnet.
Mat. 2006, 311, 187-192. [CrossRef]

Vakili-Ghartavol, R.; Momtazi-Borojeni, A.A.; Vakili Ghartavol, Z.; Aiyelabegan, H.T.; Jaafari, M.R.; Rezayat, S.M.; Bidgoli, S.A.
Toxicity assessment of superparamagnetic iron oxide nanoparticles in different tissues. Art. Cell. Nanomed. Biotechnol. 2020, 48,
443-451. [CrossRef]

Enteshari Najafabadi, R.; Kazemipour, N.; Esmaeili, A.; Beheshti, S.; Nazifi, S. Using superparamagnetic iron oxide nanoparticles
to enhance bioavailability of quercetin in the intact rat brain. BMC Pharmacol. Toxicol. 2018, 19, 59. [CrossRef]

Vermeij, E.A.; Koenders, M.L; Bennink, M.B.; Crowe, L.A.; Maurizi, L.; Vallée, ].-P.; Hofmann, H.; van den Berg, W.B.; van Lent,
P.L.E.M.; van de Loo, F.A.]. The In-Vivo Use of Superparamagnetic Iron Oxide Nanoparticles to Detect Inflammation Elicits a
Cytokine Response but Does Not Aggravate Experimental Arthritis. PLoS ONE 2015, 10, e0126687. [CrossRef]

Martin, C.E.; Jones, N. Nephrin Signaling in the Podocyte: An Updated View of Signal Regulation at the Slit Diaphragm and
Beyond. Front. Endocrinol. 2018, 9. [CrossRef]

Poon, W.; Zhang, Y.-N.; Ouyang, B.; Kingston, B.R.; Wu, ]J.L.Y.; Wilhelm, S.; Chan, W.C.W. Elimination Pathways of Nanoparticles.
ACS Nano 2019, 13, 5785-5798. [CrossRef]

Craciunescu, I; Petran, A.; Liebscher, J.; Vekas, L.; Turcu, R. Synthesis and characterization of size-controlled magnetic clusters
functionalized with polymer layer for wastewater depollution. Mat. Chem. Phys. 2017, 185, 91-97. [CrossRef]

Craciunescu, I; Palade, P; Iacob, N.; Ispas, G.M.; Stanciu, A.E.; Kuncser, V.; Turcu, R.P. High-Performance Functionalized
Magnetic Nanoparticles with Tailored Sizes and Shapes for Localized Hyperthermia Applications. J. Phys. Chem. C 2021, 125,
11132-11146. [CrossRef]

15010993-2:2006. International Organization for Standardization. In Biological Evaluation of Medical Devices—Part 2: Animal Welfare
Requirements; British Standards Institution: London, UK, 2006. [CrossRef]

Mirescu, C.; Zamfirescu, D.M.; Bungardean, C. Histopatology Essentials [Esentialul in Histopatologie]; Presa Universitara Clujana:
Cluj-Napoca, Romania, 2017.

Hayat, M.A. Principles and Techniques of Electron Microscopy. Biological Applications, 4th ed.; Cambridge University Press: Cambridge,
UK, 2000.

Craciun, C.; Barbu-Tudoran, L. Identification of new structural elements within ‘porosomes’ of the exocrine pancreas: A detailed
study using high-resolution electron microscopy. Micron 2013, 44, 137-142. [CrossRef]

Paris, J.L.; Baeza, A.; Vallet-Regi, M. Overcoming the stability, toxicity, and biodegradation challenges of tumor stimuli-responsive
inorganic nanoparticles for delivery of cancer therapeutics. Expert Opin. Drug Deliv. 2019, 16, 1095-1112. [CrossRef]

Al Shoyaib, A.; Archie, S.R.; Karamyan, V.T. Intraperitoneal Route of Drug Administration: Should it Be Used in Experimental
Animal Studies? Pharm. Res. 2019, 37, 12. [CrossRef]

Jung, C.; Kaul, M.G.; Bruns, O.T.; Du¢i¢, T.; Freund, B.; Heine, M.; Reimer, R.; Meents, A.; Salmen, S.C.; Weller, H.; et al.
Intraperitoneal Injection Improves the Uptake of Nanoparticle-Labeled High-Density Lipoprotein to Atherosclerotic Plaques
Compared With Intravenous Injection. Circ. Cardiovasc. Imaging 2014, 7, 303-311. [CrossRef]

Turner, P.V.; Brabb, T.; Pekow, C.; Vasbinder, M.A. Administration of substances to laboratory animals: Routes of administration
and factors to consider. . Am. Assoc. Lab. Anim. Sci. 2011, 50, 600-613.


http://doi.org/10.1039/C8BM01200H
http://www.ncbi.nlm.nih.gov/pubmed/30488906
http://doi.org/10.1002/wnan.1602
http://doi.org/10.1039/c2jm32086j
http://doi.org/10.3390/magnetochemistry5030045
http://doi.org/10.1016/j.biomaterials.2008.09.044
http://doi.org/10.30919/es8d510
http://doi.org/10.1016/j.ejpb.2009.03.003
http://doi.org/10.2147/IJN.S35614
http://doi.org/10.1021/acsomega.8b00207
http://doi.org/10.1016/j.jmmm.2006.10.1156
http://doi.org/10.1080/21691401.2019.1709855
http://doi.org/10.1186/s40360-018-0249-7
http://doi.org/10.1371/journal.pone.0126687
http://doi.org/10.3389/fendo.2018.00302
http://doi.org/10.1021/acsnano.9b01383
http://doi.org/10.1016/j.matchemphys.2016.10.009
http://doi.org/10.1021/acs.jpcc.1c01053
http://doi.org/10.3403/30153467
http://doi.org/10.1016/j.micron.2012.05.011
http://doi.org/10.1080/17425247.2019.1662786
http://doi.org/10.1007/s11095-019-2745-x
http://doi.org/10.1161/CIRCIMAGING.113.000607

Nanomaterials 2021, 11, 2184 20 of 22

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

Tsuchiya, K.; Nitta, N.; Sonoda, A.; Nitta-Seko, A.; Ohta, S.; Otani, H.; Takahashi, M.; Murata, K.; Murase, K.; Nohara, S.; et al.
Histological study of the biodynamics of iron oxide nanoparticles with different diameters. Int. J. Nanomed. 2011, 6, 1587-1594.
[CrossRef]

Ganea, I.-V;; Nan, A.; Baciu, C.; Turcu, R. Effective Removal of Crystal Violet Dye Using Neoteric Magnetic Nanostructures
Based on Functionalized Poly(Benzofuran-co-Arylacetic Acid): Investigation of the Adsorption Behaviour and Reusability.
Nanomaterials 2021, 11, 679. [CrossRef]

Circu, M.; Nan, A.; Borodi, G.; Liebscher, J.; Turcu, R. Refinement of Magnetite Nanoparticles by Coating with Organic Stabilizers.
Nanomaterials 2016, 6, 228. [CrossRef]

Greish, K. Enhanced Permeability and Retention (EPR) Effect for Anticancer Nanomedicine Drug Targeting. Cancer Nanotechnol.
2010, 624, 25-37. [CrossRef]

Feng, Q.; Liu, Y,; Huang, J.; Chen, K.; Huang, J.; Xiao, K. Uptake, distribution, clearance, and toxicity of iron oxide nanoparticles
with different sizes and coatings. Sci. Rep. 2018, 8, 2082. [CrossRef]

Nosrati, H.; Salehiabar, M.; Fridoni, M.; Abdollahifar, M.-A.; Kheiri Manjili, H.; Davaran, S.; Danafar, H. New Insight about
Biocompatibility and Biodegradability of Iron Oxide Magnetic Nanoparticles: Stereological and In Vivo MRI Monitor. Sci. Rep.
2019, 9, 7173. [CrossRef]

Belanova, A.A.; Gavalas, N.; Makarenko, Y.M.; Belousova, M.M.; Soldatov, A.V.; Zolotukhin, P.V. Physicochemical Properties
of Magnetic Nanoparticles: Implications for Biomedical Applications In Vitro and In Vivo. Oncol. Res. Treat. 2018, 41, 139-143.
[CrossRef]

Serkova, N.J. Nanoparticle-Based Magnetic Resonance Imaging on Tumor-Associated Macrophages and Inflammation. Front.
Immunol. 2017, 8. [CrossRef] [PubMed]

Lukas, G.; Brindle, S.D.; Greengard, P. The Route of Absorption of Intraperitoneally Administered Compounds. J. Pharmacol. Exp.
Ther. 1971, 178, 562. [PubMed]

Yao, Y.; Zang, Y.; Qu, J.; Tang, M.; Zhang, T. The Toxicity Of Metallic Nanoparticles On Liver: The Subcellular Damages,
Mechanisms, And Outcomes. Int. |. Nanomed. 2019, 14, 8787-8804. [CrossRef] [PubMed]

Boey, A.; Ho, HK. All Roads Lead to the Liver: Metal Nanoparticles and Their Implications for Liver Health. Small 2020, 16,
2000153. [CrossRef] [PubMed]

Zhu, M,; Chen, H.; Zhou, S.; Zheng, L.; Li, X.; Chu, R.; Chen, W.; Wang, B.; Wang, M.; Chai, Z.; et al. Iron oxide nanoparticles
aggravate hepatic steatosis and liver injury in nonalcoholic fatty liver disease through BMP-SMAD-mediated hepatic iron
overload. Nanotoxicology 2021, 15, 1-18. [CrossRef] [PubMed]

Ipsen, D.H.; Lykkesfeldt, J.; Tveden-Nyborg, P. Molecular mechanisms of hepatic lipid accumulation in non-alcoholic fatty liver
disease. Cell. Molec. Life Sci. 2018, 75, 3313-3327. [CrossRef]

Ghasempour, S.; Shokrgozar, M.A.; Ghasempour, R.; Alipour, M. Investigating the cytotoxicity of iron oxide nanoparticles in
in vivo and in vitro studies. Exp. Toxicol. Path. 2015, 67, 509-515. [CrossRef]

Huang, Y.; Mao, K.; Zhang, B.; Zhao, Y. Superparamagnetic iron oxide nanoparticles conjugated with folic acid for dual
target-specific drug delivery and MRI in cancer theranostics. Mat. Sci. Eng. C 2017, 70, 763-771. [CrossRef]

Jarockyte, G.; Daugelaite, E.; Stasys, M.; Statkute, U.; Poderys, V.; Tseng, T.-C.; Hsu, S.-H.; Karabanovas, V.; Rotomskis, R.
Accumulation and Toxicity of Superparamagnetic Iron Oxide Nanoparticles in Cells and Experimental Animals. Int. J. Molec. Sci.
2016, 17, 1193. [CrossRef]

Fu, C,; Zhou, H.; Wang, Y,; Liu, D.; Li, J.; Deng, H.; Qi, X.; Chen, T.; Zhang, L.; Li, G. One-pot synthesis of dextran-coated iron
oxide nanoclusters for real-time regional lymph node mapping. Int. J. Nanomed. 2017, 2017, 3365-3374. [CrossRef]

Briley-Saebo, K.; Bjernerud, A.; Grant, D.; Ahlstrom, H.; Berg, T.; Kindberg, G.M. Hepatic cellular distribution and degradation of
iron oxide nanoparticles following single intravenous injection in rats: Implications for magnetic resonance imaging. Cell Tissue
Res. 2004, 316, 315-323. [CrossRef] [PubMed]

Ali, LM.A; Shaker, S.A.; Pinol, R.; Millan, A.; Hanafy, M.Y.; Helmy, M.H.; Kamel, M.A.; Mahmoud, S.A. Effect of superpara-
magnetic iron oxide nanoparticles on glucose homeostasis on type 2 diabetes experimental model. Life Sci. 2020, 245, 117361.
[CrossRef]

Asem, H.; Zhao, Y.; Ye, F.; Barrefelt, A Abedi-Valugerdi, M.; El-Sayed, R.; El-Serafi, I.; Abu-Salah, KM.; Hamm, J.; Muhammed,
M.; et al. Biodistribution of biodegradable polymeric nano-carriers loaded with busulphan and designed for multimodal imaging.
J. Nanobiotech. 2016, 14, 82. [CrossRef]

Radu, M,; Din, LM.; Hermenean, A.; Cintezd, O.L.; Burlacu, R.; Ardelean, A.; Dinischiotu, A. Exposure to Iron Oxide Nanoparticles
Coated with Phospholipid-Based Polymeric Micelles Induces Biochemical and Histopathological Pulmonary Changes in Mice.
Int. ]. Molec. Sci. 2015, 16, 29417-29435. [CrossRef] [PubMed]

Katsnelson, B.A.; Privalova, L.I; Sutunkova, M.P,; Gurvich, V.B.; Loginova, N.V.; Minigalieva, I.A.; Kireyeva, E.P.; Shur, V.Y,;
Shishkina, E.V.; Beikin, Y.B.; et al. Some inferences from in vivo experiments with metal and metal oxide nanoparticles: The
pulmonary phagocytosis response, subchronic systemic toxicity and genotoxicity, regulatory proposals, searching for bioprotectors
(a self-overview). Int. ]. Nanomed. 2015, 10, 3013-3029. [CrossRef]

Roumy, A.; Liaudet, L.; Rusca, M.; Marcucci, C.; Kirsch, M. Pulmonary complications associated with veno-arterial extra-corporeal
membrane oxygenation: A comprehensive review. Crit. Care 2020, 24, 212. [CrossRef] [PubMed]


http://doi.org/10.2147/IJN.S22189
http://doi.org/10.3390/nano11030679
http://doi.org/10.3390/nano6120228
http://doi.org/10.1007/978-1-60761-609-2_3
http://doi.org/10.1038/s41598-018-19628-z
http://doi.org/10.1038/s41598-019-43650-4
http://doi.org/10.1159/000485020
http://doi.org/10.3389/fimmu.2017.00590
http://www.ncbi.nlm.nih.gov/pubmed/28588582
http://www.ncbi.nlm.nih.gov/pubmed/5571904
http://doi.org/10.2147/IJN.S212907
http://www.ncbi.nlm.nih.gov/pubmed/31806972
http://doi.org/10.1002/smll.202000153
http://www.ncbi.nlm.nih.gov/pubmed/32163668
http://doi.org/10.1080/17435390.2021.1919329
http://www.ncbi.nlm.nih.gov/pubmed/33961538
http://doi.org/10.1007/s00018-018-2860-6
http://doi.org/10.1016/j.etp.2015.07.005
http://doi.org/10.1016/j.msec.2016.09.052
http://doi.org/10.3390/ijms17081193
http://doi.org/10.2147/IJN.S130322
http://doi.org/10.1007/s00441-004-0884-8
http://www.ncbi.nlm.nih.gov/pubmed/15103550
http://doi.org/10.1016/j.lfs.2020.117361
http://doi.org/10.1186/s12951-016-0239-0
http://doi.org/10.3390/ijms161226173
http://www.ncbi.nlm.nih.gov/pubmed/26690409
http://doi.org/10.2147/IJN.S80843
http://doi.org/10.1186/s13054-020-02937-z
http://www.ncbi.nlm.nih.gov/pubmed/32393326

Nanomaterials 2021, 11, 2184 21 of 22

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

Cipriani, E.; Langer, T.; Bottino, N.; Brusatori, S.; Carlesso, E.; Colombo, S.M.; Zanella, A.; Pesenti, A.; Grasselli, G. Key Role of
Respiratory Quotient to Reduce the Occurrence of Hypoxemia During Extracorporeal Gas Exchange: A Theoretical Analysis*.
Crit. Care Med. 2020, 48, €1327—-e1331. [CrossRef]

Kodali, V.; Littke, M.H.; Tilton, S.C.; Teeguarden, J.G.; Shi, L.; Frevert, CW.; Wang, W.; Pounds, ].G.; Thrall, B.D. Dysregulation of
Macrophage Activation Profiles by Engineered Nanoparticles. ACS Nano 2013, 7, 6997-7010. [CrossRef] [PubMed]

Blank, F.; Gerber, P.; Rothen-Rutishauser, B.; Sakulkhu, U.; Salaklang, J.; De Peyer, K.; Gehr, P.; Nicod, L.P.; Hofmann, H.; Geiser,
T.; et al. Biomedical nanoparticles modulate specific CD4+ T cell stimulation by inhibition of antigen processing in dendritic cells.
Nanotoxicology 2011, 5, 606—621. [CrossRef]

Gu, L.; Fang, R.H.; Sailor, M.].; Park, ].-H. In vivo clearance and toxicity of monodisperse iron oxide nanocrystals. ACS Nano 2012,
6,4947-4954. [CrossRef] [PubMed]

Shibata, S.; Yamaguchi, S.; Kaseda, M.; Ichihara, N.; Hayakawa, T.; Asari, M. The time course of lymphatic routes emanating from
the peritoneal cavity in rats. Anat. Histol. Embryol. 2007, 36, 78-82. [CrossRef]

Kalyane, D.; Raval, N.; Maheshwari, R.; Tambe, V.; Kalia, K.; Tekade, R.K. Employment of enhanced permeability and retention
effect (EPR): Nanoparticle-based precision tools for targeting of therapeutic and diagnostic agent in cancer. Mater. Sci. Eng. C
2019, 98, 1252-1276. [CrossRef] [PubMed]

Nakamura, Y.; Mochida, A.; Choyke, P.L.; Kobayashi, H. Nanodrug Delivery: Is the Enhanced Permeability and Retention Effect
Sufficient for Curing Cancer? Bioconj. Chem. 2016, 27, 2225-2238. [CrossRef]

Branca, R.T.; Cleveland, Z.I; Fubara, B.; Kumar, C.S.S.R.; Maronpot, R.R.; Leuschner, C.; Warren, W.S.; Driehuys, B. Molecular
MRI for sensitive and specific detection of lung metastases. Proc. Natl. Acad. Sci. USA 2010, 107, 3693-3697. [CrossRef]
Barrefelt, A.; Saghafian, M.; Kuiper, R.; Ye, F; Egri, G.; Klickermann, M.; Brismar, T.; Aspelin, P.; Muhammed, M.; Dahne, L.; et al.
Biodistribution, kinetics, and biological fate of SPION microbubbles in the rat. Int. . Nanomed. 2013, 8, 3241-3254. [CrossRef]
Cho, W.-S.; Cho, M,; Kim, S.R.; Choi, M,; Lee, ].Y,; Han, B.S.; Park, S.N.; Yu, M.K; Jon, S.; Jeong, J. Pulmonary toxicity and kinetic
study of Cy5.5-conjugated superparamagnetic iron oxide nanoparticles by optical imaging. Toxicol. Appl. Pharmacol. 2009, 239,
106-115. [CrossRef] [PubMed]

Liu, F; Le, W,; Mei, T.; Wang, T.; Chen, L.; Lei, Y.; Cui, S.; Chen, B.; Cui, Z.; Shao, C. In vitro and in vivo targeting imaging of
pancreatic cancer using a Fe30,4@SiO, nanoprobe modified with anti-mesothelin antibody. Int. ]. Nanomed. 2016, 11, 2195-2207.
[CrossRef]

Balas, M.; Popescu Din, .M.; Hermenean, A.; Cinteza, L.O.; Dinischiotu, A. Exposure to Iron Oxide Nanoparticles Coated with
Phospholipid-Based Polymeric Micelles Induces Renal Transitory Biochemical and Histopathological Changes in Mice. Materials
2021, 14, 2605. [CrossRef] [PubMed]

Gomez-Vallejo, V.; Puigivila, M.; Plaza-Garcia, S.; Szczupak, B.; Pifiol, R.; Murillo, J.L.; Sorribas, V.; Lou, G.; Veintemillas, S.;
Ramos-Cabrer, P; et al. PEG-copolymer-coated iron oxide nanoparticles that avoid the reticuloendothelial system and act as
kidney MRI contrast agents. Nanoscale 2018, 10, 14153-14164. [CrossRef]

Imam, S.Z.; Lantz-McPeak, S.M.; Cuevas, E.; Rosas-Hernandez, H.; Liachenko, S.; Zhang, Y.; Sarkar, S.; Ramu, J.; Robinson,
B.L.; Jones, Y.; et al. Iron Oxide Nanoparticles Induce Dopaminergic Damage: In vitro Pathways and In Vivo Imaging Reveals
Mechanism of Neuronal Damage. Mol. Neurobiol 2015, 52, 913-926. [CrossRef] [PubMed]

Yan, X.; Han, G.; Wang, S.; Chong, C.; Han, D.; Tan, J.; Zhang, B. The distribution of the iron oxide nanoparticles modified with
polyethylene glycol in rat brains. Mat. Chem. Phys. 2021, 260, 124108. [CrossRef]

Musazzi, U.M.; Santini, B.; Selmin, E.; Marini, V.; Corsi, F,; Allevi, R.; Ferretti, A.M.; Prosperi, D.; Cilurzo, F.; Colombo, M.; et al.
Impact of semi-solid formulations on skin penetration of iron oxide nanoparticles. J. Nanobiotech. 2017, 15, 14. [CrossRef]
Coricovac, D.-E.; Moaca, E.-A.; Pinzaru, I.; Citu, C.; Soica, C.; Mihali, C.-V.; Pacurariu, C.; Tutelyan, V.A.; Tsatsakis, A.; Dehelean,
C.-A. Biocompatible Colloidal Suspensions Based on Magnetic Iron Oxide Nanoparticles: Synthesis, Characterization and
Toxicological Profile. Front. Pharmacol. 2017, 8. [CrossRef] [PubMed]

Rao, Y.-f.; Chen, W,; Liang, X.-G.; Huang, Y.-z.; Miao, |.; Liu, L.; Lou, Y.; Zhang, X.-g.; Wang, B.; Tang, R.-k.; et al. Epirubicin-
Loaded Superparamagnetic Iron-Oxide Nanoparticles for Transdermal Delivery: Cancer Therapy by Circumventing the Skin
Barrier. Small 2015, 11, 239-247. [CrossRef] [PubMed]

Murros, K.; Wasiljeff, J.; Macias-Sanchez, E.; Faivre, D.; Soinne, L.; Valtonen, J.; Pohja, M.; Saari, P.; Pesonen, L.J.; Salminen, ].M.
Magnetic Nanoparticles in Human Cervical Skin. Front. Med. 2019, 6. [CrossRef]

Barenholz, Y. Doxil®-the first FDA-approved nano-drug: Lessons learned. J. Control. Release Off. ]. Control. Release Soc. 2012, 160,
117-134. [CrossRef] [PubMed]

Daldrup-Link, H.E. Ten Things You Might Not Know about Iron Oxide Nanoparticles. Radiology 2017, 284, 616—-629. [CrossRef]
Van de Walle, A.; Sangnier, A.P.; Abou-Hassan, A.; Curcio, A.; Hémadi, M.; Menguy, N.; Lalatonne, Y.; Luciani, N.; Wilhelm, C.
Biosynthesis of magnetic nanoparticles from nano-degradation products revealed in human stem cells. Proc. Natl. Acad. Sci. USA
2019, 116, 4044-4053. [CrossRef]

Hobson, N.J.; Weng, X.; Siow, B.; Veiga, C.; Ashford, M.; Thanh, N.T.K,; Schitzlein, A.G.; Uchegbu, L.F. Clustering superpara-
magnetic iron oxide nanoparticles produces organ-targeted high-contrast magnetic resonance images. Nanomedicine 2019, 14,
1135-1152. [CrossRef]

Feliu, N.; Fadeel, B. Nanotoxicology: No small matter. Nanoscale 2010, 2, 2514-2520. [CrossRef] [PubMed]


http://doi.org/10.1097/CCM.0000000000004619
http://doi.org/10.1021/nn402145t
http://www.ncbi.nlm.nih.gov/pubmed/23808590
http://doi.org/10.3109/17435390.2010.541293
http://doi.org/10.1021/nn300456z
http://www.ncbi.nlm.nih.gov/pubmed/22646927
http://doi.org/10.1111/j.1439-0264.2006.00742.x
http://doi.org/10.1016/j.msec.2019.01.066
http://www.ncbi.nlm.nih.gov/pubmed/30813007
http://doi.org/10.1021/acs.bioconjchem.6b00437
http://doi.org/10.1073/pnas.1000386107
http://doi.org/10.2147/IJN.S49948
http://doi.org/10.1016/j.taap.2009.05.026
http://www.ncbi.nlm.nih.gov/pubmed/19520096
http://doi.org/10.2147/IJN.S104501
http://doi.org/10.3390/ma14102605
http://www.ncbi.nlm.nih.gov/pubmed/34067676
http://doi.org/10.1039/C8NR03084G
http://doi.org/10.1007/s12035-015-9259-2
http://www.ncbi.nlm.nih.gov/pubmed/26099304
http://doi.org/10.1016/j.matchemphys.2020.124108
http://doi.org/10.1186/s12951-017-0249-6
http://doi.org/10.3389/fphar.2017.00154
http://www.ncbi.nlm.nih.gov/pubmed/28400730
http://doi.org/10.1002/smll.201400775
http://www.ncbi.nlm.nih.gov/pubmed/24925046
http://doi.org/10.3389/fmed.2019.00123
http://doi.org/10.1016/j.jconrel.2012.03.020
http://www.ncbi.nlm.nih.gov/pubmed/22484195
http://doi.org/10.1148/radiol.2017162759
http://doi.org/10.1073/pnas.1816792116
http://doi.org/10.2217/nnm-2018-0370
http://doi.org/10.1039/c0nr00535e
http://www.ncbi.nlm.nih.gov/pubmed/20877789

Nanomaterials 2021, 11, 2184 22 of 22

97. Adeyemi, O.S.; Adewumi, I. Biochemical Evaluation of Silver Nanoparticles in Wistar Rats. Int. Sch. Res. Not. 2014, 2014.
[CrossRef] [PubMed]

98. Jeon, H.,; Kim, J.; Lee, YM.; Kim, ]J.; Woo Choi, H.; Lee, J.; Park, H.; Kang, Y.; Kim, 1.-S.; Lee, B.-H.; et al. Poly-
paclitaxel / cyclodextrin-SPION nano-assembly for magnetically guided drug delivery system. ]. Contrl. Rel. 2016, 231,
68-76. [CrossRef] [PubMed]


http://doi.org/10.1155/2014/196091
http://www.ncbi.nlm.nih.gov/pubmed/27350993
http://doi.org/10.1016/j.jconrel.2016.01.006
http://www.ncbi.nlm.nih.gov/pubmed/26780174

	Introduction 
	Materials and Methods 
	SPION-PEG Clusters Synthesis and Characterisation 
	In Vivo Distribution and Clearance Analyses 
	Animal Model and SPION-PEG Clusters Administration 
	Identification and Distribution of SPIONs-PEG in Blood and Urine by  Fluorescence Spectroscopy 
	In-Tissue Identification and Distribution of SPION-PEG Clusters and Histopathological Analyses Using Light and Electron Microscopy 


	Results 
	SPION-PEG Clusters Characteristics 
	SPION-PEG Cluster Distribution and Clearance 
	Blood Serum and Urine Spectrofluorimetric Studies 
	Blood Serum—i.p. 
	Blood Serum—i.v. 
	Urine—i.p. 
	Urine—i.v. 

	Histopathology Studies of Rat Organs 
	Hematoxylin-Eosin Staining 
	Epoxy Tissue Staining 

	Electron Microscopy Analyses of Rat Organs 
	Liver 
	Lung 
	Kidney 
	24 h after i.p. and i.v. Treatment 


	Discussion 
	Conclusions 
	References

