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Abstract: The field of nanomedicine has recently emerged as a product of the expansion of a range of
nanotechnologies into biomedical science, pharmacology and clinical practice. Due to the unique
properties of nanoparticles and the related nanostructures, their applications to medical diagnostics,
imaging, controlled drug and gene delivery, monitoring of therapeutic outcomes, and aiding in
medical interventions, provide a new perspective for challenging problems in such demanding
issues as those involved in the treatment of cancer or debilitating neurological diseases. In this
review, we evaluate the role and contributions that the applications of magnetic nanoparticles (MNPs)
have made to various aspects of nanomedicine, including the newest magnetic particle imaging
(MPI) technology allowing for outstanding spatial and temporal resolution that enables targeted
contrast enhancement and real-time assistance during medical interventions. We also evaluate the
applications of MNPs to the development of targeted drug delivery systems with magnetic field
guidance/focusing and controlled drug release that mitigate chemotherapeutic drugs’ side effects and
damage to healthy cells. These systems enable tackling of multiple drug resistance which develops in
cancer cells during chemotherapeutic treatment. Furthermore, the progress in development of ROSand heat-generating magnetic nanocarriers and magneto-mechanical cancer cell destruction, induced
by an external magnetic field, is also discussed. The crucial roles of MNPs in the development of
biosensors and microfluidic paper array devices (µPADs) for the detection of cancer biomarkers
and circulating tumor cells (CTCs) are also assessed. Future challenges concerning the role and
contributions of MNPs to the progress in nanomedicine have been outlined.
Keywords: magnetic nanoparticles; nanocarriers; controlled drug delivery; high-resolution medical
imaging; cancer biomarkers; circulating cancer cells; fluorescent probes

1. Introduction
Considerable research effort has recently been extended into developing novel nanotechnologies
aimed at biomedical advancements [1–11]. This effort has greatly benefited human health and enabled
improvements in disease control [12]. In the meantime, nanomedicine created in the process has
become a powerhouse of innovative technologies [12,13] for diagnosing, monitoring, and treating
the most challenging human diseases, such as neoplasia, neurological disorders, and others. In this
comprehensive review, novel applications of magnetic nanoparticles in nanomedicine are evaluated,
including those in the area of controlled drug delivery, gene neutralizing or replacement therapy,
medical imaging, drug distribution, extenuating drug side effects, mitigating multiple drug resistance,
and assisting during invasive medical interventions.
Among the many applications of magnetic nanoparticles (MNPs) in nanomedicine, some of the
most interesting are those involving MNPs as probes analyzing the status of the disease and providing
drugs to mitigate the problem. MNPs have been successfully utilized in biosensor preparation,
fluorescent-magnetic bioimaging probe design, as well as in the synthesis of drug delivery nanocarriers.
Specially modified magnetic nanoparticles have also been applied for the detection of cancer and
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circulating tumor cells (CTCs) in addition to the recognition and binding to the cell membrane receptors.
Therefore, MNPs have been developed as fluorescent–magnetic probes for cellular/subcellular targeting,
imaging and therapy.
Various kinds of magnetic materials can be utilized for MNP development [14,15]. The key
challenge is to obtain NPs that are stable in biological environments, are non-toxic, and show
the desired magnetic properties. The strong magnets of rare earth elements are not chemically
stable in biological media and are cytotoxic [16]. Pure metallic magnets are prone to corrosion.
One of the simplest solutions is to utilize iron oxide NPs (magnetite Fe3 O4 [14,17] or hematite
Fe2 O3 [18]) which are non-toxic and highly biocompatible, although their saturation magnetization
is not as high as for lanthanide magnetic materials. Small size NPs of this kind are referred to as
superparamagnetic iron oxide nanoparticles (SPION). Recently, the Krishnan group reported obtaining
monodispersed magnetite nanoparticles with near-ideal saturation magnetization [19]. On the other
hand, intermetallic compounds in the transition metal group exhibit quite strong magnetic properties
and are relatively stable in biological media. For instance, Fex Niy alloys have been synthesized in form
of superparamagnetic nanoparticles [20]. They offer higher magnetization strength than magnetite but
are more difficult to synthesize. Very important is the particle size dependence of magnetic properties of
MNPs. Larger particles with several magnetic domains often show permanent ferromagnetic properties
resulting in MNP aggregation. Smaller particles may form only a single magnetic domain and their
superparamagnetic properties are most suitable for the application as MNPs for nanomedicine. It has
been shown that particle sizes of approximately 20–30 nm are critical [14,21,22]. Although the large
particles show stronger magnetic properties, they cannot be applied as MNP probes for nanomedicine,
due to permanent magnetization leading to MNPs aggregation.
Generally, all MNPs, even the most stable ones, require some kind of a protection against the
biological environment [15]. Thus, coatings of MNPs may include silica shells [23], gold film [24],
polymer coats [16], or a dense self-assembled monolayer of impenetrable ligands [25].
The MNPs designed for controlled drug delivery and those for targeted activity require
immobilization of drugs and targeting ligands on their surface. Hence, these active molecules
must be attached to the nanocarrier shell or a surface-protecting film. Various chemistries have been
developed to effectively bind these molecules to the nanocarriers [3,8,9,15,26–28]. Other ligands, such
as those preventing nonspecific binding of proteins and enhancing biocompatibility must also be
incorporated in the surface film of nanocarriers.
2. Magnetic Nanoparticles (MNP)-Enhanced Sensors for Disease Biomarkers
In the rapidly growing field of biosensors, the utilization of nanomaterials opens new opportunities
for enhancing sensitivity and selectivity of biosensing platforms. Here, magnetic nanoparticles serve
two main purposes: (i) to provide convenient means for transferring nanoparticles between different
media in sensor fabrication processes, thus facilitating the MNP surface functionalization; and (ii) to
serve as a part of the sensory material of biosensors by providing their own functionalized surface for
biorecognition of analytes. The optical biosensors based on MNPs have recently been evaluated in an
excellent review by Merkoci and coworkers [11]. Different molecular recognition probes and analytes,
including disease biomarkers, that can be determined with functionalized MNP-based biosensors have
also been reviewed by Krishnan and colleagues [29].
Among the novel biosensors utilizing unique properties of nanomaterials are sensors based on
nanophotonic arrays, plasmonic enhancements, and multi-tier amplification schemes. Examples range
from optical enhancement by AgNP films [30,31] and plasmon-controlled fluorescence [32–35], to
modulation of fluorescence resonance energy transfer (FRET) by protein films on plasmonic NPs [36,37]
and a variety of biorecognition processes followed by FRET [38] and intramolecular fluorescence
resonance energy transfer (iFRET) [39], resonance elastic light scattering (RELS) [28,40,41], Raman
scattering [6,7], or enzymatic detection [42]. The presence of MNPs in sensory films facilitates the
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Experimental and theoretical assessments of the high field spots formed in the interparticle area in
a particle dimer bound via DNA duplex linkages have recently been performed for Au- or Ag-coated
magnetite SPIONs [24].
Magnetic nanoparticles have also been employed in high-sensitivity hyphenated analytical
methods. A combination of: (i) cell labeling with multiple magnetic metal beads; (ii) hybridization
chain reaction amplification; and (iii) detection using inductively coupled plasma–mass spectrometry
(ICP–MS), has been proposed by He et al. [44] for distinguishing and simultaneous counting of multiple
cancer cells. The labelling of cells with MNPs was described by Kolosnjaj-Tabi et al. [45]. This technique
was applied for simultaneous counting of human hepatocellular carcinoma cells (SMMC-7721) and
human lung carcinoma cells (A549) with high sensitivity and specificity. Simultaneous detection of CTCs
and cancer biomarkers in an immunomagnetic flow system was first described by Huang et al. [46].
3. MNP-Core Nanocarriers for Controlled Drug and Gene Delivery
Various types of nanocarriers have been investigated for possible application in theranostics,
including plasmonic metal NPs, liposomes, micelles, protein nanostructures, graphene oxide
nanosheets, biopolymers, synthetic polymers, and others [8–10,26,27,47,48]. These nanocarriers must
combine a high capacity for carrying drugs or genes, biocompatibility-enhancing agents, and targeting
ligands able to recognize the sites for a drug release (e.g., receptors in a cancer cell membrane). The same
requirement concerns nanocarriers for gene delivery where an oligonucleotide strand is immobilized
on a nanocarrier in place of drug molecules [10,28,47,49]. The nanocarriers must also be able to release
the drugs under specific local conditions (acidity, GSH level) [50–52] or under external stimuli, such as
a light pulse, an X-ray signal, or a heat wave. The novel nanocarriers now include also functionalized
magnetic core-based NPs [3,6,7,53–55], where the magnetic core is protected against degradation
in biological environments by coating with a silica shell [23], gold film [24], a tight polymeric coat
(e.g., PEG, poly-L-lysine, carboxydextran) [16], or a dense self-assembled monolayer of impenetrable
ligands [25]. The protective shell provides also an easy means for the attachment of drugs, adjuvants,
targeting ligands, and agents ensuring the nanocarrier biocompatibility [53,54,56]. The magnetic
properties of such carriers enable magnetic field-based guidance of nanocarriers to the target tissue.
Recently, the magnetic actuation of a drug release at the target sites has been proposed [5,43].
The effects of particle surface corona on cancer cell targeting were investigated in simulated
physiological fluids by Zhao et al. [57]. Studies of advanced cancer cell targeting have been carried
out by many research groups [15,58] and an interesting range of suitable chemistries, including “click
chemistry”, has been devised.
Further issues in controlled drug delivery are related to the nanocarriers internalization, i.e.,
entering into a target cell, either by endocytosis, receptor-mediated entry (e.g., via binding to folate
receptors), or by penetrating the cell membrane (for hydrophobic nanocarriers, e.g., graphene or
graphene oxide nanocarriers that partially dissolve in the membrane disrupting its tightness). The same
mechanisms as observed for other types of solid nanocarriers, are expected for MNP-based nanocarriers.
The drug and gene release from MNP-based nanocarriers is also expected to be similar to other
solid nanocarriers because binding of these ligands to both types of nanocarriers are of the same type.
4. Magnetic Particle Imaging (MPI) for Cancer Diagnostics, Staging, and Medical Intervention
Magnetic Particle Imaging (MPI) is a novel non-invasive and radiation-free tomographic technique
where in contrast to X-ray computed tomography (CT) and magnetic resonance imaging (MRI),
the imaging is performed by tracking the superparamagnetic iron oxide nanoparticle (SPION) tracers
with simultaneous generation of 3D images with extraordinary spatial and temporal resolution [59].
The direct 3D volume rendering (DVR) enables real-time 3D guidance in vascular interventions, such
as in the real-time percutaneous transluminal angioplasty [60,61] with the insertion of a stent or
balloon in a blocked artery. It can also be utilized for the direct visualization of thromboembolic
material within the lumen of the middle cerebral artery (MCA), carotid arteries, or a hepatic artery [62].
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guidance for catheterization in percutaneous angioplasty, including procedures performed during
cardiac infarction;
cancer thermotherapy.

Research studies on the utilization of MPI techniques in other fields of nanomedicine are under way.
In summary, the novel MPI technique based on magnetically tracking SPION probes offers very
high spatial and temporal resolutions, is radiation-free, depth-independent, and causes virtually no
side-effects. Therefore, it can successfully compete with the well-established imaging techniques, such
as MRI, CT, and PET. Also, MPI does not require allergenic and highly nephrotoxic iodine-based
contrast agents [71]. Note that Schlorf and coworkers [72] have used the SPION nanoparticles as the
contrast agents and as the labels for cell tagging for MRI imaging. They have found that the retention
of the magnetic nanoparticles in cells lasts for about two weeks.
The utilization of superparamagnetic iron oxide nanoparticles in conjunction with the new MPI
technique has the potential to detect and diagnose cancer at an earlier stage than current imaging
methods [3].
5. Hyperthermic Treatment of Malignant Cells with MNPs
Hyperthermia has been applied as a method of anticancer therapy, in which nanoparticles
highly absorbing electromagnetic radiation are administered to the cancer tissue and then excited
with a precision laser beam to destroy cancer cells by the rising temperature of the nanoparticles.
For nanocarriers with a magnetic core, the temperature rise can also be achieved by vibrating or
rotating the nanocarriers via stimulation by alternating magnetic field [73–78]. It has been successfully
applied for treatment of malignant glioma [79]. The advantage of using MNP carriers is clear in the
deep penetration of magnetic field modulation stimulating the nanocarriers, whereas light stimulation
is applicable only to a near-surface tissue.
Wu et al. [80] have successfully synthesized porous carbon-coated magnetite nanoparticles
(PCCMNs) by a one-pot solvothermal method. A hyaluronic acid-modified PCCMN with fluorescent
carbon quantum dots has been applied for efficient photothermal cancer therapy (PTT) in vivo with
MRI monitoring and fluorescent imaging. The nanocarriers served both as the contrast agent for MRI
and the heat generator upon absorbing a NIR laser beam at 808 nm wavelength and 1.5 W/cm2 energy.
The proposed nanocarriers can also carry chemotherapeutic drugs.
A new drug delivery system based on magnetic hollow porous carbon nanoparticle nanocarriers
(MHPCNs) was also developed by the same group [81]. To cap the pores in the nanocarrier shell,
a poly(γ-glutamic acid) was used. The photothermal conversion of carbon and magnetite (Fe3 O4 ) shells
enabled photothermal therapy to be performed with no anticancer drug leakage during the systemic
distribution. The proposed drug delivery in sealed nanocages and controlled photothermal release
enabled the multidrug resistance induced by chemotherapeutic treatment to be overcome [82,83].
The MPI was not used in these experiments. Therefore, monitoring of the therapeutic outcomes was
limited to the resolution of the magnetic resonance imaging. These experiments have demonstrated
the effective tumor growth inhibition through the hyperthermia/chemotherapy synergistic action.
The conditions for efficient heat generation have been discussed by many researchers and
high-performance frequency tuners for resonant inverters suitable for magnetic hyperthermia have
been designed [84].
6. Magneto-Mechanical Destruction of Cytoskeletal Scaffolds and Permeabilization of Lysosome
Membranes by Alternating Magnetic Field-Driven MNP Vibrations for Cancer Treatment
Alternating magnetic field-driven vibration and rotation of MNPs accumulated in cancer cells
may result in relaxation with heat generation resulting in local temperature increase, as discussed
in the case of hyperthermia. However, for small MNPs, generally less than 20 nm in diameter,
magnetic field stimulation would not result in enough heat generation to cause sufficient temperature
increase to kill cancer cells [74]. Yet, in experiments performed by several groups, the magnetic
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field-driven MNP vibrations clearly resulted in cancer cell death [18,85–92]. Recently, Kabanov’s
group [93] provided a completely new mechanism of cancer cell death under such conditions.
Their experiments, conducted with 7–8 nm MNPs and a low-frequency magnetic field of 50 Hz,
confirmed no temperature rise of the medium. They demonstrated that the cancer cell killing ability
of this low energy magnetic stimulation is due to the disruption of the cytoskeletal framework of
cancer cells by magneto-mechanical movement and inelastic impact of MNPs leading to apoptosis.
Klyachko et al. [91] and Hoffmann et al. [94] have found that magnetic field-driven MNPs can be used
to control enzymatic processes. Further studies of the discovered phenomenon will help to uncover
biochemical pathways driving the cells to self-destruction.
7. Magnetically Guided MNPs for ROS Generation and Cancer Treatment
Reactive oxygen species (ROS) are highly potent radicals able to damage DNA, lipids and other
biomolecules. They are generated in the mitochondrial respiration system and used by the organism to
protect against invasion of microbes. The generation of ROS may also be utilized in the fight with cancer.
Hence, this concept has recently gained new attention [95–101] which concentrates on enhancing the
ROS generation in mitochondria with various drugs and in Fenton-like cascade processes based on
decomposition of H2 O2 to HO* radicals, catalyzed by Fe2+ or Cu2+ and catechol moiety [102]. Cell death
caused by ROS generation by Fenton-like cascades has been dubbed oxytosis [97] or ferroptosis [95].
Unlike a typical apoptosis, it is not driven by the caspase 3 pathway and does not lead to chromatin
condensation [97].
A new kind of interesting magnetic nanoparticles, consisting of a magnetic iron carbide Fe5 C2
(MIC NP), has been developed by Yu and coworkers [103]. These MIC NPs are able to release Fe2+
ions upon entering the zone of high acidity in the tumor environment. Since Fe2+ ions catalyze the
decomposition of H2 O2 through the Fenton cascade mechanism and since H2 O2 is overproduced and
available in cancer cells, the reactive oxygen species, in particular HO* radicals, are formed and aid in
the destruction of cancer cell DNA [102]. To enhance the release of Fe2+ ions from MIC NPs, a coating
of a magnetite film on Fe5 C2 core was applied, forming the final MIC NPs with the composition:
Fe5 C2 @Fe3 O4 . A schematic illustration of the MIC NP endocytosis, followed by Fe2+ release and ROS
generation is presented in Figure 4, together with T2-weighted MR images of 4T1 tumor-bearing mice.
Monitoring of MIC NPs distribution can be carried out using a magnetic resonance imaging (MRI)
scanner. Interestingly, it has been found that the magnetism of MIC NPs decreases upon Fe2+ release
and the T2 signal in MRI decreased. At the same time, the released Fe2+ causes the increase in the T1
MRI signal. Therefore, the presence of a tumor tissue with a low pH and the release of Fe2+ , leading to
the generation of ROS and apoptosis of cancer cells, can be sensitively monitored by MRI.
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Applications of high-frequency alternating magnetic fields (HF-AMF) with MNPs accumulated
Applications of high-frequency alternating magnetic fields (HF-AMF) with MNPs accumulated
in tissues [90] have demonstrated permeabilization of lysosome membranes in cancer cells but not
in tissues [90] have demonstrated permeabilization of lysosome membranes in cancer cells but not in
in healthy cells. The appearance of ROS, generated in mitochondria, was detected 30 min after the
healthy cells. The appearance of ROS, generated in mitochondria, was detected 30 min after the AMF
AMF application. These experiments show that using MNPs stimulated with HF-AMF, it becomes
application. These experiments show that using MNPs stimulated with HF-AMF, it becomes possible
possible to generate ROS in targeted cancer cells, mitigating collateral damage to healthy cells as well as
to generate ROS in targeted cancer cells, mitigating collateral damage to healthy cells as well as
reversing drug resistance established by overexpression of GSH in cancer cells in response to oxidative
reversing drug resistance established by overexpression of GSH in cancer cells in response to
stress [41,104,105] introduced by chemotherapeutic drugs.
oxidative stress [41,104,105] introduced by chemotherapeutic drugs.
8. Detection of Circulating Cancer Cells
8. Detection of Circulating Cancer Cells
In the critical stage of tumor development, some cancer cells begin to detach from the original
In theand
critical
of tumor
development,
somehighway
cancer cells
begin
detachcirculating
from the original
neoplasia
enterstage
the blood
stream
and lymphatic
system
toto
become
tumor
neoplasia
and
enter
the
blood
stream
and
lymphatic
highway
system
to
become
circulating
tumor
cells (CTCs), able to settle on the way and proliferate into new tumor outcrops, marking the onset
of
cells (CTCs), able to settle on the way and proliferate into new tumor outcrops, marking the onset of
metastasis, i.e., the spread of the original tumor into distal sites. The detection of CTCs is therefore
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metastasis, i.e., the spread of the original tumor into distal sites. The detection of CTCs is therefore
an important and challenging task in cancer therapy. The key issue is the low concentration of CTCs.
Hence, special efforts have been made to develop highly sensitive techniques for the detection and
identification of CTCs. So far, the microfluidic format of CTCs isolation and identification is the only
format that can offer successful outcomes and rapid analysis without sample preparation. It integrates
all procedures in a small microfluidic chip and requires minimal sample volume, as envisioned by the
device inventors [106].
In one such effort, Green et al. [107] have designed a microfluidic device for high-sensitivity
profiling of CTCs in patients with metastatic castration-resistant prostate cancer (mCRPC).
The circulating cells were first sorted according to protein expression levels. For that purpose,
EpCAM antibody-functionalized magnetic nanoparticles were developed. The blood samples analyzed
were from patients undergoing treatment with abiraterone or enzalutamide, two drugs used to treat
advanced prostate cancer. The samples taken during treatment (9–22 weeks) were compared to the
baseline (week 0). It has been shown that the number of low-EpCAM CTCs increased with the treatment
time for progressive patients. The proposed microfluidic device with antibody functionalized MNP
probes offered higher efficiency compared to the commercially available CellSearch device.
Mandal et al. [108] have developed AIEgen-based fluorescent magnetic nanoparticle probes,
with a hydrodynamic size ranging from 25 to 50 nm and rich surface chemistry enabling attachment
of ligands able to recognize and bind to cell membrane receptors. The AIEgen molecules exhibit a
unique aggregation-induced fluorescence emission (AIE) property. To construct the MNP@AIEgen
probes, the hydrophobic γ-Fe2 O3 nanoparticles were first converted into hydrophilic nanoparticles by a
polyacrylate overcoat of N-(3-aminopropyl)-methacrylamide hydrochloride with/without 3-sulfopropyl
methacrylate. The obtained primary amine-terminated hydrophilic nanoparticles were then conjugated
with tetraphenylethene (TPE), an AIEgen molecule, further derivatized with various functional groups.
The study’s authors have demonstrated that the AIEgen-based fluorescent MNPs can act as the cellular
imaging probes. Furthermore, the labeled cells can be magnetically separated.
An immunomagnetic flow system for simultaneous detection of CTCs and cancer biomarkers
in blood was developed by Huang et al. [46]. In his microfluidic device, folate receptors (FR) in
membrane of cancer cells were detected using fluorescence microscope while cells marked with anti-FR
antibody-coated magnetic beads were captured with a magnetic field on the microfluidic channel wall.
Using a microfluidic device with magnetic separation of CTCs and electric impedance cytometry, Han
and Han [109] were able to detect colorectal cancer cell line DLD-1 in peripheral blood by enrichment of
ca. 500-fold. Recently, Wang and coworkers [110] have developed a rapid and highly efficient method
to isolate and identify heterogeneous CTCs (F-MNPs+, Hoechst 33342+, and CD45−) from patient
blood samples using fluorescent MNPs (F-MNPs). An F-MNP consisted of a Fe3 O4 core and a SiO2 shell
decorated with a fluorescent dye 1,10 -dioctadecyl-3,3,30 ,30 -tetramethyl-indocarbocyanine perchlorate
(DiI). On the surface of F-MNPs, a layer of a zwitterionic polymer, poly(carboxybetaine methacrylate)
(pCBMA), able to decrease the nonspecific cell adhesion with anti-EpCAM and anti-N-cadherin
antibodies, was formed (Figure 5).
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(Figure 6).
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Figure 6. (a) Illustration of the structure of a multifunctional/multimodality MNP with a magnetic
Figure 6. (A) Illustration of the structure of a multifunctional/multimodality MNP with a magnetic
core, a polymeric coating, and targeting ligands extended from the surface of MNP with the aid of
core, a polymeric coating, and targeting ligands extended from the surface of MNP with the aid of
polymeric spacers; (b) schematic representation of different types of magnetic cores; (c) illustration of
polymeric spacers; (B) schematic representation of different types of magnetic cores; (C) illustration of
different types of coating strategies for hydrophilic MNPs. Reprinted with permission [111].
different types of coating strategies for hydrophilic MNPs. Reprinted with permission [111].
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MNPs are mainly related to their weak magnetic properties and the requirement of large size particles,
especially when applied in hyperthermia treatment (usually for SPION, particle diameter should be
>250 nm [74,93]) and the large size creates then problems with their retrieval from the body. Since the
hyperthermia involves larger area of the tissue due to the high thermal conductivity of water and thus
encases also healthy cells, this procedure is less likely to be at the forefront of MNP-based technologies.
On the other hand, the theranostic, controlled drug release and magneto-mechanical disruption of
cytoskeletal framework of cancer cells, as well as the lysosomal membrane permeabilization processes
are likely to be among the favorite development strategies.
Future challenges will certainly involve the development of smaller superparamagnetic NPs
with stronger magnetic responsivity to maintain the high spatial and temporal sensitivity for the
emerging magnetic particle imaging (MPI) technology while enabling an enhanced renal clearance
(NP diameter ~2 nm or less). Further development of the new MPI technology and its application
for whole-body scanning will enable radiation-free tomographic monitoring of medical interventions,
tumorigenesis, and therapeutic outcomes. Extensive research will be needed to develop rapid and
convenient microfluidic techniques for the challenging detection of circulating tumor cells, cell sorting,
and sensor arrays (µPADs) for testing sets of cancer biomarkers to enable reliable cancer diagnostics
and monitoring of cancer therapy at points-of-care with high efficacy. The use of MNPs in development
of these analytical devices (µPADs, biosensors, lateral flow sensors, etc.) is crucial as it allows for rapid
handling of NPs and separation of MNP-labelled CTCs.
Funding: This research received no external funding.
Conflicts of Interest: The authors declare no conflict of interest.
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