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Chapter 1
SPIONs as Nano-Theranostics Agents

1.1 Introduction

Nowadays, cancer is known as one of the most causes of human death in the world
and so many efforts have been conducted to identify a useful method of treatment.
Cancer is a heterogeneous and adaptable disease, which makes it essential to study
diverse types of treatments depending on patient characteristics and disease pro-
gression. Over the years, scientists have developed various methods of cancer
treatment including surgery, chemotherapy, and radiotherapy. Despite the many
attempts that have been made in this area, there is still no considerable success in
the treatment of cancer and it usually fails because of cancer recurrence and
metastasis [1–4]. Surgery, as the most important approach for removing solid
tumors is very invasive and has limitations such as unpleasant condition for patients
and hardly elimination of all tumor cells especially in the metastatic case. On the
other hand, chemotherapy and radiotherapy have not been successful due to their
limited therapeutic effects, serious side effects on normal cells and adjacent tissues,
and the risk of drug resistance. Thus, development of novel strategy for cancer
treatment with less side effect, lower cost, and optimal therapeutic efficacy is
demanding [5–9].

Except cancer, other inflammatory diseases, like neurodegenerative disease,
diabetes, and atherosclerosis also need an effective therapeutic approach which
provides the highest efficiency and the lowest side effect of drugs.

Nanotechnology is one of the novel technologies which has the potential to be
used in the treatment of different diseases. Nanotechnology has become one of the
critical research endeavors of the twenty-first century and its widespread application
in various fields and disciplines, specifically in health care which is named as
nanomedicine, is becoming increasingly applicable which may even replace the
conventional medicines [1, 10–12].

Nanomaterials are materials with at least one dimension in the size of nanometer
(10−9 m). The materials’ size reduction from bulk to nano range causes an alteration
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in their properties or introduction of new properties which makes them good
candidates for medical applications. For example, their nanometric size prevents
them from kidneys clearance and therefore extends their circulation in the blood
pool depending on their surface functional characteristics. Moreover, they have
high reactive surface for loading of drugs/imaging agents/targeting agents [13–18].

Nanoparticles are materials with three dimensions in the nano range (1–100 nm)
and a highly active surface in comparison to other nanomaterials which has been
extensively studied in the field of nanomedicine. They can act as carriers for drugs
in drug delivery systems, as well as being a self-medication in some cases. They can
easily travel all over the body through the bloodstream without being recognized by
the immune system, transmit through the vessels, penetrate to the tissues, and
deliver their cargo to the targeted cells [19–23].

The surface of these particles could be engineered with different polymers that
not only improve their biocompatibility, but also increase their drug loading ability
and provide a broad area for attachment of different imaging and targeting agents.
Binding targeting factors reduces the drug side effects and increases the drug’s
effectiveness by delivering them to the targeted tissues. The inclusion of imaging
and therapeutic agents together within a nanosystem introduces a new field in
medicine named theranostic nanomedicine [24–28].

John Funkhouser coined the term of theranostic in 2002 in one of his reviews.
Theranostics combine therapeutic and diagnostic features into one optimal platform
that could overcome the undesirable differences in biodistribution and selectivity
that exist between distinct imaging and therapeutic agents. It has potential appli-
cation in personalized medicine which results to tailor a treatment regimen pro-
ducing improved outcomes, reduced costs, and fewer side effects. Moreover, it
could monitor and evaluate the therapeutic efficacy during the treatment period
which accelerates therapeutic decisions [29, 30].

Among various types of nanoparticles, magnetic nanoparticles1 with the desired
imaging sensitivity and therapeutic efficacy could be the most promising probes for
theranostics and more specifically in nano-theranostics. Iron oxide nanoparticles,
magnetite (Fe3O4) and maghemit (c-Fe2O3), because of their unique properties such
as biocompatibility and biodegradability are the most attractive type of MNPs that
could be applied in nano-theranostics applications. They are employed in numerous
biomedical applications such as magnetic separation, drug and gene delivery,
cancer hyperthermia, and magnetic resonance imaging (MRI).2 Fe3O4 nanoparticles
are easily degraded in the cell and the products (Fe3+ ions) are used for cell
metabolism [31–35].

In the present study, we demonstrate the role of iron oxide nanoparticles as
nano-theranostics agents for cancer therapy. To this end, we express the intrinsic
properties of these particles, their methods of preparation, and their applications in
diagnostic, therapeutic, and nano-theranostics context.

1MNPs.
2MRI.
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1.2 Iron Oxide Nanoparticles

MNPs have the potential to be applied in wide range of disciplines including
magnetic fluids, biotechnology/biomedicine, biosensor, catalysis, data storage,
MRI, and environmental remediation [36]. There exist several types of MNPs,
ranging from pure metals (Fe, Co, Ni, and Mn) to metal oxides (Fe3O4, c-Fe2O3),
metal alloys (FePt, CoPt), and ferrites (MFe2O4, where M=Co, Cu, Ni, Mn, and
Mg) that each could be used for a specific application [37].

Among the investigated MNPs, magnetite (Fe3O4) and maghemite (c-Fe2O3)
with cubic inverse spinel structure are the most applicable magnetic iron oxide that
have attracted particular interest in nearly all above-mentioned fields and especially
for different biomedical applications including enzyme encapsulation, cell separa-
tion and oligonucleotide identification, MRI, biosensor design, hyperthermia and
targeted drug delivery due to its intrinsic properties such as appropriate size, high
biocompatibility, low toxicity, and good magnetic properties. As for different
applications, and especially biomedical application, it is critical to use nanoparticles
which are chemically stable, uniform in size, and well dispersed in liquid media.
These different characteristics of iron oxide nanoparticles such as size, structure,
shape, and surface properties and their effects on magnetic properties should be
investigated as well [36, 38, 39].

1.2.1 Properties of Magnetic Nanoparticles

1.2.1.1 Magnetic Behavior

Magnetite is considered as an important class of half-metallic materials, the
molecular structure of which lets the electrons to hop between Fe2+ and Fe3+ ions in
the octahedral sites at room temperature. Maghemite is the other type of iron oxide
nanoparticles which can be easily synthesized from magnetite. Evidence showed
that the existence of defects at the surface of both types of these particles could
affected their magnetic properties [40, 41].

In order to study the magnetism of the particles, the hysteresis loop is usually
referred towhich is based on the relationship betweenmagnetic field strength (H) and
magnetization (M) of the particles (Fig. 1.1). The loop is generated by measuring the
magnetic flux of a ferromagnetic material while the magnetizing force is changed.
Saturation magnetization (Ms) is achieved when all the magnetic dipoles orientation
of nanoparticle’s domains aligned with the applied magnetic field. In the case of
SPOINs, as ferromagnetic nanoparticles, by decreasing or removing the magnetic
field, the orientation of some of domains is changed, somagnetization is decreased but
does not reach zero. Retentivity magnetization (Mr) is the magnetic flux density that
remains in the nanoparticles when the magnetizing force is removed.

By changing the direction of the magnetic field in the opposite direction, dipoles
orientation is changed. In a certain point, the magnetization flux returns to zero
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(Hc), the time in which the numbers of domains with opposite orientations are
equal. After that, by increasing the magnetic field the magnetization is saturated
again and this process will be repeated again and again in the presence of an
alternating current (AC) magnetic field.

As mentioned by Frenkel and Dorfman for the first time, if the diameter of
nanoparticles is decreased less than a critical particle size (<15 nm), MNPs exhibit
superparamagnetic phenomena that dramatically change some of the magnetic
properties. In fact, in the presence of an external magnetic field their magnetization
can be saturated like other ferromagnetic materials, while their net magnetic moments
are dropped to zero when the magnetic force is removed. Moreover,Mr andHc points
are deleted from the hysteresis loop of superpara MNPs due to their molecular
structure which consists of a single magnetic domain [42–45]. Superparamagnetic
iron oxide nanoparticles3 propose important applications such as MRI, magnetically
controlled drug carriers, and magnetic heterogeneous catalyst recovery [46, 47].

1.2.1.2 Size

Particle size is one of the most important characteristics of nanoparticles which
could affect not only the properties of MNPs (as mentioned in the previous section),
but also has an important role in their biomedical application [48, 49].

Fig. 1.1 Magnetization hysteresis loop

3SPIONs.
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The specific surface area of nanoparticles (surface to mass ratio) has direct
relationship with the size and has a dramatic impact on surface reactivity which
could impress the body responds to nanoparticles and their distribution. Large
particles are prone to be easily detected by the reticuloendothelial system (RES) and
consequently be excluded from the blood stream [50, 51].

Size can also affect the mode of endocytosis, cellular uptake, and the efficiency
of particle processing in the endocytic pathway. It is generally acknowledged that
particles in the range of 10–30 nm could pass through the vessels and inter the cells
through diffusion across plasma membrane or through membrane channels, while
the larger particles are mainly carried into the cells by pinocytosis or phagocytosis
[52, 53].

Method of preparation and preparation condition such as reaction time, tem-
perature, ligand/precursor ratio as well as the solvents with different boiling points
could also affect the particle size and size distribution, e.g., an increase in the
temperature could lead to an increase in the particle size according to the Ostwald
ripening law [54].

1.2.1.3 Charge

Surface charge plays an important role in nanoparticles biodistribution and cyto-
toxicity. While neutral particles has the lowest interactions with the plasma proteins
(and less opsonization) which leads to an extended circulation time, high surface
charge (positive or negative) enhances the phagocytosis process [55].

Positively charged particles attract proteins and immune system agents thus
rapidly being cleared (within a few minutes) from the systemic circulation, where as
strong negatively charged ones are uptaken by hepatic clearance system [56, 57].

Bare iron oxide nanoparticles are usually negatively charged due to the presence
of limited numbers of hydroxyl groups on their surface. In the aqueous electrolyte
solution, solid particles usually acquire a surface charge. This surface charge is
usually presented onto certain types of nanoparticles (such as iron oxide and gold)
to improve their stability and to prevent their aggregation in aqueous solution via
the electrostatic repulsion [58]. Functionalization of MNPs by different polymers
could introduce such charged groups on the surface of nanoparticles that not only
prevent aggregation through increasing their water solubility but also affect their
interactions with blood protein.

1.2.1.4 Surface Functionality and Colloidal Stability

Colloidal stability is one of the main requisites of nanoparticles in biomedical
applications. Naked iron oxide particles have low stability in aqueous media and
tend to aggregate due to the hydrophobic interactions. Aggregation causes a sig-
nificant increase in the particles size and decreases their performance. The surface
modification of MNPs by grafting stabilizing agents, such as biocompatible natural
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or synthetic polymers enhances their colloidal stability in a wide range of pH and in
the presence of high amount of electrolytes [49, 59–62].

1.2.2 Methods of Preparation

Preparation method has direct effect on the main properties of MNPs such as size,
shape, crystallinity, and magnetism. Parameters like temperature, pressure, pH, and
molar ratio play the main role in this issue. Several approaches have been devel-
oped for the production of MNPs; each has its own advantages. Here we express
some of the most popular methods with a brief explanation of their properties.

1.2.2.1 Copercipitation

This method is based on the synthesis of Fe3O4 from ferric chloride hexahydrate
(FeCl3–6H2O) and ferrous chloride tetrahydrate (FeCl2–4H2O) as iron sources and
ammonia as precipitator. It is the simplest and most common synthesis method.
Moreover, it has high production yield and could be used to produce a broad range
of nanoparticles with different sizes and shapes by adjusting pH, ionic strength,
temperature, and other conditions of reaction. However, it has a limitation on the
control of particle size distribution [63–65].

1.2.2.2 Sol-Gel

In this method, the base is hydration and condensation of precursors, leading to
originating a sol of nanometric particles. Gel formation is achieved by further
condensation as well as inorganic polymerization. In order to obtain the final
crystalline structure, the as prepared gel is coupled by a heat treatment. The
properties of the gel are attributed to the reaction conditions and the structure
created within the sol stage [66–68].

1.2.2.3 Thermal Decomposition

This is a heating method which proceeds by decomposition of iron precursor
(usually iron acetylacetonate (acac) or iron pentacarbonyl) at high temperature in
the presence of solvent and stabilizer which leads to the production of monodis-
persed SPION with high crystallinity. By controlling the temperature, time of
reaction and type, and ratio of solvent and precursor and their concentration, the
size and morphology of nanoparticles could be controlled [69–71].

6 1 SPIONs as Nano-Theranostics Agents



1.2.2.4 Polyol

It consists of an iron precursor and a polyol which acts as a solvent, reducing agent,
and stabilizer. This method is based on preparing a suspension of the precursor and
polyol and proceeds by heating the mixture until the polyol boiling point.
Triethylene glycol (TREG) is one of the best polyols which is introduced by Cai
and Wan that could produce uniform, non-agglomerate nanoparticles with narrow
size distribution. Despite low production yield, this method is capable of producing
narrow size distribution nanoparticles with enhanced magnetism due to the high
crystallinity structure, which is soluble in the polar solvents due to the presence of
polyol ligands on the surface of particles [72, 73].

Indeed, polyol is a specific type of thermal decomposition method that uses a
liquid material (polyol) as both solvent and stabilizer simultaneously.

1.2.2.5 Sonolysis

Sonolysis is a class of thermal decomposition method, where cavities act as
nanoreactors in which the required temperature for the reaction is produced. This
process is based on sonolysis of organometallic precursors. In other words, the high
temperature hot spot that is emerged through collapsing the cavities (made by
sonication) lead to generation of iron oxide from ferrous salt [74–76].

1.2.2.6 Hydrothermal

This is another temperature-dependent method which is performed in the aqueous
media under a high volume of pressure in reactors or autoclaves. In this process,
wet chemical technology is used to produce highly crystalline iron oxide
nanoparticles and the reaction conditions such as time, temperature, and solvent
could affect the product’s properties [77–80].

1.2.2.7 Microemulsion

Microemulsion is based on the dispersion of two immiscible liquids (water in oil or oil
in water) in the presence of a surfactant. Nanoparticles are precipitated in the micelles
formed in the hydrocarbon phase. Although the production yield of this process is
low, it could be used to produce uniformly sized and crystalline SPIONs [36, 81, 82].

1.2.2.8 Green Synthesis

Biosynthesis or green synthesis is a new way for the synthesis of different
nanoparticles in which a safe, cost-effective, environmental-friendly reagent is used
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to overcome the undesirable effects of toxic chemical materials that are used as
solvent or capping agent in the process of synthesis. Here, nanocrystal iron oxide is
synthesized in ambient conditions through the use of an iron metal salt (as iron
precursor) and the animals or plants extracts (as solvent, reducing agent and also
capping agent) or they can be extracted from the magnetosome of magnetotactic
bacteria [83–85].

1.2.2.9 Other Methods

The above-mentioned methods are the most common techniques for iron oxide
nanoparticles production. Aerosol, reverse micelle, flow injection, and electro-
chemical method are some other methods with their own advantage and disad-
vantage that could be used for preparation of iron oxide nanoparticles.

1.3 Biomedical Applications

Iron oxide nanoparticles, due to their diverse and interesting properties have been
used in a variety of disciplines for many years. The first use of magnetic materials in
medicine is attributed to the internal applications of magnetite powder by the
Egyptian physician and philosopher Avicenna in the tenth century. Recently, their
applications in the biomedicine has been increased significantly [86]. The small size
of SPIONs makes them an ideal candidate for drug and gene delivery system.
Another medical application of SPIONs is hyperthermia treatment of cancer tissues,
where SPIONs act as local overheating producers in response to an external
magnetic field. Moreover, they can be used in bioseparation techniques for pollu-
tant, cell labeling, protein purification, and tissue engineering. They also have
applications in diagnosis field, which act as a contrast agent in MRI for better
detection. Also in combination with other nanoparticles they could be used in other
diagnosis techniques. Here we describe different biomedical applications of
SPIONs in three subsections: biological applications, diagnosis, and therapy.

1.3.1 Biological Applications

1.3.1.1 Tissue Engineering

Tissue engineering, an interdisciplinary science which is based on the combination
of cell biology, engineering, and medicine, has been developed to replace or
regenerate damaged tissues. The main advantage of this technique is that it uses
patient’s autologous cells or stem cells and though reduces the risk of rejection [87].
Here, a three-dimensional scaffold is produced which is used for cells attachment
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and enhancement of their proliferation. Magnetic force-based tissue engineering
(Mag-TE) is a novel technique that is used for this purpose in which magnetic
nanodevices (e.g., magnetic gelatin nanoparticles, functionalized magnetic
nanocarrier, MNP-loaded hydroxyapatite and collagen, magnetic cationic lipo-
somes,4 etc.) are applied to provide magnetoresponsive features [88–90]. Moreover,
SPIONs could act as antimicrobial agents in the structure of scaffold. Indeed bac-
terial infection and biofilm generation is of the most challenging part of implanted
medical devices. Incorporating SPIONs into the scaffold not only could provide an
antimicrobial environment for scaffold, but also they could provide the ability of
MR imaging during the treatment process [91–93].

MCLs entered the cells and then cells are adsorbed on the scaffold or on the
targeted cell layer in the presence of magnetic field. Surface functionalization of
MCLs by targeting agent and the strength of magnetic field has direct effect on the
amount and depth of cell attachment [94–97].

3D cell culture technology or scaffold-free technology is an alternative way in
tissue engineering in which MCL labeled cells are divided and grown in the
presence of controlled magnetic forces. The geometry of the cell bulk could be
operated by spatially controlling the magnetic field and scaffold-free portions of
tissues in a variety of shapes could be achieved. Skin, liver, and muscle tissues are
some examples build by this technique [98–100].

1.3.1.2 Magnetic Separation

One of the most useful technological applications of iron oxide nanoparticles is
magnetic separation, which is successfully applied in broad aspects of biological
and biomedical researches including protein purification, toxin decorporation, virus
and bacterial separation, enzyme fixation, and cell labeling. It is a high sensitive
technique and could separate low number of targeted agents [101–103]. It could be
combined with other detection techniques and therefore enhance the accuracy and
sensitivity of the assay. Magnetic enzyme linked immunosorbent assay is an
example in which the fluorescent enzymes are used to determine the concentration
of the materials optically [104]. Surface functionalization of MNPs with polymers,
ligands, or suitable surfactant could improve their separation properties due to the
selective receptor–ligand interactions occurred [105].

In comparison with other conventional techniques, magnetic separation could be
more applicable due to its good adaptation, ability to work without need of pre-
treatment process, easy, fast, and economical methodology with reusable sorbent
[106].

There are two approaches for magnetic separation purposes; conventional
method which is used inlaboratory and contains direct and indirect modes
(Fig. 1.2), and other methods which are used for industrial scale. In this context it

4MCLs.
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can be note tothe magnetically stabilized fluidized beds (MSFB) which is a con-
tinuous separation procedure for biological products and also biocompatible two
phasesystems which are used for separation of cells, subcellular organelles and
biologically active compounds [107, 108].

In the direct mode, separation is based on the attachment of magnetic affinity
particles to the targeted material and then collecting them through foreign magnetic
field, while indirect method is started by insertion of free affinity ligands to the
targeted compounds and then this complex is captured by magnetic particles
through affinity interactions [109]. Direct method is easier and faster than the other
and needs fewer amounts of ligands however indirect method is more efficient and
sensitive especially in the case of targeted compound with poor affinity [110, 111].

1.3.1.3 Toxin Decorporation

Nanoparticles are promising materials for collection of deleterious components
such as radioactive materials, uranyl ions, metal ions, and drugs from environment
and living organism due to their high specific surface area. For biodetoxification of
blood and tissues, for example, from over dose of drug, nanocarriers should have
some critical properties like long circulation time (to extract sufficient amount of
toxic drugs from the blood and surrounded tissues), high stable detoxification
capacity (to prevent rapid release of the trapped drug back), and appropriate surface
functional groups (to increase the circulation time and drug capturing capacity)
[112].

Fig. 1.2 Conventional methods of magnetic separation: direct and indirect
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Magnetic nanoparticles are one of these nanocarriers which can act as detoxifiers
in different forms, e.g., polymer-based magnetic nanospheres, magnetic beads, and
surface-functionalized magnetic particles. According to literature, surface func-
tionalization of nanoparticles with different modalities such as
tetraethyl-3-aminopropane-1,1-bisphosphonate (BP), biocompatible polymers like
polyethylene glycol and its copolymer with polylactic acid could accelerate toxin
trapping process [113–115].

1.3.1.4 Virus and Bacterial Separation

Immunomagnetic nanoparticles are MNPs which are functionalized with antibodies
designed for separation of bacteria from biological environment. Attachment of
cell-specific ligands on the surface of MNPs is another strategy for exclusive
separation of viruses and bacteria. Due to the use of these functionalizing agents,
the detection and separation procedure is done in a high level of accuracy and
specificity. Moreover, the sensitivity of this process is greater than other strategies
which could detect small number of pathogens in a short time [111, 116]. The
magnetic surface-enhanced Raman spectroscopy (SERS), MRI, and miniaturized
NMR system are techniques that could be used for detection and monitoring of this
process. MNPs coupled with virus-specific globulin proteins were used for
adsorption of hepatitis B viral (HBV) and hepatitis C viral (HCV) particles present
in sera. E. coli, Bacillus anthracis, Mycobacterium avium, Mycobacterium tuber-
culosis, and Staphylococcus aureus are bacterial samples which have been sepa-
rated through surface functionalized magnetic nanoparticles [117–121].

1.3.1.5 Protein and Nucleic Acid Separation

Magnetic separation is an attractive method for selection and purification of the
intended protein or nucleic acid (DNA/RNA) in a cheap, easy, short time, and
scalable manner without any sample pretreatment process. The intrinsic properties
of nanoparticles such as good dispersity and high surface to volume ratio and the
structural changes of the adsorbed protein, cause to increase the binding capacity
and specificity of this method [102, 122, 123]. Surface functionalization of MNPs is
the method used for accelerating the connection between nanoparticles and pep-
tides. The use of MNPs functionalized with ligands bearing Ni2+-chelating species
such as nitrilotriacetic acid (NTA) for the separation of histidine-tag (his-tag)
proteins is one of the most popular protein separation strategies.
Graphene-functionalized magnetic silica, fullerene-functionalized magnetic silica
microsphere, MNPs functionalized with specific peptides for antibody separation,
and magnetic molecularly imprinted polymers (MMIPs) for the selective enrich-
ment of proteins are other sample strategies [107, 124–127].

In the case of nucleic acid separation, which is an important tool for molecular
biology, the hybridization of targeted nucleic acid with oligonucleotide grafted on
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MNPs plays a critical role. This process leads to isolation of an oligonucleotide
which could be amplified by polymerase chain reaction (PCR) and could be used
for sequencing assay or could be labeled for other detection processes [128–130].

1.3.1.6 Enzyme Immobilization

Immobilization is a cost-effective, time-consuming procedure which is suitable for
promoting different properties of enzymes including the optimization of enzyme’s
activity, its reusability, storage, and operational conditions stability (thermal and
pH) and also provides the ability for use in continuous operating mode and facil-
itates its separation from the reaction mixture. Magnetic nanoparticles are good
candidate for immobilization since they could be quickly separated from the
digestion environment in the presence of magnetic field. Immobilization process on
MNPs could be performed through either covalent bonding, which is the most
commonly used technique with surface functionalization of MNPs and has
advantages like higher thermal and structural stability or physical adsorption which
is dependent on hydrogen bonds, ionic interactions, hydrophobic interactions, van
der Waals forces, etc., as binding forces without need of reagent or pretreatment
steps. Moreover, enzyme-immobilized magnetic materials could be coupled with a
certain digestion techniques like microwave, microfluidic, and chip to reduce its
digestion time to minutes or seconds, enhance its sensitivity and promote the
efficiency of the digestion reaction [107, 131–134].

1.3.1.7 Cell Labeling and Separation

Cell labeling with MNPs is a novel technique for monitoring and tracking the cells
inside the body of living organism via MRI. Challenge points in the cell labeling
process are (i) achieving the high level of labeling which is attributed to the amount
of SPIONs uptake by the cells and could be increased by targeting the nanoparticles
and (ii) confirming that the cell viability and integrity is not influenced through
labeling [135, 136].

There are varieties of methods for cell labeling with SPIONs which are used
according to the specific purpose. They are categorized into three fundamental
classes: (i) in vitro approaches (e.g., through endocytosis, transfection agents,
magnetofection, electroporation), (ii) in vivo cell labeling by reticuloendothelial
system (RES) through systemic application, and (iii) receptor-mediated binding and
internalization of SPIONs by targeted cells (e.g., targeted labeling and imaging)
[137].

One of the applications of cell labeling is stem cells tracking and monitoring
which are used for cell transplantation therapy purposes (Fig. 1.3). Stem cell
transplantation could be broadly applied in regenerative medicine for treatment of
heart failure, vascular injury, ventricular disfunction, and numerous diseases such
as myocardial infarction, neurologic diseases, and cancer [138–140]. Isolation of
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cancer cells from the blood and other tissues is another application of
SPION-tagged cells that require surface functionalization of SPIONs with targeting
ligands like antibodies, folate, aptamers, etc. For example, conjugation of
anti-CD34 antibodies to the surface of SPIONs could allow targeting of labeled
nanoparticles toward acute leukemia cells. This process is designed based on
immunomagnetic separation and could be used for detection of circulating tumor
cells5 and also enrichment of stem cells [141–144].

1.3.2 Theranostics and Nano-Theranostics Applications
of SPIONs

1.3.2.1 Theranostics and Nano-Theranostics

Theranostics or theragnostics is defined as the fusion of diagnostics and therapy and
can be classified into three categories, therapy followed by diagnosis, diagnosis
followed by therapy, and the concomitant use of therapeutics and diagnostics.
Theranostics was introduced by Funkhouser as any “material that combines the
modalities of therapy and diagnostic imaging” into a single package, in 2002. The

Fig. 1.3 Stem cell labeling with magnetic nanoparticles
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1.3 Biomedical Applications 13



aim of designing theranostics agents is to detect and treat disease at their early
stage, to monitor the efficiency of treatment process, and to reduce the waste of time
for diagnosis and therapy [145–148]. Real-time visualization of nanodrug carrier
biodistributions, drug release processes, and therapeutic responses can provide
critical information needed for dynamically optimizing treatment operations in a
personalized manner in real time [149].

Now it is well known that there are different responds to a particular treatment in
different patients which is attributed to the differences in their genomics and results
in the generation of the new era in the medicine that is named as personalized
medicine and can be defined as “the right drug for the right person administered at
the right time.” It is a beneficial therapeutic approach especially in serious diseases
like cancer, AIDS, and atherosclerosis and its cerebrovascular and cardiovascular
appearances. The use of theranostic (and its improved type, nano-theranostics) in
this field can empower physicians to perform the best treatment plan based on
monitoring the personalized response of the patient and therefore optimize the dose
of drugs and reduce the side effects [150–153].

Nano-theranostics or theranostics nanomedicine is based on the accumulation of
diagnosis and therapeutic agents into nanocarriers such as liposomes, micelles, car-
bon nanotubes, nanoparticles, polymer-based nanomaterials, and so on for medical
applications. The advantage of nanoparticles in faster penetration to the various parts
of body and the possibility of guiding them to the targeted tissue through attachment
of targeting agents make them ideal cases that improve traditional application of
theranostics agents [154, 155]. The imaging part of the nanotheranostics is based on
the use of fluorescent dyes like quantum dots (for optical imaging), magnetic
nanoparticles, i.e., SPIONs (for MRI), radionuclides (as nuclear imaging agents), and
heavy elements, e.g., iodine [for computed tomography (CT)] and the other part
includes different types of drugs, proteins, or aptamers which are designed and
selected according to the special disease. The interesting matter about nano-
theranostics is that some of the nanocarriers have intrinsic imaging and/or therapeutic
property; in fact they are applied as self-theranostics platforms [156, 157].

SPIONs based nanoplatforms are such a nano-theranostics that used MRI as
their monitoring strategy. Moreover, these nanocarriers can be coupled with other
diagnosis strategies turning to the synthesis of more sensitive and accurate
nano-theranostics device. The therapeutic property of these carriers is classified into
two categories: intrinsic therapeutic property of SPIONs that is attributed to their
magnetic property and is known as hyperthermia and magnetic-based separation. In
the other case, SPIONs act as carriers for therapeutic agents (drug/genes or other
nanoparticles with therapeutic properties) (Fig. 1.4).

1.3.2.2 Diagnosis

In general, diagnosis is a critical step in medical researches which affects the
treatment process, and not only includes the early detection of disease, but also
covers the treatment and recovery processes. Imaging methods play the main role in
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this context. MRI, CT, positron emission tomography (PET), single-photon emis-
sion computed tomography (SPECT), ultrasound (US) imaging, and optical
imaging are some of common imaging techniques which are used for this purpose
[158–163].

The application of nanoparticles in imaging techniques has provided the pos-
sibility of simultaneous application of two or more imaging methods. SPIONs are
ideal candidates as contrast agents in MRI. Based on this principle, SPIONs could
be applied in format of sensors, separation tools, or biomedical devices for
detecting and monitoring the target agents [164].

In this section, we describe the principles of MRI, effects of SPIONs on MR
imaging improvement, and different applications of SPIONs based on MRI
application.

Magnetic Resonance Imaging (MRI): Principles and Applications

MRI is a noninvasive powerful diagnostic modality which is based on the principles
of nuclear magnetic resonance6 providing high-resolution anatomical images from
inside the body. Indeed, images are formed based on detecting the proton relaxation
in the presence of an external magnetic field [165–167]. MRI has several advan-
tages over other imaging techniques including high spatial resolution, enhanced soft

Fig. 1.4 SPIONs as nano-theranostics agents
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tissue contrast, and excellent anatomic detail. Moreover, in comparison to other
imaging techniques such as CT and PET, it is more safe because of lack of the
concern of radiation exposure [168, 169].

In the presence of a strong magnetic field, the hydrogen nuclear spins are ori-
ented in parallel or antiparallel direction of magnetic field. Using a resonant
radiofrequency irradiation, which is capable of transferring energy to the protons,
the numbers of excited protons with high energy state are increased. Then, the
pulsing field turns off and magnetic moments of protons return to their original state
that is entitled as relaxation [170, 171].

There are two different relaxation processes: longitudinal magnetization recov-
ery (T1-recovery) and transverse magnetization decay (T2-decay). T1 is the time
taken for longitudinal magnetization to recover 63% of the equilibrium, while T2 is
the time needed for the exponential decay of the transverse magnetization to 37% of
its initial magnitude. Two critical parameters which affected the signal intensity and
image contrast are repetition time (TR, time between radiofrequency pulse repli-
cation) and the echo time (TE, time between the radiofrequency pulse and the first
signal measurement). In T1-weighted image, both TR (250–700 ms) and TE (10–
25 ms) are selected as short time, while for T2 state, images are generated by long
TR (>2000 ms) and TE (TE > 60 ms). Different tissues have shown different
contrasts. Tissues with short T1 cause brightness in the MRI images and tissues
with short T2 lead to a darkness in imaging [172–174].

The intrinsic T1 and T2 relaxation properties of most tissues are not sufficient
and lead to a reduction in the image quality. Exogenous contrast agent materials are
used in order to enhance the visibility of the images by altering the relaxation time.
Relaxivity (r1 and r2) is the parameter which have affected the efficiency of contrast
agent and is defined as the change occurs in the relaxation rate (R1 = 1/T1 and
R2 = 1/T2 in units of s−1) of solvent water protons in the presence of contrast agent
[175].

Paramagnetic materials, especially gadolinium, are the most common contrast
agents which are generally used. Gadolinium is a (T1) widely used contrast agent
that increases the signal intensity by decreasing T1 relaxation time and produce
brighter (T1-weighted) images [176]. However, its low sensitivity, short blood
circulation, and possible toxicity lead to the introduction of novel contrast materials
[177]. SPIONs are one of the most suitable cases for this purpose that has recently
been proposed as T2 negative contrast agent. The interactions between spin of
water protons and SPIONs cause change in the spin–spin relaxation of water
molecules around the nanoparticles and thus reduce the T2 relaxation time and
generate a darker (T2-weighted) image [178, 179]. Moreover, SPIONs can act as T1
contrast agents if their size reduces to a critical level which is due to the powerful
magnetic property and large surface area for water diffusion [180–182]. SPIONs
have advantages compared with conventional contrast agent including higher
relaxivity, more sensitivity, appropriate blood half-life, good biocompatibility and
biodegradability [183].
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Application of SPIONs in MRI makes it a useful diagnostic agent which is
utilized in a wide range of field. Magnetic separation that mentioned earlier is one of
these applications in which magnetic nanoparticles act as separation agent and MRI
contrast agent simultaneously and provide the ability to isolate different factors such
as nucleic acids, proteins, bacteria, viruses, and even polluting agents. In other
words, SPION acts as a nanosensor in which detection process is visualized through
changing in the spin–spin relaxation times of water molecules. Surface modification
of nanoparticles enhances the detection of targeted molecules [164, 184, 185].

Another application of SPIONs is diagnosis of inflammatory and neurodegener-
ative disease since early detection of such disease is important for successful treat-
ment. Attachment of endothelial cell adhesion molecules like selectins to the surface
of SPIONs could target these nanoparticles toward the cells with overexpression of
these compounds which are the characteristic of early stages of atherosclerosis.
Moreover, c-Fe2O3 nanoparticles were used for identification efficiency of the drugs
which was used against plaque inflammation. Neuroinflammation disease (e.g.,
multiple sclerosis7) could also be monitored by SPIONs through enhancing the
detection process in comparison to the cases which used gadolinium in MR imaging.
Alzheimer’s disease could also be detected through the conjugation of antibodies on
the surface of SPIONs against the amyloid fibrils of the amyloid plaques [186–191].

Cancer is another class of disease which could be detected using SPION-based
MRI. Surface functionalization of SPIONs with cancer’s specific ligands, leads to
identify and connect to the tumor tissue and enables in vivo tissue imaging during
treatment process. As noted above, early detection especially in the first stage of
cancer plays the key role in treatment. Moreover, these SPIONs could act as carriers
of therapeutic agents to accelerate the healing process. These drug delivery systems
are named as theranostic agents which proposed a new application field in medicine
which will be explained later.

Multimodal Imaging

The next generation of MRI-based contrast materials consist of core–shell structure
which provides the possibility of using two different imaging techniques simulta-
neously (multimodal imaging) improving the sensitivity and accuracy of detection
(Fig. 1.5). This includes:

1. MR/Optical imaging: Here, SPION core could be attached directly to the
fluorophores or be coated with a biocompatible shell (like dextran, polyethylene
glycol,8 silica, etc.) which is functionalized with a fluorescence probe. Cy5,
rhodamine B, and fluorescein isothiocyanate9 are the most popular materials

7MS.
8PEG.
9FITC.
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which are used as optical agents. This new combined probe has the sensitivity of
optical imaging and the resolution property of MRI simultaneously [192–194].

2. MR/PET imaging: PET is an extraordinarily sensitive imaging modality with
poor resolution that constructs images using the signals emitted from radioactive
tracer (11C, 18F, 64Cu, 68Ga, and 124I). In this case, radionuclide is grafted on
to the polymer-coated SPION. This provides a quantitative, phenomenal,
high-resolution method with no penetration limit [195, 196].

3. MR/CT imaging: CT is a common medical imaging that uses computer-
processed X-rays for producing images. In comparison to the MRI, this could
prepare high temporal resolution and could provide images from various organs,
but it has limitations for soft tissue which is due to its low sensitivity. Therefore,
the combination of these two modalities could cover their defects. For this
purpose, iodine as the most routine CT imaging agent, and noble metals (gold
and silver) are used. These agents could be attached directly to the surface of
SPION or could be used as a coating on the surface of SPION or could be
considered as the heterostructured nanoparticles [197–199].

4. MR/US imaging: Diagnostic sonography is a cost-effective, highly safe,
real-time imaging technique that uses the rate differences of the US passage
through different tissues for imaging construction. However, it could be used
only for superficial and echogenic tissues due to the limitation of penetration.
Application of microbubbles, as US contrast agents, which are functionalized
with SPION provide strong contrast in MRI and US [168, 200, 201].

Fig. 1.5 Multimodal imaging based on SPION
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1.3.2.3 Therapy

Therapy is one of the three compartments of medication in which an external factor
is used to promote the immune system operation to return the health state. This
external factor could be chemical drugs, which are commonly used for variety of
diseases, different types of beams, and even artificial limb. Nanotechnology as a
multidisciplinary field could be applied in various areas of medicine. Indeed, it
emerged as a new field in medical science which is named nanomedicine and could
be applied not only for diagnostic applications, but also provided the ability to
disease prevention and treatment. In the field of therapy, it could be helpful by
introduction of new approach, preparation of a wide range of drug delivery systems,
and providing conditions for the simultaneous application of two or more treatment
manner. Depending on the nanomaterial that has been used, nanomedicine could be
applied for treatment of various diseases, from inflammations (e.g., diabetes,
Alzheimer, MS, etc.) to different types of cancer. SPIONs are one of the most
widely used class of nanoparticles with different intrinsic therapeutic capabilities
which made them appropriate tools for application in a variety of treatment
methods, including hyperthermia, photothermal therapy, photodynamic therapy,
tissue engineering, combination therapy, and especially drug and gene delivery
[202–205].

Hyperthermia

Overheating or hyperthermia is defined as treatment of disease with the aim of the
heat (Fig. 1.6). Although the first application of hyperthermia is gone back to the
last centuries, its modern clinical applications started from 1950s. Gilchrist et al.
were the first who used magnetic nanoparticles (c-Fe2O3) to produce heat in the

Fig. 1.6 Destruction of tumor tissue with magnetic hyperthermia
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presence of magnetic field in 1957 and since then different types of magnetic
nanoparticles were used as heat producer in hyperthermia. Although there are
different approaches to produce heat, e.g., microwave, radiofrequency, US, utilizing
MNPs is preferred due to their ability of controlling the temperature switching and
more importantly the potential of centralization of MNPs in the targeted tissue
which in turn increases the efficiency of hyperthermia and reduces the heating side
effects on the surrounding tissues. Hyperthermia is used for treatment of different
types of disease such as gonococcal infection, blood coagulation in small vessels,
HIV infection, and especially cancer treatment, which constituted the majority of
researches in the field of hyperthermia since cancerous cells show more sensitivity
to the heat induction in comparison to the healthy one. Indeed, today hyperthermia
is the fifth common method of cancer treatment [206–209].

Based on the amount of heat generated, there are two kinds of heating treat-
ments: induction heating of cells between 41 and 46 °C, which is usually known as
hyperthermia leading to DNA damage, protein denaturation, and cell apoptosis due
to the thermal stress, and thermo ablation (also named as hyperthermia) which is
performed at higher temperatures, up to 56 °C, and results into necrosis, car-
bonization, or coagulation of the targeted tissue [210–214].

The generated heat is attributed to the relaxation processes and hysteresis losses
of MNPs which are impressed by a foreign alternating current (AC). Among them,
SPIONs with no hysteresis loop could also be used to generate heat. Their small
size accelerates the rate of cell absorption, and their surface functionalized groups
deliver them to the targeted tissues. Brownian rotation which is due to the rotation
of the particles is one of the reasons for heat generation in both types of
nanoparticles. Since SPIONs are single-domain particles, the hysteresis loss is not
considered for them and the heat generation is due to the energy which is provided
by the AC magnetic field inducing rotation to the magnetic moment of particles.
Returning to the relaxation orientation leads the trapped energy to release as heat,
the phenomena which is recognized as Ne’el relaxation [210, 215, 216].

Drug and Gene Delivery

The overall objective of the design and construction of nanocarriers is to deliver
sufficient amount of drugs and biotherapeutic to the targeted site without any side
effects on the healthy organs. In fact, insufficient effectiveness of the drugs, which is
due to their inappropriate properties such as poor aqueous solubility, nonspecific
distribution, and low bioavailability, leads to an increase in the dosage and also the
risk of drug resistance by the offending agent [217].

To overcome these undesirable conditions, one of the ideal approaches is to use
nanoparticles as carriers for delivering the drugs (Fig. 1.7).

Loading drugs inside these nanotransporters protect them from recognition by
the phagocytic cells of immune system, and thus increases their blood circulation,
delivers them to the targeted tissue with the least impression on healthy tissues.
Thus, carrier-mediated drug delivery has the potential of releasing drug inside the
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cells which subsequently improves the drug’s efficiency. Some of the nanoparticles
have therapeutic properties themselves and can be used alone for treatment of
disease or in combination with other therapeutic methods enhancing the efficiency
of treatment. In this context, Ag and Fe nanoparticles could be noted which could
induce cytotoxicity effects when they are in the form of ions. Combination therapy
is the preferred way for treatment of incurable diseases like different types of
cancer, in which the treatment effects of combined approaches are equal or higher
(named as additive and synergistic effect, respectively) than the effect of each
approach separately.

As an in vivo vehicle, the physicochemical properties of nanoparticles should be
considered before production. These properties include size and size distribution,
stability, and surface functionality. Monodispersed nanoparticles with the size range
under 100 nm are suitable for biomedical applications. Surface functionalization
with biocompatible polymers increases the drug loading efficiency, the water sol-
ubility, and the possibility for attachment of targeting/tracing moieties (Fig. 1.8)
[218–220].

Targeting Approaches

Targeting nanoparticles for a specific tissue could increase the efficiency of drugs
and reduce the required drug dosage. There are two traditional approaches for
targeting nanoparticles (Fig. 1.9):

1. Passive targeting: This is the initial driving force for delivering the nanoparticles
to the target tissue which is based on the size of nanoparticles and intrinsic
properties of tissue which is known as the enhanced permeability and retention10

Fig. 1.7 Drug delivery system based on SPIONs
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effect. In some diseases like cancer and inflammation, changes in the intercel-
lular distance enhance the permeability of the vessels which leads to an increase
in the amount of materials that penetrate from them; while the retention of the
materials to the blood stream is limited, the result is the accumulation of the
nanoparticles in the tissue [221, 222].

2. Active targeting: This approach is based on employment of specific targeting
ligands which are attached on the surface of nanoparticles and accelerate the cell
accumulation of nanoparticles. So far, various types of targeting moieties have
been used among them are folic acid, aptamers, protein, and peptides like
antibodies and RGD peptide (L-arginine, glycine, and L-aspartic acid)

Fig. 1.8 Schematic of SPION with multifunctional decoration

Fig. 1.9 Different targeting approaches with SPIONs
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[223–225]. Magnetic targeting in the presence of magnetic field is another
approach that could be categorized in the batch of active targeting. This makes
iron oxide nanoparticles an ideal candidate as drug delivery vehicle [226].

In conclusion, after MRI, drug delivery is the most important field of application
of SPIONs in biomedicine, phenomena that was started in 1963 by Meyer. The
small particle size and the possibility of surface engineering are the other suitable
properties of SPIONs in drug delivery applications. Therapeutic agents could be
attached directly to the surface of SPIONs or be floated in the space surrounded by
the coating agent [227].

Surface Functionalization

As mentioned previously, it is necessary for SPIONs to be treated with different
functionalization agents due to the intrinsic properties of these particles (Fig. 1.10).
These surfaces include polymeric coating, magnetic nanocomposite, hydrogels,
micelles, liposomes, and microspheres which can improve their loading efficiency
and biocompatibility and provide the possibility of attachment of targeting agents
leading to multimodal targeting systems. The process of drug release from these
carriers is based on the corrosion, leakage, shrinking, and intracellular degradation
[228, 229].

Some of the most popular natural and synthetic polymers that are used for this
purpose are chitosan, dextran, polylactic acid,11 polyglycolic acid,12 polyvinyl

Fig. 1.10 Different types of magnetic-based nanoparticles
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alcohol,13 polyethylene glycol, polyglycerol, and so on. They could be applied in
two forms of liner and dendritic shape, or be combined with each other to form
copolymer (poly lactic glycolic acid14). Responsive polymers, like poly(N-iso-
propylacrylamide)15 and poly(N-vinylcaprolactam)16 are the new generation of
polymers with a phase transition point which are sensitive to the changes occurred
in surrounding conditions such as pH, ionic strength, or temperature. Smart drug
delivery systems are the class of carriers which are made based on these responsive
polymers [230–236].

Liposomes also can be used for trapping the SPIONs. Moreover, their bilayered
geometry makes it possible to load multiple drugs and introduce them as multidrug
delivery systems for the treatment of multidrug resistant tumors [237]. In this
regard, amphiphilic polymers or copolymers (like PEG and PG) that have lipophilic
and hydrophilic compartments for loading hydrophobic and hydrophilic drugs
simultaneously are of great interest.

Antibiotics, antibacterial, and anti-inflammation drugs are the most popular
therapeutic agents which could be transferred by the SPIONs. Antibacterial prop-
erties of SPIONs in combination with conjugated bactericides like antibiotics pro-
vide a multidrug factor that simplify interactions between bacteria and bactericides
and enhance the healing process [238]. Anticancer drugs are another class of ther-
apeutic agents that can be carried by SPIONs based drug delivery systems. In fact,
the hydrophobic nature of most of these drugs and their harmful effects on normal
tissues along with the ability of SPIONs based drug delivery systems for loading
these drugs, have attracted numerous researches to this field [231, 239, 240].

SPIONs, as a platform, could be used for delivering therapeutic genes or nucleic
acids, the phenomenon which is known as magnetofection and was introduced by
Kuehnle in 1994 (Fig. 1.11). DNA, small interfering ribonucleic acid17 or antisense

Fig. 1.11 MCL magnetofection
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oligonucleotides are conjugated to the SPIONs through electrostatic interactions
between positive charge of cationic-coated SPIONs and negative charge of nucleic
acid and thus could be guided through the external magnetic field to the targeted
cells [241–243].

Other Therapy

Delivering the stem cells to a targeted tissue or their transplantation using SPIONs
as labeling agents for cells is another therapeutical application of SPIONs. SPIONs
inside or on the surface of cells, not only act as carrier for stem cells, but also make
it possible to monitor the fate of therapeutic process [244].

Photothermal therapy18 is a therapeutic approach for cancer treatment which is
based on stimulation of heat by nanoparticles that are influenced with
near-infrared19 laser light (photothermal absorber20). SPIONs based PTT is clas-
sified into two categories: typical approach is based on modification of the surface
of SPIONs with PTA agents. Coating with gold nanoparticles is the most common
PTA that is used for this purpose. Recently, highly concentrated SPIONs and
clustered Fe3O4 nanoparticles are introduced as new PTA agents (Fig. 1.12).
Indeed, PTT with SPIONs can be classified as a subcategory of hyperthermia in
which NIR is used instead of alternating magnetic field21 for heat producing process
[32, 245, 246].

Surface functionalization of magnetic nanoparticles makes it possible to use
these nanoparticles in combination therapy modalities in which MNPs act as tar-
geting agent as well as chemotherapeutic carrier. Based on the suggested thera-
peutic approach, different agents could be coated on the SPIONs, for example,
attachment of photosensitizer like porphyrins or methylene blue make it possible to
use these particles in photodynamic therapy,22 which is based on the production of
reactive oxygen species23 through the effect of light on the photosensitizer [247,
248]. Sonodynamic therapy24 is another application, in which SPIONs could act as
a sonosensitizer that enhance the therapeutic effects of ultrasonic waves [249, 250].

It should be noted that in all of these therapeutic applications, SPIONs act as
diagnosis agent that provides the possibility of tracing therapeutic effect, the phe-
nomenon that introduced SPIONs as theranostic agents and will be discussed in the
next section.

18PTT.
19NIR.
20PTA.
21AMF.
22PDT.
23ROS.
24SDT.

1.3 Biomedical Applications 25



1.3.2.4 SPIONs Based Nano-Theranostics for Cancer Therapy

Today SPION is the only nanoparticle that has FDA approval for application in the
body. Based on this, some commercial types of SPION have been propagated
including Feridex or ferum oxides as imaging agents for liver lesions; Combidex or
ferumoxtran-10 (Sinerem®, Guerbert) for imaging of “hidden” prostate cancer
lymph node metastases; and Feraheme or ferumoxytol for treating iron deficiency
anemia in chronic kidney diseases [251].

Till now a wide range of researches have been conducted in which different
modifications are used in order to introduce the best one with improved properties
like biocompatibility, hydrophilicity, lack of immune system activation, high drug
loading capacity, and controlled drug release. Moreover, this coating material
should have no/less effect on magnetic properties of SPIONs. Phospholipids (en-
titled as magnetoliposomes), different proteins, ligands, and polymeric materials are
some of these stabilizers that have been used with SPIONs.

Multifunctional nanoparticles with the ability of nano-theranostics applications
have been proposed by different researchers. Yang et al. prepared SPIONs deco-
rated with poly(aspartic acid) (as a biodegradable polymer) and introduced it as a
carrier for DOX as well as a T2 contrast agent for MRI [252]. For a similar
application, Xu et al. used nanocomposite of SPIONs with a block copolymer for
DOX delivery and introduced it for image-guided therapy [253].

Hyperbranched and dendrimeric polymers are also good platforms due to their
high drug loading capacity. Hyperbranched polyglycerol25 as a highly hydrophilic
and biocompatible polymer grafted to SPIONs for delivering curcumin to cancer
cells is such a theranostic nanoplatform which is introduced by Jahandar et al.
[254].

Fig. 1.12 TEM images of a Fe3O4 NPs and b clustered magnetic Fe3O4 NPs (Reprinted
with permission from Ref. [32])

25HPG.
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In another study, Nasongkla et al. developed micelles that contain SPIONs and
DOX and were used for cancer imaging and therapy [255]. Magnetoliposomes are
the other nano-theranostics materials which are used for cancer therapy. Guo et al.
designed a carboxymethyl dextran-coated magnetoliposome and used it for the
delivery of DOX to human neuroblastoma SH-SY5Y cells. In this study they used
low-frequency alternating magnetic field in order to increase the release of the drug
without production of hyperthermia effect. In fact, SPIONs in this new system have
played three roles: magnetic guide, MRI contrast agent, and affecting factor in drug
release [256].

Proteins are another coating materials that are used in this field. Human serum
albumin26 has been used by Quan et al. as a cover for encapsulation of
dopamine-coated iron oxide nanoparticles and DOX, simultaneously. They con-
cluded that this new theranostic paradigm is a great platform for a range of lipo-
philic therapeutics [257].

The cavities of porous iron oxide nanoparticles are good area for loading anti-
cancer drugs; Cheng et al. synthesized such a system for loading cisplatin and
coupled it with Herceptin in order to be used for HER2 overexpressed breast cancer
treatment [258].

Wang et al. prepared SPION-coated graphene oxide27 and functionalized them
with chitosan. This new nanoplatform with enhanced T2 contrast property was used
for the co-delivery of DOX and plasmid DNA (p-DNA) to the cancer cells [259].
Yang et al. used SPIONs as a carrier for delivering siRNA. They coated
silica-coated Fe3O4 nanoparticles (Fe3O4@SiO2) with a positive polymer
(polyethylenimine28) and folic acid29 as targeting agent. The electrostatic adsorp-
tion of siRNA onto Fe3O4@SiO2/PEI-FA not only protected it from degradation by
nucleases, but also made it to enter the specific cancer tissue more efficiently [260].

Thermoresponsive magnetic hydrogels like Fe3O4 encapsulated in the poly
(NIPAAm) are also good candidates for cancer theranostics. Their intrinsic ability
of shrinkage in response to the natural increase in the temperature of cancer tissues
induced the drug release. As an example, in a research Jaiswal et al. used the
thermal induction by MNPs for hydrogel’s structural collapse [261].

Hyperthermia is the other therapeutic approach that has been used in the pres-
ence of SPIONs. According to this strategy, different types of SPION-based
nanoparticle are introduced. Yallapu et al. synthesized a new system in which
hyperthermia, chemotherapy, and MR imaging were conducted simultaneously.
They used SPIONs decorated with multilayer b-cyclodextrin and pluronic polymer
and curcumin as an anticancer drug [262].

26HSA.
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SPIONs also could load photosensitizer agents for PDT; Reddy et al. utilized
multifunctional polymeric nano-theranostics containing iron oxide and photofrin (as
a photosensitizer agent) that are encapsulated in polyacrylamide and PEG, func-
tionalized with F3 peptides for brain tumor-targeting [263].

Conjugation of two or more nanoparticles in one platform is another strategy to
produce nano-theranostics agents that present new/better therapeutic effects with
more sensitive diagnosis approaches. Yang et al. prepared a nanocomposite based
on SPIONs and reduced graphene oxide30 which was coated with PEG and used it
as a nano-theranostics probe for in vivo photothermal therapy that was guided with
MR imaging [264]. Another nano-theranostics system that is synthesized based on
MNPs for photothermal treatment is PEGylated Fe@Fe3O4 which is introduced by
Zhou et al. and induced apoptosis and necrosis in cancer cell in the presence of NIR
laser irradiation [265]. Nanocomposite of upconversion nanoparticles and SPIONs
has the potential to be used as multimodal imaging photothermal activator that uses
NIR irradiation for luminescence imaging and therapy [266]. Au coating layer as
photothermal absorber in any nanoplatform could induce photothermal therapeutic
effect, Fe3O4@hybrid@Au (introduced by Dong and his colleagues) is an example
of this system that benefits from MR imaging property of Fe3O4 nanoparticles in
combination with therapeutic property of Au [267].

Nanobubbles conjugated to the SPIONs were the next nano-theranostics plat-
forms that used high-intensity focused US-triggered drug release and also US and
MRI for image-guided therapy [268].

Huang et al. synthesized cFe2O3@Au magnetic gold nanoflowers (MG NFs) as
PTT nanotheraputic agents in which three different diagnostic approaches could be
applied for monitoring the therapeutic process, photoacoustic31 waves, MRI, and
SERS [269].

1.3.2.5 SPIONs Based Nano-Theranostics for Inflammation,
Neurodegenerative and Autoimmune Disease

Inflammation is the other field in which SPIONs could be used as nano-theranostics
agents. In fact, SPIONs have been widely used as diagnostic material for stroke,
atherosclerosis, angiography, and cardiovascular disease, but there exists limited
researches that used these nanoparticles for simultaneous therapeutic and diagnostic
applications of such diseases. In a recent research, Calle et al. used magnetolipo-
some for delivering omega-3 polyunsaturated fatty acid ethyl ester to the colonic
inflammation which is attributed to glioma development and allowed MRI visu-
alization of therapeutic process. Results showed significant decrease in the
inflammatory effects and even reversing the development of glioma [270].

30rGO.
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Fu et al. applied SPION as a carrier for delivering anti-interleukin-1b mono-
clonal antibody (anti-IL-1b mAb) to the epileptogenic tissues of brain. Anti-IL-1b
mAb is an anti-inflammatory drug for brain inflammation which is synthesized
against IL-1b derived from activated glial cells. They delivered the antibody to the
targeted tissue through magnetic targeting, monitoring the inflammatory tissue
through MRI, and suppress the inflammation simultaneously [271].

Since SPIONs could pass from blood–brain barrier (BBB), it can be applied for
monitoring and delivering drugs to the unhealthy tissues in the central nervous
system (CNS), among them is neurodegenerative disease. Moraes et al. used
SPION-labeled mesenchymal stem cells for investigating their effects on decreasing
the significances of Huntington’s disease. Results showed that there is a significant
decrease in the number of degenerating neurons at the target damaged tissue as well
as an increase in the expression of fibroblast growth factor.32 Moreover, the pres-
ence of iron oxide nanoparticles provided the feasibility of MR imaging of the
striatum for at least 60 days after cell transplantation enabling cell tracking therapy
for this nano-theranostics system [272].

Autoimmune diseases like type 1 diabetes appeared due to the activation of
immune system of the body against its own cells, maybe because of an inflam-
mation reaction which leads to the destruction of the cells of the affected tissue.
Early detection and treating these diseases could eliminate their undesirable effects
and restore the tissue functions. In this regard, theranostics nanoplatforms can play
a dramatic role due to their simultaneous therapeutic and diagnostic properties.
Wang et al. synthesized a dextran-coated iron oxide nanoparticles carrier and
modified it with probes of siRNA which are active against human caspase-3 and
assessed its effect on destruction of islet of the pancreas. In vivo MRI results
demonstrated that the presence of siRNA prevent the apoptotic process of cells due
to the decrease in the level of caspase-3 expression [273].

1.4 Challenges and Future Prospects

Nano-Theranostics phenomenon was emerged by employing nanomaterials for
therapeutic and diagnostic applications as the same time. Among different types of
nanomaterials, SPIONs could be widely used for nano-theranostics applications due
to its particular properties such as superparamagnetism, ease of manufacturing,
biodegradability, economic efficiency, remote controlling, self-diagnostic and
therapeutic activity [274].

As a nano-theranostics agent which should be used inside the body, investigation
on different properties of SPIONs and their effects on the body are critical steps that
could be wrapped up through multiple safety and toxicological studies. Size, shape,

32FGF.
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charge, surface properties, the route, and dose of administration are some of these
considerable parameters.

The key point about bare SPIONs is their inherent tendency for aggregation
which could limit their distribution in the circulatory system by the reticuloen-
dothelial macrophages. Surface engineering of the nanoparticles with appropriate
ligands, especially hydrophilic polymers, could not only prevent the aggregation
process but also provides some other properties enhancing the theranostics appli-
cation of these nanoparticles [275].

Another concern about the clinical applications of SPIONs is the adsorption of
plasma proteins on the surface of the material, which is known as corona effect. The
interaction between these proteins and SPIONs affects the pharmacological and
biological properties of the nanoparticles, accelerating the plasmatic deletion of the
SPIONs due to the enhancement in the attraction of immune cells. Till now, a wide
variety of researches have been conducted on this issue to explain the best surface
coating polymer with no corona effect [276, 277].

The obscure point about SPIONs is their dose-dependent cytotoxicity effect; in
fact in some researches it was demonstrated that SPIONs at concentration above
100 lg ml−1 could induce cytotoxicity effect while other researches expressed that
these nanoparticles have no toxicity effect on the viability of cells [278, 279].
Generation of ROS and oxidative stress, which could affect the performance of
intracellular components and organelles, is the main reason of these researches for
SPIONs toxicity feature. Indeed, lysosomal enzymes degrade the SPIONs content
of endocytosis vesicle into Fe2+ ions. Based on the Fenton reaction, these ions
could generate free hydroxyl radicals in reaction with hydrogen peroxide (Eqs. 1.1,
1.2), which can damage the cellular components.

Fe2þ þH2O2 þHþ ! Fe3þ þHO� þH2O ð1:1Þ

Fe3þ þH2O2 ! Fe2þ þHOO� þHþ ð1:2Þ

Except dose, some other properties of SPIONs like hydrodynamic size, time of
exposure, shape, and type of affected cells could also influence the toxicity level of
SPIONs [280–282].

In general, more researches must be conducted and several other challenges must
be overcome before introducing SPIONs as a trustful nano-theranostics agents for
clinical applications. The ability to comply with the conditions of body and its
immune system, delivering the therapeutic agent to the targeted site without leaving
any side effect for other tissues, and imaging the disease tissue before and during
the therapeutic process are critical features of nano-theranostics platforms. It is
suggested that the next generation of SPION nano-theranostics agents are synthesis
based on coupling multimodal imaging and multitherapeutic capabilities which are
delivered to the targeted tissue through the use of active targeting agents in order to
produce more sensitive device with high-performance therapeutic activity which
could be used in the deepest parts of the body and also can overcome multidrug
resistance of pathogenic disease [283].
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