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Abstract: Malignant glial tumors (gliomas) are the second (after cerebral stroke) cause of death from
diseases of the central nervous system. The current routine therapy, involving a combination of
tumor resection, radio-, and chemo-therapy, only modestly improves survival. Sonodynamic therapy
(SDT) has been broadly defined as a synergistic effect of sonication applied in combination with
substances referred to as “sonosensitizers”. The current review focuses on the possibility of the use
of tumor-seeking sonosensitizers, in particular 5-aminolevulinic acid, to control recurring gliomas.
In this application, SDT employs a principle similar to that of the more widely-known photodynamic
therapy of superficially located cancers, the difference being the use of ultrasound instead of light to
deliver the energy necessary to eliminate the sensitized malignant cells. The ability of ultrasound
to penetrate brain tissues makes it possible to reach deeply localized intracranial tumors such as
gliomas. The major potential advantage of this variant of SDT is its relative non-invasiveness and
possibility of repeated application. Until now, there have been no clinical data regarding the efficacy
and safety of such treatment for malignant gliomas, but the preclinical data are encouraging.
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1. Introduction
Malignant glial tumors (gliomas) are the second (after cerebral stroke) greatest cause of death
from diseases of the central nervous system. Glioblastoma multiforme (GBM), the commonest
form of glioma (ca. 50% of cases), is one of the most aggressive malignant tumors developing in
adult patients. Although the incidence of GBM increases with age [1], almost one half of cases are
diagnosed in patients aged 40–64 years [2]. The effective therapy of GBM is an unmet medical need,
because those currently applied, usually consisting of a combination of surgical intervention (tumor
resection), radiotherapy, and chemotherapy, do not offer satisfactory effects. Currently, the standard
of care in the pharmacotherapy of infiltrating gliomas is temozolomide—an alkylating compound
administered orally, used in combination with radiotherapy or as monotherapy. Additionally, in the
Unites States, the Food and Drug Administration (FDA) has approved bevacizumab—an agent that
blocks the development of pathological angiogenesis via inhibition of vascular endothelial growth
factor (VEGF) [3]. Nevertheless, regardless of the treatment scheme, the median survival in GBM is
1–1.5 years [4], and the five-year survival rate is less than 5% [5,6].
The unsatisfactory efficacy of GBM treatment results from the chemo- and radio-resistance of the
self-renewing and fast-proliferating tumor stem cells (TSCs), which infiltrate healthy brain tissues,
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crawling along blood vessels, and the axonal pathways are large distances from the glioma foci and are
responsible for recurrence [7]. The additional feature of malignant gliomas that accounts for the low
efficacy of chemotherapy is the blood–brain barrier (BBB). Even if levels of cytotoxic drugs that are
sufficient to kill malignant cells are achieved in parts of the tumors, visible in contrast-enhanced NMR
images where the barrier is damaged, the drug concentrations are probably several times lower in the
peritumoral zone where the TSCs reside, surrounded by an intact barrier (such a phenomenon was
found in the brain metastases [8]).
The aforementioned attributes of the malignant gliomas result in that, independent of the
completeness of the surgical removal of the lesion, tumors always recur. The issue of re-operating
recurrent GBM is controversial [8], but a recent meta-analysis shows that repeat surgery prolongs the
survival of some patients with recurrent GBM, independently of other prognostic factors [9]. However,
neurosurgical resection cannot be repeated many times. Further progress may be achieved by using
newly developed technologies, enabling the elimination of glioma foci. For example, promising
clinical results have been obtained with stereotactic radiosurgery, which delivers high-dose radiation
on the recurred tumor bed, while sparing the adjacent normal brain tissues, and may be applied
alone or in combination with chemotherapy [10]. The other example is MRI-guided laser interstitial
thermal therapy, a minimally invasive neurosurgical technique of tumor cytoreduction recently tested
in the clinic, which also disrupts BBB for a period of 4–6 weeks [11]. However, in these approaches,
the precondition of therapeutic success is that all tumor cells are localized prior to the delivery of
focused therapy. In the case of malignant gliomas, this requirement is practically never met.
Sonodynamic therapy (SDT) has been defined as the application of non-thermal ultrasound
energy for the treatment of diseases in combination with drugs [12]. Only two reviews have been
published to date dedicated specifically to SDT and gliomas [13,14]; moreover, they both discuss
various applications of this technique (e.g., for opening BBB or otherwise increasing drug delivery
to the tumor cells, enhancing immunotherapy, etc.). The current review is more focused, it discusses
only the application of low intensity ultrasound, following sonosensitization by tumor-seeking agents
related to porphyrins, to eliminate glioma cells and control glioma recurrence. This type of SDT is
basically similar to the intraoperative photosensitization of glioma cells prior to their surgical removal,
more widely known and currently approved for clinical use in several countries, the difference being
the use of ultrasound instead of light to deliver energy to sensitized malignant cells [15,16]. To facilitate
understanding the specificity and potential advantages of this type of SDT for the treatment of gliomas,
we start with a short presentation on ultrasound (US), its interactions with tissues, and its applications
in medicine.
2. Ultrasound and Its Medical Applications
Ultrasound (US), or ultrasonic waves, are mechanical vibrations of elastic media, with frequencies
of over 16 kHz, which is above the range of human hearing. Ultrasonic waves propagating in soft
tissues and similar elastic media are being used for many purposes in medicine. Medical diagnostics
use waves with frequencies ranging from several or several dozens of MHz (for examination of
soft tissues) to 100 MHz (for examination of skin and eyes), and physical therapy uses waves with
lower frequencies (from 750 kHz to 3 MHz) [17–19]. Low intensity ultrasonic waves have numerous
applications in medicine. Their usefulness in medical diagnostics is associated with the ability to
penetrate soft tissues and to reflect from the borders of tissue structures, presenting different acoustic
impedances (elasticity). The received echo-signals are transformed into grey-scale images, providing
information regarding the anatomical structure of tissues, any changes of that structure, or movement.
An ultrasonic image is a product of the transformation of echo-signals received with a probe from the
immobile tissue structures of various impedance (ultrasonography or medical ultrasound) or from
mobile structures (e.g., flowing blood) with a Doppler probe, using the change of frequency between
the emitted and received signals (the Doppler effect). The second favorable property of low-intensity
ultrasonic waves is their harmlessness, which allows for repeatable applications, for instance as a
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diagnostic imaging technique. Currently, ultrasound imaging and Doppler sonography have become
routine diagnostic procedures in various fields of medicine (e.g., in obstetrics).
The use of ultrasound for therapeutic purposes usually consists of the induction of irreversible
biological effects. The range of biological effects depends on the local intensity of the ultrasound
beam, and on the time of exposure. The therapeutic effects of the focused ultrasound depend largely
on the ability of a treated tissue to absorb the acoustic energy. Energy absorption leads to the
emission of heat. Lately, growing interest is being observed in the applicability of ultrasound to the
treatment of neurodegenerative diseases and tumors [19]. An example of therapeutically beneficial
high intensity focused ultrasound (HIFU) is the selective heating of a tumor localized deep under the
skin. This technique is used, among others, for the low-invasive treatment of uterine fibroids [20].
There are two kinds of ultrasound effects on biological systems. The thermal effect is based on
the fact that locally accumulated acoustic energy is absorbed and transformed into heat. The thermal
effect depends both on the level of local intensity of the ultrasonic beam used, as well as on the level of
absorption and the dispersion of acoustic waves in the tissues examined, and the time of sonication.
The propagation of ultrasonic waves in tissues can also be associated with non-thermal effects, such as
cavitation and shear forces in cellular membranes.
2.1. The Thermal Mechanism
In the process of interference with a biological system, the acoustic energy of an ultrasound
is absorbed and transformed into heat. The resulting growth of temperature depends on both the
acoustic parameters of the ultrasonic beam (its local intensity, frequency, and exposure time) and on the
acoustic and thermal properties of the tested biological medium (its thermal conductivity, diffusiveness,
and specific heat [21]). In some therapeutic applications of ultrasound, the desired effect involves a
non-invasive heating of a small, local volume within a tissue. The efficacy of that treatment depends on
the ability to achieve the desired growth of temperature. The produced heat may, for example, increase
the kinetic energy of the components of the cellular membrane (proteins, lipids, and carbohydrates),
and increase its permeability. In some cases, the growth of temperature may lead to a damaging of the
cells, and even to their rapid death [22]. Experiments on local hyperthermia in animal models indicate
that the level of thermal cellular damage depends mostly on the rise of temperature, exposure time,
and susceptibility of tissues [23,24].
2.2. Tension Mechanisms
Tensions may appear in the biological systems exposed to ultrasound, as a result of the action
of variable forces caused by the variable pressure of acoustic waves on the biological membranes.
The level of those tensions and their induced biological effects depend on the acoustic properties
of the ultrasound field. and on the acoustic and thermal properties of the biological system used.
For example, the effects in in vitro cellular systems may be caused by mechanisms acting both inside
and outside the cellular membrane, activating a tension mechanism. Ultrasound waves propagating in
cellular systems may cause the torsion or rotation of cells. Tensions associated with the micro-stream
flow may cause a change of strain on the surface of a membrane, the transient formation of pores,
or may increase its permeability [25,26].
2.3. Cavitation Mechanisms
Cavitation is a physical phenomenon involving the formation of micro-bubbles filled with vacuum,
saturated steam, or gas in a liquid medium or tissue. Under the influence of ultrasonic waves of
varying pressure falling on them, the bubbles begin to oscillate and crack, which can lead to local
disruptions in the structure of the medium. Cavitation is a very important mechanism of interaction
of ultrasound with biological media. The condition for the appearance of cavitation is reaching
or exceeding the, so-called, cavitation threshold (i.e., the threshold value of ultrasound intensity).
This value depends on the temperature of the medium, its aeration or gas content, and the frequency
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of the ultrasonic waves. The cavitation processes are divided into non-inertial cavitation (constant)
and inertial cavitation (transient).
In the case of non-inertial cavitation, oscillating micro-bubbles may cause cell membrane vibrations,
leading to stream flows both inside and outside the cell. As a result, the membrane is subjected to shear
stresses, which may cause micro-stream flows [27] inside and outside the cell, changes in the position
of the intracellular organelles, or transient disruptions in the membrane’s structure or its damage [28].
Inertial cavitation occurs at high intensities of ultrasound. Cavitational bubbles, oscillating
as a result of the non-linearly changing pressure in ultrasonic pulses, can increase their diameter
even several times (during the compression phase), and then collapse rapidly (during the wave
decompression phase) under the influence of negative pressure. This process is accompanied by
the release of a large dose of energy, which has to be dissipated in a very small volume. This leads
to a local increase in pressure and temperature. A rapid drop in pressure inside the bubble leads
to its rupture and to the formation of a shock wave, destroying the adjacent biological structures.
Such pressure–temperature conditions contribute to the disintegration of water molecules, resulting in
the formation of hydrogen atoms and hydroxyl radicals [29,30].
3. Sonodynamic Therapy of Cancers: Definitions and Mechanisms
In the field-defining review published in 2004, Rosenthal et al. [28] described sonodynamic therapy
(SDT) as an approach based on the synergistic effect of ultrasound and a chemical compound referred
to as a “sonosensitizer”. Such a broad definition covers two meanings of the term “sonosensitization”.
The first is the use of ultrasound energy to enhance the action of drugs displaying their own therapeutic
activity, for example, by increasing the penetration of cytotoxic drugs to cancer cells (such action of
ultrasound could perhaps be called “chemosensitization”). The other meaning of “sonosensitization”
is the use of substances—let us call them “true” sonosensitizers—which, by themselves are not active,
to sensitize cells to ultrasound. This meaning would be analogous to “radiosensitization”, the use
of substances that are not active themselves, but sensitize cells to radiation. The aforementioned
review [28] mostly concerned oncological applications of SDT, aimed at the elimination of cancer cells.
The following three types of substances were listed as sonosensitizers potentially useful for cancer
therapy: anticancer cytotoxic drugs (e.g., anthracyclines), porphyrins (e.g., hematoporphyrin), and
other substances (e.g., some anti-inflammatory drugs and dyes). In a more recent review concerning
the SDT of cancers (McHale et al., 2016), the definition of sonodynamic therapy was narrowed down to
the sensitization of target tissues with a non-toxic sensitizing chemical agent, prior to the exposure of
the sensitized tissues to relatively low-intensity ultrasound [31]. The mechanisms involved in the SDT
of tumors are not fully understood. However, some hypotheses have been proposed in the literature.
The first one assumes that the reactive oxygen species—singlet oxygen—is the active substance
induced in the process of sonodynamic reactions, leading to cellular death [32].
The other hypothesis suggests that sonosensitizing is a result of a chemical activation of a sensitizer
located in the vicinity of breaking the cavitation bubbles. A reaction with a hydroxyl radical or with a
hydrogen atom would then lead to the formation of a radical on the sensitizer. The newly formed
radical reacts with oxygen, forming superoxide and alkoxy radicals characterized by a long life and
high mobility over large distances [33].
The third hypothesis assumes that sono-mechanical changes lead to the destruction of cells.
The authors of that hypothesis suggest that the sensitizer causes the destabilization of the cellular
membrane. As a result, a cell becomes susceptible to micro-flows, caused by the oscillations and fast
movement of bubbles that injure cells on their way [28].
The fourth hypothesis assumes that the ultrasound wave leads to the formation of cavitation
bubbles. Breaking bubbles cause rapid changes of pressure in the medium, which may lead to
the emission of light. The light wave occurring in that process may activate the sonosensitizer.
The phenomenon is called sonoluminescence [34].
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Figure 1. Diagram of the aminolevulinic acid (ALA)-mediated sonodynamic effect mechanism in a
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Figure 2. Synthesis of aminolevulinic acid (ALA) in the cell and mechanism of the photodynamic
effect—activation of protoporphyrin IX with blue light and the emission of red light.
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Endo et al. studied the effect of SDT with ALA, PpIX, and talaporfin on human glioma U87MG, and
on rat glioma C6. The cytotoxic effect of SDT was observed only for rat glioma, which was associated
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with an increased accumulation of the sono-sensitizer in rat cells, compared with the human ones.
A similar efficacy was demonstrated for the SDT combined with talaporfin and ALA, and it was higher
than that for PpIX. Also, a higher number of apoptotic cells was noted both for the treatment involving
ultrasound alone and combined with ALA in the cell line C6 [42]. The apoptosis in the C6 glioma cells
was also induced by the SDT with hematoporphyrin monomethyl ether (HMME). The key role in the
induction of apoptosis was played by oxygen free radicals, the loss of the mitochondrial membrane
potential, and the increase of the cellular Ca2+ ion level [43]. An increased level of pro-apoptotic
proteins, such as, caspase 3 and 9, Bax, Bcl-2, and Fas-L, was also found [44]. Some interesting
results were published by Xu et al. The authors concluded that glioma stem-like cells (GSCs) were
less susceptible to SDT. Based on the experiment on the cell line of human glioma U251, a lower
concentration of the sono-sensitizer (porfimer sodium) and a reduced production of reactive oxygen
species (ROS) in the GSCs were observed, compared with the glioma U251 cell line. This is as a result of
the fact that there is an increased amount of the ABCG2 protein—a membranous pump with the ability
to actively remove the drugs from the cell—on the surface of the cancer stem-like cells [45]. However,
the use of the ABCG2 inhibitor (fumitremorgin C) caused an increase of the intracellular content of
the sono-sensitizer and accounted for the increased production of ROS and increased effectiveness
of the SDT [46]. The synergistic anti-tumor effect of the SDT with ALA and hyperthermia therapy
was also observed in the human glioma cells in the U87MG cells in vitro, and it turned out that a
combination of SDT and hyperthermia therapy gave a higher cytotoxic effect than SDT alone, and
induced a higher amount of ROS and pro-apoptotic proteins [47]. In recently published work, a similar
mechanism of action was described in a study on ALA-mediated SDT in U87 and U251 glioblastoma
cell lines, and apoptosis induction and increased ROS production was observed [48]. In our previous
study, we also observed a sonodynamic effect using 5-ALA in the rat glioma RG2 cell line. The biggest
cytotoxic effect was observed for the combination 5-ALA and 6 W ultrasound power [49].
5.2. In Vivo Studies
The effectiveness of the SDT was also assessed in in vivo animal models. Ohmura et al. assessed
the efficacy of the SDT with ALA on the rat model of glioma C6. The authors studied also the effect of
ultrasound alone, applied with intensities of 10 and 15 W/cm2 to healthy brain tissue. A massive loss
of the cerebral tissue was notable after the application of ultrasound, with a frequency of 1.04 MHz and
a local intensity of 15 W/cm2 for 5 min of exposure. For that reason, ultrasound of a lower intensity
(10 W/cm2 ), as well as the same frequency of 1.04 MHz and the exposure time (5 min), were used
in the SDT. A significant reduction of tumor size compared to the control group and to the group
exposed to ultrasound alone was observed in the brains of the animals treated with SDT (Figure 3) [50].
In another, similar study of the efficacy of the SDT with ALA, performed on the same animal model,
different acoustic parameters of ultrasonic waves were used (intensity, 2.65 W/cm2 ; frequency, 1.0 MHz;
exposure time, 20 min). Two weeks after the application of SDT in the control group, the mean volume
of the tumor was 122.48 ± 39.64 mm3 , in the group treated with ultrasound alone 87.42 ± 21.40 mm3 ,
and in the group receiving the SDT with ALA only 10.50 ± 8.20 mm3 [51]. In an experiment on a rat
model of glioblastoma C6 implanted in Sprague Dawley rats, a good response to the therapy and an
increased survival rate was observed in the group treated with ALA-mediated SDT. Such an effect
was not observed in the groups of animals receiving only ALA or ultrasound alone. The authors also
studied a very important parameter potentially limiting the use of SDT, namely, the thermal effects
generated by ultrasound. The 5.5 W ultrasound power determined during this experiment generated a
slight temperature rise by about 2 ◦ C. That acoustic power of the ultrasound was considered as safe
and was used in SDT [52].
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