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The conventional microbubble-based ultrasound biomedicine clinically plays a vital role in providing the
dynamic detection of macro and microvasculature and disease theranostics. However, the intrinsic
limitation of particle size severely decreases the treatment effectiveness due to their vascular transport
characteristics, which promotes the development and application of multifunctional ultrasound-
responsive nanomaterials. Herein, we put forward a research field of “ultrasound nanomedicine and
materdicine”, referring to the interdiscipline of ultrasound, nanobiotechnology and materials, which
seeks to produce specific biological effects for addressing the challenges faced and dilemma of
conventional ultrasound medicine. We comprehensively summarize the state-of-the-art scientific
advances in the latest progress in constructing ultrasound-based platforms and ultrasound-activated

sonosensitizers, ranging from the synthesis strategies, biological functions to ultrasound-triggered

Received 3rd December 2022,
Accepted 20th February 2023

DOI: 10.1039/d2tb02640f
therapeutic applications. Ultimately, the unresolved challenges and clinical-translation potentials of

rsc.li/materials-b ultrasound nanomedicine and materdicine are discussed and prospected in this evolving field.

10th Anniversary Statement

Journal of Material Chemistry B is one of the most significant journals for researchers in the field of ultrasonic medicine to publish research works on ultrasonic
nanomaterials. The development of novel ultrasound-responsive nanomaterials has been a hot topic in the field of materials science in recent years and has
made new breakthroughs with the development of the journal of Material Chemistry B. I sincerely celebrate the 10th anniversary of the Journal of Material
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Chemistry B and expect to make greater contributions to the development of the journal in the future.

1. Introduction

Nanomedicine has emerged as a simple yet effective approach
to address some of the most pressing problems in clinical
disease diagnosis and treatment. Particularly, the development
of intelligent nanomedicine with exterior physical responsive
properties has drawn significant attention due to the accuracy
and specificity throughout the theranostic process." Exogenous
energy input for theranostic nanomedicine holds great promise
when used in conjunction with a variety of triggering sources,
including light,> ultrasound (US),® electric field," magnetic
field,> etc. Even though the non-invasiveness of light-triggered
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theranostic nanomedicine (photothermal therapy or photo-
dynamic therapy) has attracted considerable interest, the
limitation of tissue penetration depth is still the main reason
for the improvement of imaging and treatment efficiency.

As a high frequency mechanical wave and typical exogenous
energy, US is endowed with the unique characteristics of deep
tissue penetration, non-invasiveness, non-ionizing properties,
etc. It can be used to examine the majority of disorders with
systemic organ involvement, such as abdomen, small organs
(breast, thyroid, etc.), obstetrics and gynecology, musculo-
skeletal system and blood vessels. As a typical paradigm,
contrast-enhanced US imaging as a diagnostic modality that
dynamically displays lesions and microvascular components of
tissues with microbubbles (MBs) has been widely utilized in
clinical practice. In addition to ultrasonic diagnosis, the discipline
of ultrasonic medicine has gradually extended to therapy area,
including high intensity focused ultrasound (HIFU) and sono-
dynamic therapy (SDT). A new method called HIFU has been
created as an interventional US approach to better fulfill the
demands of clinical diagnosis and treatment. Certain nano-
agents were created to work in concert with one another to alter
the tumor’s acoustic microenvironment, which improved the
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effectiveness of HIFU ablation.® Furthermore, SDT is a new type
of disease treatment method based on low-intensity US with the
advantages of non-invasiveness, physical targeting, and low
side effects, the kernel of which is to develop safe and efficient
US-responsive agents (sonosensitizers) with reactive oxygen
species (ROS) production characteristic.

In the past few decades, advancements in nanotechnology
and biomaterials have opened up new avenues for ultrasonic
diagnosis and treatment.” In particular, various nanoscale
sonosensitizers, including polymer nanoparticles (NPs), lipo-
somes, carbon-based materials, metal NPs and metal oxides,
have been extensively and deeply explored.® Nanomaterial-
based sonosensitizers have the following benefits above con-
ventional sonosensitizers: (i) a large number of imaging agents
or drugs can be loaded into nanomaterials by simple methods
due to the existence of enormous space (such as large specific
surface area or internal space).’ (i) The surfaces of nanomater-
ials are amenable to physical and chemical modifications,
which can significantly improve the target binding capacity
and specificity, allowing them to facilitate targeted medication
delivery and disease site imaging.'® (iii) Nanomaterials with
appropriate size and surface modification can prolong the
blood circulation time and reduce the uptake and clearance
by the reticuloendothelial system.'*

Based on the rapid development of US nanomedicine and
materdicine (interdiscipline of materials science and medicine),
this review systematically summarizes and discusses the latest
progress in US-responsive biomedical applications (Scheme 1).
Firstly, the application of sonosensitizers with unique physico-
chemical properties and specific biological effects in ultrasonic
diagnosis and treatment, including SDT, imaging, drug delivery,
gene delivery and HIFU, has been discussed in detail. Further-
more, an in-depth insight into the mechanism of US-related
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Scheme 1 Schematic illustration of ultrasound nanomedicine and
materdicine.

therapy and the latest progress of SDT-based synergistic therapy
have been provided to excavate the preternatural characteristics of
US medicine. Finally, the challenges faced and key issues have
been envisioned to further promote the clinical transformation
process.

2. Sonosensitizers
2.1 Traditional sonosensitizers

Traditional sonosensitizers are mostly developed based on
some small molecule organic compounds with special groups,
which are mainly divided into four types: porphyrins, phthalo-
cyanines (Pcs), xanthenes and antitumor drugs.'>™** Similar to
the first-generation photosensitizers, porphyrin-based mole-
cules are the first generation of sonosensitizers commonly used
in SDT, including hematoporphyrin (HP), protoporphyrin IX
(PPIX), hematoporphyrin monomethyl ether (HMME) and so
on."? HP is the first reported sonosensitizer, which has been
proved to be able to mediate cell damage enhancement via
singlet oxygen (*0,) under US activation as early as 1990."> PPIX
is another important derivative of porphyrin and a classical
representative of carboxyl-modified porphyrins.'® Previous stu-
dies showed that PPIX had significant antitumor activities on
sarcoma 180 cells under US irradiation.”” HMME is the second-
generation HP-related sensitizer with the characteristics of
stable structure, high selectivity and low toxicity."® In 2010,
Xu et al.’® reported that HMME could synergistically enhance
the inhibition effect of UMR-106 cells via elevating the intra-
cellular ROS and Ca** under the US irradiation. Phthalocyanines
(Pcs), tetrapyrrole derivatives, are the second generation of photo-
sensitizers. Similar to porphyrins, several studies proved that
Pcs can be used as potential sonosensitizers. For instance,
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Gabryelak et al’*® found that Pcs combined with US could
induce the formation of radicals and subsequently damage
the cell membranes. Xanthenes are a special class of oxygen-
containing compounds with multiple ring structures, including
eosins, fluorescein (FS), and rhodamine, among which Rose
Bengal (RB) is the most widely studied sensitizer in anti-tumor
therapy.”' RB, a tetrachloro tetraiodide derivative of FS, has
been extensively applied as a photocatalyst.>* In addition, RB is
also employed in the medical field as a sonosensitizer. In 1999,
Umemura et al.>® found that the combination of US and RB
could induce ultrasonic cavitation and cell damage. Furthermore,
US could enhance the lethal effects of anti-cancer and chemo-
therapeutic agents, such as cisplatin, doxorubicin (DOX), etc.
Previous study has claimed that DOX could promote the US
cavitation, inducing the generation of active oxygen species and
hydroxyl radicals (*OH), DNA damage and apoptosis.>*

2.2 Nanomaterial-based sonosensitizers

Due to the low water solubility, poor chemical stability, lack of
tumor targeting, and potential skin phototoxicity, the cell
retention rate of traditional organic sonosensitizers is limited,
thus weakening the therapeutic effect. By comparison, inorganic
nanomaterials can be used as excellent substitutes because of the
superiorities of multifunctionality, high controllability and low
toxicity and side reactions.

2.2.1 Titanium dioxide nanomaterials. Titanium dioxide
(TiO,), as a typical inorganic semiconductor, is a natural oxide
of the element titanium with low toxicity.>® As a typical photo-
sensitizer, TiO, nanomaterials could cause the overproduction
of ROS and suppress the tumor growth through facilitating the
separation rate of electron-hole pairs under ultraviolet (UV)
light irradiation. However, the therapeutic effect on the deep
tumors falls short of expectations due to the low penetrability
of UV light. To overcome this limitation, a lot of researchers
have recently started to explore the function of TiO, as a
sonosensitizer in SDT. Tachibana et al?® reported that the
combination of TiO, and US showed significant inhibition of
melanoma tumor growth in vitro and in vivo. However, it is
challenging for bare TiO, NPs to collect in large quantities
within tumor tissue and stabilize in the physiological environ-
ment. Various modified TiO, nanomaterials including poly-
ethylene glycol (PEG)-modified TiO;., nanorods and W-doped
TiO, (W-TiO,) nanorods were rationally designed and synthe-
sized.””*® As a typical paradigm, Shimizu et al.*® anchored
avidin to the surface of TiO, NPs, which selectively recognized
HepG2 cells and exhibited excellent uptake performance for
targeted and efficient SDT.

2.2.2 Noble metal nanomaterials. The ingenious combi-
nation of noble metal materials (Au, Ag and Pt) and nano-
materials can be used to increase the effectiveness of SDT
through blocking of the electron-hole recombination and
enhancing the ROS generation. Yeung et al®C fabricated
Au@Cu,0 hybrid nanocubes by integrating Au NPs onto the
surface of Cu,O (Fig. 1(A)). The electrons from Cu,O could be
stimulated at the junction and transferred to Au under US
irradiation to extend the electron-hole separation rate and
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limit the reflux of US-triggered electrons, which could be
attributed to the formation of a Schottky contact (Fig. 1(B)).
Owing to the enhanced electron-hole separation efficiency, the
Au@Cu,0 hybrid nanocubes could create the excessive ROS to
reinforce the bactericidal capacity in the presence of US
(Fig. 1(C) and (D)). Furthermore, the sonodynamic activity of
the Au@Cu,O hybrid nanocubes could be regulated through
changing the ratio of Au on the Cu,O nanocube surface.
In addition, Jae Hyung et al®' reported that hydrophilized
Au-TiO, nanocomposites improved the SDT efficiency by
generating a large amount of ROS, completely leading to the
inhibition of tumor growth upon exposure to US. Li et al*
developed the o-Fe,O;@Pt heterostructure NPs, which pro-
moted ROS induction due to the valid separation of US-
excited electrons and holes. In particular, a-Fe,O;@Pt NPs
showed the intrinsic catalase-like activity, enabling the catalysis
of hydrogen peroxide (H,0,) and the self-supply of O, to relieve
the tumor hypoxia.

2.2.3 Transition metal oxide nanomaterials. With the
exception of titanium-based nanomaterials, several transition
metal (iron and manganese) oxides can also be applied for
Us-related therapies. For example, Liu et al.*’ synthesized a
new-type sonosensitizer based on ultrasmall anoxic bimetallic
oxide MnWOy nanoparticles for multimodal imaging-guided
enhanced SDT. The MnWOyx nanoparticles modified by PEG
exhibited high physiological stability and biocompatibility.
Since the anoxic structure of MnWOy can be used as an electron
trap site to inhibit in situ electron hole recombination, the
generation of '0, and *OH can be efficiently triggered by the
as-prepared MnWOx-PEG nanoparticles under US irradiation.
In addition, MnWO,-PEG had excellent capacity of glutathione
consumption, which further enhanced the SDT-induced tumor
killing. Computed tomography and magnetic resonance ima-
ging (MRI) showed that MnWOx-PEG could effectively destroy
tumor in mice under US stimulation and was metabolized by
mice after completing the treatment without long-term toxicity.

In addition, Fe-doped TiO, nanodots (Fe-TiO, NDs) with
ultrasmall size as a kind of nanoplatform have been developed
for enhanced SDT and feature prominent biocompatibility after
PEGylation.*® By narrowing the band gap, the acquired Fe-TiO,-
PEG NDs were proved to exhibit superior sonodynamic activity
than bare TiO, NDs. Moreover, Fe-TiO,-PEG NDs could generate a
large number of ROS through a Fe-dependent Fenton reaction,
ultimately enabling the apoptosis of tumor cells through the
combination of SDT and chemodynamic therapy (CDT) (Fig. 2(A)).

2.2.4 Carbon-based nanomaterials. Carbon-based nano-
materials have attracted extensive research interest for years
owing to their unique mechanical, electrical, and optical prop-
erties, such as zero-dimensional fullerene, one-dimensional
carbon nanotubes, two-dimensional (2D) graphene, and gra-
phene oxide.*>3® Lin et al.®” synthesized a carbon-doped TiO,
sonosensitizer through anchoring carbon into the anatase
structure of TiO, to generate ROS for cancer treatment under
the activation of low-intensity US. The addition of carbon could
accelerate electron hole transfer rate through decreasing the
bandgap (Fig. 2(B)). Chen et al.*® reported 2D nanocomposites

This journal is © The Royal Society of Chemistry 2023
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Fig. 1 (A) Schematic illustration of the synthetic process of Au@Cu,O hybrid nanocubes. (B) Schematic diagram of a Schottky contact between Au and
Cu,0. (C) ROS generation abilities of different samples detected by the fluorescence intensity of DCF. n = 3 independent experiments per group;
*P < 0.05 and **P < 0.01. (D) Spread plates of different samples with or without US stimulation. Reproduced with permission.*® Copyright 2021, Royal

Society of Chemistry.

(MnO,/TiO,-GR) composed of 2D reduced GO (GR) nanosheets
with TiO, for enhancing the SDT efficiency to combat cancer.
The presence of GR nanosheets effectively facilitated the separa-
tion of e and h* based on their high electro-conductivity and
larger surface area to generate more ROS. In addition, the superior
photothermal-conversion properties of GR could synergically
improve SDT efficiency by photothermal effects (Fig. 3). Shen
et al.* investigated the killing effect of platinum crosslinked
carbon dot@TiO,_, p—n junctions (Pt/N-CD@TiO,_,) on osteo-
sarcoma. The results exhibited that malignant osteosarcoma
cells were fully exterminated without recurrence via intra-
venous injection of a small quantity of Pt/N-CD@TiO,_,
combined with US irradiation.

This journal is © The Royal Society of Chemistry 2023

2.2.5 MOF-based sonosensitizers. Metal-organic frame-
works (MOFs) represent a class of highly ordered crystalline
porous coordination polymers (PCPs), which are formed by self-
assembly of metal (such as transition metals and lanthanide
metals) ions or clusters and organic ligands (such as carb-
oxylates, phosphonates, imidazole salts and phenolic salts)
through coordination bonds. Compared with other solid por-
ous materials, MOFs have the outstanding advantages that the
pore size and function of the obtained materials can be
designed and controlled by selecting different metal ions,
organic ligands, functional groups and activation methods.*°
Due to the fact that nearly all metals and various organic
compounds can be used for the preparation of MOFs, a variety
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of MOF materials with unique structures and properties have
emerged, such as Ui0-66,"" HKUST-1,**> ZIF-8** and ZIF-67.**
Unique properties of MOFs and their derivatives, including
their highly organized structure, high surface area, and huge
pore volume, allow functional molecules to bind to their
surfaces or pore channels. Based on the above advantages,
MOF-based nanomaterials as the carrier of sonosensitizers
have been applied to improve the therapeutic effect of SDT.
For example, Huang et al.*”> embedded the oxygen-independent
sonosensitizer (AIPH) into the oxygen-dependent sonosensiti-
zer (Zr-MOF), thus developing a double-sonosensitizer nano-
platform (Zr-MOF@AIPH). Under the stimulation of US, the
Zr-MOF can react with oxygen to generate 'O,, while AIPH can
decompose to generate alkyl free radicals and enhance the
therapeutic effect of SDT under normal oxygen environment,

5354 | J Mater. Chem. B, 2023, 11, 5350-5377

ensuring its killing ability against hypoxic tumor. In addition,
nitrogen (N,) generated by AIPH decomposition can further
promote tumor infiltration of Zr-MOF@AIPH through ultraso-
nic cavitation effect. Therefore, the double-sonosensitizer
nanoplatform can be used as an effective strategy for the
treatment of hypoxic tumors.

Traditional organic sonosensitizers such as porphyrins and
their derivatives have no significant sonodynamic effect owing
to the lack of accumulation at the tumor sites. Although the
introduction of auxiliary nanoparticles in the sonosensitizer
system has improved the sensitivity of sonodynamic therapy to
some extent, the clinical application of this composite system is
limited by the poor stability, complex process and high cost.'?
Therefore, it is extremely challenging to develop a new type
of sonosensitizer to solve the above problems. Recently, the

This journal is © The Royal Society of Chemistry 2023
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sonodynamic characteristics of porphyrin-based MOF materials
have also been developed. For instance, Liu et al.*® synthesized
mesoporous carbon spheres with porphyrin-like structure
(designated as PMCS) by high-temperature calcination using
zeolite imidazole based framework material (ZIF-8) as a tem-
plate, and the sonodynamic sensitization of PMCS has been
explored. The density functional theory (DFT) calculation
results unveiled that the high production efficiency of ROS
in PMCS is highly related to the porphyrin-like structure.
In addition, the high specific surface area and multi-channel
structure enable PMCS to carry a large number of gas cores,
enhancing the cavitation effect of US. The in vivo results proved
that PMCS has preeminent biocompatibility and excellent
tumor inhibition efficiency (Fig. 4(A)). Moreover, Lu et al.*’
designed a multifunctional manganese porphyrin-based metal-
organic framework (Mn-MOF) to stimulate the generation of
ROS and ferroptosis upon US exposure. Considering that
manganese porphyrins possess catalase-like activity that can

This journal is © The Royal Society of Chemistry 2023

mediate single electron reversible transfer, Mn-MOF could
continuously decompose H,0, to O, at the hypoxic tumor site,
reducing the extent of hypoxia and accelerating the ROS
production (Fig. 4(B)).

3. US-based biomedical application
3.1 US imaging

US imaging, as a conventional detection method in clinic, has
been extensively used in detecting the size, shape, internal
structure, blood vessel distribution and activity of various
organs for disease screening, location and qualitative diag-
nosis.*® The US imaging of internal organs could be obtained
by receiving and processing the ultrasonic echo signals by
scanning the human body with ultrasonic waves. However,
the general US imaging is insufficient to accurately diagnose
disorders associated with poor blood vessel distribution and
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Ivyspring International.

blood flow deceleration. Based on this background, the con-
trast agents have been developed and utilized in US imaging to
significantly improve the resolution, sensitivity and specificity
of ultrasonic diagnosis due to the characteristics of tissue echo
enhancement.*® These agents are generally classified into two
types, MB contrast agents and NP contrast agents.

MBs (1-10 pm in average size) are a type of small hollow
spheres composed of outer membranes and wrapped gas,
which are normally stabilized by coating albumin, phospho-
lipid and polymer layers,”®>" which can not only inhibit the
filled-gas from escaping, but also prevent the mutual fusion
between MBs. The gas encapsulated by MBs is composed of a
macromolecular gas or inert gas (such as a fluorocarbon gas)
with preferable acoustic backscattering and reflection effects,

5356 | J Mater. Chem. B, 2023, 11, 5350-5377

which can be safely discharged from the lungs.>” Under ultra-
sonic excitation, such a gas can magnify the echo for enhancing
the tissue imaging. However, the micron scale MBs cannot
penetrate through the vascular endothelial gap of tumor due to
size limitation, resulting in a short tumor retention time.
To circumvent these shortcomings, NP-based contrast agents
with the penetrating ability through vascular endothelium cells
have been rationally developed for the extravascular imaging,
such as perfluorocarbon (PFC)-based NPs and silica NPs.

PFC NPs have a liquid core with a diameter of about 200-250
nanometers, which are encapsulated by a phospholipid mono-
layer and could be emulsified by microfluidic technology at
20000 psi.>® PFC emulsions have been approved as artificial
blood substitutes for oxygen delivery due to their high oxygen

This journal is © The Royal Society of Chemistry 2023
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carrying capacity, biochemical inertia and excellent biocompat-
ibility. In addition, PFC emulsions are utilized as significant
components of US contrast agents for their comparatively low
acoustic impedance to soft tissues.>® Furthermore, PFC NPs in
combination with droplet vaporization are also a growing issue
and subject of research. PFC nanodroplets can undergo liquid-
gas phase transition to vaporize into gaseous MBs in situ for US
imaging when they are subjected to acoustic activation or
heat.>® Cao et al.>® developed polydopamine (PDA)-based PFC
NPs (designated as PFC-PDA-PEG) by encapsulating PFC nano-
droplets into PDA modified by PEG-NH,. In vitro and in vivo
experiments demonstrated that PFC-PDA-PEG possesses high
photothermal conversion efficiency which can generate a large
amount of heat to eliminate tumor cells under exposure to
near-infrared (NIR) laser irradiation, meanwhile, superheated
PFC droplets will absorb heat and evaporate from liquid into
gas phase for US imaging (Fig. 5(A)).

In recent years, hollow silica NPs as the typical contrast
agents have attracted much attention due to their echo genera-
tion characteristics for US imaging. Jokerst et al.>” fabricated
exosome-like silica (ELS) NPs for stem cell imaging with an
emulsion soft-template composed of hexadecyltrimethylammo-
nium bromide (CTAB), dimethylhexadecylamine (DMHA), and
decane (Fig. 5(B)). The in vitro echogenicity of the ELS NPs was
then compared to those of three conventional silica NPs,
including the Stober silica nanospheres (SSN), the MCM-41
mesoporous silica nanospheres (MSN), and the mesocellular
foam silica NPs (MCF). The results showed that ELS displayed
the strongest echogenicity among four NPs after being scanned
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in an agarose phantom at 40 MHz. ELS could produce the same
US contrast at a lower dose due to the higher echogenicity, thus
enhancing its biocompatibility. In addition, in vivo US images
of ELS-labeled human mesenchymal stem cells (hMSCs) exhib-
ited remarkable echogenicity compared to unlabeled cells due
to the enhanced cellular uptake efficiency and intrinsic
increased echogenicity of ELS NPs (Fig. 5(C)).

Moreover, US imaging is frequently utilized in conjunction
with photoacoustic (PA) imaging to address the issue of weak
specificity and spatial resolution and enhance the accuracy of
diagnosis. As a non-invasive medical imaging modality based
on the PA effect, PA imaging exhibits the advantages of high
contrast of optical imaging and deep penetration of ultrasonic
imaging by converting absorbed light energy into acoustic energy.
The PA effect was first reported by Bell in 1880 and began to be
applied in the field of material testing in the 1970s.>® With the
further development of ultrasonic detection technology and
data acquisition system and computing power, PA technology
was gradually applied in the biomedical field.>® For example, Lee
et al® prepared H,O,triggered thrombus-targeted therapeutic
(T-FBM) NPs via conjugating borylbenzyl carbonate and fluores-
cent IR780 to maltodextrin. Both US and PA signals were
enhanced through production of CO, bubbles stimulated by
H,0,. Meanwhile, T-FBM NPs exerted significant therapeutic
effects on inhibiting thrombus formation (Fig. 5(D)).

3.2 US-triggered drug release

Many pharmaceuticals used to treat conditions including
cancer, eye illnesses, and brain diseases induce negative side
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effects. The drug dose must be closely controlled under certain
circumstances. Drug delivery systems (DDS), such as polymeric
NPs and liposomes, have been extensively investigated in an
effort to overcome the drawbacks and limitations of conven-
tional medications. Previous research reported that US has
been applied to deliver drugs to various tissues for more
accurate therapy and enhanced SDT efficiency.®® At present,
MBs are the most researched and widely used US-responsive
drug delivery carriers,®* which can be concentrated into tumor
tissues under the combined action of enhanced permeability
and retention (EPR) effect and active targeting. The medicine in
MB can be released into the tissue by creating a shock wave,
microflow and microjet and can be monitored by US imaging
when transient cavitation occurs.®® Zheng et al® reported
a PTX-liposome-MB complex (PLMC) for drug delivery in breast
cancer treatment. Compared with the bare PTX-liposome
group, PLMC showed 3.5-fold higher PTX distribution in
tumors.

However, the micrometer-scaled MBs find it difficult to
penetrate the vascular endothelial barrier and accumulate in
the surrounding tumor tissues.®® Hence, the appropriate nano-
sized sonosensitizers were exploited to deliver the drugs with
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the specific dose in a controllable manner and alleviate the
systemic toxic effects. Shuai et al.®® fabricated size-adjustable
PFP/PFB/DOX-PPEHD nanosystems for drug delivery against
cancer. PFP/PFB/DOX-PPEHD nanosystems at the tumor site
could be activated under the irradiation of low-frequency US
(LFUS), leading to the rapid release of DOX and the efficient
uptake of tumor cells. In addition, such a LFUS-triggered
nanosystem delivery allowed the medicine to penetrate the
tumor through the EPR effect and maintain a nanoscale suited
for long-term blood circulation, solving the delivery bottleneck
of nano-carriers (Fig. 6). Yang et al.®” reported a US-activated
asparagine-glycine-arginine (NGR)-modified liposomal nano-
carrier (NGR/UT-L) combined with a lipophilic sonosensitizer,
chlorin e6 (Ce6) ester and DOX. Owing to the targeting char-
acteristic of NGR, NGR/UT-L could accumulate in the tumor
sites of HT-1080 tumor-bearing mice. In addition, the blood
concentration-time curve exhibited that DOX of NGR/UT-L
displayed a 3.9-fold level of blood drug concentration than
free DOX. The breakdown of the lipid bilayer could mediate the
release of wrapped DOX, as induced by US irradiation. The
above experimental results demonstrated that NGR/UT-L was a
smart drug delivery system via the combination of tumor-targeted

US nanoprobe

Fig. 6 Schematic illustration of PFP/PFB/DOX-PPEHD nanosystems for US imaging and drug delivery against cancer. Reproduced with permission.®®

Copyright 2018, American Chemical Society.
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property and controlled release characteristic. Kotopoulis et al.®®
performed the first clinical study on the combination of chemo-
therapy and MBs for pancreatic cancer over 31.5 minutes. After
several treatment cycles, the tumor size of two out of five patients
temporally or permanently decreased by 70-80% and even
resumed to original size eventually, while the tumor growth of
the remaining patients was also inhibited to varying degrees.

3.3 US-triggered gene delivery

The US-mediated gene delivery including a series of nucleic
acids, such as plasmid DNA (pDNA), microRNA (miR), messen-
ger RNA (mRNA), short hairpin RNA (shRNA) and small
interfering RNA (siRNA), is an efficient therapeutic modality
for various diseases to improve off-target delivery issue and
enhance the gene transfection.®® The important premise of
effective gene therapy lies in the selection of vectors and
targeted gene delivery. Compared with traditional vectors
(viruses, plasmids, etc.), MBs are a new-type, safe, stable and
potential gene delivery vector.”’ However, with the in-depth
study of MBs, many researchers found that it was difficult for
MBs to enter the surrounding tissues through the vascular wall
due to their large particle size, which greatly reduced their
bearing capacity.”" Therefore, reducing the particle size of MBs
as much as possible became a research hotspot. At present,
MBs used for contrast-enhanced US generally have a diameter
of 1-10 micrometers, which is approximately equal to the size
of a red blood cell, thus limiting their exudation from blood
vessels to tissues.”” In recent years, nanotechnology can be
used to prepare MBs with smaller particle size, namely nano-
bubbles (NBs), to make their particle size reach the nanometer
level, providing more possibilities for MBs to be utilized for
gene delivery. In 2009, Kodama et al.”® implied that NBs could
modulate the gene transfer to targeted skeletal muscle in nude
mice with the sonication treatment. In addition, this is the
first paradigm about the isotopic imaging (PET or SPECT) for
visualization of NB-induced gene delivery, which established a
new method to test nontraditional gene delivery in patients
with hereditary diseases including muscular atrophy and
vascular disorders. Wang et al.’* synthesized isocitrate dehy-
drogenase 1 (IDH1)-siRNA-loaded NBs by utilizing octafluoro-
propane (C;Fg) gas and phospholipids as the core and shells,
respectively. The results signified that the NBs had a remark-
able effect on the expression of IDH1 and inhibited glioma
tumor growth in vitro and in vivo. Lu et al.”> evaluated the
effects of micelles encapsulated with three different pluronics
(F127, L61 and P85) on gene delivery in 3T3-MDEI, C2C12, and
CHO cell lines. The results revealed that pluronics combined
with US synergistically enhanced the gene transfection effi-
ciency in a dose-dependent manner. However, the delivery
efficiency obviously decreased when treated with US alone.

3.4 High intensity focused US

High intensity focused US (HIFU) is a brand-new and attractive
therapeutic modality in the treatment of various solid cancers
and other diseases. The technique known as “HIFU” involves
the high-intensity ultrasound produced by a piezoelectric
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transducer with alternating voltage, which can be focused
into a small focal spot through a certain focusing method to
ablate the targeted tissue.”® HIFU mainly functions through two
mechanisms: thermal effects and mechanical effects.”” As is
known to all, US is a kind of mechanical wave that oscillates
periodically and has strong tissue penetration ability.”® When
HIFU penetrates the lesion sites, the diseased tissue will absorb
mechanical energy and release heat, namely the thermal effect.
Due to its thermal effect, the heat generated by HIFU can
rapidly increase the temperature of target tissue to more than
60 °C. Target cells will experience irreversible coagulative heat
necrosis if the temperature persists for longer than one second.
As ultrasonic waves tend to focus on a small-area focal point
with a diameter of 1 mm, this minimizes the potential damage
to tissues outside the focal area. In addition to thermal effect,
mechanical effect is the other typical feature.”® Tissue cells
vibrated frequently under the action of HIFU. When it exceeds
the elastic limit, tissue would be damaged by causing the flow
of cytoplasm, protein deformation, altered cell function, break-
down of DNA macromolecules, and protein denaturation.®®
In addition, the mechanical effects of HIFU are only relevant
to high-intensity acoustic pulses, which are based on micro-
streaming, radiation force and cavitation.? Lee et al. conducted
a retrospective study to evaluate the HIFU ablation effects on
the non-advanced hepatocellular carcinoma (HCC) patients,
who were divided into a HIFU + trans-arterial chemoemboliza-
tion (TACE) group and a TACE group. The results suggested
that TACE combined with HIFU significantly improved the
median survival time and cumulative survival rate of the tumor
patients compared to TACE monotherapy.®* However, HIFU has
many inevitable application defects in deep tissues, such as
acoustic energy with exponential decay, superfluous heating
and increased damage probability of tissue. Based on these
critical issues, MBs as potential HIFU synergists have been
applied to overcome these troublesome challenges. Some
related researches indicate that the mechanism of MBs-
enhanced HIFU therapeutic efficacy might be attributed to
the acoustic cavitation of HIFU.** Choi et al. testified that the
addition of MBs synergistically enhanced chemotherapy effects
of gemcitabine combined with HIFU in the pancreatic cancer
xenograft models.®* Nevertheless, MBs still suffer from some
non-negligible deficiencies as the HIFU synergistic agents,
including large particle sizes, easy-cracking, short half-life
and low stability.

Very recently, a variety of NPs have displayed excellent
performance in diagnostic imaging and tumor treatment com-
bined with HIFU for their smaller dimension and superior
stability. Dayton et al.®> developed a phase-changeable NP with
enhanced HIFU ablation efficiency by transforming into a MB
only when it is exposed to acoustic pressure. The synergistic
enhancing effects on HIFU ablation were investigated by com-
paring the ablation volume generated in rats’ livers during
sonication. The results displayed that NPs and MBs were all able
to enhance the HIFU-mediated liver ablation efficiency. NPs did
not cause skin burns or undesirable off-target thermal ablation,
demonstrating their preferred therapeutic biosafety in vivo.
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Fig. 7 (A) TEM image of PTX-tHSA-NPs. (B) Fluorescence microscopy images of MBs (green), PTX-tHSA-NPs (red), and PTX-tHSA-NPs-MBs (yellow) for
identifying conjugation. (C) Schematic illustration of the delivery of PTX-tHSA-NPs-MBs under HIFU radiation. Reproduced with permission.®® Copyright

2017, Elesvier.

Except for the ultrasonic ablation, HIFU has also been
developed as supplementary means for drug delivery owing to
its adjustable membrane permeability. In 2017, Kim et al.®
constructed a HIFU-enhanced drug delivery system composing
of paclitaxel-loaded thiolated human serum albumin NPs and
MBs (PTX-tHSA-NPs-MBs), which was demonstrated to enhance
anti-cancer efficacy in A549 tumor-bearing mice with HIFU
exposure. In addition, circulating PTX-tHSA-NPs-MBs in the
blood stream around the tumor site could be triggered by HIFU
exposure, which resulted in the release of PTX-tHSA-NPs and
their increased accumulation inside the tumor (Fig. 7(A)-(C)).

With the rapid development of precision medicine and
nanobiotechnology, traditional imaging-guided HIFU ablation
is incapable of satisfying the clinical demands. However, it is
exhilarating that the advent of multifunctional NPs can make

5360 | J Mater. Chem. B, 2023, 11, 5350-5377

up for such defects as HIFU synergistic agents in order to
achieve the enhanced therapeutic efficiency. Recently, Li et al.®”
fabricated a biocompatible multifunctional nanosystem
(designated as Fe;0,-PFH/PLGA) composing of the super-
paramagnetic Fe;O4-integrated PLGA capsules and PFH (per-
fluorohexane). Super-paramagnetic Fe;0,/PLGA nanocapsules
can sensitize a tumor to the effects of hyperthermia. Further-
more, hydrophobic PFH loaded into the core of Fe;0,/PLGA
nanocapsules could be vaporized by the thermal effect of HIFU
because of its desirable boiling point of 56 °C. Such a phase-
changing and bubble-generation procedure was successfully
demonstrated to improve the performances of HIFU treatment
in rabbit liver tumor model. In particular, the Fe;0,-PFH/PLGA
NPs had a tri-modality imaging function, which can be used for
imaging-guided HIFU ablation.

This journal is © The Royal Society of Chemistry 2023
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3.5 SDT-based therapy

SDT is a modality of non-invasive disease treatment, which can
be used in the treatment of cancer, bacterial infections,
and vascular diseases.®® Compared with traditional treatment
methods, SDT is able to penetrate deep tissues and induces less
damage to normal cells and tissues, providing a new choice for
clinical treatment. Similar to photodynamic therapy (PDT), the
underlying mechanism of SDT originates from the interaction
between US and sonosensitizer. Sonosensitizers that are con-
centrated in disease locations are activated to produce harmful
ROS against pathogenic cells when exposed to low-intensity
US (0.5-4.0 W cm %) radiation.®® Despite the fact that SDT has
demonstrated considerable promise in the cancer treatment,
the heterogeneity, complexity and flexibility of the tumor
microenvironment make it highly challenging to achieve the
desirable therapeutic impact with monotherapy. In this section,
several SDT-based therapeutic strategies are comprehensively
summarized and discussed.

3.5.1 SDT combined with chemotherapy. Chemotherapy is
one of the most effective therapeutic modalities in clinic, which
uses chemically synthesized drugs to kill tumor cells or inhibit
tumor growth. However, chemotherapy medications frequently
induce undesirable and severe side effects on a significant
number of normal cells and tissues due to their poor targeting
abilities, which prevents them from effectively killing tumor
cells and suppressing the immune system. In addition, chemo-
therapy drugs can induce the dysfunction of bone marrow
hematopoietic stem cells and the developed tumor chemo-
resistance. Thus, a focus of the research on tumor treatment
is the alternative therapeutic modalities to decrease chemo-
resistance and improve sensitivity of malignancies to chemo-
therapeutic medicines. Recent studies have demonstrated that
employing low-intensity US can improve the chemotherapeutic
effect and selectively enhance the tumor cell uptake of chemo-
therapeutic drugs, thereby alleviating the drug resistance
induced by drug efflux.’® Therefore, the rational combination
of SDT and chemotherapy is an efficient strategy for cancer
treatment by achieving a synergistic therapeutic effect and
outcome.

SDT has shown the triggered antitumor immunity capability
by eliciting immunogenic cell death (ICD).”* However, SDT can
lead to the aggravation of hypoxia and exposure of platelet
(PLT)-associated danger-associated molecular patterns (DAMPS)
owing to the dependence of oxygen consumption, which would
seriously compromise the therapeutic efficacy and contribute to
tumor angiogenesis and metastasis. To solve this critical issue,
Wang et al.®® prepared a biomimetic decoy (designated as Lipo-
Ce6/TPZ@MH) by loading sonosensitizer chlorin e6 (Ce6) and
hypoxia-activated tirapazamine (TPZ) in the red blood cell-PLT
hybrid membrane (MH)-camouflaged pH-sensitive liposome,
which could more easily accumulate into tumor sites by inducing
immune escape and specifically focus on the targeted area
through biomimetic surface modification. ROS generation and
TPZ activation have demonstrated a positive synergistic therapeu-
tic effect under US irradiation. Simultaneously, the decoy retained
the PLT-binding function but did not involve the PLT-mediated
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metastasis, thereby repressing the DAMP-triggered tumor metas-
tasis. Furthermore, ICD-induced antitumor immunity eradicated
the residual tumor tissues following synergistic treatment of SDT
and chemotherapy.

Autophagy refers to a highly conserved process in which
damaged proteins and organelles are self-degraded by lyso-
somes in cells, which plays a vital role in maintaining cellular
homoeostasis by regulating various physiological and patholo-
gical processes.”® Owing to the specific interrelation of tumor
and autophagy, autophagy regulation-related tumor therapy
has become an important strategy in clinical disease treatment.
The ROS production, such as '0,, could induce tumor necrosis
or apoptosis by destroying cell homeostasis such as DNA
damage and protein misfolding through acoustic cavitation-
induced effects.”® Nevertheless, US-mediated cell damage can
be reversed and repaired accompanied by autophagy.®® Thus,
the autophagy inhibitor provides a potential therapeutic agent
for enhancing tumor sensitivity and improving SDT efficacy.
We recently found that nanosonosensitizer-mediated SDT was
prone to induce pro-survival autophagy due to the increased
ROS generation in breast cancer cells. The sequencing results
displayed that the significantly altered genes mainly enriched
in MAPK and AMPK autophagy-related signaling pathways. In
view of this point, we developed a biocompatible nanoplatform
PPIX/3-MA@Lip based on the rationally constructed nanolipo-
somes by encapsulating clinically approved sonosensitizer PPIX
and classical autophagy inhibitor 3-methyladenine (3-MA) to
optimize the SDT efficiency by augmenting autophagy inhibi-
tion®® (Fig. 8(A)). Further studies demonstrated that PPIX-induced
ROS destroyed the cellular homoeostasis and facilitated the auto-
phagy sensitivity, thereby augmenting the efficiency of SDT-based
synergistic therapy.

Owing to the heterogeneity in different types of cancer, the
specific targeting moieties (mainly biotin, peptides, folic acid
(FA), and antibodies) were modified onto the surfaces of NPs
to construct a nanoplatform with targeting characteristics,
realizing the efficient accumulation of NPs into tumor sites.
For example, Zhao et al.®” developed an enteric-coated granule
titled as GMCDS-FA@CMC by coating carboxymethyl chitosan
(CMC) on folic acid-modified phospholipid (SLB-FA) encapsu-
lating mesoporous silicon-coated gold NPs loaded with chlorin
(Ce6) and doxorubicin hydrochloride. The further studies
demonstrated that GMCDS-FA@CMC could stimulate the spe-
cific release of Ce6 and DOX to the orthotopic colorectal tumor
sites due to the targeting function of FA. The results showed
that GMCDS-FA@CMC significantly enhanced the therapeutic
effect and improved the prognosis in vitro. In short, GMCDS-
FA@CMC as a multi-functional nanosystem provided a distinct
strategy to achieve the efficient SDT-chemo combined therapy
(Fig. 8(B)).

3.5.2 SDT combined with immunotherapy. Tumor immu-
notherapy is a therapeutic modality to control and eliminate
tumors by restarting tumor-immunity cycle and resuming
normal immune response. Unfortunately, recent studies have
shown that most immunotherapy strategies have intrinsic
limitations and disadvantages, including biosafety issues, off-
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Fig. 8 (A) Schematic illustration of the synthetic procedure of PPIX/3-MA@Lip nanosonosentizer and the synergistic SDT and autophagy blockage
process. Reproduced with permission.96 Copyright 2021, Springer Nature. (B) Schematic illustration of the synthetic procedure of GMCDS-FA@QCMC and
the imaging and therapy processes. Reproduced with permission.>” Copyright 2021, Royal Society of Chemistry.

target effects, inflammation, autoimmune reactions, and
high costs. Recently, it has been reported that the fragments
of tumor cells during SDT can serve as tumor antigens and
activate the immunological system. However, the SDT-induced
innate immune response alone is insufficient to inhibit the
tumor recurrence and metastasis. Thus, the combination of
SDT and immunotherapy is expected to be an efficient approach by
enhancing the inherent immune response of SDT and suppressing
the tumor growth.

In recent years, immune-checkpoint blockade therapy is
becoming a key tool in the war against cancer. Inmune check-
points are immunosuppressive pathways that control immune
response to preserve self-tolerance and safeguard neighboring
tissues. Currently, several immune checkpoint agents, such as
anti-PD-1 and anti-PD-L1, are clinically approved for cancer

5362 | J Mater. Chem. B, 2023, 11, 5350-5377

treatment.”® However, the overall efficiency of checkpoint
blockade immunotherapy is still unsatisfying due to the specific
immunotoxicity. We recently developed a multifunctional nano-
sonosensitizer (HMME/R837@Lip) based on SDT combined with
immune-checkpoint blockade.”® All the components of HMME/
R837@Lip are clinically approved and feature high biosafety.
By employing multiple tumor models, we proved that the combi-
nation of HMME/R837@Lip with anti-PD-L1 not only significantly
inhibited the growth of primary tumor but also enormously
hindered the progress of lung metastasis via inducing systematic
immune responses, including the rising of CD8+ and CD4+ effector
T cells and the stimulated maturation of dendritic cells and
cytokine secretion. Importantly, this combined treatment strategy
also provided a durable immunological memory function, which
was capable of preventing tumor recurrence (Fig. 9).
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In addition to excellent therapeutic effects on malignant
tumors, SDT combined with immunotherapy also featured
remarkable antibacterial effects. Methicillin-resistant staphylococcus
aureus (MRSA) is a highly drug-resistant bacterium, which has
become the main pathogen of nosocomial infection, mainly
found in patients with long-term chronic diseases who need to
use antibiotics repeatedly and also often seen in patients in
intensive care units. At present, both traditional antibiotic
treatment and proactive vaccine prevention are unable to
effectively control MRSA infection. For example, Niu et al. '
developed M2 macrophage membranes-coated PLGA NPs with
IR780 encapsulation (M2/IR780@PLGA) to improve the thera-
peutic efficacy of MRSA myositis through combining SDT with
anti-infection immune response. M2/IR780@PLGA NPs notably
reduced the expression of CD86 and significantly raised the
levels of CD206 and IL-10, indicating the inhibition of M1-type
macrophages and the conversion of M1-to-M2 macrophages. In
addition, a large quantity of M2/IR780@PLGA NPs was found to
accumulate at the inflammation sites in the MRSA-infected
mouse models owing to the coating of M2 macrophage. Mean-
while, the lower blood flow signals and a mild edema were also
observed in the M2/IR780@PLGA NP-based SDT group under
HIFU imaging guidance. Furthermore, the histopathology test

This journal is © The Royal Society of Chemistry 2023

revealed that the infected legs in the M2/IR780@PLGA-mediated
SDT group had slighter bacterial penetration, increased M2 macro-
phage and reduced M1 macrophage and the higher percentage
of mature dendritic cells in spleen, demonstrating that
M2/IR780@PLGA NPs could effectively boost the antibacterial
SDT and promote M2 macrophage polarization to enhance the
therapeutic efficacy of MRSA myositis.

3.5.3 SDT combined with PDT. PDT is considered to be one
of the effective therapies for cancer and various nonmalignant
diseases due to its advantages of high controllability, physical
targeting, non-invasiveness and low side effects. PDT works by
irradiating the lesion location with light and activating photo-
sensitizers (PSs), inducing the luminous chemical reaction
and producing ROS to eliminate pathological cells. However,
the low light penetration depth (0.5-2.0 mm), poor transfer
efficiency of PSs and oxygen-dependent nature substantially
restrict its further clinical application.’®® With the gradual
development of nanotechnology, some nanocomposites have
been confirmed to simultaneously exert therapeutic effects of
PDT and SDT and generate a large amount of ROS, thus
decreasing the sensitizer dose and amplifying the cytotoxicity.
This new-fashioned treatment modality is referred to as sono-
photodynamic therapy (SPDT).
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Fig. 10 (A) In vitro cytotoxicity assessment of DVDMS-SPDT on 4T1, MDA-MB-231 and MCF-7 cells determined by MTT assay. Error bars represent the
SD from three independent experiments. **p < 0.01 versus control, ***p < 0.001 versus control, **#p < 0.001 SPDT/PSDT group versus SDT group, and
8885 < 0.001 SPDT/PSDT group versus PDT group. (B) Tumor weight of tumor-bearing mice after different treatments. Error bars represent the SD from
three independent experiments. **p < 0.01 versus control, ***p < 0.001 versus control, **p < 0.01 SPDT/PSDT group versus SDT group, and
%8y < 0.01 SPDT/PSDT group versus PDT group. (C) Tumor sections stained with hematoxylin and eosin (H&E) after different treatments. Reproduced

with permission.1°2 Copyright 2016, Elsevier.

As a newly discovered sensitizer, sinoporphyrin sodium
(DVDMS) is a conjugation of two porphyrin monomers derived
from photofrin II. Wang et al.'°* assessed the tumor inhibition
effects of SDT and PDT on breast cancer by using DVDMS both
invitro and in vivo. The in vitro results showed that the cell (4T1,
MDA-MB-231 and MCF-7 cell lines) viabilities decreased
obviously in the combined treatment groups with addition of
0.5 uM DVDMS for 24 h, affirming the DVDMS-mediated SPDT
therapeutic effect (Fig. 10(A)). The tumor volume and weight
of mice in SPDT group were markedly suppressed comparing
with single-modality treatment group (Fig. 10(B)). In addition,
histopathological analysis exhibited that the tumor tissue was
destructed in a large scale following SPDT treatment (Fig. 10(C)).

Rose Bengal (RB) is a red-emitting fluorescent dye that is
broadly applied as a photosensitizer for anti-cancer and anti-
bacterial PDT due to its ROS generation capacity.'®® However,
its high aqueous solubility and poor bioavailability necessitated
the development of new RB derivatives (RBDs). Huang et al.'**
designed and fabricated six new RB derivatives (RBDs) con-
taining appropriate privileged moieties, aiming to optimize
the amphiphilic properties. Among them, RBD4 significantly
improved cellular uptake and enhanced intracellular ROS gen-
eration efficiency upon light and US irradiation, resulting in the
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remarkable anticancer potency. Methoxypolyethylene glycol
moiety-appended RBD4 dramatically increased the cellular
uptake and improved the ROS production efficiency in HepG2
cells under the combined irradiation of US and UV, which
provided a possibility for RB as a potential anticancer drug
in SPDT.

3.5.4 SDT combined with PTT. PTT is a well-known non-
invasive phototherapy that uses photothermal agents (PTAs) to
convert light energy into heat energy and kill tumor cells under
near infrared (NIR) or other external light sources. Recently,
PTT has shown great potential in the field of tumor ablation
because of its simplicity, safety, remote control and non-
invasiveness. However, the limited light penetration depth
and low delivery efficiency of PTAs are also the main challenges
in clinical development of PTT. Considering the high tissue
penetration depth of US, the combination therapy of SDT and
PTT is regarded as an efficient SDT-based synergistic thera-
peutic modality.

For instance, Lin et al.'® fabricated a well-designed Pt-CuS
Janus nanostructure consisting of a hollow CuS semiconductor
and noble metal Pt. Due to the enhancement of local electric
field, the deposition of Pt not only enhanced the hot electron
generation but also enabled the catalytic decomposition of
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NPs and H-TizC,-PEG NSs under US irradiation. (D) Schematic illustration of H-TizC,-PEG NSs for photothermal-enhanced sonodynamic therapy.

Reproduced with permission.’°® Copyright 2022, Elsevier.

intracellular H,0,, further facilitating the ROS production to
eradicate tumor cells. Interestingly, after coating the thermally
sensitive copolymer p(OEGMA-co-MEMA) and loading TAPP
molecules into the hollow interior of CuS (Pt-CuS-P-TAPP,
labeled as PCPT), the catalytic activity of Pt and the release rate
of PAPP were regulated in real time according to the temperature
change. Additionally, the synergistic effect of SDT and PTT
mediated by PCPT exhibited complete tumor elimination with no
evidence of recurrence and featured an excellent therapeutic
biosafety (Fig. 11(A)).

MXenes are a new type of 2D transition metal carbides,
nitrides or carbonitrides, which are single-layer or several-layer
nanosheets obtained by stripping the M,,;AXn phase material
(MAX phase). The unique 2D layered structure, large specific

This journal is © The Royal Society of Chemistry 2023

surface area, excellent conductivity and mechanical stability
have enabled MXenes to rapidly become a research hotspot in
biomedicine. Cheng et al.'% fabricated a new type of oxygen-
defective Ti;C, nanosheets (H-Ti;C, NSs) derived from MXenes
by two-step methods of chemical exfoliation and high-
temperature treatment (Fig. 11(B)). The increased oxygen defect
of H-Ti;C, NSs emerged after treating with high temperature.
The electrons and holes could split more quickly as the oxida-
tion level increased under US irradiation, meanwhile, sufficient
oxygen defects could prevent electron-hole recombination
(Fig. 11(C)). By comparison with Ti;C, NSs without high-
temperature treatment, the sonodynamic efficiency of H-Ti;C,
NSs was significantly increased by 3.7 times. After modifying
H-Ti;C, NSs with the amphiphilic polymer of DSPE-PEG (2000),
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the stability and biocompatibility of H-Ti;C,-PEG NSs were
significantly improved. In vitro studies demonstrated that the
mild photothermal effect could facilitate the endocytosis of
H-Tiz;C,-PEG NSs for enhancing the SDT efficiency. Further
evidence came from in vivo investigations, which revealed that
the mild photothermal impact could significantly increase the SDT
effect by reducing the oxygen deficit in the TME (Fig. 11(D)).

3.5.5 SDT combined with CDT. CDT is a novel anti-tumor
therapeutic strategy, which takes advantage of the weak acidic
environment and the high concentration of H,0, at the tumor
site to generate Fenton or Fenton-like reaction, thereby catalyz-
ing endogenous H,0, to generate *OH."%""'% *OH as the most
lethal reactive oxygen species in the biological system could kill
tumor cells by destroying biological macromolecules such as
lipids, proteins and DNA. Fenton or Fenton-like reaction effi-
ciency highly depends on the selection of transition metal ions.
To date. a large number of Fe-, Cu-, and Mn-based CDT
nanodrugs have been widely developed.'*®™"?

Although CDT has been widely explored and studied in
recent years, there are still some limitations in the clinical
application due to its poor therapeutic effect. It is mainly
challenged by the following three aspects: (1) the relatively high
pH value of the tumor site is not suitable for Fenton/Fenton-
like reactions; (2) the low endogenous H,O, concentration is
not sufficient to produce °OH continuously; (3) the high
expression of reduced substances (such as glutathione) in
tumor microenvironment weakens the therapeutic effect of
CDT. Accordingly, CDT combined with other treatment meth-
ods, such as SDT, can help to make up for the shortcomings of
single therapy, so as to achieve synergistic and efficient tumor
treatment.'”” For example, Cheng et al.'*® reported a new type
of biodegradable iron-doped vanadium disulfide nanosheets
(Fe-VS, NSs) modified with PEG for SDT due to the extended
electron-hole recombination time. Furthermore, Fe-VS,-PEG
NSs were used as a typical Fenton agent to promote chemo-
dynamic therapy (CDT) by catalyzing the intracellular H,O,
within the tumor microenvironment. Simultaneously, Fe and V
as multivalent metal ions in the Fe-VS, NSs increased the
consumption of glutathione to magnify the ROS-induced oxi-
dative stress mediated by SDT combined with CDT (Fig. 12(A)).
Furthermore, Zhang et al.'** synthesized novel hypoxia-responsive
metal-organic framework nanoparticles loaded with sonosensitizer
Ce6 (Cu-MOF/Ce6 NPs) for SDT combined with CDT through
precise delivery of drugs. The large size Cu-MOF/Ce6 can effectively
accumulate in the tumor through EPR and decompose in response
to the anoxic TME to release Cu**and Ce6. Endogenous Cu®*
combines with nearby GSH to deplete it and turn it into Cu’,
which then reacts with internal H,O, to produce *OH via a Fenton-
like process for CDT. The synergistic effect of SDT and CDT is
significantly enhanced due to the decrease of GSH content, which
can kill MCF-7 tumor cells with minimal invasiveness and specifi-
city (Fig. 12(B)).

3.5.6 SDT combined with nanozyme-catalyzed therapy.
Nanozymes are a kind of artificial nanomaterial with enzyme-
like catalytic activity, including metals, metal oxides, metal
coordination compounds, carbon nanomaterials, polymers and
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It has some similarities with natural enzymes in terms
of overall size, shape and surface charge, thus simulating the
catalytic activity of natural enzymes. Most natural enzymes
composed of proteins are easy to inactivate and lose catalytic
activity when encountering high temperature, strong acid,
strong base and other environments. Compared with natural
enzymes, nanozymes have been widely used in the biomedical
field due to the advantages of low preparation cost, high yield,
stability and easy storage.'"®

Nanozyme-catalyzed therapy is a potential tumor treatment
method, which uses nanostructures with natural enzyme-like
catalytic activity to produce ROS in the tumor micro-
environment.'”” The application of traditional sonosensitizers
in clinic is usually limited as a result of their poor water
solubility, tendency to aggregate under physiological conditions,
and low bioavailability. In addition, most of the sonosensitizers
can only produce a large number of ROS under US radiation in the
presence of O,, so the hypoxic environment of tumor tissue is not
conducive to SDT in many cases. However, the emergence and
development of nanozyme-catalyzed therapy provide a possibility
to solve the limitations of SDT against cancer. For example,
Liu et al''® developed a cascade nanozyme (HABT-C) with
multienzyme-mimic activity for SDT combined with nanozyme-
catalyzed therapy to achieve the reversal of tumor immunosup-
pression and alleviate hypoxia in the tumor microenvironment.
Firstly, the hollow white titanium dioxide with sodium boro-
hydride has been reduced to obtain black titanium dioxide.
Subsequently, they deposited gold on the surface of black titanium
dioxide and sintered it in hydrogen (HABT). Finally, HABT was
further functionalized by using carbon nanodots and hyaluronic
acid to produce cascade nanozymes with targeted function (HABT-
C@HA). The structure characterization showed that HABT-C@HA
with a mesoporous structure can improve the formation condi-
tions of the cavity and the transport of ROS. Above all, HABT-
C@HA possesses multienzyme-mimic activities, including glucose
oxidase-, catalase- and peroxidase-mimicking activities, and under-
takes the dominant therapeutic task, including the cutoff of tumor
energy, the reversal of hypoxic microenvironment, and continuous
output of ROS. Both in vitro and in vivo experiments showed that
the cascade reaction triggered by HABT-C@HA can enhance the
ROS production under US radiation and synergistically magnify
the therapeutic effect of SDT (Fig. 13).

3.5.7 SDT combined with gas therapy. Gas molecules such
as nitric oxide (NO), hydrogen (H,), carbon monoxide (CO),
oxygen, hydrogen sulfide (H,S) and sulfur dioxide (SO,) are
capable of regulating various physiological functions, including
nervous system, cardiovascular system and immune system,
which play an important role in the normal operation of human
physiological processes and active regulation of pathological
processes.'®'*® In addition, the adjustment of gas concen-
tration in TME can affect the Wahlberg effect, thereby inhibiting
the proliferation process and accelerating the cell apoptosis, while
the activity and physiological function of normal cells are not
affected.”" Therefore, gas therapy has been developed as a safe
and effective “green” cancer treatment.'> However, uncontrolled
gas ingestion or release would bring potential poisoning risks and
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decrease the therapeutic effects. Combining SDT with gas therapy
has been exploited as a potential strategy to control gas release for
enhancing cavitation effect of SDT.

Wang et al.'*® prepared mesoporous titanium dioxide nano-
systems (T-mTNPs@t-Arg) by loading NO donor precursor
-arginine (1-Arg) and modifying the surface with mitochondria-
targeting ligand triphenyl phosphine (TPP). Owing to the TPP

This journal is © The Royal Society of Chemistry 2023

modification, the T-mTNPs@t-Arg could be ingested through
the cytoplasm and target mitochondria, which generated large
amounts of ROS to induce mitochondrion damage under US
irradiation. In addition, T-mTNPs@r-Arg enabled r-arginine
release via pH response and produced NO gas in the H,O,-
enriched TME. NO has been proved to restrain mitochondrial
complex IV through competitively binding with the O, binding
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sites of cytochrome ¢ oxidase (Cco) for inhibiting the hyperactive
metabolism of O,. In view of mitochondria-targeting ability and
NO release, the T-mTNPs@t-Arg could not only facilitate more
lethal reactive nitrogen species (RNS) generation, but also mitigate
the hypoxia status of TME. The engineered T-mTNPs@Lt-Arg also
featured high biocompatibility and biosafety (Fig. 14(A)).
Likewise, Gu et al.'* fabricated a stimuli-responsive anethole
dithiolethione (ADT)-loaded magnetic nanoliposome (AML)
delivery system, which was composed of hydrogen sulfide
(H,S) pro-drug ADT, a phospholipid shell, and superparamag-
netic NPs. The H,S mapping in HepG2 tumor cells and Prussian
blue staining indicated that AMLs could generate H,S bubbles
and induce tumor cell death. The nanosized AMLs could intratu-
morally turn into massive micron scale H,S bubbles after applying
an external magnetic field and magnetic resonance and US dual
modal imaging were capable of monitoring this dynamic process
in real time. Additionally, the break of intra-tumoral H,S bubbles
could cause the ablation of tumor tissues during exposure of

5368 | J Mater. Chem. B, 2023, 11, 5350-5377

higher acoustic intensity. Meanwhile, intra-tumorally enhanced
H,S molecules entered the internal tumor region as gasotrans-
mitters to further demonstrate synergistic anticancer effects
and prevent metastasis (Fig. 14(B)). To sum up, as multimodal
therapeutic agents, the AMLs not only displayed an enhanced
therapeutic effect on tumors but also facilitated US-guided
imaging.

4. US-related therapeutic mechanisms

There have been a lot of studies on the potential mechanism of
US-related therapy in vitro and in vivo, but the exact mechanism
remains to be clarified due to the complexity of the US-related
therapy process. Up to now, most research supports that
US-related therapy produces a synergistic effect to cause cell
death through multiple mechanisms, including US cavitation
effect, ROS effect and US-induced apoptosis.'® Nevertheless, the
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verification of the definitive mechanism of US-related therapy
needs more evidence.

4.1 Cavitation effect

The ultrasonic cavitation technology has shown high application
potential in the field of clinical treatment such as in thrombolytic
therapy, hemostasis therapy, tumor therapy, real-time acquisition
of cavitation images, gene expression and drug delivery. The
ultrasonic cavitation effect is a special physical phenomenon,
which means that the mechanical pressure of tissue fluid
increases rapidly under the action of US, resulting in the for-
mation of a large number of cavitation MBs with a diameter of

This journal is © The Royal Society of Chemistry 2023

1 to 10 pM. Under the action of US with a certain intensity and
frequency, cavitation MBs would vibrate, expand and even burst,
resulting in the collapse of cell membranes and increased perme-
ability. Generally speaking, ultrasonic cavitation can be divided
into two types: non-inertial cavitation and inertial cavitation. The
former refers to the continuous oscillation in a small range of
cavitation MBs caused by low intensity US, thus enhancing the
outward diffusion rate of core gas. The latter refers to the rapid
expansion and contraction of cavitation MBs caused by high-
intensity US and a large number of MBs break in a short time,
resulting in strong shock waves and local high temperature and
pressure. This violent physicochemical reaction can result in
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tissue damage, which is manifested by significantly enhancing the
permeability of cell membrane, inducing endothelial cell gap
widening, DNA breakage, and ultimately leading to microvascular
rupture, hemolysis, bleeding and thrombosis. Regardless of the
type, the final result is conducive to the intercellular drug trans-
port, so as to improve the therapeutic effect of SDT on tumors.

The cavitation effect is a threshold effect, which is closely
related to the existence, quantity and concentration of MBs
in liquid. The MB contrast agent, as an artificial cavitation
nucleus, can significantly enhance the cavitation effect. The
main mechanisms are as follows: the increase of exogenous
cavitation nuclei and the reduction of ultrasonic cavitation
threshold. The existence of MBs can reduce the total energy
required to generate cavitation and reduce the energy threshold
causing cavitation effect. Therefore, the controllable cavitation
effect produced by US combined with MBs has broad prospects
in the field of clinical treatment. Additionally, cavitation can
induce sonoluminescence (SL) effect and sonoporation effect.
The SL effect refers to the process where MBs emit light when
squeezed by ultrasonic waves in liquid. SL can excite the
electron orbit of the sonosensitizer through energy transfer
and generates ROS when the excited electrons return to the
ground state.'*>"*° The excess ROS will accumulate in the cyto-
plasm and organelles to destroy proteins, DNA and promote
lipid peroxidation, eventually leading to cell death.

Sonoporation is a mechanical effect caused by the oscilla-
tion of cavitation MBs near the cell membrane under US
irradiation with the certain intensity and frequency. This
mechanical oscillation can produce a large number of transient
micropores on the surface of the cell membrane. The half-life of
the micropores is about 10 minutes and the diameter of the
micropore ranges from several nanometers to 150 nanometers.
Hence, the sonoporation effect can increase the permeability of
microvascular endothelial cells and enhance the absorption
and transportation of drugs, which enables drugs to continuously
reach effective blood concentration in cells and tissues."*”**® For
instance, Callan et al.'*® showed that the inhibitory effect of DOX
and taxol on tumor cells was significantly improved after US
irradiation, which may be due to the improvement of drug uptake
efficiency by sonoporation effect. In addition, low intensity US can
stabilize the production of cavitation MBs, so that they can enter
tumor cells more easily. Owing to this characteristic, low intensity
US is an ideal selection for producing sonoporation effect.
However, it is worth noting that low-frequency US, as one of the
inducing factors of cell self-repair, can increase the cell oxygen
content by improving the permeability of blood vessel walls and
cell membranes, which is beneficial to the growth of tumor cells.
Therefore, SDT must be used in conjunction with anticancer
medications for treating malignant tumors.

4.2 ROS effect

ROS is a class of oxygen-containing atoms or atomic groups
with active chemical properties, including '0,, the superoxide
anion (0,7), and *OH."*® The ROS generation induced by SDT
is mainly achieved through two approaches. On the one hand,
the sonosensitizer can be activated from the ground state to the
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excited state and directly react with surrounding oxygen mole-
cules or other substrate molecules to form free radicals under
the action of ultrasonic cavitation. In addition, it will release
energy when returning to the ground state and the released
energy can interact with surrounding oxygen molecules, result-
ing in the 'O, production. On the other hand, the ultrasonic
cavitation effect activates the sonosensitizers inside or near the
cavitation bubble and leads to ROS production through pyrolysis
of water at high-temperature.

'0, is considered as the main medium of sonodynamic
activity with the strong oxidation capacity, leading to irreversible
damage of targeted pathological cells and directly mediating
cytotoxicity. In addition, hydrogen peroxide and the superoxide
anion can also induce cell damage or apoptosis through the chain
reaction mechanism of lipid peroxidation. Excessive ROS will
not only lead to oxidative stress and damage, but also cause
cytoskeleton contraction, chromatin concentration and DNA
fragmentation and ultimately lead to apoptosis.'*°

Theoretically, there are two ways to destruct the redox
balance in vivo and cause cell death. One method is to increase
the ROS concentration by promoting the ROS production and
the other method is to inhibit the clearance of ROS. Several
studies have shown that specific ROS scavengers such as
histidine, mannitol and superoxide dismutase (SOD) can pre-
vent tumor cells from being destroyed by SDT, providing a
theoretical basis for the effect of ROS."*' Hence, utilizing the
ROS generation mechanism of SDT to improve the therapeutic
efficiency of SDT is a potential cancer-therapeutic modality.

4.3 Piezoelectric effect

The piezoelectric effect was discovered by Pierre Curie and
Jacques Curie in 1880."*> When the piezoelectric semiconductor
bears the external stress, the crystal will be polarized, thus
inducing the formation of piezoelectric charge (bound charge)
and piezoelectric potential with opposite signs at both ends,
namely, the piezoelectric effect.’*® Under the action of mechanical
vibration, positive and negative charges will accumulate on the
surface of piezoelectric semiconductor materials and lead to
catalytic reactions, which is known as piezoelectric catalysis. In
recent years, piezoelectric nanomaterials have also been explored
as sonosensitizers for SDT and used in tumor therapy™* and
antibacterial therapy.'*® Nanomaterials with small volumes and
large surface areas are conducive to rapid charge transfer between
the catalyst and redox dipole, achieving high catalytic activity.'*®
US with excellent spatiotemporal control ability can be used as a
source of mechanical force for piezoelectric nanomaterials."*”
Therefore, combining US and piezoelectric catalysis is a promis-
ing and potential therapeutic approach.

Photocatalysis refers to the participation of photo-induced
charges (electron-hole pairs) in catalytic redox reactions.'*
Similar to the photocatalysis process, piezoelectric charges
induced by mechanical vibration can also be used to drive
catalytic redox reactions. On the surface of the polarized piezo-
electric materials, the bound and shielding charges are in
equilibrium, so the material is electrically neutral as a whole.
Under the action of US with a certain frequency and intensity,
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MBs break and release ultra-high pressure (up to 108 MPa)
around them, which is applied to nearby piezoelectric materials.
At this time, the compressive stress (negative strain) based on
the piezoelectric effect reduces the polarization strength of the
material, causing the charge carriers to redistribute on its surface
and releasing redundant shielding charges from the material
surface. Subsequently, the excessive shielding charge is dispersed
into the surrounding solution to form a free charge, which reacts
with H,O or O, in the environment to produce *OH or 0, ."3%%°
The surface of the material absorbs the surrounding free charge to
supplement the shielding charge and balance the bound charge
produced by the piezoelectric effect when the applied compressive
stress lowers (positive strain). At the same time, the charge in the
electrolyte with opposite polarity to the adsorbed charge will
participate in the redox reaction again and continuously generate
ROS. Therefore, piezoelectric nanomaterials in alternating stress
and electrolyte environments can constantly provide charge to
generate *OH or O, for the application of relevant fields.

4.4 US-induced apoptosis

Apoptosis refers to the active and orderly cell death caused by
gene regulation in order to maintain the homeostasis of
the internal environment under physiological or pathological
conditions. It is also called “programmed cell death” in med-
icine. Cells in the apoptosis process are usually characterized
by cytoskeleton contraction, chromatin concentration, DNA
breakage and caspase activation. It has been reported that
SDT can damage mitochondria and then release cytochrome
C (cyt-c) to activate caspases.'*! Caspases can hydrolyze many
key enzymes in cells, such as poly ADP-ribose polymerase
(PARP), which can repair some mutations and damages of
DNA. At the same time, the mitochondrial damage caused by
SDT can reduce the oxygen supply of cells and promote tumor
cell apoptosis. Leung et al. reported that SDT can mediate
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apoptosis of leukemia cells and its mechanisms involve mito-
chondrial damage, DNA breakage, cytoskeleton changes, ROS
production and autophagy. Normal red blood cells and white
blood cells, however, are not harmed under the same circum-
stances. This difference may be due to the regulation of p53,
changes in signal pathways, and the enhancement of cellular
tolerance to oxidative stress.'*?

SDT can also induce the expression of the B-cell lymphoma/
leukemia-2 (Bcl-2) gene family and its associated x gene (Bcl-2
associated X, Bax). Cao et al.'*® evaluated the antitumor effect
of DVDMS-mediated SDT (DVDMS-SDT) on hepatocellular car-
cinoma in vitro and in vivo. The results showed that DVDMS-
SDT increased the proportion of cells in G2/M phase and
decreased the levels of cyclin-dependent kinase 1 (CDK1) and
cyclin B1 proteins. The generated ROS increased the expression
of p53 and Bax and decreased the expression of Bcl-2. Concur-
rently, ROS generation led to the activation of caspase-3 and
finally induced apoptosis.

Furthermore, SDT can induce apoptosis through overload of
calcium ions (Ca**) in the mitochondrial membrane. Li et al.***
studied the apoptosis mechanism of C6 glioma cells induced
by SDT mediated by hematoporphyrin monomethyl ether
(HMME). The data demonstrated that C6 glioma cells treated
with SDT revealed an increased level of ROS production,
decreased mitochondrial membrane potential (MMP) and an
enhanced release of cyt-c, indicating the cell apoptosis process.
In addition, this apoptotic effect was found to be correlated
with the overloaded Ca**, derived from the intra- and extra-
cellular sources in the early apoptotic process.

5. Conclusions and perspectives

With the vigorous development of nanomedicine and mater-
dicine, the development and optimization of new types of

Table 1 Summary of various sonosensitizer types for biomedical applications

Category Materials US parameters Biological models Ref.
Traditional sonosensitizer HP 1.92 MHz, 3.18 W cm 2, 60 s Sarcoma 180 cells 15
PPIX 2.2 MHz, 3.0 W cm ™2, 30 s Sarcoma 180 cells 17
HMME 10.5 MHz, 0.5 W Cmfz, 10 s UMR-106 cells 19
Pcs 1.0 MHz, 2.44 W cm ™2, 5 min Nucleated erythrocytes 19
RB 1.93 MHz, 5.9 W cm ™2, 60 s Sarcoma 180 cells 21
DOX 1.0 MHz, 0.5 W cm™2, 60 s U937 cells 24
Titanium dioxide nanomaterials TiO, 1 MHz, 1.0 W cm ™%, 2 min C32 cells 26
PEG-TiO 40 kHz, 3.0 W cm ™2, 50% duty cycle, 5 min 4T1 cells 27
W-TiO, None 143B cells 28
GFP-TiO, 1 MHz, 1.0 W cm ™2, 120 s HepG2 cells 29
Noble metal nanomaterials Au@Cu,O 1 MHz, 1.5 W cm 2, 50% duty cycle,15 min S. aureus. 30
Au-TiO, 1.5 MHz, 10 W cm ™2, 10% duty cycle, 330 s SCC7 cells 31
o-Fe,0;@Pt 1.0 MHz, 1.0 W cm ™2, 3 min 4T1 cells 32
Fe-VS,-PEG 40 kHz, 4.5 W cm™2, 5 min 4T1 cells 113
Transition metal oxide nanomaterials MnWOx-PEG 40 kHz, 3 W cm ™2, 5 min, 50% duty cycle 4T1 cells 33
Fe-TiO,-PEG 40 kHz, 3 W cm 2, 33% duty cycle, 15 min 4T1 cells 34
Carbon-based nanomaterials C-doped TiO, 1.0 MHz, 1.8 W cm ™2, 50% duty cycle, 90 s 4T1 cells 37
MnO,/TiO,-GR 1.0 MHz, 1.5 W cm 2, 50% duty cycle, 60 s 4T1 cells 38
Pt/N-CD@TiO, 50 kHz, 2.0 W cm ™2, 5 min 143B cells 39
Mn-based nanomaterials Zr-MOF@AIPH 1 MHz, 1.0 W cm ™2, 1 min PancO2 cells 45
PMCS 1.0 MHz, 1.5 W cm ™2, 1 min 4T1 cells 46
Mn-MOF 1 MHz, 1.0 W cm ™2, 50% duty cycle, 5 min H22 cells, 4T1 cells 47
Cu-MOF/Ce6 2.0 W em ™2, 10 min MCF-7 cells 114
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Fig. 15 Schematic illustration of the development and challenges of ultrasound nanomedicine and materdicine, including large-scale production,
toxicity evaluation, US-related therapeutic mechanisms, integration of bioimaging and treatment.

sonosensitizers is a research hotspot in various disciplines of
ultrasonic diagnosis and treatment. MBs, polymer NPs, lipid
vesicles and inorganic NPs (including gold, titanium dioxide,
carbon, and silicon dioxide NPs) have been proved to be
desirable sonosensitizers. This review comprehensively sum-
marized the research progress of various sonosensitizers based
on the development of nanomedicine and materdicine, espe-
cially the nanosonosensitizers in ultrasonic diagnosis and
treatment in recent years (Table 1). In addition, we also focus
on the latest research progress of different diagnosis and
treatment modalities of sonosensitizers, including SDT com-
bined with chemotherapy, immunotherapy, PDT, PTT and gas
therapy. Furthermore, US-related therapeutic mechanisms
including cavitation, ROS generation and apoptosis have been
discussed in detail. The development of sonosensitizers pro-
vides a new research direction for traditional ultrasonic diag-
nosis and treatment. However, many studies are still in the
early development stages and further exhaustive research is still
highly required to confirm the therapeutic efficiency and
biosafety. How to translate basic research into clinical practice,
lessen patient suffering, and enhance illness prognosis still
faces some significant hurdles, as listed in the following several
sections (Fig. 15).

(1) Controllable preparation and mass production. One of
the key factors for the successful conversion of sonosensitizers
is to control the preparation process of nanomedicines and
biomaterials and retain their physical and chemical properties,
including morphology, size, surface chemistry and composi-
tion. At the same time, the preparation repeatability should be
considered to ensure the sustainability of follow-up diagnosis
and treatment. Based on this point, the standardized prepara-
tion methods should be explored to control the synthetic
process of different sonosensitizers. In addition, the main
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issues to be resolved in large-scale production and clinical
transformation are lowering the cost of production and stream-
lining the preparation process.

(2) Toxicity evaluation. The toxic side effects of sonosensiti-
zers on normal cells and animal models are insufficient. Hence,
the key to promoting sonosensitizers’ clinical testing and even
clinical transformation is thoroughly assessing the biocompat-
ibility and biosafety of sonosensitizers both in vitro and in vivo,
as well as determining the most suitable dose, exposure
time, administration route, and frequency of sonosensitizers.
In addition, animal models (such as mouse) used in biomedical
evaluation may not be able to fully simulate the complex
human body microenvironment. Therefore, the large animals
or even non-human primates is essential to evaluate the toxicity
of the engineered sonosensitizers.

(3) Biological barrier. The potential mechanisms of SDT
in inhibiting tumor metastasis and bacterial infection are
still controversial. Comprehensive understanding of the exact
mechanism of SDT will guide the design of sonosensitizers with
the desirable therapeutic effect, which provides solid theoretical
foundation for future practical SDT-related treatment.

(4) Integration of bioimaging and treatment. One of the
design purposes of the application of sonosensitizers in ultra-
sonic medicine is to achieve the integration of bioimaging and
treatment through a single agent. However, there are very few
promising examples of accurate and real-time monitoring of
treatment progress. Real time multimodal imaging monitoring
can provide accurate information and guide the therapeutic
process for disease localization and reflect important informa-
tion such as pharmacokinetics, biological distribution and
metabolism of sonosensitizers, thus providing guidance for
further treatment. Therefore, the development of a new kind
of highly effective sonosensitizers that can be utilized for both
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bioimaging and therapy, while maximizing the theranostic
performance is highly crucial for the development of ultrasonic
medicine in the near future.

In summary, US-related diagnosis and treatment of different
diseases could be dramatically altered by the burgeoning fields
of nanomedicine and materdicine, which requires the coopera-
tion of researchers and scientists with different disciplinary
backgrounds, thereby jointly promoting the development of US
nanomedicine and materdicine for further clinical translation
and benefiting the patients.
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