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Purpose: The incidence of hepatocellular carcinoma (HCC) is continuously increasing, and the mortality rate remains high. Thus, 
more effective strategies are needed to improve the treatment of HCC.
Methods: In this study, we report the use of a visualized glypican-3 (GPC3)-targeting nanodelivery system (named GC-NBs) in 
combination with sonodynamic therapy (SDT) to enhance the therapeutic efficacy for treating HCC. The obtained nanodelivery system 
could actively target hepatocellular carcinoma cells and achieve ultrasound imaging through phase changes into nanobubbles under 
low-intensity ultrasound irradiation. Meanwhile, the released chlorine e6 (Ce6) after the nanobubbles collapse could lead to the 
generation of reactive oxygen species (ROS) under ultrasound irradiation to induce SDT.
Results: Both in vitro and in vivo experiments have shown that GC-NBs can accumulate in tumour areas and achieve sonodynamic 
antitumour therapy under the navigation action of glypican-3-antibody (GPC3-Ab). Furthermore, in vitro and in vivo experiments did 
not show significant biological toxicity of the nanodelivery system. Moreover, GC-NBs can be imaged with ultrasound, providing 
personalized treatment monitoring.
Conclusion: GC-NBs enable a visualized antitumour strategy from a targeted sonodynamic perspective by combining tumour-specific 
targeting and stimuli-responsive controlled release into a single system.
Keywords: Glypican-3, nanodelivery system, ultrasound imaging, sonodynamic therapy, hepatocellular carcinoma

Introduction
Hepatocellular carcinoma (HCC) is one of the most common malignancies and a leading cause of cancer-related 
mortality worldwide.1 The global incidence of HCC ranks sixth among malignant tumours, and its mortality rate ranks 
third. The similarity between incidence and mortality underlines the dismal prognosis associated with this disease.2,3 In 
recent years, to cure HCC, many strategies, such as liver resection, liver transplantation, chemoembolization, transarterial 
embolization and biological therapy, have been widely employed.4–6 However, the survival of HCC patients remains low 
due to the limitations of current strategies. Therefore, novel and effective therapeutic methods for HCC are urgently 
needed.

Sonodynamic therapy (SDT), which involves the activation of sonosensitizers under low-intensity ultrasound 
irradiation to induce cytotoxicity and cause oxidative damage of tumor cells through intracellular generate reactive 
oxygen species (ROS) generated by thermal effects and non-thermal cavitation, is attracting increasing interest in the 
noninvasive treatment of tumours.7–11 On the basis of the known fundamental mechanisms of cell apoptosis or necrosis 
induced by SDT, such as DNA, lipids, and proteins damages, sonosensitizers are considered pivotal elements used for 
maximum effectiveness.12,13 As an innovative and effective photosensitizer and sonosensitizer, Ce6 produces higher 
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levels of singlet oxygen under ultrasound irradiation and has better antitumour effects; however, their clinical applica-
tions are limited by poor water solubility and delivery efficiency.14,15 As self-assembled, closed spherical delivery 
systems, liposomal vehicles are biocompatible, biodegradable, nontoxic and nonimmunogenic and are both hydrophilic 
and hydrophobic by nature. Liposome-incorporated pharmaceuticals are protected from the inactivating effect of external 
conditions but do not cause undesirable side reactions.16 Therefore, liposomal encapsulation of Ce6 is highly desirable 
for improving its water solubility.

To improve the delivery efficiency (DE) of nanoparticles to solid tumours, ligand-conjugated nanoparticle-based targeted 
SDT has been proposed.17 Glypican-3 (GPC3) is a heparan sulfate proteoglycan that functions as a Wnt coreceptor and is one 
of the key regulators of HCC tumour progression. Furthermore, GPC3 is an oncofoetal proteoglycan anchored to the cell 
membrane and is overexpressed in 70% of HCC tumours but not in healthy adult liver tissue; thus, it can be used as an ideal 
target for therapy.18–20 Therefore, the use of GPC3-Ab as the targeted ligand of the nanodelivery system was intended to 
provide precise targeting and resulted in the aggregation of nanoparticles at HCC tumour sites.

To ensure better therapeutic effects, in addition to effectively aggregating in the tumour area of nanodelivery systems, 
these drugs must also be able to be released into the tumour site. Meanwhile, ultrasound imaging could be used to 
monitor efficiency and to guide therapeutic administration during the therapeutic process, improving the efficiency and 
accuracy of SDT. It has been reported that perfluoropentane (PFP) has an outstanding ability to transform from the liquid 
phase to the gas phase under ultrasound irradiation, termed acoustic droplet vaporization (ADV), which can be 
effectively applied to ultrasonic imaging and cause stable cavitation.21–23 Contrast-enhanced ultrasound (CEUS) is 
a new diagnostic and therapeutic technique that utilizes the backscattered echo enhancement of microbubble ultrasound 
contrast agents (UCAs) in the circulatory system to improve tissue resolution.24 Thus, PFP was loaded inside liposomes, 
and ADV and ultrasound-targeted microbubble destruction (UTMD) were induced by low-intensity ultrasound to achieve 
controlled drug release and in vitro imaging.25,26 Importantly, stable cavitations, which exert biophysical effects through 
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the oscillation of NBs, have been proven to enhance local drug penetration by forming artificial pores in cell 
membranes.27,28 In addition, ultrasonic cavitation triggered the reassembly of liposomes to decorticate the protein corona 
and reinitiate active ligand/receptor-mediated transcytosis to achieve more effective tumour accumulation.29

In this work, we designed and fabricated a novel nanodelivery system, GC-NBs, with a GPC3-Ab-targeted 
sonodynamic function for the visualization of hepatocellular carcinoma. With this nanodelivery system, GC-NBs 
can actively target tumour cells through GPC3-Ab and accumulate in the tumour area. Under low-intensity 
ultrasound irradiation, PFP-mediated liquid‒gas phase transition enhanced ultrasound imaging; simultaneously, 
Ce6 was released after the collapse of the nanobubbles, thereby producing excess reactive oxygen species (ROS) 
and promoting tumour cell/tissue apoptosis with ultrasound assistance, realizing targeted sonodynamic antitumour 
therapy. This study provides a promising and attractive strategy for the treatment of hepatocellular carcinoma.

Material and Methods
Materials
1.2-dipalmitoyl-sn-glycerol-3-phospho-lipid ethanolamine-polyethylene glycol-2000 (DPPE-mPEG2000) and 1.3-diphe-
nylisobenzofuran (DPBF) were purchased from Aladdin Biochemical Technology Co., Ltd. (Shanghai, China). 1.2-dipal-
mitoyl-sn-glycerol-3-phosphatidylcholine (DPPC) and 2.7-dichlorofluorescein diacetate (DCFH-DA) were purchased 
from Aldrich Chemical Co. (St. Louis, MO, USA). DSPE-PEG2000-biotin, chlorine e6 (Ce6) and DC-Chol were 
purchased from Shanghai Macklin Biochemical Technology Co., Ltd. (Shanghai, China). Perfluoropentane (PFP, boiling 
point 29 °C) was obtained from Shanghai Acmec Biochemical Co., Ltd. (Shanghai, China). Biotin labeling kit was 
obtained from Friendbio Science & Technology Co., Ltd. (Wuhan, China). Streptavidin (SA), FITC-labelled goat anti- 
rabbit IgG, GPC3-Ab and EDTA were obtained from Boster Biological Technology Co., Ltd. (Wuhan, China). Calcein- 
AM/PI and CCK-8 assays were purchased from Beyotime Biotechnology Co., Ltd. (Shanghai, China). DMEM, RPMI 
1640, penicillin/streptomycin and FBS were purchased from Gibco (Thermo Fisher, USA). 4′,6-diamidino-2-phenylin-
dole (DAPI) was purchased from Solarbio Science & Technology Co., Ltd. (Beijing, China). Annexin V-FITC/PI was 
obtained from Jiangsu KeyGEN Bio TECH Corp., Ltd. (Nanjing, China).

Synthesis of GC-NBs
The GC-NBs were synthesized by a lipid thin film and a simple facile acoustic-emulsification method.30 In brief, DPPC, 
DPPE-mPEG2000, DSPE-PEG2000-biotin, DC-Chol, and Ce6 were mixed with absolute ethanol at a mass ratio of 
5:1:1:0.5:0.3 and then transferred to a rotary evaporator under vacuum at 40 °C for 1 h to form a homogeneous dark lipid 
film. Subsequently, 3 mL of PBS was added to the bottle of the lipid mixture for hydration. Homogeneous liposomes were 
obtained by ultrasound in an ice bath. Then, 1 mL of the above liposome solution was sonicated in an ice bath with the power 
set at 100 W for a total of 180 seconds after mixing with 100 µL of PFP. To purify the nanoparticles, they were centrifuged 
(8000 rpm, 3 min) and washed with PBS, in which the lower layer of brown liquid was the biotin-Ce6-NBs. The centrifugation 
and washing steps were repeated three times. The Ce6-NBs were obtained by replacing DSPE-PEG2000-biotin with DPPE- 
mPEG2000. Biotin-Ce6-NBs were incubated at room temperature with 50 μg of SA for 20 min. Free SA was removed by 
washing with PBS by centrifugation for 3 min at 8000 rpm, followed by 20 min of incubation at 4 °C with 20 μL of biotin- 
GPC3-Ab to allow the formation of GPC3-Ce6-NBs (designated GC-NBs). Free ligands were removed by washing with PBS 
under the same centrifugation conditions. All the experimental steps were performed in the dark.

Morphological Characterization of GC-NBs
After the GC-NBs were diluted (GC-NBs:PBS=1:10), the particle size distribution and zeta potential were measured by 
dynamic light scattering analysis. The newly prepared GC-NBs were stored in PBS at 4 °C for 5 days. The particle size 
and Polydispersity index (PDI) of the GC-NBs were measured to study their stability. The morphology and size of the 
liposomes were measured by transmission electron microscopy (TEM).
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Determination of Ce6 Loading and Interactions Between GPC3-Ab and Ce6-NBs
The loading status of Ce6 in the GC-NBs was analysed by ultraviolet‒visible spectrometer. Moreover, Ce6 loading and 
the conjugation of GPC3-Ab to Ce6-NBs were detected by immunofluorescence assay. In particular, GC-NBs were 
incubated with FITC-labelled goat anti-rabbit IgG (2 mg/mL) at 4 °C for 20 min in the dark and washed with PBS three 
times (8000 rpm, 3 min). FITC-IgG-GC-NBs were obtained. All the experiments were carried out in triplicate.

The Ce6 Encapsulation Efficiency (EE) of GC-NBs
The content of loaded Ce6 was determined by ultraviolet‒visible spectrometer. Freshly prepared solutions of Ce6 at 
concentrations of 1.25 μg/mL, 2.5 μg/mL, 5 μg/mL, 10 μg/mL, 20 μg/mL, and 40 μg/mL were used to construct standard 
curves. Next, the supernatant containing free Ce6 was collected after centrifugation for 3 min at 8000 rpm, and Ce6 
concentrations were determined on UV‒visible spectrometer. The amounts of noncombined Ce6 were obtained. Ce6 EE 
(%) = (Input Ce6 quality - Quality of Ce6 in supernatant)/Input Ce6 quality × 100%.

In vitro responsive drug release from GC-NBs activated by ultrasound
For measuring the drug-releasing patterns, the GC-NBs were collected and incubated in a conical flask with 20 mL of 
PBS (100–120 rpm/min) at 37 °C. The GC-NBs were separated into the following 3 groups: pH 7.4, pH 5.5, pH 5.5+US, 
ultrasound (1 MHz, 2 W/cm2, 50% duty cycle) was applied for the active drug release. At pre-determined time intervals, 
a 2 mL release medium was taken out for measurement. The same amount of fresh buffer was then added to maintain the 
sink condition. The Ce6 concentrations were determined by UV-vis spectrometry and the amounts of cumulative release 
were calculated.

Single Oxygen Production
In vitro ultrasound-triggered singlet oxygen generation was measured by 1.3-diphenylisobenzofuran (DPBF). DPBF (20 
μmol/L) was mixed with PBS, Ce6, Ce6-NBs, or GC-NBs, and its absorption at 415 nm was monitored every 2 minutes 
during ultrasound irradiation at a power intensity of 1 MHz, 2 W/cm2 with 50% duty cycle. The remaining DPBF was 
calculated as follows: (initial mixture absorption value - absorption value after US)/initial mixture absorption value 
× 100%.

In vitro Ultrasound Imaging
The GC-NBs were placed in the thermostat water bath at 37 °C, which was filled with deionized water. Subsequently, the 
GC-NBs were exposed to ultrasound irradiation (1 MHz, 2 W/cm2, 50% duty cycle) for 1 min, 2 min, 3 min, 4 min or 5 
min. Two dimensional (2D) and CEUS mode imaging signals were observed and collected in real time by ultrasound 
diagnostic system. The corresponding echo intensity of the above ultrasound images was analysed by ImageJ software.

Cell Cultures and Animals
The HepG2 cells were purchased from Sichuan Bio Biotechnology Co.,Ltd. The HepG2 cell was cultured in high-glucose 
Dulbecco’s modified Eagle’s medium (DMEM), and the H22 cell was cultured in RPMI 1640 medium, both supple-
mented with 10% FBS and 1% penicillin/streptomycin, at 37 °C under 5% CO2. Exponentially growing cells were used 
in all experiments.

Female BALB/c normal mice (6–8 weeks, 18–20 g) were purchased from the Animal Center, North Sichuan Medical 
College. All animal experiments were approved by the Animal Research Committee of North Sichuan Medical College 
and performed following the Guide for the Use and Care of Laboratory Animals.

Cell Targeting Efficiency and Flow Cytometry
The ability of GC-NBs to target HepG2 cells was characterized using fluorescence microscopy. HepG2 cells were seeded 
in confocal dishes at a density of 2×104 cells per dish, grown for 24 h, and divided into the following two groups: Ce6- 
NBs and FITC-IgG-GC-NBs. The cells were incubated for an additional 6 h after different treatments containing the 
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same Ce6 concentration. Then, the cells were fixed with 4% paraformaldehyde, and the nuclei were stained with DAPI 
for 5 min. The cells were washed with PBS for observation under a fluorescence microscope (Olympus). In addition, the 
cellular uptake of GC-NBs was quantitatively analysed by flow cytometry. Excitations: 550 nm for Ce6 and emissions: 
670 nm for Ce6.

Hemolysis Assay
Blood samples were centrifuged, and red blood cells were extracted and diluted with normal saline. Subsequently, blood 
samples were mixed with normal saline, deionized water (positive control), or GC-NBs at various concentrations (0, 0.5, 1.0, 
2.0, 4.0, 8.0 μg/mL, n = 3). The samples were collected after incubation at 37 °C for 1 h. The supernatants were collected, and 
the absorbance was measured by ultraviolet‒visible spectrometer at 545 nm to determine the hemolysis ratios.

In vitro Cytotoxicity and SDT Capability
The cells were plated into a 96-well plate (1 × 104 cells/well) at 24 h confluence. After attaching to the bottom of the 
wells, the GC-NBs were diluted with DMEM at various concentrations of Ce6 (0, 0.5, 1.0, 2.0, 4.0, and 8.0 μg/mL, 
n = 3). After 24 h of incubation, HepG2 cell and human umbilical vein endothelial cell (HUVEC) viability was assessed 
by cell counting kit 8 (CCK–8) assay. According to the manufacturer’s protocol, 10 µL of CCK–8 solution was added to 
each well, and the plates were incubated for 30 min at 37 °C in the dark. The absorbance at 450 nm was read in 
a microplate reader, and the cell viability was calculated as the A450 of treated cells/A450 of control cells × 100%.

HepG2 cells were seeded into 24-well plates at a density of 4×104 cells per well overnight. The cells were separated 
into the following 5 groups: control, Ce6-NBs, GC-NBs, Ce6-NBs+US, and GC-NBs+US. An ultrasound probe was 
coated with couplant and tightly attached to the bottom of the 24-well plates (1 MHz, 2 W/cm2, 50% duty cycle, 60s/ 
well) after 8 h of incubation with different drugs for the group requiring sonication. Then, the cells were washed with 
PBS and stained with Calcein-AM/PI. A fluorescence microscope was used to image the stained cells. The corresponding 
fluorescence intensity was measured by ImageJ software.

Apoptosis Assays
To investigate apoptosis induced by the GC-NBs, HepG2 cells (3 × 105 cells/mL) were plated in 6-well plates overnight 
adhesion. The cells were separated into the following 5 groups: control, Ce6-NBs, GC-NBs, Ce6-NBs+US, and GC-NBs 
+US. Thereafter, the adherent cells were incubated with various formulations for 12 h. Selected cells (US groups) were 
additionally irradiated by ultrasound (1 MHz, 2 W/cm2, 50% duty cycle, 60s/well). After 8 h of incubation, the HepG2 
cells were collected by ethylenediaminet-etraacetic acid (EDTA), centrifuged and washed with PBS. Subsequently, the 
collected cells were stained with 5 μL of Annexin V-FITC and 5 μL of propidium iodide (PI) for 15 min in the absence of 
light and analysed via flow cytometry.

In vitro ROS Generation
Intracellular ROS generation after different treatments in HepG2 cells was examined by a 2.7-dichlorofluorescein 
diacetate (DCFH–DA) fluorescent probe. Briefly, HepG2 cells were incubated in a 24-well plate at a density of 4×104 

per well for 24 h. The cells were separated into the following 5 groups: Control, Ce6-NBs, Ce6-NBs +US, GC-NBs, and 
GC-NBs+US. After 8 h of treatment with different drugs, the cells were irradiated with US (1 MHz, 2 W/cm2, 50% duty 
cycle, 60 s/well). Then, all groups were changed to a mixture of DMEM and DCFH-DA at a volume ratio of 1:1000 and 
incubated for an additional 30 min at 37 °C. After three washes with PBS, a fluorescence microscope (excitation 
wavelength, 488 nm; emission wavelength, 525 nm) was used to confirm the reactive oxygen species production, and the 
corresponding fluorescence intensity was measured by ImageJ software.

Mitochondrial Membrane Potential Assay
The JC-1 probe was used to analyse the mitochondrial membrane potential (ΔΨm) during the early stage of tumour cell 
apoptosis via fluorescence microscopic imaging. HepG2 cells were seeded into 12-well plates at a density of 8×104 cells/well 
overnight and were separated into the following 5 groups: control, Ce6-NBs, GC-NBs, Ce6-NBs+US, and GC-NBs+US. 
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After different treatments, the HepG2 cells were stained with a JC-1 probe at 37 °C for 20 min in the dark and then washed 
twice with JC-1 staining buffer before detection. The average fluorescence intensity was determined by ImageJ software.

In vivo Targeting Capability and Biodistribution
According to existing studies confirming the high and close expression of GPC3 in HepG2 human cells and H22 murine 
cells, BALB/c mice were inoculated with H22 cancer cells (1× 107/mL) at the subcutaneous right buttocks to establish 
a mouse tumour-bearing model.31 When the tumour size reached 100 mm3, the tumour-bearing mice were randomly 
divided into two groups (n = 3 per group): the Ce6-NBs group and the GC-NBs group. Fluorescence imaging of the 
tumour and main tissues was further performed using Ce6 for fluorescence labelling to observe its targeting capability 
and biodistribution in vivo at 1 h, 3 h, 6 h, 9 h and 24 h after drug injection.

GC-NBs Enhance Retention at Tumour Sites
Tumour-bearing mice were randomly divided into two groups (n = 3 per group): the Ce6-NBs group and the GC-NBs 
group. Ce6-NBs and GC-NBs were injected intravenously into mice, the mice were sacrificed after 48 hours, the tumours 
were collected, and the mice were fixed with 4% (w/v) paraformaldehyde. DAPI was added to locate the tumour tissue, 
the fluorescence intensity of Ce6 in the tissue was observed via fluorescence microscopy, and the fluorescence intensity 
was quantitatively analysed via ImageJ software.

In vivo Targeted SDT and Safety Evaluation
Tumour-bearing mice established as described above were randomly divided into the control (injection of normal saline), 
Ce6-NBs, GC-NBs, Ce6-NBs+US and GC-NBs+US groups (n=3 per group). On days 10, 12, 14, 16, 18, 20, and 22, the 
mice were intravenously administered with drugs at the 5 mg/kg dose of Ce6. The Ce6-NBs+US and GC-NBs+US 
groups were irradiated with ultrasound (2 W/cm2, 2 min) three hours after intravenous injection for each treatment. 
Tumour length (L) and width (W) were measured with callipers every treatment, and the tumour volume (V, mm3) was 
calculated. The body weight of each group was monitored every treatment as an indicator of systemic toxicity. After the 
mice were sacrificed after the therapeutic experiments, we measured the tumour weight of each group, generated 
a tumour growth curve, and calculated the tumour inhibition rate. The tumour volume inhibition rate was calculated 
as (1 - experimental group tumour volume/control group tumour volume) × 100%, and the tumour mass inhibition rate 
was calculated as (1 - mass of the tumour in the experimental group/mass of the tumour in the control group) × 100%. 
The tumours were kept in 4% (w/v) paraformaldehyde overnight for HE staining, TUNEL assays and Ki-67 staining. In 
addition, blood was collected from the mice via the eyeball blood collection method, and blood biochemical analysis was 
performed. The major organs (heart, liver, spleen, lungs, and kidneys) were weighed and collected for HE staining.

In vivo Ultrasound Imaging
To characterize the US imaging performance of the GC-NBs, tumour-bearing mice were treated with a GC-NBs emulsion 
(200 μL) followed by US irradiation. US images were captured and analysed using an US imaging system in 2D mode 
and CEUS mode. Quantitative data were analysed by mapping the region of interest and comparing the echo intensity 
obtained after GC-NBs administration with that recorded prior to administration.

Statistical Analysis
All data are presented as the mean ± standard deviation (SD), and statistical analysis of the data was performed by 
Student’s t-test and one-way ANOVA. Statistical significance level was set as p < 0.05.

Results and Discussion
Synthesis and Characterization of GC-NBs
The GC-NBs were prepared by a lipid thin film and a simple facile acoustic-emulsification method. As shown in 
Figure 1A, the shell membrane consisted of DPPC, DPPE-mPEG2000, DSPE-PEG2000-biotin, DC-Chol, and Ce6. 
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A study showed the relationship between shell hardness and the encapsulation efficiency of a drug nanodelivery system. 
As in our study, adding cholesterol to lipids was helpful for improving the stability and membrane hardening effect of the 
nanodelivery system.32,33 Then, Ce6-NBs were filled with PFP and connected to GPC3-Ab by the “avidin–biotin” bridge. 
Under confocal microscopy and TEM, the GC-NBs were spherical with a smooth surface and were dispersed and 
uniform (Figure 1B). Dynamic light scattering (DLS) measurements revealed that the average diameter of the GC-NBs 
was approximately 489.4±24.7 nm (Figure 1C). As a solid tumor, HCC provides a unique tumor microenvironment, with 
features such as a lack of vascular tissue support, the frequent formation of porous channels between tumor vascular 
endothelial cells, and a vascular endothelial space of approximately 1 μm.34 Additionally, It has been reported that 
nanocarriers with particle sizes between 380 nm and 780 nm can be passively targeted to tumour sites through large 
interendothelial gaps.35 Therefore, the GC-NBs with a particle size of approximately 500 nm prepared in the current 
study are theoretically sufficient to pass through the vascular endothelial space of HCC by EPR. The size of the GC-NBs 
was greater according to DLS than according to TEM. This difference may be due to the freeze-drying process used for 
TEM imaging of the sample. In addition, the DLS method measures the hydrodynamic diameter. The hydrodynamic 

Figure 1 Characterization of GC-NBs. 
Notes: (A) Structure of GC-NBs. (B) GC-NBs were observed by TEM. (C) Size distribution of GC-NBs. (D) The change of hydrated particle size and PDI of GC-NBs. (E) 
Observation of GC-NBs in a white light channel, red light channel and green channel under a confocal microscope. Scale bar: 5 μm.
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diameter consists of the core and all molecules attached to the nanoparticle surface, such as ions and water molecules. 
Therefore, the hydrodynamic diameters obtained using the DLS method are larger than those determined by 
microscopy.36,37 The zeta potential measured by a Malvern Zeta Sizer was −17.5 mV for the GC-NBs (Figure S1). 
A negative zeta potential is conducive to the prevention of nanodelivery system self-aggregation and protein aggregation 
with negative potential in vivo.38 GC-NBs were placed in PBS at 4 °C, and there were no statistically significant 
differences in the particle size distribution or PDI on day 5 compared with day 1, indicating that the GC-NBs had a high 
level of stability (Figure 1D). These features established the ground for subsequent applications.

It has been reported that antibodies or peptides can be attached to the surface of nanobubbles.39 Chen et al synthesized 
DOX-loaded lipid NBs by conjugating PD-L1 mAb to the shells of NBs via streptavidin-biotin interactions.40 In this 
study, GC-NBs were synthesized by conjugating GPC3-Ab onto the surface of Ce6-NBs through streptavidin-biotin 
bridge, and we utilized this proven approach to achieve the combination of targeting and SDT. The conjugation of GPC3- 
Ab with Ce6-NBs was confirmed by an immunofluorescence assay. FITC-labelled goat anti-rabbit IgG was added to the 
GC-NBs, which were observed under a FITC field, and we obtained green fluorescence. The results showed that GPC3- 
Ab and Ce6-NBs were combined. At the same location, the red fluorescence observed in the red channel indicated 
successful loading of Ce6 in the GC-NBs (Figure 1E). The absorption spectra of the GC-NBs were similar to the free Ce6 
absorption spectra, while the absorption spectra of the NBs showed no obvious absorption peaks. Simultaneously, the 
maximal absorption peak appeared at a wavelength of 403 nm, and there was no obvious interference of the NBs 
absorption peak in this band (Figure 2A). These qualitative analysis results indicated that Ce6 with spontaneous red 
fluorescence was successfully loaded into the NBs. The standard curve of Ce6 derived from the test showed high 
linearity, accuracy and reproducibility, with a correlation coefficient of 0.9964 (Figure S2), which provided support for 
obtaining encapsulation efficiency (EE%). The Ce6 encapsulation efficiency (EE%) of the GC-NBs was 71.5%, 
indicating that the encapsulated Ce6 in the NBs was highly efficient. The successful loading of Ce6 and the successful 
ligation of GPC3-Ab provided the prerequisites for our targeted sonodynamic strategy.

Figure 2 Characterization of GC-NBs. 
Notes: (A) Determination of the Ce6 full wavelength absorption spectrum. (B) The drug release from GC-NBs under different conditions. (C) 1O2 production of the 
different groups under ultrasound irradiation. (D) Ultrasound imaging of GC-NBs with prolonged ultrasound irradiation time. (E) The corresponding echo intensities of GC- 
NBs.
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In vitro responsive drug release from GC-NBs activated by ultrasound
To investigate drug-releasing behavior under different conditions, three groups were formed, namely, pH 7.4, pH 5.5 and 
pH 5.5+US. As displayed in Figure 2B, Ce6 was continuously released from the nanobubbles without ultrasound 
irradiation but burst release of the drug was observed in the nanobubbles after ultrasound exposure. External ultrasound 
radiation is necessary for the ultrasound-mediated drug delivery.41 In the pH 7.4 group and pH 5.5 group, no obvious 
burst drug-releasing profiles were observed because no external stimulus was used and liquid perfluorocarbon kept steady 
and did not change to the gas phase. Liquid PFP encapsulated in GC-NBs could change to the gas phase in the ultrasound 
irradiation. Subsequently, nanobubbles were formed and exploded resulting in Ce6 release from the nanodelivery system.

In vitro Singlet Oxygen Generation and Ultrasound Imaging
To confirm ROS generation under ultrasound irradiation, the production of singlet oxygen was investigated in vitro with 
the aid of an ROS probe (1,3-diphenylisobenzofuran, DPBF).42,43 The intensity of the DPBF absorption peak at 415 nm 
decreased with increasing ultrasound irradiation time because the furan ring in DPBF was destroyed by ROS (Figure S3). 
In addition, the changes in DPBF absorption at 415 nm under different treatment conditions showed that the loss of 
DPBF absorption in the probe group mixed with the Ce6-NBs group and the GC-NBs group after ultrasound irradiation 
was significantly greater than that in the other control groups, indicating that the Ce6-NBs group and the GC-NBs group 
produced more 1O2 after ultrasound irradiation (Figure 2C). The above experiments showed that Ce6-NBs and GC-NBs 
could increase the level of ROS in the tumour site and could be used to enhance the therapeutic effects of SDT. As shown 
in Figure 2D and E, an echo signal was not detected for the GC-NBs before ultrasonic irradiation, either in 2D or CEUS 
mode. With increasing irradiation time, the imaging ability of low-intensity US-induced ADV was related to time. 
Gradually changing echo signals could be detected in 2D mode and CEUS mode. The strongest echo signal was detected 
after 2 min at a 2.0 W/cm2 intensity and then attenuated quickly. These results demonstrated that the phase change of PFP 
could be visualized via ultrasonic monitoring during treatment.

Cell Targeting Efficiency
We then tested the cellular uptake of GC-NBs using HepG2 cells with high expression of GPC3. After 6 h of coincubation 
of Ce6-NBs with cells, no fluorescence was detected in the FITC field, but red fluorescence was detected in the Ce6 field, 
and only a small amount of red fluorescence was detected around the cells. However, after 6 h of coincubation of FITC-IgG- 
GC-NBs with cells, fluorescence was clearly visible in both the FITC field and Ce6 field, and the green and red fluorescence 
around the cells were linked (Figure 3A). These results not only further demonstrated the successful construction of the 
GPC3-Ab targeted nanodelivery system but also indicated the ability of GC-NBs to target HepG2 cells. Ce6 fluorescence 
was applied to track the internalization of the nanobubbles via flow cytometry in HepG2 cells. It was not difficult to see 
from the comparison between the experimental group and the PBS group that Ce6-NBs can enter tumour cells through an 
endocytosis pathway after coincubation for the same time of 6 h. The cell uptake rate of Ce6-NBs was approximately 
26.34%, but the uptake rate of the GC-NB nanodelivery system was approximately 87.19%, which was significantly greater 
than that of the Ce6-NBs group (Figure 3B). The results showed that the uptake of GC-NBs by tumour cells was closely 
related to the presence of GPC3-Ab, which successfully identified specific targets on the surface of tumour cells, increased 
the aggregation of nanobubbles around tumour cells, and improved the delivery efficiency of the nanobubbles.

In vitro Cytotoxicity and Targeted SDT Capability
Considering that sonosensitizers may also exhibit toxicity in the absence of ultrasound irradiation,44 we performed 
hemolysis test for different concentrations of GC-NBs. The hemolytic capacity of GC-NBs to blood was greater than 5% 
only when the concentration of Ce6 was 8 μg/mL (Figure 3C). We also explored the toxicity of GC-NBs to HUVECs and 
HepG2 cells by CCK-8 assay. As shown in Figure 3D and E, no obvious cytotoxicity to HUVECs was detected even 
when the concentration of Ce6 reached 8 μg/mL, indicating the high biosafety of GC-NBs for normal cells. However, 
when the concentration of Ce6 was greater than 2 μg/mL, significant cytotoxicity to HepG2 cells was detected. 
Therefore, we used a Ce6 concentration of 2 μg/mL for subsequent experiments. CCK-8 and hemolysis assays revealed 
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Figure 3 Cellular uptake, Cytotoxicity and SDT of GC-NBs. 
Notes: (A) Cellular uptake of GC-NBs in HepG2 cells using fluorescence microscopy. Scale bar: 5 μm. (white arrow mark the Ce6-NBs or GC-NBs on the cell surface). (B) 
Cellular uptake of GC-NBs in HepG2 cells using flow cytometry. (C) Hemolytic capacity of GC-NBs. (D and E) Relative cell viability of HUVECs and HepG2 cells at different 
concentrations for 24 h incubation of GC-NBs. (F) Fluorescence images of live/dead cell staining after different treatments. Scale bar: 100 μm. (G) Statistical results of live/ 
dead cell staining in HepG2 cells. (H) The Annexin-V/PI apoptosis assay of HepG2 cells after treated with each group measured by FCM analysis. (I) Statistical results from 
different experiments of cell apoptosis in HepG2 cells. Data are presented as mean ± SD, n = 3; **P < 0.01, ****P < 0.0001.
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that the targeted GC-NBs nanodelivery system had good biocompatibility in vitro. Next, we assessed the antitumour 
ability of GC-NBs in vitro (Figure 3F). In the absence of ultrasound irradiation, only a small amount of red fluorescence 
was observed in the Ce6-NBs group and the GC-NBs group, and strong red fluorescence was evident after ultrasound 
irradiation. However, the GC-NBs+US group had the strongest red fluorescence. The results of the fluorescence 
quantitative analysis were consistent with the results of the picture presentation (Figure 3G). There were significantly 
more dead cells in the GC-NBs+US group than in the Ce6-NBs+US group (p < 0.001). The therapeutic effect of targeted 
SDT was also confirmed by apoptosis assays. The apoptosis of HepG2 cells appeared to follow a trend similar to that of 
the cell viability results (Figure 3H and I). Compared to the control group, limited apoptosis was observed in HepG2 cells 
treated with Ce6-NBs and GC-NBs without ultrasound irradiation. This difference could be explained by infinitesimal 
drug leakage under intrinsic intracellular oxidation conditions in the absence of ultrasound irradiation. Compared with 
nontargeted Ce6-NBs, the targeted GC-NBs nanodelivery system induced significant apoptosis under ultrasound irradia-
tion (p < 0.01). These results indicated that targeted SDT had a remarkable therapeutic effect.

The main strategy of sonodynamic therapy (SDT) is that when exposed to ultrasound, the sonosensitizer is prone to 
trigger ROS production — a series of single-electron reduction products —to induce cancer cell apoptosis and inhibit cell 
proliferation.45 Herein, we investigated the differences in intracellular ROS among the different groups (Figure 4A). The 
HepG2 cells from the Ce6-NBs group and GC-NBs group all showed little green fluorescence, but there was no marked 
difference between these two groups. Strong green fluorescence was observed in the Ce6-NBs+US group and GC-NBs 
+US group. Surprisingly, the intracellular green fluorescence intensity was the strongest in the GC-NBs+US group. The 
results of the quantitative analysis of fluorescence intensity were consistent with the images (Figure 4B), which 
demonstrated that the targeting effect of GPC3-Ab promoted the aggregation of Ce6-NBs in HepG2 cells, thereby 
increasing the production of ROS. We then assessed changes in the mitochondrial membrane potential (ΔΨm) of HepG2 
cells. As shown in Figure 4C, the cells in the Ce6-NBs group and GC-NBs group exhibited intense red fluorescence, 
similar to that of the control group, while the cells in the Ce6-NBs+US group exhibited green fluorescence. In addition, 
the presence of the GC-NBs under ultrasound irradiation further increased the green fluorescence intensity of the HepG2 
cells, indicating a significant decrease in the ΔΨm. Fluorescence intensity quantification analysis of the monomer/ 
aggregate ratio showed consistent results (Figure 4D). After HepG2 cells in the GC-NBs+US group were treated, the JC- 
1 aggregates within the mitochondria converted to a monomeric form and significantly increased the monomer/aggregate 
ratio. These data illustrated that the nanodelivery system GC-NBs could significantly induce changes in the mitochon-
drial membrane potential under ultrasound irradiation, which in turn led to the apoptosis of tumour cells.

In vivo Targeting Capability and Biodistribution
Considering that active targeting in vivo is mediated by GPC3-Ab, the fluorescence characteristics of Ce6 were used to 
further explore the targeting capability and biodistribution of GC-NBs in vivo. As depicted in Figure 5A, the tumour 
regions exhibited different degrees of fluorescence signal at 1–24 h postinjection, and the fluorescence signal peaked at 3 
h postadministration in the GC-NBs group. Comparatively, there was a relatively weak fluorescence signal in the tumour 
after the injection of Ce6-NBs, suggesting that some nanobubbles accumulated in the tumour via the EPR effect. By 
observing the fluorescence signal of Ce6 in the tumour tissue 48 hours after injection, it was shown that more GC-NBs 
could be retained in the tumour tissue (Figure 5B and C). To further observe the biodistribution of the fabricated GC- 
NBs, the major tissues were harvested for fluorescence imaging (Figure S4). The images revealed that GC-NBs mainly 
accumulated in the liver as a result of phagocytosis by the reticuloendothelial system. These results demonstrated the 
efficient accumulation of GC-NBs in the tumour under the guidance of the GPC3-Ab targeting effect, which plays an 
important role in further tumoral distribution.

In vivo Targeted SDT Evaluation
With previous exciting results showing enhanced nanobubbles accumulation in tumours through active targeting of 
GPC3-Ab, the anticancer efficacy of GC-NBs in vivo was evaluated in H22 xenograft mouse model (Figure 6A). The 
tumour volume and tumour weight data showed that tumour growth was inhibited by Ce6-NBs or GC-NBs alone but was 
still relatively fast, indicating that Ce6-NBs or GC-NBs alone had a limited effect on tumours. In the Ce6-NBs+US group 
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and the GC-NBs+US group, the tumour growth rate further decreased, and the inhibitory effect was more pronounced 
than that of Ce6-NBs or GC-NBs alone. Notably, the tumour suppressive effect was more pronounced in the GC-NBs 
+US group than in the Ce6-NBs+US group (Figure 6B and C). The volume inhibition rate and weight inhibition rate of 
the GC-NBs+US group were 73.46 ± 2.53% and 81.78 ± 4.5%, respectively (Figure S5). The morphological character-
istics of the tumours after treatment were also consistent with the above results (Figure 6D), and the therapeutic effect in 
the GC-NBs+US group was significantly greater than that in the other groups, suggesting that our targeted sonodynamic 
strategy was viable. Unfortunately, our targeted sonodynamic strategy cannot completely eliminate tumours; this might 
be due to the following reasons. The singlet oxygen generated by Ce6 under the action of ultrasound is easily consumed 
by the high content of glutathione (GSH) in the tumour microenvironment, so an insufficient therapeutic effect is 
obtained.46 Hematoxylin/eosin (HE), TdT-dependent dUTP-biotin nick end labeling (TUNEL), and proliferating cell 
nuclear antigen (Ki-67) staining of tumour sections further verified the anticancer efficacy of the different treatments 
(Figure 6E). HE staining revealed greater necrosis of tumour cells in the GC-NBs+US group than in the other groups. 
The results of the TUNEL assay showed that a large number of apoptotic cells were found in the GC-NBs+US group. 
The results of Ki-67 staining also suggested that GC-NBs+US significantly inhibited tumour cell proliferation. Therefore, 
the above results demonstrated that GC-NBs+US effectively improved the therapeutic effect on hepatocellular 
carcinoma.

Figure 4 Detection of intracellular ROS generation and mitochondrial membrane depolarization. 
Notes: (A) Production of ROS in HepG2 cells of different groups under fluorescence microscopy. Scale bar: 100 μm. (B) The quantification of fluorescence intensity in 
different groups. (C) Fluorescence microscopic imaging of HepG2 cells stained with JC-1 under different treatments. Scale bar: 50 μm. (D) The aggregate/monomer 
fluorescence intensity ratio of JC-1. Data are presented as mean ± SD, n = 3; **P < 0.01, ***P < 0.001, ****P < 0.0001.

https://doi.org/10.2147/IJN.S470847                                                                                                                                                                                                                                    

DovePress                                                                                                                                         

International Journal of Nanomedicine 2024:19 7026

Zhang et al                                                                                                                                                            Dovepress

Powered by TCPDF (www.tcpdf.org)

https://www.dovepress.com/get_supplementary_file.php?f=470847.docx
https://www.dovepress.com
https://www.dovepress.com


In vivo Ultrasound Imaging
Considering the in vitro Ultrasound imaging performance of GC-NBs, we next validated the in vivo imaging 
performance of GC-NBs. First, the GC-NBs solution was intravenously injected into tumour-bearing mice. 
Ultrasound irradiation was administered 3 h after the peak accumulation time at the tumour site. Then, 
Ultrasound imaging system was used to acquire enhanced Ultrasound images of the tumour masses. Upon 
Ultrasound stimulation, the tumour regions were highlighted with a large Ultrasound echo signal after the 
injection of the GC-NBs. The echo intensity within the tumour areas was also greater after the injection than 
before the injection (Figure 5D and E). The results inspired us to apply this nanodelivery system to visualize 
hepatocellular carcinoma therapy.

In vivo safety evaluation
Biosafety of nanodelivery system was one of the necessary conditions for its application in vivo, so this factor of GC- 
NBs was evaluated in vivo. Liver damage in the mice in each group was evaluated after treatment, alanine amino-
transferase (ALT) and aspartate aminotransferase (AST) were used as liver function indicators, and there was no 
significant difference in the ALT and AST levels in the mice in each group compared with those in the control group 

Figure 5 Targeting capability of GC-NBs in vivo. 
Notes: (A) Fluorescence imaging of the tumors at 1 h, 3 h, 6 h, 9 h and 24 h post-injection. (B) Fluorescence intensity of Ce6 in the tissue at 48 h post-injection. Scale bar: 
100 μm. (C) Quantitative analysis of the fluorescence intensity of Ce6 shown in panel. Data are presented as mean ± SD, n = 3; ***P<0.001.
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(Figure S6). The organ index was evaluated as a sensitive indicator of organs. There were no significant differences in the 
organ indices of the heart, liver, spleen, lung or kidney between the treatment groups and the control group (Figure S7). 
No significant changes were detected in the body weights of the mice in each group, and no pathological changes were 
detected via HE staining of major organs (Figure 7 and S8). These results indicated that our treatment strategy has a high 
degree of biosafety.

Figure 6 In vivo anti-cancer properties. 
Notes: (A) In vivo experimental treatment plan. (B) Tumor growth curve of each group. (C) Tumor weights after different treatments. Data are presented as mean ± SD, 
n = 3; *P < 0.05, ***P < 0.001. (D) Photos of tumors. (G1: Control, G2: Ce6-NBs, G3: GC-NBs, G4: Ce6-NBs+US, G5: GC-NBs+US). (E) Immunofluorescence staining 
micrograph of tumor slices collected from different treatment groups. Scale bar: 100 μm.
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Conclusion
Herein, we developed a new treatment strategy for more effective antitumour efficacy. In this work, a nanodelivery 
system was successfully built for combining HCC-specific targeting and stimuli-responsive controlled release to 
simultaneously integrate targeted therapy with visualized SDT. The nanodelivery system exhibited high Ce6 encapsula-
tion, a good ability to target HepG2 cells, and enhanced ultrasound imaging, leading to potent antitumour growth in vivo. 
Last but not the least, the whole system is safe and stable with excellent biocompatibility. This study therefore provides 
a proof-of-concept demonstration of visualized targeted sonodynamic therapy for HCC, and we expect this strategy to be 
broadly applicable to other cancer types.
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