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Abstract
In sonodynamic therapy, cellular toxicity from sonosensitizer drugs, such as 5-aminolevulinic acid
hydrochloride (5-ALA), may be triggered with focused ultrasound through the production of reactive oxygen
species (ROS). Here we show that by increasing local oxygen during treatment, using oxygen-loaded
perfluorocarbon nanodroplets (250 +/- 8 nm), we can increase the damage induced by 5-ALA, and monitor the
severity by recording acoustic emissions in the brain. To achieve this, we sonicated the right striatum of 16
healthy rats after an intravenous dose of 5-ALA (200 mg/kg), followed by saline, nanodroplets, or
oxygen-loaded nanodroplets. We assessed haemorrhage, edema and cell apoptosis immediately following, 24
hr, and 48 hr after focused ultrasound treatment. The localized volume of damaged tissue was significantly
enhanced by the presence of oxygen-loaded nanodroplets, compared to ultrasound with unloaded
nanodroplets (3-fold increase), and ultrasound alone (40-fold increase). Sonicating 1 hr following 5-ALA
injection was found to be more potent than 2 hr following 5-ALA injection (2-fold increase), and the severity of
tissue damage corresponded to the acoustic emissions from droplet vaporization. Enhancing the local damage
from 5-ALA with monitored cavitation activity and additional oxygen could have significant implications in the
treatment of atherosclerosis and non-invasive ablative surgeries.
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Introduction
Over the last two decades, clinical approval of
5-aminolevulinic acid hydrochloride (5-ALA) as an
intra-operative diagnostic tool during glioma
resection has been granted in over 40 countries, firstly
in Europe (2007) and now across North America
(2017) [1]. The optical properties of 5-ALA allow
residual tumour tissue to be visualized with
fluorescence imaging and surgically removed.
Preclinical work has also investigated 5-ALA as a
therapeutic tool in photodynamic therapy (PDT),
where tumour-specific toxicity can be induced,
triggered with laser light, in the treatment of skin [2]
and prostate [3] cancers.
In 1993, the term ‘sonodynamic’ was first
published to describe how porphyrin can be activated
by ultrasound to elicit cytotoxic effects [4]. More

recently, sonodynamic therapy (SDT) has been
achieved with 5-ALA, by triggering toxicity with
MRI-guided focused ultrasound (FUS) in the brain; it
has shown promise in treating glioma in preclinical
models [5], and is currently under clinical
investigation (NCT04559685). Focused ultrasound can
reach targets deep within tissue, beyond the
penetration depth of light, and therefore offers an
attractive alternative for brain therapies. Although the
underlying mechanisms of sonodynamic therapy are
not fully understood, they are proposed to be driven
by sonoluminescence and the generation of reactive
oxygen species (ROS) [6], both of which occur during
violent bubble collapse, known as inertial cavitation.
However, SDT can also be achieved at very low
ultrasound pressures (0.1-0.2 MPa, 1 MHz), shown in
https://www.ntno.org
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combination with the sonosensitizers indocyanine
green [7] and DCPH-P-Na(I) [8], without requiring
inertial cavitation for the generation of ROS and
cytotoxicity. Therefore, it is likely that direct
ultrasound-mediated generation of ROS through
inertial cavitation (mechanism 1), and ROS generation
through sonoluminescence from non-inertial or
inertial cavitation (mechanism 2), both contribute to
SDT [9], and that the production of ROS is increased
when ultrasound is used to activate a sonosensitizer
[10].
5-ALA is a precursor of Protoporphyrin IX
(PpIX), a potent sonosensitizer that develops as the
drug is metabolized within the cell before being
converted to heme. Therefore the time window of
5-ALA toxicity is determined by the accumulation
and conversion rate of 5-ALA to PpIX, reported to be
between 6-8 hr after injection in an osteosarcoma
mouse model [11] and recently in human glioma [12].
Build-up of PpIX occurs in cancer cells due to
incomplete heme synthesis. Although this build up is
not seen to the same extent in normal cells, there is a
window when 5-ALA is converted to PpIX before
becoming heme, which could open the door to
non-invasive surgical ablation in non-cancerous
tissue. This effect has been exploited in the treatment
of atherosclerosis in a rodent model [13], where the
toxicity was found to be greatest 1 hr post-injection.
Since 5-ALA is less potent to non-cancerous
tissue, we hypothesize that introducing additional
oxygen during sonication may increase the
production of ROS, by providing a greater amount of
available molecular oxygen at the ultrasound focus
during sonication. Furthermore, to exploit both direct
ultrasound-mediated ROS generation (mechanism 1),
and sonoluminescence-based ROS generation
(mechanism 2), we use a cavitation agent as the
oxygen carrier to further increase the likelihood of
ROS production through non-inertial and inertial
cavitation.
Perfluorocarbon (PFC) emulsions have a high
capacity for dissolving oxygen and have been used as
synthetic blood substitutes to transport oxygen
around the body [14]. PFC emulsions also respond to
ultrasound, and undergo a phase-change from liquid
to gas in response to a sufficient ultrasound peak
negative pressure or change in temperature [15]. In
fact, PFC emulsions have such a high oxygen affinity
they have been shown to scavenge gas during
ultrasound-triggered vaporization [16]. In contrast,
pre-loading PFC agents with oxygen enables
ultrasound-triggered release, and has been shown in
nanoparticle formulations [17-19]; high-boiling-point
PFC nanodroplet formulations for photoacoustic
therapy [20] and diagnostics [21]; PFC microcapsules
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for chemotherapy [22]; and microbubble formulations
for sonodynamic therapy [23,24].
Low-boiling point PFC nanodroplets offer an
attractive alternative, combining the extended
circulation time of a nanoscale agent [25] with the
unique acoustic behaviour of a microbubble [26],
achieved at relatively low ultrasound pressures
(known as the vaporization threshold). Low-boiling
point nanodroplets (formed from PFCs with a boiling
point below 37 °C) comprise a super-heated core
which is pressurized due to the Laplace pressure, and
thus locked in a liquid state even at physiological
temperatures. When exposed to ultrasound,
nanodroplets vaporize from liquid nanoparticles into
gas microbubbles, and can deliver their cargo with
high spatial precision in the brain whilst generating
acoustic emissions [27].
Once a microbubble is nucleated from a droplet
through vaporization, it may oscillate in a stable
manner, recondense to a liquid under the positive
pressure phase, or collapse under the inertia of the
displaced surrounding fluid. These behaviours have
been captured recently with high-speed imaging by
Wu et al. [28]. Echogenic gas bubbles scatter the
fundamental frequency; oscillating bubbles can
generate harmonic emissions (multiple integers of the
fundamental frequency) and sub-harmonic emissions
(half-multiple integers of the fundamental); collapsing
bubbles can generate broadband emissions. For droplets, the onset of vaporization and inertial cavitation
occur at distinct pressures, dependent on droplet size
[29,30], droplet composition and concentration [31],
ultrasound frequency and pulse length [32,33],
ambient temperature [34] and ambient pressure [35].
The pressures required for vaporization and inertial
cavitation become more similar for smaller droplets
and at lower sonication frequencies [32,36]. The
influence of these parameters on droplet vaporization
have been reviewed in detail previously [15].
Here we report how low-boiling point PFC
nanodroplets can be formulated by repurposing a
commercially available microbubble contrast agent,
can be loaded with oxygen, and can enhance SDT in
the brain. We explore the role of additional molecular
oxygen, alongside acoustic cavitation activity, in
enhancing tissue damage in the presence of a
sonosensitizer. We discuss the potential to use
nanodroplets to monitor and control therapy by
detecting acoustic emissions during vaporization,
which could be used to inform the ultrasound
pressure required in future studies. SDT has so far
been underutilized in the ablation of healthy tissue
but may offer a new approach for non-invasive
ablative brain procedures, such as the treatment of
epilepsy.
https://www.ntno.org
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Methodology
Materials
5-aminolevulinic acid (5-ALA) was purchased
from Millipore Sigma, USA, and stored away from
light at room temperature before use. Decafluorobutane (DFB) gas (C4F10) was purchased from
Synquest Labs, USA. Definity, a commercially
available FDA-approved ultrasound contrast agent,
was purchased from Lantheus Medical Imaging, USA.
In its native form, Definity is a lipid-based
microbubble solution filled with octafluoropropane
(OFP) (C3F8). The lipid shell is composed of
(R)-4-hydroxy-N,N,N-trimethyl-10-oxo-7-[(1oxohexa
decyl)oxy]-3,4,9-trioxa-4-phosphapentacosan-1-amini
um, 4-oxide, (DPPC); (R)-hexadecanoic acid,
1-[(phosphonoxy)methyl]-1,2-ethanediyl
ester
(DPPA); and (R)-∝-[6-hydroxy-6-oxido-9-[(1-oxohexadecyl)oxy]-5,7,11-trioxa-2aza-6-phosphahexacos-1-yl]
-ω-methoxypoly(ox-1,2-ethanediyl)
(MPEG5000
DPPE), at a molar ratio of 82:10:8, at a total lipid
concentration of 0.75 mg/mL. Milli-Q ultrapure water
(Millipore Sigma, US) and medical grade pure oxygen
were used throughout the fabrication. Modified
Winkler titrations were performed using reagents
from HANNA Instruments, USA.

Oxygen-loaded perfluorocarbon nanodroplets
Low-boiling point nanodroplets were formed by
the condensation method (37). 1.5 mL of the Definity
lipid solution was degassed in a sealed 3 mL-capacity
Wheaton vial for 30 min with frequent agitation to
remove the native OFP (boiling point -37 °C), and the
headspace of the vial was filled with DFB (boiling
point -2 °C). DFB-Definity precursor microbubbles
were formed by 45 s of agitation with the VialMix
(Lantheus Medical Imaging, USA) shaker, and then
condensed in a bath of isopropanol cooled to -10 °C
with dry ice. The pressure inside the vial was
increased with the addition of 1 mL of atmospheric air
to promote microbubble condensation, creating a
clear droplet solution. The remaining precursor
microbubbles were removed by centrifugal washing
(300 G, 8 min) at 4 °C, and sub-micron droplets were
size-isolated by slowly passing the solution through a
cold syringe filter (0.8 µm pore size, Minisart syringe
filter, Sartorius, Germany) on ice. Definity-derived
nanodroplets were then loaded with oxygen by
slowly bubbling a fixed volume of pure oxygen
through the suspension on ice prior to use.
Nanodroplet size was assessed with dynamic light
scattering (ZetaSizer, Malvern Instruments, UK), and
size stability was assessed by measuring the mean
hydrodynamic diameter and polydispersity index
over 6 hr whilst stored on ice.
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A modified Winkler method [38] was used to
quantify the amount of dissolved oxygen in
suspensions
of
oxygen-loaded
nanodroplets,
compared to unloaded nanodroplets and ultra-pure
Milli-Q water, after bubbling fixed volumes of oxygen
(0-30 mL at a rate of 10 mL/min) at atmospheric
pressure through the samples at 4 °C. To perform the
Winkler titration, manganese sulphate solution was
added to samples of Milli-Q or nanodroplets in
Milli-Q in air-tight tubes. The addition of a potassium
iodide-azide reagent created a precipitate of
manganese oxide, and the sample was violently
vortexed for 5 min at maximum speed to intentionally
vaporize the droplets, disrupt the phospholipid shell,
and release the dissolved oxygen. Sulphuric acid was
used to reduce the solution, and a starch indicator was
used to titrate the resulting iodine. Samples and
controls were performed simultaneously and in
triplicate, ensuring the sample tubes were entirely full
to displace all air and to avoid introducing additional
oxygen.
Spectrophotometric titrations of dissolved
oxygen in water and solutions of nanodroplets were
quantified with UV/Vis absorbance (Synergy H1,
Biotek, USA), isolating the magnitude of the
absorption peak at 350 nm. The control case (ND, 0mL
of oxygen) was used to control for any additional
scattering or absorbance from fragments of the lipid
shell or remaining droplets. By plotting the
absorbance at 350 nm against the volume of titrant,
the endpoint of the titration was determined (i.e. the
volume of titrant needed to complete the titration,
approximately equivalent to the concentration of the
titrate). 1 mL of titrant was equivalent to 10 mg/L of
dissolved oxygen.

Animal preparation, 5-ALA injection time
point and dosing
16 Sprague Dawley rats (328 +/- 18 g) (Taconic
Biosciences, USA) were used to assess the efficacy of
oxygen-loaded nanodroplets for sonodynamic
therapy, distributed between four treatment groups
(Table 1). Animals were housed in the Sunnybrook
Research Institute animal facility (Toronto, Canada)
on a reverse light cycle and had access to food and
water ad libitum. All animal procedures were
approved by the Animal Care Committee at
Sunnybrook Research Institute and are in accordance
with the Canadian Council on Animal Care and
ARRIVE guidelines.
Before treatment, anaesthetic induction was
achieved with 5% isoflurane with medical air and
reduced to 2% isoflurane for preparation and
treatment. Scalp hair was removed with clippers and
depilatory cream, and a 22-gauge catheter was
https://www.ntno.org
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inserted into the tail vein. All injections were
administered intravenously. The sonosensitizer
5-ALA (Millipore Sigma, US) was dissolved in
phosphate-buffered saline (PBS, pH 7.4) at a
concentration of 100 mg/mL and then stored at 4 °C
in the dark before use. One or two hours prior to
sonication, a dose of 200 mg/kg 5-ALA was
intravenously administrated via a slow bolus.
Injection time point and dose were based on previous
studies showing 5-ALA accumulation peaks at 1
hr-post injection in non-cancerous tissue [13].
Table 1. Distribution of animals between treatment groups,
focused ultrasound (FUS) alone, or in combination with unloaded
nanodroplets (ND), oxygen-loaded nanodroplets (O2ND), and the
sonosensitizer 5-aminolevulinic acid (5-ALA).
Treatment group
FUS alone
FUS + ND + 5-ALA (1 hr)
FUS + O2ND + 5-ALA (1 hr)
FUS + O2ND + 5-ALA (2 hr)

N
4
4
4
4

Rats were positioned supine on the platform of
the ultrasound system, with the scalp coupled to the
tank of degassed water through a thin layer of
ultrasound gel and polymer membrane (Figure 1).
Body temperature was maintained with warm saline
bags.

MRI-guided focused ultrasound and
post-treatment imaging
MRI-guided focused ultrasound was delivered
using a preclinical ultrasound system and targeted

with a 7-Tesla MRI scanner (BioSpec 70/30 USR,
Bruker, USA). T2-weighted coronal images were used
to target the specific anatomical location. FUS was
delivered at 580 kHz with a spherically focused
transducer (580 kHz center frequency, 60 mm radius
of curvature, 75 mm external diameter with a circular
cut-out of 20 mm diameter in the center of the
transducer), calibrated using a planar fiber optic
hydrophone with an active tip diameter of 10 μm
(Precision Acoustics Ltd., Dorset, UK). A fixed
transmitted pressure of 2.0 MPa was used for 5 min in
86 ms bursts, with a pulse repetition frequency of 1
Hz, to a single target in the right striatal area, covering
a focal volume of 3 × 3 × 20 mm. 0.5 mL of unloaded
nanodroplets, oxygen-loaded nanodroplets or saline
was slowly injected following 10 s of acoustic baseline
measurements, followed by 0.2 mL saline flush. The
maximum pulse length and pulse repetition
frequency were constrained by the function generator
(Agilent, 33220A), which could achieve a maximum of
50,000 cycles per burst (i.e. 1 s / 580,000 Hz * 50,000
cyc = 86 ms).
MR imaging was carried out immediately
following treatment and 24 hours after treatment.
T2-weighted imaging (4000 ms TR, 70 ms TE, 256 ×
256 matrix, 1.5 mm slice thickness) and T2*-weighted
imaging (800 ms TR, 3 ms TE, 256 × 256 matrix, 1.5
mm slice thickness) were used to identify edema and
haemorrhage respectively. During follow-up imaging
(24 hr post-treatment) the animal was positioned
prone and a rat brain surface coil (T11425V3, Bruker,
USA) was used to enhance the images.

Figure 1. Summary of experimental procedure. (A) Positioning of anaesthetized rat supine on MRI-guided focused ultrasound (FUS) system, (B) right striatum targeted
from T2-weighted MR image, (C) pulsed ultrasound delivered for 5 min treatment duration, with oxygen-loaded nanodroplets (O2ND) injected intravenously (IV), (D)
summarized in the experimental timeline.
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MIPAV (Bethesda, MA, USA) software was used
for MRI image analysis. For T2*-weighted images,
hypointense regions in the striatum were manually
contoured, and the resulting area was converted from
pixels to mm2 to quantify the haemorrhagic region.
Areas from each of six total slices were summed to
produce the final hypointense area. For T2-weighted
images, the right (treated) and left (untreated)
striatum were manually contoured; the mean and
standard deviation of pixel intensity were calculated
for each side, and the number of pixels on the treated
side where the intensity exceeded the mean intensity
of the untreated side by more than 3-times the
standard deviation was quantified. The resulting
hyperintense area was converted from pixels to mm2
to quantify the region of edema. Areas from each of
six total slices were summed to produce the final
hyperintense area.

software was used for image analysis with standard
contour and counting functions. For H&E-stained
slides, the perimeter of haemorrhagic regions was
manually contoured and the area (mm2) was
calculated with ImageJ. TUNEL positive apoptotic
cells were identified manually from TUNEL-stained
slides.

Acoustic monitoring

Results

Ultraharmonic
emissions
(3/2-times
the
fundamental transmit frequency) were captured with
a narrowband lead zirconate titanate (PZT)
hydrophone, tuned to 850 kHz (-6 dB bandwidth of 60
kHz, Figure 5B), housed within a central circular
cut-out of the 580 kHz transmit transducer, and
coaxially aligned to the focus. Data was captured at a
sampling rate of 20 MHz, and spectral analysis was
performed in MATLAB to assess the magnitude of
ultraharmonic emissions throughout the 5 min
sonication for each treatment group. Broadband
emissions were quantified by calculating the area
under the frequency spectra. Harmonic and
ultraharmonic peaks were subtracted out using the
50% sensitivity bandwidth of the receiver to avoid
signal processing sidelobes. Ultraharmonic and
broadband emissions are normalized to baseline
measurements acquired prior to nanodroplet injection
(as has been used previously for microbubble
exposures [39]).

Histology
Rats were perfused with 10% formaldehyde
solution, and brains were excised 48 hr after treatment
to assess haemorrhage and tissue damage. Fixed brain
tissue was embedded in paraffin wax and sectioned at
5-µm thickness. Hematoxylin and eosin (H&E) and
terminal deoxynucleotidyl transferase dUTP nick end
labeling (TUNEL, Promega, Madison, WI, US)
staining were performed to assess haemorrhage and
cell apoptosis, respectively.
Brightfield microscopy images (Zeiss Axio
Observer Z1; Carl Zeiss, Germany) of H&E and
TUNEL stained brain sections were taken at 5x and
10x magnification. ImageJ (Bethesda, MA, USA)

Statistical Analysis
Single-factor analysis of variance (ANOVAs)
was performed for the area data sets for each of T2* (0
hr), T2 (0 hr), T2* (24 hr), T2 (24 hr), and H&E (48 hr)
images. Significant differences in the extent of tissue
damage were identified using a post-hoc T-test with a
p-value of less than 0.05. Correlation between damage
area and acoustic activity was assessed with
exponential regression analysis, quantified with R2
coefficient.

Characterization of oxygen-loaded
nanodroplets
Nanodroplets
were
fabricated
through
condensation, with a Definity-lipid shell and DFB
liquid-state core, and had a mean hydrodynamic
diameter of 213 +/- 2 nm before oxygenating. After
loading with oxygen, nanodroplets had a mean
hydrodynamic diameter of 250 +/- 8 nm (Figure 2D),
potentially driven by Ostwald ripening. No
spontaneous
nanodroplet
vaporization
(i.e.
production of microbubbles) was detected following
oxygen-loading, verified with microscopy and
dynamic light scattering. No significant change in
hydrodynamic diameter or polydispersity index was
recorded after 2 hr on ice, showing comparable
stability to unloaded DFB nanodroplets [33].
After washing and filtering, the final lipid
concentration in the nanodroplet solution was found
to be 0.29 +/- 0.07 mg/mL from three independent
batches, quantified by UV-Vis absorbance at 200 nm
against a standard curve of Definity lipid solution
(NanoDrop
2000/2000c
spectrophotometer,
ThermoFisher). Filtered, washed and oxygenated DFB
nanodroplets had a particle concentration of 2.1 +/0.2 × 1011 p/mL, quantified by nanoparticle tracking
analysis (NTA) (NanoSight, Malvern Panalytical),
equivalent to 0.2% PFC volume (Figure 2E).
The presence of perfluorocarbon nanodroplets
allowed the solution to be super-saturated with
oxygen, increasing the dissolved oxygen content from
13 +/- 3 mg/L (equivalent to the dissolved oxygen
saturation point of water at 4 °C, as predicted by
Henry’s Law and verified experimentally) to 19 +/- 3
mg/L, after 30 mL of oxygen was bubbled at a rate of
https://www.ntno.org
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10mL/min. Figure 2A shows a representative 96-well
plate used for spectrophotometric titrations of
dissolved oxygen, quantified with absorbance
measurements (Figure 2B, 2C).

MRI assessment of tissue damage
Regions of haemorrhage and edema were
measured immediately following sonication and 24 hr
after sonication with MRI, using T2- and
T2*-weighted scans. Figure 3A shows representative
MRI images from a rat treated with FUS + O2ND +
5-ALA (1 hr), using a head coil to enhance the
imaging 24 hr post-FUS. MRI images are quantified
by hypointense areas on T2*-weighted scans
(indicative of haemorrhage) (Figure 3B), and
hyperintense areas on T2-weighted scans (indicative
of edema) (Figure 3C). One rat was excluded from the
study, treatment group FUS + ND + 5-ALA (1 hr), due
to incorrect targeting.
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FUS alone caused no detectable haemorrhage or
edema,
verified
with
MRI.
Oxygen-loaded
nanodroplets, exposed to FUS, caused greater
haemorrhage and edema compared to FUS alone 24
hr following sonication in the presence of 5-ALA
(Figure 3). Exposing healthy cerebral tissue to FUS
and oxygen-loaded nanodroplets 1 hr after 5-ALA
injection showed greater damage than 2 hr after
injection. In the case of FUS + O2ND + 5-ALA (1 hr), a
significantly larger haemorrhagic region was
produced compared to FUS + ND + 5-ALA (1 hr),
illustrating the role of local oxygen in facilitating
5-ALA toxicity. As expected, some of the
haemorrhagic regions cleared over 24 hr (as seen on
T2*-weighted images, Figure 3A, 3B), and edema
increased after 24 hr (as seen on T2-weighted images,
Figure 3A, 3C).

Figure 2. Characterization of oxygen-loaded decafluorobutane (DFB) nanodroplets (O2ND). (A) Spectrophotometric titrations of dissolved oxygen in water and
solutions of nanodroplets using a modified Winkler method, and (B) corresponding absorbance measurements. (C) Super-saturation of dissolved oxygen in water (grey bars)
shown with the presence of perfluorocarbon nanodroplets (black bars). Dashed line indicates the dissolved oxygen saturation point of 4°C water predicted by Henry’s Law. (D)
Dynamic light scattering used to assess nanodroplet size distribution, showing mean hydrodynamic diameter before (dashed line) and after (solid line) oxygen-loading. (E)
Nanoparticle tracking analysis used to assess oxygen-loaded nanodroplet size and concentration distribution. Errors bars show 1 standard deviation from 3 independent samples
(*p<0.05).
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Figure 3. MRI assessment of tissue damage following FUS treatment. (A) Example MRI images from a rat treated with FUS + O2ND + 5-ALA (1 hr). Damage from all
rats is quantified by (B) hypointense and (C) hyperintense regions on T2*- and T2-weighted images respectively. 24 hr post-FUS MRI images were acquired with a head coil for
higher resolution. Each column represents data from 4 rats (1 rat was excluded from FUS + ND + 5-ALA (1 hr)), and error bars represent SEM. Significance compared to FUS
alone is indicated by * (p<0.05), and significance compared to FUS + ND + 5-ALA (1 hr) is indicated by & (p<0.05).

Histological assessment of tissue damage
48 hr after sonication, rats were perfused,
H&E-stained sections were used to identify
haemorrhagic regions, and TUNEL-stained sections
were used to identify apoptotic cells. Figure 4A shows
representative histology images from a rat treated
with FUS + O2ND + 5-ALA (1 hr), with magnified
regions showing sonicated (white box) and
unsonicated (black box) tissue. A greater number of
apoptotic cells were seen around haemorrhagic
regions. Haemorrhagic regions identified with H&E
staining were greatest for rats exposed to FUS + O2ND
+ 5-ALA (1 hr) (Figure 4B). FUS alone did not result in
any detectable regions of haemorrhage or increased
apoptosis. The number of TUNEL positive cells in the
sonicated striatum was significantly greater for FUS +
O2ND + 5-ALA (1 hr), compared to FUS alone, FUS +
ND + 5-ALA (1 hr), and FUS + O2ND + 5-ALA (2 hr)
(Figure 4C).
Overall, both MRI and histological assessments
showed large variability in severity and extent of
tissue damage within each exposure group. This is
likely a result of using a fixed transmit pressure, not
accounting for differences in skull thickness or
cavitation activity, discussed further in the following

sections.

Acoustic monitoring
During sonication, cavitation emissions from
vaporizing nanodroplets were monitored using a
hydrophone tuned to the ultraharmonic frequency.
As expected, the spectral emissions from unloaded
nanodroplets and oxygen-loaded nanodroplets when
exposed to FUS exceeded emissions detected from
FUS alone (Figure 5A), detected with a narrowband
receiver (sensitivity profile Figure 5B). Using a fixed
transmit pressure of 2.0 MPa resulted in large
variance in the magnitude of acoustic emissions and
tissue damage. However, by isolating the magnitude
of the ultraharmonic emission, cavitation activity
could be mapped to the amount of tissue damage
(Figure 5C, 5D). Broadband emissions were also
greater in the presence of vaporizing nanodroplets
compared to FUS alone (Figure 5E, 5F). T2*
haemorrhagic area had a stronger correlation with
ultraharmonic emissions (R2 = 0.95 +/- 0.06) than
broadband emissions (R2 = 0.55 +/- 0.30) (assessed
with exponential regression and averaged across the 4
experimental groups) and therefore may be a better
predictor of SDT-induced damage. For the equivalent
ultraharmonic
emissions,
oxygen-loaded
https://www.ntno.org
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nanodroplets achieved a greater haemorrhagic area
compared to unloaded nanodroplets (Figure 5C). This
trend was found to persist after 24 hr post-sonication
(Figure 5D), illustrating the potency of oxygen-loaded
nanodroplets during FUS exposure with 5-ALA.

Discussion
Here we show how oxygen-loaded PFC
nanodroplets, in combination with the sonosensitizer
drug 5-ALA, can be a tool to enhance ablation of
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healthy cerebral tissue in a rat. Nanoscale volatile
droplets were formulated from precursor Definity
microbubbles and enabled the injectate to be
supersaturated with dissolved oxygen, achieving a
58% increase in dissolved oxygen content compared
to oxygen-saturated water. Vaporizing oxygen-loaded
nanodroplets in the presence of 5-ALA resulted in a
significant increase in haemorrhagic area, edema area
and cell apoptosis compared to ultrasound alone.

Figure 4. Histological assessment of tissue damage following FUS treatment. (A) Example histology from rat treated with FUS + O2ND + 5-ALA (1 hr). Scale bars
show 500 µm. Damage from all rats is quantified by (B) haemorrhagic area on H&E-stained sections 48 hr post-treatment and (C) number of TUNEL positive cells 48 hr
post-treatment. Each column represents data from 4 rats (1 rat was excluded from FUS + ND + 5-ALA (1 hr)), and error bars represent SEM. Significance compared to FUS alone
is indicated by * (p<0.05), significance compared to FUS + ND + 5-ALA (1 hr) is indicated by & (p<0.05), and significance compared to FUS + O2ND + 5-ALA (2 hr) is indicated
by + (p<0.05).
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Figure 5. Cavitation emissions from vaporizing nanodroplets. (A) Representative spectral emissions during FUS alone and with oxygen-loaded nanodroplets show an
increase in ultraharmonic and broadband emissions. (B) Sensitivity profile of the narrowband hydrophone. (C) Ultraharmonic (3f0/2) emissions mapped to haemorrhagic area
immediately following sonication and (D) 24 hr post-sonication. (E) Broadband emissions mapped to haemorrhagic area immediately following sonication and (F) 24 hr
post-sonication.

As described by Costley et al. [6], the theoretical
basis for sonodynamic therapy depends on the
production of ROS, requiring ultrasound and
molecular oxygen in the presence of a sonosensitizer
drug. However, the mechanisms driving the
improved SDT effect seen in this study are not fully
understood; namely whether it is driven by local
changes in molecular oxygen concentration, or
through cavitation, or a combination. Based on the 2
mechanisms for ROS production – (1) directly from
ultrasound and (2) by sonoluminescence – it is
conceivable that the current platform exploits both
pathways and is enhanced further by the
sonosensitizer. Firstly, oxygen release may support
mechanism 1, since droplets can provide additional
oxygen to the surrounding tissue [40]. Secondly, ROS
production is known to occur in the core of a
cavitating microbubble [41] and supports mechanism
2, namely if additional oxygen is present in the bubble
core during collapse, more ROS may be produced.
Furthermore, droplets have been reported to scavenge
oxygen during vaporization [16] which may be
reduced by pre-loading the droplet. Therefore, an
oxygen-loaded cavitation agent may utilize several
routes to enhance SDT, and future studies will
investigate the importance of each for nanodropletmediated ablation.
Solubility of oxygen in PFC is typically over 20
times that of oxygen in water [42]. This is increased
further at low temperatures and with a high ratio of
electronegative CF3 groups to CF2 groups as found in

DFB (C4F10), where electronegative CF3 groups are
associated with gas solubility [42]. In this study, PFC
volume at a concentration of 2.1 +/- 0.2 x1011 p/mL of
250 +/- 8 nm diameter droplets gives 0.2% PFC
volume. Our results show a comparable oxygen
uptake with Johnson et al. (40), using a 2%
dodecafluoropentane (DDFP, C5F12) emulsion, with
215 nm diameter. Since DFB (C4F10) has a higher ratio
of CF3 to CF2 groups (1:1), compared to DDFP (2:3),
oxygen solubility is higher for the equivalent PFC
volume.
It is likely that oxygen begins diffusing out of the
droplets upon injection into the bloodstream due to
the concentration gradient. However, since the
droplet shell reduces diffusion of dissolved gases [43],
and the presence of DFB slows the diffusion of oxygen
[44], we anticipate that additional oxygen at the
ultrasound focus plays a role in enhancing SDT.
Future work will look at how oxygen diffusion may
be slowed further by optimizing lipid chain length
[45], and how using an implanted oxygen probe [46]
or measuring oxygen relaxation rate through
T1-weighted MR imaging [47] could be used to
measure in vivo oxygen content at the target site.
Recently, Zeng et al. [48] developed a polymershell perfluorohexane (C6F14)-core nanoparticle for
ultrasound-triggered oxygen delivery, measuring the
production of singlet oxygen after ultrasound
exposure, and successfully impaired tumour growth
in a murine 4T1 mammary carcinoma model. The
presence of locally delivered oxygen was essential in
https://www.ntno.org
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improving treatment. B-mode imaging was used to
detect nanoparticle response to ultrasound, but was
not mapped to a therapeutic effect.
In the current study, using oxygen-loaded DFB
nanodroplets, vaporized using transcranial focused
ultrasound, more tissue damage was achieved for the
equivalent magnitude of acoustic emissions, when
compared to unloaded nanodroplets (Figure 5). The
magnitude of ultraharmonic emissions, a spectral
characteristic unique to bubble activity, corresponded
to the size of haemorrhagic area, suggesting that
acoustic emissions from nanodroplet vaporization
could offer real-time treatment monitoring of SDT.
Previously, broadband emissions have been detected
with a narrowband receiver, and have been used to
predict tissue damage volume [49]. However, in the
current study, ultraharmonic emissions were found to
be a better predictor of SDT-induced damage. This
finding may be related to the fact that inertial
cavitation is not necessary for ROS production to
enhance SDT (Shibaguchi et al., 2011). Activating
5-ALA with ultrasound may produce sufficient levels
of ROS (regardless of broadband activity), enhanced
by the presence of oxygen-loaded nanodroplets,
generating more damage for the equivalent
magnitude of cavitation emission.

Limitations and future directions
The current study has several limitations which
should be addressed in future work. Firstly, the drug
dose was 10 times greater than that used clinically to
treat glioma (20 mg/kg). A 5-ALA dose of 200 mg/kg
was used, based on previous studies in normal rat
tissue [13]. Loading the sonosensitizer onto the
cavitation agent could help to reduce systemic
toxicities and enhance local delivery, as has been used
in nanoparticle [48] and microbubble [51]
formulations. However, if the drug cargo is limited to
the shell of the construct, as is typical in microbubble
and droplet designs, the encapsulated drug quantity
may be small. Furthermore, this loading strategy also
dictates the physiochemical properties of the drug
that can be loaded, such as small-molecule lipophilic
agents [33], or requires the drug to be modified [51].
This limitation may be overcome by using a double
emulsion technique [52].
The authors acknowledge that translating the
current nanodroplet dose (1.52 mL/kg) to patients
would require further safety assessment and would
need to be delivered by infusion. The lipid volume
delivered in this nanodroplet formulation is 10 times
more than the typical clinical dose of Definity (0.01
mg of lipid/kg). However, compared to other
perfluorocarbon nanoemulsions that have reached
clinical trials, such as the blood-substitute Oxygent,
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the concentration is much lower. The nanodroplet
dose used in the current study contains 1000 times
less PFC than Oxygent (1.8 g of PFC/kg), with a
comparable size emulsion (200 nm diameter) and
phospholipid shell. We have reported previously that
DFB nanodroplets remain acoustically responsive in
the rodent brain for a half-life of 8.4 ± 1.7 min [33]. By
labelling the nanodroplets with a lipophilic
fluorophore, the biodistribution has been mapped,
showing uptake predominantly in the liver after 24 hr,
with no signs of toxicity or adverse tissue effects in
histology [27,53].
Secondly, using a fixed ultrasound pressure
resulted in a large range of cavitation activity across
animals (Figure 5). This is likely a result of differing
skull thickness between animals, meaning the in situ
pressure at the target may be different for each animal
[54], and the concentration of nanodroplets at the
focus. Using an acoustic controller that modifies the
sonication pressure in real-time based on the detected
acoustic emissions – as used to control safe
blood-brain barrier opening – an open-loop [39] or
closed-loop [55] controller would reduce treatment
variability and could be designed to optimize
treatment efficacy. To quantify the acoustic response
of vaporizing nanodroplets we used a narrowband
hydrophone, highly tuned at 850 kHz (-6 dB
bandwidth of 60 kHz). It is possible that spectral
energy leaking from the harmonic and ultraharmonic
contributed to the calculated broadband energy.
Incorporating a broadband receiver in future studies
will allow us to assess a wider range of acoustic
emissions.
Thirdly, the sacrifice and perfusion time point
was set at 48 hr post-treatment to capture regions of
haemorrhage and apoptotic cells. However, previous
studies have reported cell death to be significant at 3
days post-treatment. Nyamekye et al. [13] show
depletion of normal endothelial cells at 3 days
following sonication and 5-ALA injection, and
regeneration of endothelial lining at 14 days. A time
course study could be conducted to explore the
progression of cell death in more detail. Future work
will also explore using automated image processing
to assess tissue damage and avoid any potential errors
in manual contouring techniques [56].
Finally, 5-ALA is known to have very low
blood-brain barrier permeability [57]. Therefore, most
SDT-mediated damage in normal cerebral tissue is
localized to the endothelial lining and in close
proximity to vessels. Opening the blood-brain barrier
prior to 5-ALA delivery with focused ultrasound and
microbubbles [58] could increase drug uptake, reduce
the required systemic drug dose, and generate more
homogeneous tissue damage throughout the
https://www.ntno.org
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ultrasound focus. Furthermore, in the context of
cancer therapy, enhancing SDT with oxygen-loaded
nanodroplets could increase the efficacy of treatment
due to the sonosensitizer preferentially accumulating
in tumour cells. Nanoscale perfluorocarbon emulsions
have been shown to extravasate from leaky tumour
vasculature [59,60], further enhancing the potency of
this treatment platform by bringing ROS production
in close proximity to 5-ALA-treated cells.

Conclusions
Unlike PFC blood substitutes which remain
intact in circulation, nanodroplets can vaporize in the
presence of ultrasound, generating microbubbles and
collapsing at high pressures. We report that loading
volatile PFC nanodroplets with oxygen increases the
severity of local haemorrhage, edema and cell
apoptosis in combination with the sonosensitizer
5-ALA. We show that bubble formation and collapse
from oxygen-loaded nanodroplets generate sufficient
ROS to damage normal cerebral tissue within the
ultrasound focus.
Real-time
treatment
monitoring
during
sonodynamic therapy is currently lacking in clinical
practice. Here we show that cavitation emissions from
vaporizing nanodroplets may be mapped to tissue
damage. Oxygen-loaded PFC nanodroplets were
shown to be a useful tool to enhance and monitor
sonodynamic therapy in the brain.

Acknowledgements
The authors would like to thank Shawna
Rideout-Gros for her assistance as veterinary
technician and Jennifer Sun for processing the
histology. Funding for this work was provided by the
National Institute of Biomedical Imaging and
Bioengineering of the National Institutes of Health
(R01 EB003268), the Canadian Institutes for Health
Research (FRN 119312), the Temerty Chair in Focused
Ultrasound Research at Sunnybrook Health Sciences
Centre, the Beamish Family Foundation, and the
Connor family.

Competing Interests
K.H. is a co-founder of FUS Instruments, a
company that is commercializing the preclinical FUS
system used in this work.

References
1.
2.

3.

Hadjipanayis CG, Stummer W. 5-ALA and FDA approval for glioma surgery.
J Neurooncol [Internet]. 2019;141(3):479–86. Available from: https://doi.org/
10.1007/s11060-019-03098-y.
Lopez RFV, Lange N, Guy R, Bentley MVLB. Photodynamic therapy of skin
cancer: controlled drug delivery of 5-ALA and its esters. Adv Drug Deliv Rev
[Internet]. 2004;56(1):77–94. Available from: https://www.sciencedirect.com/
science/article/pii/S0169409X03002138.
Zaak D, Sroka R, Höppner M, Khoder W, Reich O, Tritschler S, et al.
Photodynamic Therapy by Means of 5-ALA Induced PPIX in Human Prostate

386

4.

5.

6.
7.

8.

9.

10.

11.
12.
13.
14.
15.
16.
17.
18.
19.
20.
21.
22.

23.
24.
25.

26.

Cancer – Preliminary Results. Med Laser Appl [Internet]. 2003;18(1):91–5.
Available
from:
https://www.sciencedirect.com/science/article/pii/
S1615161504700915.
Umemura S, Yumita N, Nishigaki R. Enhancement of Ultrasonically Induced
Cell Damage by a Gallium-Porphyrin Complex, ATX-70. Japanese J Cancer
Res [Internet]. 1993 May 1;84(5):582–8. Available from: https://doi.org/
10.1111/j.1349-7006.1993.tb00179.x.
Wu S-K, Santos MA, Marcus SL, Hynynen K. MR-guided Focused Ultrasound
Facilitates Sonodynamic Therapy with 5-Aminolevulinic Acid in a Rat Glioma
Model. Sci Rep [Internet]. 2019;9(1):10465. Available from: https://doi.org/
10.1038/s41598-019-46832-2.
Costley D, Mc Ewan C, Fowley C, McHale AP, Atchison J, Nomikou N, et al.
Treating cancer with sonodynamic therapy: a review. Int J Hyperth.
2015;31(2):107–17.
Nomikou N, Sterrett C, Arthur C, McCaughan B, Callan JF, McHale AP. The
Effects of Ultrasound and Light on Indocyanine-Green-Treated Tumour Cells
and Tissues. ChemMedChem [Internet]. 2012 Aug 1;7(8):1465–71. Available
from: https://doi.org/10.1002/cmdc.201200233.
Hachimine K, Shibaguchi H, Kuroki M, Yamada H, Kinugasa T, Nakae Y, et al.
Sonodynamic therapy of cancer using a novel porphyrin derivative,
DCPH-P-Na(I), which is devoid of photosensitivity. Cancer Sci [Internet]. 2007
Jun 1;98(6):916–20. Available from: https://doi.org/10.1111/j.1349-7006.2007.
00468.x.
McHale AP, Callan JF, Nomikou N, Fowley C, Callan B. Sonodynamic
Therapy: Concept, Mechanism and Application to Cancer Treatment BT Therapeutic Ultrasound. In: Escoffre J-M, Bouakaz A, editors. Cham: Springer
International Publishing; 2016. p. 429–50. Available from: https://doi.org/
10.1007/978-3-319-22536-4_22.
Beguin E, Shrivastava S, Dezhkunov N V, McHale AP, Callan JF, Stride E.
Direct evidence of multibubble sonoluminescence using therapeutic
ultrasound and microbubbles. ACS Appl Mater Interfaces. 2019;11(22):19913–
9.
Li Y, Zhou Q, Hu Z, Yang B, Li Q, Wang J, et al. 5-Aminolevulinic acid-based
sonodynamic therapy induces the apoptosis of osteosarcoma in mice. PLoS
One. 2015;10(7):e0132074.
Kaneko S, Molina ES, Sporns P, Schipmann S, Black D, Stummer W.
Fluorescence real-time kinetics of protoporphyrin IX after 5-ALA
administration in low-grade glioma. J Neurosurg. 2021;1(aop):1–7.
Nyamekye I, Anglin S, McEwan J, MacRobert A, Bown S, Bishop C.
Photodynamic therapy of normal and balloon-injured rat carotid arteries
using 5-amino-levulinic acid. Circulation. 1995;91(2):417–25.
Cohn CS, Cushing MM. Oxygen therapeutics: perfluorocarbons and blood
substitute safety. Crit Care Clin. 2009;25(2):399–414.
Lea-Banks H, O’Reilly MA, Hynynen K. Ultrasound-responsive droplets for
therapy: A review. J Control Release. 2019;293.
Radhakrishnan K, Holland CK, Haworth KJ. Scavenging dissolved oxygen via
acoustic droplet vaporization. Ultrason Sonochem. 2016;31:394–403.
Song G, Liang C, Yi X, Zhao Q, Cheng L, Yang K, et al. Perfluorocarbon‐loaded
hollow Bi2Se3 nanoparticles for timely supply of oxygen under near‐infrared
light to enhance the radiotherapy of cancer. Adv Mater. 2016;28(14):2716–23.
Zhou J, Xue C, Hou Y, Li M, Hu Y, Chen Q, et al. Oxygenated theranostic
nanoplatforms with intracellular agglomeration behavior for improving the
treatment efficacy of hypoxic tumors. Biomaterials. 2019;197:129–45.
Qin S, Xu Y, Li H, Chen H, Yuan Z. Recent advances in in-situ
oxygen-generating and oxygen-replenishing strategies for hypoxic-enhanced
photodynamic therapy. Biomater Sci. 2021.
Tang W, Yang Z, Wang S, Wang Z, Song J, Yu G, et al. Organic
semiconducting photoacoustic nanodroplets for laser-activatable ultrasound
imaging and combinational cancer therapy. ACS Nano. 2018;12(3):2610–22.
Chin LS, Lim M, Hung TT, Marquis CP, Amal R. Perfluorodecalin
nanocapsule as an oxygen carrier and contrast agent for ultrasound imaging.
Rsc Adv. 2014;4(25):13052–60.
Huang D, Zhao C, Wen B, Fu X, Shang L, Kong W, et al. Oxygen-carrying
microfluidic microcapsules for enhancing chemo-sonodynamic therapy on
patient-derived tumor organoid models. Chem Eng J [Internet].
2022;435:134871. Available from: https://www.sciencedirect.com/science/
article/pii/S1385894722003783.
Chang S, Si T, Zhang S, Merrick MA, Cohn DE, Xu RX. Ultrasound mediated
destruction of multifunctional microbubbles for image guided delivery of
oxygen and drugs. Ultrason Sonochem. 2016;28:31–8.
Nesbitt H, Logan K, Thomas K, Callan B, Gao J, McKaig T, et al. Sonodynamic
therapy complements PD-L1 immune checkpoint inhibition in a murine model
of pancreatic cancer. Cancer Lett. 2021.
Yoo K, Walker WR, Williams R, Tremblay-Darveau C, Burns PN, Sheeran PS.
Impact of Encapsulation on in vitro and in vivo Performance of Volatile
Nanoscale Phase-Shift Perfluorocarbon Droplets. Ultrasound Med Biol
[Internet]. 2018 Aug 1 [cited 2019 May 8];44(8):1836–52. Available from:
https://www.umbjournal.org/article/S0301-5629(18)30177-7/abstract#.XN
MmsaadvS8.mendeley.
Sheeran PS, Matsunaga TO, Dayton PA. Phase change events of volatile liquid
perfluorocarbon contrast agents produce unique acoustic signatures. Phys
Med Biol [Internet]. 2014 Jan 20;59(2):379–401. Available from: http://
stacks.iop.org/0031-9155/59/i=2/a=379?key=crossref.5b3a3234d604697c807f
ba3ddacf7391.

https://www.ntno.org

Nanotheranostics 2022, Vol. 6
27. Lea-Banks H, Hynynen K. Sub-millimetre precision of drug delivery in the
brain from ultrasound-triggered nanodroplets. J Control Release. 2021;338:
731–41.
28. Wu Q, Mannaris C, May JP, Bau L, Polydorou A, Ferri S, et al. Investigation of
the Acoustic Vaporization Threshold of Lipid-Coated Perfluorobutane
Nanodroplets Using Both High-Speed Optical Imaging and Acoustic Methods.
Ultrasound Med Biol [Internet]. 2021; Available from: https://www.
sciencedirect.com/science/article/pii/S0301562921000922.
29. Sheeran PS, Wong VP, Luois S, McFarland RJ, Ross WD, Feingold S, et al.
Decafluorobutane as a Phase-Change Contrast Agent for Low-Energy
Extravascular Ultrasonic Imaging. Ultrasound Med Biol [Internet].
2011;37(9):1518–30. Available from: https://www.sciencedirect.com/science/
article/pii/S0301562911002833.
30. Kripfgans OD, Fabiilli ML, Carson PL, Fowlkes JB. On the acoustic
vaporization of micrometer-sized droplets. J Acoust Soc Am. 2004
Jul;116(1):272–81.
31. Reznik N, Williams R, Burns PN. Investigation of Vaporized Submicron
Perfluorocarbon Droplets as an Ultrasound Contrast Agent. Ultrasound Med
Biol [Internet]. 2011;37(8):1271–9. Available from: https://www.
sciencedirect.com/science/article/pii/S0301562911002432.
32. Schad KC, Hynynen K. In vitro characterization of perfluorocarbon droplets
for focused ultrasound therapy. Phys Med Biol [Internet]. 2010 Sep
7;55(17):4933–47. Available from: http://stacks.iop.org/0031-9155/55/i=17/
a=004?key=crossref.7e56148cd7c3f25461352d4b6cbad992.
33. Lea-Banks H, Meaghan O, Hamani C, Hynynen K. Localized anesthesia of a
specific brain region using ultrasound-responsive barbiturate nanodroplets.
Theranostics. 2020;10(6):2849–58.
34. Williams R, Wright C, Cherin E, Reznik N, Lee M, Gorelikov I, et al.
Characterization of Submicron Phase-change Perfluorocarbon Droplets for
Extravascular Ultrasound Imaging of Cancer. Ultrasound Med Biol [Internet].
2013;39(3):475–89. Available from: http://www.sciencedirect.com/science/
article/pii/S030156291200614X.
35. Rojas JD, Borden MA, Dayton PA. Effect of Hydrostatic Pressure, Boundary
Constraints and Viscosity on the Vaporization Threshold of Low-Boiling-Point
Phase-Change Contrast Agents. Ultrasound Med Biol [Internet]. 2019 Apr
1;45(4):968–79. Available from: https://doi.org/10.1016/j.ultrasmedbio.
2018.11.006.
36. Fabiilli ML, Haworth KJ, Fakhri NH, Kripfgans OD, Carson PL, Fowlkes JB.
The role of inertial cavitation in acoustic droplet vaporization. IEEE Trans
Ultrason Ferroelectr Freq Control. 2009;56(5):1006–17.
37. Sheeran PS, Yoo K, Williams R, Yin M, Foster FS, Burns PN. More Than
Bubbles: Creating Phase-Shift Droplets from Commercially Available
Ultrasound Contrast Agents. Ultrasound Med Biol [Internet]. 2017 Feb
1;43(2):531–40. Available from: https://doi.org/10.1016/j.ultrasmedbio.
2016.09.003.
38. Greenberg AE. Standard methods for the examination of water and
wastewater. Am Public Heal Assoc. 1980;409–26.
39. O’Reilly MA, Hynynen K. Blood-Brain Barrier: Real-time Feedback-controlled
Focused Ultrasound Disruption by Using an Acoustic Emissions–based
Controller. Radiology [Internet]. 2012 Apr 1;263(1):96–106. Available from:
https://doi.org/10.1148/radiol.11111417.
40. Johnson JLH, Dolezal MC, Kerschen A, Matsunaga TO, Unger EC. In vitro
Comparison of Dodecafluoropentane (DDFP), Perfluorodecalin (PFD), and
Perfluoroctylbromide (PFOB) in the Facilitation of Oxygen Exchange. Artif
Cells, Blood Substitutes, Biotechnol [Internet]. 2009 Jan 1;37(4):156–62.
Available from: https://doi.org/10.1080/10731190903043192.
41. Escoffre J-M, Campomanes P, Tarek M, Bouakaz A. New insights on the role
of ROS in the mechanisms of sonoporation-mediated gene delivery. Ultrason
Sonochem [Internet]. 2020;64:104998. Available from: https://www.
sciencedirect.com/science/article/pii/S1350417719311502.
42. Riess JG. Understanding the Fundamentals of Perfluorocarbons and
Perfluorocarbon Emulsions Relevant to In vivo Oxygen Delivery. Artif Cells,
Blood Substitutes, Biotechnol [Internet]. 2005 Jan 1;33(1):47–63. Available
from: https://doi.org/10.1081/BIO-200046659.
43. Krafft MP, Riess JG. Therapeutic oxygen delivery by perfluorocarbon-based
colloids. Adv Colloid Interface Sci [Internet]. 2021;294:102407. Available from:
https://www.sciencedirect.com/science/article/pii/S0001868621000488.
44. Kwan JJ, Kaya M, Borden MA, Dayton PA. Theranostic oxygen delivery using
ultrasound and microbubbles. Theranostics [Internet]. 2012/12/23.
2012;2(12):1174–84. Available from: https://pubmed.ncbi.nlm.nih.gov/
23382774.
45. Reusser TD, Song K-H, Ramirez D, Benninger RK, Papadopoulou V, Borden
MA. Phospholipid Oxygen Microbubbles for Image-Guided Therapy.
Nanotheranostics [Internet]. 2020 Feb 28;4(2):83–90. Available from:
https://pubmed.ncbi.nlm.nih.gov/32190535.
46. Owen J, Logan K, Nesbitt H, Able S, Vasilyeva A, Bluemke E, et al. Orally
administered oxygen nanobubbles enhance tumor response to sonodynamic
therapy. Nano Sel [Internet]. 2022 Feb 1;3(2):394–401. Available from:
https://doi.org/10.1002/nano.202100038.
47. Bluemke E, Young LAJ, Owen J, Smart S, Kinchesh P, Bulte DP, et al.
Determination of oxygen relaxivity in oxygen nanobubbles at 3 and 7 Tesla.
Magn Reson Mater Physics, Biol Med [Internet]. 2022; Available from:
https://doi.org/10.1007/s10334-022-01009-3.

387
48. Zeng Q, Qiao L, Cheng L, Li C, Cao Z, Chen Z, et al. Perfluorohexane-loaded
polymeric nanovesicles with oxygen supply for enhanced sonodynamic
therapy. ACS Biomater Sci Eng. 2020;6(5):2956–69.
49. Jones RM, McMahon D, Hynynen K. Ultrafast three-dimensional microbubble
imaging in vivo predicts tissue damage volume distributions during
nonthermal brain ablation. Theranostics [Internet]. 2020 Jun 1;10(16):7211–30.
Available from: https://pubmed.ncbi.nlm.nih.gov/32641988.
50. SHIBAGUCHI H, TSURU H, KUROKI M, KUROKI M. Sonodynamic Cancer
Therapy: A Non-invasive and Repeatable Approach Using Low-intensity
Ultrasound with a Sonosensitizer. Anticancer Res [Internet]. 2011 Jul
1;31(7):2425 LP – 2429. Available from: http://ar.iiarjournals.org/content/
31/7/2425.abstract.
51. McEwan C, Owen J, Stride E, Fowley C, Nesbitt H, Cochrane D, et al. Oxygen
carrying microbubbles for enhanced sonodynamic therapy of hypoxic
tumours. J Control Release. 2015;203:51–6.
52. Fabiilli ML, Lee JA, Kripfgans OD, Carson PL, Fowlkes JB. Delivery of
Water-Soluble Drugs Using Acoustically Triggered Perfluorocarbon Double
Emulsions. Pharm Res [Internet]. 2010;27(12):2753–65. Available from:
https://doi.org/10.1007/s11095-010-0277-5.
53. Lea-Banks H, Meng Y, Wu SK, Belhadjhamida R, Hamani C, Hynynen K.
Ultrasound-sensitive nanodroplets achieve targeted neuromodulation. J
Control Release. 2021 Apr 10;332:30–9.
54. O’Reilly MA, Muller A, Hynynen K. Ultrasound insertion loss of rat parietal
bone appears to be proportional to animal mass at submegahertz frequencies.
Ultrasound Med Biol [Internet]. 2011/09/16. 2011 Nov;37(11):1930–7.
Available from: https://www.ncbi.nlm.nih.gov/pubmed/21925788.
55. Sun T, Zhang Y, Power C, Alexander PM, Sutton JT, Aryal M, et al.
Closed-loop control of targeted ultrasound drug delivery across the blood–
brain/tumor barriers in a rat glioma model. Proc Natl Acad Sci [Internet]. 2017
Nov 28 [cited 2021 Apr 30];114(48):E10281–90. Available from:
https://www.pnas.org/content/114/48/E10281.
56. Belhadjhamida R, Lea-Banks H, Hynynen K. Perfusion fixation methods for
preclinical biodistribution studies: A comparative assessment using
automated image processing. Methods Appl Fluoresc. 2021;9(1).
57. Ennis SR, Novotny A, Xiang J, Shakui P, Masada T, Stummer W, et al.
Transport of 5-aminolevulinic acid between blood and brain. Brain Res. 2003
Jan;959(2):226–34.
58. Hynynen K, McDannold N, Vykhodtseva N, Jolesz FA. Noninvasive MR
Imaging–guided Focal Opening of the Blood-Brain Barrier in Rabbits.
Radiology [Internet]. 2001 Sep 1;220(3):640–6. Available from: https://
doi.org/10.1148/radiol.2202001804.
59. Rapoport N, Nam K-H, Gupta R, Gao Z, Mohan P, Payne A, et al.
Ultrasound-mediated tumor imaging and nanotherapy using drug loaded,
block copolymer stabilized perfluorocarbon nanoemulsions. J Control Release.
2011;153(1):4–15.
60. Helfield BL, Yoo K, Liu J, Williams R, Sheeran PS, Goertz DE, et al.
Investigating the Accumulation of Submicron Phase-Change Droplets in
Tumors. Ultrasound Med Biol [Internet]. 2020;46(10):2861–70. Available from:
https://www.sciencedirect.com/science/article/pii/S0301562920302933.

https://www.ntno.org

