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A B S T R A C T

To improve therapeutic efficacy of nanocarrier drug delivery systems, it is essential to improve their uptake and
penetration in tumour tissue, enhance cellular uptake and ensure efficient drug release at the tumour site. Here
we introduce a tumour targeting drug delivery system based on the ultrasound-mediated delivery of enzyme
sensitive liposomes. These enzyme sensitive liposomes are coated with cleavable poly(ethylene glycol) (PEG)
which will be cleaved by two members of the enzyme matrix metalloproteinase family (MMP-2 and MMP-9).
Cleavage of the PEG coat can increase cellular uptake and will destabilize the liposomal membrane which can
result in accelerated drug release. The main aim of the work was to study the effect of focused ultrasound and
microbubbles on the delivery and therapeutic efficacy of the MMP sensitive liposome. The performance of the
MMP sensitive liposome was compared to a non-MMP sensitive version and Doxil-like liposomes. In vitro, the
cellular uptake and cytotoxicity of the liposomes were studied, while in vivo the effect of ultrasound and mi-
crobubbles on the tumour accumulation, biodistribution, microdistribution, and therapeutic efficacy were in-
vestigated. For all tested liposomes, ultrasound and microbubble treatment resulted in an improved tumour
accumulation, increased extravasation, and increased penetration of the liposomes from blood vessels into the
extracellular matrix. Surprisingly, penetration depth was independent of the ultrasound intensity used.
Ultrasound-mediated delivery of free doxorubicin and the Doxil-like and MMP sensitive liposome resulted in a
significant reduction in tumour volume 28 days post the first treatment and increased median survival. The MMP
sensitive liposome showed better therapeutic efficacy than the non-MMP sensitive version indicating that
cleaving the PEG-layer is important. However, the Doxil-like liposome outcompeted the MMP and non-MMP
sensitive liposome, both with and without the use of ultrasound and microbubbles.

1. Introduction

Successful treatment of cancer remains a challenge for many solid
tumour types. Conventional chemotherapy is used alone or in combi-
nation with other treatment modalities and is based on systemic ad-
ministration of drugs which often lacks cancer specificity, causing se-
vere side-effects. Furthermore, because of high accumulation in healthy
tissue and fast clearance rate of the small drug molecules, only a small
fraction of the injected dose (0.001–0.01%) reaches the tumour site
[1,2]. Therefore, new strategies are needed to obtain successful

therapeutic response.
Drug loaded nanoparticles (NPs) have shown great potential as a

more specific anti-tumour treatment being able to exploit the enhanced
permeability and retention (EPR) effect in cancerous tissue and thereby
improving the delivery of drugs to tumours and reducing toxic effects
towards normal tissue [3,4]. Tumour tissue lacks lymphatic drainage
and due to uncontrolled growth of tumours, endothelial cells are poorly
aligned and have large fenestrations, resulting in leaky vasculature.
These anatomical irregularities result in leakage and accumulation of
components from the blood plasma into tumour tissue, which makes the
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EPR an interesting target for a more tumour specific therapy strategy
[3,5]. NPs have numerous other advantages over conventional ther-
apeutics such as less accumulation in healthy tissue and the possibility
for actively targeted delivery by adding targeting ligands to the NP
surface, in addition to protecting the drug from premature degradation,
reviving potentially poorly soluble drugs, controlled and sustained drug
release, and different pharmacokinetics and biodistribution compared
to small molecule drugs [6]. However, despite these promising features,
their therapeutic effect has been limited, partly by inadequate delivery
due to the heterogeneous EPR-effect, dense extracellular matrix, and
high interstitial fluid pressure in tumours [7–10].

Several preclinical studies have shown that ultrasound in combi-
nation with microbubbles improves the delivery, intratumoural dis-
tribution and therapeutic efficacy of drug loaded NPs in tumours
[11–16]. The improved therapeutic efficacy of chemotherapeutics after
ultrasound-mediated delivery has also been demonstrated in patients
with non-resectable pancreatic tumours and patients suffering from
glioblastoma [17,18]. In the acoustic field, the microbubbles expand
and compress during the low and high pressure phases, respectively.
This cavitation behaviour is known to increase the vascular perme-
ability since the oscillating and collapsing microbubbles form me-
chanical stresses on the blood vessel wall which can create both tran-
sient and permanent pores or even more extensive vascular damage
[19–21]. Furthermore, it has been shown that the use of focused ul-
trasound in combination with microbubbles can enhance endocytosis in
vitro [19,22]. All these ultrasound-mediated effects, also known as so-
nopermeation, will increase vascular permeability and thereby increase
extravasation and potentially improve penetration through the extra-
cellular matrix which could result in enhanced accumulation and dis-
tribution of NPs and drug in tumour tissue [23].

Several NP-based drug delivery systems have been developed in-
cluding polymeric, liposomal, viral and inorganic NPs [6]. These NPs
are often coated with polyethylene glycol (PEG) to shield them from the
immune system and thereby extending their circulation half-life sig-
nificantly compared to non-PEGylated NPs and small drug molecules,
resulting in an increased accumulation in tumour tissue [24]. In addi-
tion, PEGylation prevents aggregation of the NPs, and can have a
charge shielding effect resulting in a more neutral charge of the NP,
which may improve penetration through the extracellular matrix due to
reduced electrostatic interactions with extracellular matrix components
[25–27]. However, the presence of PEG on the surface of the NPs will
also affect the NP-cell interaction, resulting in reduced cellular uptake
and thereby potentially reducing the therapeutic efficacy [28,29].

To improve therapeutic outcome of current drug delivery systems, it
is essential to improve the delivery of drug carriers to and throughout
tumour tissue, enhance cellular uptake and ensure secure and efficient
drug release at the tumour site. In the present work, we introduce a dual
tumour targeting drug delivery system based on ultrasound-mediated
delivery of matrix metalloproteinase (MMP) sensitive liposomes coated
with PEG. Once delivered to the extracellular matrix of the tumour, the
PEG coat will be cleaved by two members of the enzyme MMP family
(MMP-2 and MMP-9) which are overexpressed in several cancer types
[30]. The cleaving is expected to improve the interaction between li-
posomes and tumour cells compared to PEGylated liposomes [28,29].
Furthermore, removal of the PEG coating can result in accelerated drug
release [29]. Based on the MMP sensitive liposome characteristics and
the potentially improved delivery to the tumour site using ultrasound in
the presence of microbubbles, it is hypothesized that this combination
will enhance therapeutic efficacy.

The main aim of the work was to study the effect of focused ultra-
sound in combination with microbubbles on the delivery and ther-
apeutic efficacy of the MMP sensitive liposome. The performance of the
MMP sensitive liposome (Cleavable) was compared to a non-MMP
sensitive version (NonCleavable) and a liposomal formulation the same
as the clinically used formulation Doxil®/Caelyx® (Doxil-like). First,
cellular uptake and cytotoxicity were studied in vitro by flow cytometry

and a cell viability assay, respectively. Secondly, the effect of different
ultrasound settings on liposome uptake in tumours and normal organs
in mice was studied using a small animal optical imager, and the effect
on microdistribution in tumours was evaluated with confocal laser
scanning microscopy. Thirdly, the therapeutic efficacy of the drug
loaded liposomes was evaluated by measuring the growth of sub-
cutaneous tumours.

2. Material and methods

2.1. Peptide synthesis

The PEGylated cleavable lipopeptide (PCL) was synthesized as fol-
lows: The peptide H-Gly-Trp(Boc)-Ile-Pro-Val-Ser(tBu)-Leu-Arg-(Pbf)-
Ser(tBu)-Gly-Glu(tBu)-Glu(tBu)-Glu(tBu)-Glu(tBu)-PEG2000 was syn-
thesized on an Initiator Alstra peptide synthesizer (Biotage, Sweden)
using a TentaGel PAP2000 resin. The resin was swelled in di-
chloromethane (DCM) for 1 hour. In general, couplings were carried out
for 5 minutes at 75 °C using 4 equiv. amino acid, 3.92 equiv. HATU and
8 equiv. 2,4,6-collidine in N,N-Dimethylmethanamide (DMF). Ile and
Leu were coupled twice to ensure conversion. The second coupling was
carried out for 30 minutes at room temperature. Also, Arg was coupled
for 30 minutes at room temperature. Ile, Val and Leu were coupled in N-
methylpyrrolidone (NMP). Fmoc deprotection was performed using
20% piperidine in DMF for 10 minutes. The peptide was cleaved for 3
hours using 95:2.5:2.5 trifluoroacetic acid (TFA)/triisopropyl silane/
water after which the cleavage solvent was removed under reduced
pressure and the peptide precipitated in diethyl ether. The cleaved
peptide was dissolved in 500:500:1 water/acetonitrile/triethylamine
(TEA) and lyophilized. The peptide was hereafter dissolved in NMP and
dried over molecular sieves in 3 mM concentration. 1.2 equiv. choles-
teryl chloroformate and 20 equiv. diisopropylethylamine were added to
the dissolved peptide and the solution was stirred. After 30 min the
concentration was diluted to 10% NMP with water and purified using
semipreparative high performance liquid chromatography (HPLC),
which was operated using a Waters 600 pump and controller, a Waters
2489 UV/Vis detector and a Waters XTerra C18 5 µm column
(30 × 250 mm). For lipopeptide elution, the following eluents were
used: Eluent (A) 5% acetonitrile, 0.1% TEA in water, Eluent (B) 0.1%
TEA in acetonitrile. A linear gradient was used for elution of the lipo-
peptide as a narrow peak with retention time (Rt) from 18-20 min was
obtained. The lipopeptide was lyophilized to give a white powder. The
purity of the compound was monitored by analytical HPLC using a
Waters XTerra C8 (4.6 × 150 mm) column. Eluent (A) was 5% acet-
onitrile, 0.1% TFA and Eluent (B) 0.1% TFA in acetonitrile. A linear
gradient from 0 to 100% eluent (B) over 15 min with flow rate 1 ml/
min was used. The purity was >96% and Rt 11.8 min. Molecular
weight was confirmed by use of MALDI-TOF MS (Bruker Reflex, Bruker
Daltonics, USA) observed (M+H+) 3983.9.

2.2. Liposome formulation and characterization

1-palmitoyl-2-oleoyl-glycero-3-phosphocholine (POPC) and ovine
cholesterol (Chol) were purchased from Avanti Polar Lipids Inc. (USA).
Methoxy(polyethylene glycol)-2000-Cholesterol (mPEG2000-Chol) was
from Creative PEGWorks (USA). Stealth premix consisting of hydro-
genated Soy-L-α-phosphatidylcholine (HSPC), hydrogenated 1,2-dis-
tearoyl-sn-glycero-3-phosphoethanolamine-N-[methoxy(polyethylene
glycol)-2000] (mPEG2000-DSPE) and cholesterol in a weight ratio of
3:1:1: was purchased from Lipoid GmbH (Germany). To fluorescently
label the liposomes, 1,2-dioleoyl-sn-glycero-3-phospho-ethanolamine-
Atto488 (DOPE-Atto488) and 1,2-dipalmitoyl-sn-glycero-3-phos-
phoethanolamine-Atto700 (DPPE-Atto700) were used (ATTO-TEC
GmbH, Germany). The PEGylated cleavable lipopeptide was fabricated
in house as described in the previous section.

Liposomes were prepared using the molar compositions outlined in
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Table 1. Appropriate amounts of the phospholipids were dissolved in a
mixture of t-Butanol:water (9:1), which was snap-frozen in liquid ni-
trogen and lyophilized overnight. The following day the thin lipid layer
was hydrated in a 10 mM HEPES 140 mM NaCl buffer or 250 mM
ammonium sulfate buffer (fluorophore labelled liposomes or doxor-
ubicin loaded liposomes respectively) and extruded by passing the
multilamellar vesicles through 100 nm polycarbonate filters to form
unilamellar vesicles. The temperature was kept at 40 °C for unsaturated
formulations (NonCleavable and Cleavable) and 65 °C for saturated
formulations (Doxil-like) throughout the hydration and extrusion pro-
cess. Liposomes hydrated with ammonium sulfate were dialyzed using
Slize-A-Lyzer cassettes (ThermoFisher, USA), pore size 10 kD versus a
10 mM HEPES 140 mM NaCl buffer. Subsequently, the dialyzed lipo-
somes were remote loaded with doxorubicin HCl (Lianyungang Gui-
vuan Chempharm Co., China) for 3 hours at 45 °C (unsaturated lipo-
somes) or 60 °C (saturated liposomes), at a drug-to-lipid ratio of 1:5.
Unencapsulated doxorubicin was removed by dialyzing the liposomes
using Slide-A-Lyzer dialysis cassettes (MWCO 10kD) versus HEPES
saline buffer (10 mM HEPES, 140 mM NaCl, pH7.4). The PEG cleavable
lipopeptide was post inserted to the corresponding formulations at
40 °C for 45 min.

The phosphor content of the liposomes was quantified using
Inductive Coupled Plasma Mass Spectroscopy (ICP-MS), employing
gallium as internal standard, while the doxorubicin content of the li-
posomes was quantified spectrophotometrically by measuring sample
absorption at 496 nm (Tecan Spark plate reader, Tecan Trading,
Switzerland). The hydrodynamic radius, polydispersity index (PDI) and
zeta potential of the liposomes were investigated using a Zetasizer ZS
(Malvern Panalytical Ltd., UK). The liposomes were diluted to 100 µM
using HEPES saline buffer (10 mM HEPES, 140 mM NaCl) for DLS
measurements and 10 mM HEPES 5% w/v glucose for zeta potential
measurements.

Phospholipids labelled with Atto488 and Atto700 (see Table 1) were
incorporated in the liposomes to measure the microdistribution and
tissue uptake of liposomes, respectively. The fluorescence intensity of
the three liposomes was compared by measuring the fluorescence in-
tensity of Atto488 and Atto700 in dilution series of the liposomes using
a spectrofluorometer (SpectraMax i3x, Molecular Devices, USA) and a
small animal optical imager (Pearl Impulse imager, LI-COR Biosciences
Ltd., USA). Results from the dilution series measured by the small an-
imal optical imager were compared to in vivo fluorescence intensity
measurements. For the spectrofluorometer experiments, the liposome
solutions were excited with 480 ± 9 nm and 680 ± 9 nm and emissions
were detected at 505 ± 20 nm and 705 ± 20 nm, for respectively
Atto488 and Atto700. For experiments with the small animal optical
imager, the Atto700-liposomal solutions were excited with 685 nm and
fluorescence emission was detected at 720 nm.

2.3. In vitro cleavage of the MMP sensitive liposomes

The protease thermolysin has the same substrate specificity as MMP-
2 and MMP-9, and is therefore suitable for cleavage of the liposomes in
vitro [31]. 20 µl of liposomes were mixed with 6 µg/ml thermolysin in
180 µl of enzyme activation buffer which consists of HEPES-buffered
saline (50 mM HEPES, 100 mM NaCl, pH 7.4) supplemented with 1 mM
CaCL2 and 2 µM ZnCl2. All chemicals were purchased at Sigma-Aldrich
(USA). The cleavage was performed over night at 37 °C.

2.4. Cell culture

Prostate adenocarcinoma cells (PC3, ATCC, USA) were cultured in
Dulbecco’s modified Eagle medium (Sigma-Aldrich, USA) with 10%
fetal bovine serum (Sigma-Aldrich, USA). Cells were kept at 37 °C and
5% CO2 and maintained in exponential growth. 1% penicillin/strepto-
mycin (Sigma-Aldrich, USA) was added to the growth medium of cells
implanted in mice and the in vitro cytotoxicity study.

2.5. Cellular uptake of liposomes

50 000 PC3 cells/well were seeded in 24-well plates (VWR, USA).
Seventy-two hours post seeding, cells were incubated with 50 µg/ml of
doxorubicin loaded liposomes (Doxil-like, NonCleavable, Cleavable) for
4 hours at 37 °C and 5% CO2 before washing 3 times with PBS, tryp-
sinizing (Sigma-Aldrich, USA) and placing the cell suspension on ice
until flow cytometry analysis. To study the effect of cleavage of the
Cleavable liposome on the cellular uptake, both the intact and cleaved
version (thermolysin treated) of the Cleavable liposome were included.
To evaluate if any dye leakage (doxorubicin) occurred, cells were in-
cubated with 50 µg/ml of doxorubicin loaded liposome solution for 4
hours at 4 °C. No endocytosis is expected at this temperature such that
stained cells are most likely stained due to free drug [32].

Liposomal uptake was evaluated by flow cytometry (Gallios,
Beckman Coulter, USA). A 488 nm laser was used for excitation of
doxorubicin and emission was detected at 585 ± 15 nm. Gating on the
side versus forward scatter plot was applied to exclude dead cells,
debris and cell aggregates. Kaluza Flow Cytometry analysis software
v1.3 (Beckman Coulter, USA) was used to determine the percentage of
fluorescent cells and mean fluorescence intensity corresponding to
cellular uptake of liposomes.

2.6. In vitro cytotoxicity study

The metabolic assay based on AlamarBlue was used to measure cell
viability. 10 000 PC3 cells/well were seeded in a black 96 well plate
with transparent bottom (Corning Inc., Sigma-Aldrich, USA). Twenty-
four hours after seeding, cells were incubated with either the drug
loaded liposomes or free doxorubicin (Accord Healthcare, UK) for 24

Table 1
Molar compositions [%] of the three different liposomes.

Fluorophore labelled liposomes Drug loaded liposomes

Doxil-like NonCleavable Cleavable Doxil-like NonCleavable Cleavable

POPC 59.6 59.6 60 60
HSPC 56.2 56.5
Chol 38.1 35 35 38.2 35 35
MPEG2000-DSPE 5.3 5.3
MPEG2000-CHOL 5 5
PCL 5 5
DOPE-Atto488 0.2 0.2 0.2
DPPE-Atto700 0.2 0.2 0.2

Abbreviations: POPC – 1-palmitoyl-2-oleoyl-sn-glycero-3-phosphocoline, HSPC – Hydrogenated soy 3-phosphocoline, CHOL – Cholesterol, DSPE – 1,2-Distearoyl-sn-
glycero-3phosphoetanolamine, PEG2k – Polyethylene glycol, PCL – PEGylated cleavable lipopeptide, DOPE-Atto488 – 1,2-Dioleoyl-sn-glycero-3-phosphoethanola-
mine-Atto488, DPPE-Atto700 – 1,2-Dipalmitoyl-sn-glycero-3-phosphoethanolamine-Atto700.
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hours at 37 °C with 5% CO2. For both free and encapsulated doxor-
ubicin, concentrations between 0.001 µg/ml and 100 µg/ml, were used.
After treatment, cells were rinsed 3 times with growth medium. The
growth medium was replaced by 100 µl of AlamarBlue (1:10 dilution in
growth medium) (Thermo Fisher Scientific, USA) 24 hours later, and
incubated for 3 hours. Fluorescence was measured with a spectro-
fluorometer (SpectraMax i3x, Molecular Devices, USA) with excitation
at 560 nm and detection of emission at 590 nm. Cell viability was
calculated by dividing the fluorescence intensity of the treated wells by
the fluorescence intensity of wells with untreated cells. A four-para-
meter logistic curve was fitted to the datapoints with SigmaPlot (v14.0,
Systat Software Inc., USA).

2.7. Animals and tumour inoculation

Female Balb/c nude mice (Janvier labs, France) were purchased at
8 weeks of age. Mice were housed in groups of 5 in individually ven-
tilated cages under conditions free of specific pathogens at a 12-hour
night/day cycle. Cages were kept in a controlled environment
(20–23 °C, humidity of 50–60%) and the mice had free access to food
and sterile water. They were fed RM1 expanded pellets (Special Diets
Services, UK), and the cages were enriched with housing, nesting ma-
terial and gnaw sticks. All experimental procedures were approved by
the Norwegian Food Safety Authority.

Before tumour implantation, mice were anesthetized with 2–3%
isoflurane. 50 µl of medium containing 3x106 PC3 cells was slowly
injected subcutaneously between the hip and the knee on the lateral
side of the left hind leg. Tumours were measured with a calliper 3 times
per week and the weight of the animals was closely monitored. Tumour
volume was calculated by l w2

6 , where l and w are the length and
width of the tumour, respectively.

Before ultrasound experiments, mice were anesthetized by a sub-
cutaneous injection (0.1 ml/10 g of bodyweight) of fentanyl (0.05 mg/
kg, Actavis Group, USA), medetomidine (0.5 mg/kg, Orion Pharma,
Finland), midazolam (5 mg/kg, Accord Healthcare, UK) and water
(2:1:2:5). Thereafter a catheter was placed in the lateral tail vein. In
case needed, a subcutaneous injection (0.1 ml/10 g of body weight) of
atipemazol (2.5 mg/kg, Orion Pharma, Finland), flumazenil (0.5 mg/
kg, Fresenius Kab, USA) and water (1:1:8) was used as antidote. The
mice received a subcutaneous injection of 0.5 ml saline before waking
up to counteract the incurred dehydration. Body temperature was
maintained by external heating and eyes were kept moist with
Viscotears Liquid Gel (Alcon, USA). After treatment, the animals were
placed in a recovery rack (28 °C) until the next morning to recover from
the anaesthesia and avoid hypothermia. At the end of experiments, the
anesthetized mice were euthanized by cervical dislocation.

2.8. Ultrasound set-up, microbubbles and passive cavitation detection

A custom-made single element focused transducer (Imasonic,
France) with a centre frequency of 1.0 MHz was mounted on the bottom
of a water tank (see Fig. 1). The transducer had a diameter of 50 mm

and a focal distance of 125 mm. Signals were generated with a signal
generator (33500B, Agilent Technologies, USA) and amplified with a
50 dB RF amplifier (2100L, E&I, USA).

Animals were placed on top of the lid of the tank and the tumour
bearing leg was positioned through a circular hole in the lid and in the
far field of the ultrasound transducer at a distance of approximately
190 mm. The 3 dB and 6 dB beam widths at 190 mm distance are 6 and
10 mm, respectively, thereby exposing the whole tumour. The water-
side of the lid was covered with acoustic absorber material to avoid
standing waves. To avoid hypothermia of the animal, water in the tank
was heated to 32 °C and a heating lamp was placed above the mouse.
Animals exposed to ultrasound received a 100 µl bolus injection of
SonoVueTM microbubbles (Bracco Imaging, Italy) directly after an in-
travenous bolus injection of liposomes, after which ultrasound treat-
ment was started within 5 seconds.

The in vivo cavitation behaviour of the SonoVueTM microbubbles
was detected with a 5.0 MHz unfocused transducer (Harisonic, 0.75
inch diameter, 17-0512-P, Olympus, USA) which was placed in a
custom-made holder in the corner of the tank facing the tumour leg.
The detected backscatter signal was recorded by an oscilloscope
(LeCroy WaveRunner 44Xs, LeCroy corporation, USA) with a sampling
frequency of 100 MS/s and transferred to a PC for processing in Matlab
(version R2018A, Mathworks Inc, USA). The frequency content of the
signals was calculated and displayed real time, enabling visual in-
spection of an expected increase in harmonic signals (stable cavitation)
and broadband level rise (inertial cavitation).

2.9. Ultrasound-mediated delivery of the three liposomes

Subcutaneous prostate cancer tumours were grown in 40 mice, and
mice were included when the tumours had reached an average size of
200–300 mm3. For each type of liposome, the animals were randomly
divided into 3 treatment groups (Table 2).

Each animal received an 100 µl intravenous bolus injection of 6 mM
of liposome solution. Mice exposed to ultrasound, received 100 µl of
SonoVueTM microbubbles followed with 2 minutes of ultrasound with
either a mechanical index (MI) of 0.4 or 0.8 (0.4 or 0.8 MPa peak ne-
gative pressure), with ultrasound pulses of 10 000 cycles and pulse
repetition frequency of 0.5 Hz.

Three hours post injection of liposomes, functional blood vessels
were stained by injecting 100 µl of lectin (Ulex europaeus-Atto 594
conjugate, Sigma-Aldrich, USA) which was allowed to circulate for
5 min before euthanizing the animal.

2.10. Tumour accumulation and biodistribution of liposomes – Small
animal optical imager

Tumour accumulation of the liposomes was obtained by imaging
animals with a small animal optical imager (Pearl Impulse imager, LI-
COR Biosciences Ltd., USA) at different timepoints post treatment. The
Atto700 dye in the liposomes was excited at 685 nm and emission was
detected at 720 nm. In addition to the fluorescence image, a bright field

Fig. 1. Schematic illustration of the ultrasound set up.
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image of the animal was recorded. At each timepoint, a region of in-
terest (ROI) around the tumour was drawn on the bright field image,
transferred to the fluorescence image and the average fluorescence in-
tensity of the ROI was obtained. The tumour fluorescence intensity as a
function of time was normalized to the fluorescence intensity at t=0
(first recorded image approximately 5 minutes after injection of the
liposomes).

The biodistribution of NPs was obtained by excising the spleen,
kidneys, liver, lungs, heart and tumour. Both a fluorescence and a
bright field image of the organs were obtained. An ROI was drawn
around each organ and the total fluorescence intensity was normalized
by the wet weight of the organ or tumour. The fluorescence intensity
per gram of tissue was plotted per liposome and treatment group.
Fluorescence intensity values for the biodistribution were corrected
based on the observed differences in fluorescence intensity of the
Atto700 between the three liposomes.

2.11. Microdistribution – Confocal imaging of tumour sections

Excised tumours were cut along the coronal plane. One half was
mounted with the cutting plane down on a piece of cork and covered
with OCT Tissue Tek (Sakura, The Netherlands) before submerging the
sample in liquid nitrogen and storing at −80 °C. The other half was
fixed in 4% paraformaldehyde for histological evaluation.

Of the frozen tissue samples, the first 1000 µm was removed after
which 4 sections of 25 µm thickness for confocal imaging and 1 section
of 4 µm thickness for histological evaluation were taken. These 5 sec-
tions were made at 5 different levels in the tumour, separated by
300 µm.

Microdistribution of the liposomes was imaged by confocal laser
scanning microscopy (CLSM). Prior to imaging, the section was thawed
at room temperature, mounted with Vectashield containing DAPI
(Vector Laboratories, USA), covered with a cover glass and sealed with
nail polish. The DAPI staining was used to distinguish between tumour
and healthy tissue. All sections were imaged with a Leica TCS SP8
confocal microscope equipped with a white light laser (Leica
Microsystems, Germany) and a multiphoton laser (Chameleon Vision-S,
Coherent, USA) and using a 40X/1.10 water objective. DAPI was ex-
cited with the multiphoton laser at 730 nm and emission was detected
at 400–450 nm. Sequentially, the Atto488 in the liposomes and the
Atto594 from the blood vessel staining were excited with a white light
laser at 500 and 600 nm, respectively. Fluorescence of these two dyes
was detected at 515–555 nm and 615–655 nm, respectively. An optical
section of 4 µm was used and the laser intensity and detector gain were
kept the same for all sections.

Sections were inspected through the ocular by viewing only the
blood vessel channel and images were taken whenever stained blood
vessels were found without knowing whether liposomes were present or
not. From each treatment group, sections at three different levels from
the tumour of three animals per treatment group were imaged resulting

in 80–110 images per treatment group (approximately 7–14 images per
section).

2.12. Microdistribution – Quantification of extravasation

Images taken with the CLSM (see Supplementary Fig. S1A) were
processed and analysed in ImageJ and MATLAB (version R2018A,
Mathworks Inc, USA). The blood vessel and liposome images were
thresholded based on the ImageJ built-in threshold ‘Triangle’ (see
Supplementary Fig. S1B). From the thresholded blood vessel channel, a
distance map image was calculated in which the intensity of each pixel
represents the distance of that specific pixel to the nearest blood vessel
pixel in number of pixels (see Fig. S1C). This distance map image was
multiplied pixel by pixel with the thresholded binary liposome image
resulting in a distance map image for just the pixels representing ex-
travascular liposomes (see Fig. S1D). From each image a histogram was
created to assess the distance travelled by the liposomes and the dis-
tance travelled was converted from number of pixels to micrometre (1
pixel=0.6 µm) (see Fig. S1E).

Several histograms showed small but clear peaks at distances far
from the blood vessel wall. It is expected that these peaks are caused by
liposomes from blood vessels that were above or below the imaged
plane or blood vessels that were not functional at the time the lectin
was circulating, and these peaks were excluded. Thereafter, the average
number of pixels at each distance from the blood vessel of the whole
dataset was calculated and plotted per liposome and treatment group.

2.13. Therapeutic efficacy study

Mice were included in the therapeutic efficacy study once the tu-
mours had reached a size of 100–200 mm3, 3–4 weeks after inoculation.
A total of 55 mice were randomly distributed in the nine different
treatment groups (see Table 3).

Untreated control animals received a sham saline injection of
200 µl. Mice getting treatment received a doxorubicin dose of 6 mg/kg
by intravenously injecting either the doxorubicin loaded liposomes or
the free drug doxorubicin (Doxorubicin Hydrochloride, Accord

Table 2
Treatment groups to study the effect of ultrasound and microbubbles on tumour accumulation, biodistribution and microdistribution of the three liposomes.
(D=Doxil-like, NC=NonCleavable, C=Cleavable).

Group Liposome Mechanical index Number of cycles Pulse repetition frequency [Hz] Treatment time [min] Number of mice

1 D – – – – 3
2 D 0.4 10 000 0.5 2.0 5
3 D 0.8 10 000 0.5 2.0 5

4 NC – – – – 3
5 NC 0.4 10 000 0.5 2.0 5
6 NC 0.8 10 000 0.5 2.0 5

7 C – – – – 4
8 C 0.4 10 000 0.5 2.0 5
9 C 0.8 10 000 0.5 2.0 5

Table 3
The nine treatment groups during the therapeutic efficacy study.
(FUS=Focused ultrasound treatment in the presence of microbubbles).

Abbreviation Number of mice

Treatment −FUS +FUS −FUS +FUS

Saline Saline – 7 –
Doxil-like D D + FUS 7 5
NonCleavable NC NC + FUS 6 6
Cleavable C C + FUS 5 6
Doxorubicin DOX DOX + FUS 6 7
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Healthcare, UK). Groups not exposed to ultrasound and microbubbles
(-FUS), received a 100 µl sham saline injection while groups exposed to
ultrasound received 100 µl SonoVueTM microbubbles followed by an
ultrasound treatment with an MI of 0.8 and pulses with 10 000 cycles
(+FUS). Animals received this treatment once a week for three con-
secutive weeks (day 0, 7 and 14).

Tumour sizes were measured with a calliper three times a week and
the weight of the animals was closely monitored. Mice were euthanized
when the tumour length exceeded 15 mm. Animals that showed a re-
duced tumour growth with respect to the saline group for at least 7
consecutive days were defined as responders.

2.14. Statistical analysis

Statistical analysis on all datasets was performed with Sigmaplot
(v14.0, Systat Software Inc., USA). Datasets were first tested for nor-
mality and equal variance with the Shapiro-Wilk test and Brown-
Forsythe test, respectively. If the dataset passed for both tests, a t-test
was performed to test for statistical significance between two treatment
groups. Otherwise a Mann-Whitney rank sum test was used to assess
statistical significance between datasets. A p-value smaller than 0.05
was considered to indicate statistical significance.

3. Results

3.1. Characterization of liposomes

Characteristics such as size, polydispersity index (PDI), zeta poten-
tial and loading of doxorubicin are shown in Table 4. A circulation half-
life time of 2.9, 4.0 and 3.2 hours were observed for the Doxil-like,
NonCleavable and Cleavable liposome, respectively (see Table S1 and
Fig. S2). Different batches of the liposomes were used for the in vitro
and in vivo experiments.

The effect of thermolysin on size, PDI and zeta potential of the three
liposomes has been studied (Supplementary Fig. S3). Small differences
in size or zeta potential between the liposomes were found.

The fluorescence intensity of the Atto700 dye were measured by the
small animal optical imager of liposomes in solution and in vivo in the
non-tumour bearing leg, and shown in Supplementary Fig. S4A and B,
respectively. A large difference in fluorescence intensity between the
three types of liposomes was observed. The NonCleavable liposomes
showed fluorescence intensities that were approximately 3.7x and 1.9x
higher than those of the Doxil-like and Cleavable liposomes, respec-
tively. The differences observed in solution corresponded well with the
in vivo data obtained 5 minutes after injection of the liposomes. The
fluorescence intensity of the Atto488 and Atto700 was also measured

with a spectrofluorometer (Supplementary Fig. S5) and corresponded to
Fig. S4.

3.2. Cellular uptake and in vitro cytotoxicity of doxorubicin loaded
liposomes

The uptake of the liposomes by PC3 cells after 4 hours of incubation
at 37 °C was evaluated by flow cytometry and the results are shown in
Fig. 2A. 90% of the cells had taken up the NonCleavable liposome,
followed by the Cleavable and Doxil-like liposomes with 68% and 26%
of cellular uptake, respectively. The mean fluorescence intensity of the
cells incubated with liposomes increased by a factor of 3.9x to 5.5x with
respect to untreated autofluorescence values (see Fig. 2B). Both the
cellular uptake (%) and the mean fluorescence intensity increase were
significantly different from autofluorescence and between the different
liposomes. Incubating at 4 °C for 4 hours did not result in any cellular
uptake of the liposomes while free drug doxorubicin showed clear up-
take. This indicates that there was no free drug (doxorubicin) in the
liposomal solutions (data not shown).

The in vitro toxicity of the three doxorubicin loaded liposomes and
free doxorubicin are shown in Fig. 2C. A reduction in cell viability was
observed for increasing concentrations of encapsulated and free drug.
For most of the concentrations tested, the NonCleavable and Cleavable
liposomes showed a similar effect on the cell viability as free doxor-
ubicin. A higher concentration of the Doxil-like liposome was needed to
reduce cell viability.

The effect of cleavage of the PEG-layer of the Cleavable liposome on
the cellular uptake has been studied (Supplementary Fig. S6). The
figure shows that the enzyme activation buffer without the enzyme
added to the growth medium reduced the cellular uptake from 68% for
the Cleavable liposome in just growth medium to 38%. Adding the
enzyme thermolysin significantly increased the cellular uptake to 55%.
A reduced cellular uptake of the NonCleavable liposome was observed
after adding the activation buffer without the enzyme. Adding the en-
zyme had no effect on the cellular uptake. The cellular uptake of the
Doxil-like was not affected by neither adding the buffer nor the buffer
and the enzyme.

3.3. Ultrasound-mediated tumour accumulation of fluorophore labelled
liposomes

The effect of ultrasound and microbubbles on tumour accumulation
of the three fluorophore labelled liposomes is shown in Fig. 3. Ultra-
sound settings used were based on the previous obtained results
showing large tumour accumulation of the liposomes using an MI of 0.8
with pulses of 10 000 cycles and intermediate tumour accumulation of

Table 4
The average diameter, Ϛ-potential and PDI for the fluorophore labelled and doxorubicin loaded liposomes. Different batches of the liposomes were used for the in
vitro, in vivo tumour accumulation and therapeutic efficacy study.

Doxorubicin Loaded - Cellular uptake + cytotoxicity Diameter [nm] Ϛ-potential [mV] PDI Dox to lipid ratio [µmol dox/µmol lipid]

Doxil-like 128 −14.6 ± 0.9 0.063 ± 0.009 0.23
NonCleavable 123 −11.4 ± 0.4 0.054 ± 0.008 0.24
Cleavable 140 −17.6 ± 0.6 0.059 ± 0.025 0.24

Fluorophore Labelled - Microdistribution + Biodistribution

Doxil-like 126 −13.4 ± 0.5 0.035 ± 0.007 -
NonCleavable 155 −3.8 ± 1.2 0.102 ± 0.020 -
Cleavable 160 −13.7 ± 1.2 0.044 ± 0.015 -

Doxorubicin Loaded - Therapeutic efficacy study

Doxil-like 105 −5.4 ± 0.5 0.055 ± 0.019 0.20
NonCleavable 94 −5.5 ± 0.1 0.081 ± 0.007 0.24
Cleavable 127 −12.7 ± 0.2 0.068 ± 0.020 0.27
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the liposomes using MI=0.4 with 10 000 cycles (Supplementary Fig.
S7).

Representative images taken at t=0 (approx. 5 minutes after
treatment) and t=3 hours post injection of the Cleavable liposomes
with and without ultrasound treatment are shown in Fig. 3A. The
fluorescence intensity relative to fluorescence intensity at t=0 of the
tumour ROI as function of time are shown in Fig. 3B–D. Ultrasound and
microbubbles increased the tumour uptake of all liposomes, but to
different extents. A statistically significant increase in relative fluores-
cence intensity could be observed at all timepoints (t>0). All ultra-
sound-treated groups reached their maximum intensity at 0.5 hours
post injection of the liposomes. The increase in relative fluorescence
intensity was most profound for the NonCleavable liposome of which
the groups treated with an MI of 0.4 and 0.8 reached average peak
values of 1.7 and 2.2, respectively. The Doxil-like and Cleavable lipo-
some responded similarly and the MI=0.4 and MI=0.8 ultrasound
treatment groups reached a maximum relative fluorescence intensity of
1.2–1.3 and 1.5, respectively.

Three hours post injection, the tumour accumulation of all lipo-
somes was reduced (Fig. 3D), but the ultrasound treated groups still had
higher fluorescence intensity than the corresponding groups without
ultrasound treatment (Only-LPs). Even though the NonCleavable lipo-
some showed the highest increase of relative fluorescence intensity at
0.5 hours post injection, at 3 hours post injection, the relative fluor-
escence intensity values of the MI=0.8 group differed minimally from
the other two MI=0.8 groups. The Only-LPs and MI=0.4 group of the
NonCleavable liposome showed lower values than the Doxil-like and
Cleavable liposome. The relative fluorescence intensity readings of the
groups treated with ultrasound in combination with the Doxil-like or
Cleavable liposome reached similar values at 3 hours post injection and
treatment. The decrease of fluorescence intensity over time is expected
to be due to elimination of the liposomes from the circulation and by
liposome clearance in the tumour.

3.4. Biodistribution of liposomes

Fig. 4 shows the biodistribution of the three liposomes in the dif-
ferent treatment groups. Fluorescence intensity per gram of tissue is
displayed for the various organs and tumour. Here, the fluorescence
intensity has been corrected based on fluorescence intensity differences
of the Atto700 dye between the three different types of liposomes.

The Doxil-like and Cleavable liposome showed a similar biodistribution

profile in the various organs, while the NonCleavable liposome showed
lower fluorescence intensity values for most organs. Furthermore, highest
fluorescence intensities for all three liposomes were observed in the lungs
followed by the spleen, liver, kidneys and heart.

An increase in fluorescence intensity in the tumour could be ob-
served when ultrasound and microbubbles were used in combination
with the liposomes. The effect of ultrasound and microbubbles seemed
to be minimal for the Doxil-like liposome. Only the MI=0.8 group of
the NonCleavable liposome showed a statistically significant increase
with respect to the Only-LPs treatment group (p<0.05). For most or-
gans, ultrasound and microbubbles did not change the biodistribution
profile. Only the MI=0.4 group of the Doxil-like and NonCleavable
liposome showed a significant reduction in fluorescence intensity with
respect to the Only-LPs treatment group in the liver and kidneys, re-
spectively (p<0.05).

3.5. Microdistribution of liposomes

The microdistribution of liposomes was imaged by CLSM of frozen
tumour sections. Representative images from a tumour in the control
group and a tumour treated with MI=0.8 ultrasound and microbubbles
are shown in Fig. 5A-B, respectively. An increased prevalence of per-
meation of the liposomes into the extracellular matrix of the tumour
can be observed.

A more quantitative analysis of the CLSM images revealed more details
regarding the extravasation and distance travelled by the liposomes into
the extracellular matrix of the tumour. From the CLSM images, the number
of pixels representing extravasated liposomes was summed per image and
plotted per treatment group and liposome as a boxplot (see Fig. 5C). The
number of pixels representing extravascular liposomes increased when ul-
trasound and microbubbles were used. For all liposomes, the increase in
number of pixels representing extravasated liposomes was minimal for the
MI=0.4 group but was more profound for the MI=0.8 group. In case of the
Doxil-like liposome, amount of extravasation in both ultrasound treatment
groups was statistically significant with respect to the Only-LPs treatment
group. This was only the case for the MI=0.8 group of the NonCleavable
and Cleavable liposome.

Comparing the three liposomes, mice treated with the Cleavable
liposome showed higher number of pixels representing extravasated
liposomes in both the Only-LPs treatment group and both ultrasound
treatment groups than mice receiving the Doxil-like or NonCleavable
liposome.

Fig. 2. (A) Cellular uptake of liposomes in percentage and (B) mean fluorescence intensity normalized to autofluorescence after 4 hours of incubation. Mean and
standard deviation are based on the averages of n=3 experiments (three replicates each). (D=Doxil-like, NC=NonCleavable, C=Cleavable) (C) Cytotoxicity of the
drug loaded liposomes and free drug doxorubicin for PC3 cells after incubation of 24 hours at 37 °C and a recovery time of 24 hours before applying the AlamarBlue
assay. A four-parameter logistic curve was fitted to the datapoints. Mean and standard deviation are based on the averages of n=3 experiments (three replicates
each).
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The effect of ultrasound and microbubbles on the displacement of
liposomes from the blood vessels are shown in Fig. 5D–F for the Doxil-
like, NonCleavable and Cleavable liposome, respectively. When ultra-
sound was used, liposomes were observed up to approximately 65 µm
away from the blood vessel, independently of which MI and liposome
were used. In the case of the Doxil-like and NonCleavable liposome, a
doubling of distance travelled could be observed after exposure to ul-
trasound in the presence of microbubbles. The Cleavable liposomes
seemed to extravasate and penetrate well without help of ultrasound
and microbubbles compared to the Doxil-like and NonCleavable lipo-
some, since in the Only-LPs treatment group, liposomes were observed
up to approximately 60 µm distance from the blood vessel.

3.6. Therapeutic efficacy

A treatment study was performed to assess whether the improved
delivery of liposomes by ultrasound could improve the therapeutic re-
sponse. Tumours were treated with ultrasound of MI=0.8 in the pre-
sence of microbubble as this treatment showed highest tumour uptake
of liposomes. The relative tumour growth curves of individual animals
treated with the Doxil-like, NonCleavable, Cleavable liposome and free
doxorubicin are shown in Supplementary Fig. S8A–D, respectively.
Animals that showed a reduced tumour growth with respect to the
saline group for at least 7 consecutive days were defined as responders.
Mice were euthanized when the tumour length exceeded 15 mm. The
tumour growth, number of responders and median survival of the dif-
ferent treatment groups are summarized in Table 5. No significant

Fig. 3. (A) Representative images taken at t=0 (~5 minutes) and 3 hours post injection of the liposomes of animals treated with and without ultrasound. White
dashed line depicts the tumour ROI. (B-D) The mean relative fluorescence intensity of tumour ROI as function of time for the Doxil-like, NonCleavable and Cleavable
liposome, respectively. Normalization was done relative to values at t=0. Mean and standard deviation are based on 3–5 animals. (E) Boxplot of the in vivo mean
relative fluorescence intensity in the tumour ROI at 3 hours post liposome injection. The circular symbols depict different animals. Statistically significance is
indicated with asterisks (*p<0.05, ***p<0.001).
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weight loss, which is a common side effect of cytostatic drugs, was
observed for any of the treatments (see Supplementary Fig. S9).

Except for one animal in the control group, most control animals
were euthanized between day 28 and 35. Therefore, the mean tumour
growth for the first 28 days are shown in Fig. 6A. Solid lines indicate the
Only-LPs or free drug treated groups, while the dashed lines indicate
ultrasound treated groups. Comparing the control group (saline) with
the Doxil-like+FUS, Cleavable+FUS and DOX+FUS treatment groups,
a statistically significant reduction in tumour growth was found (58%,
39% and 21%, respectively). Surprisingly, the mice given the free drug
had statistically larger tumours with respect to the control animals
(+37%) at day 28. When comparing the Only-LPs or free drug treat-
ment with the corresponding ultrasound treatment (-FUS vs +FUS), a
statistically significant difference in tumour volume at day 28 was ob-
served for the Doxil-like liposome and free drug treatment.

Of the Only-LPs and only free drug treatment groups, animals treated
with the Doxil-like liposome showed the highest number of responders
(4/7) followed by the Cleavable (2/5), NonCleavable (2/6) and Free
Doxorubicin group (0/6). Using ultrasound and microbubbles in addition
resulted in an increased number of responders in all treatment groups
with again the highest number of responders for the Doxil-like liposome,
i.e. 4 out of 5 of which 2 survived until the end of the study (100 days
after first treatment) of which 1 was in full remission. The number of
responders for the Cleavable, NonCleavable and Free doxorubicin treat-
ment group increased to 4/6, 4/6 and 3/7, respectively.

The Kaplan-Meier plot in Fig. 6B represents the survival of the an-
imals. Ultrasound and microbubbles combined with injection of the
liposomes or free drug, resulted in a prolonged median survival but to
different extents. Doxil-like+FUS (51 days, p=0.003), Cleavable+FUS
(40.5 days, p=0.029) and DOX+FUS (42 days, p=0.037) resulted in a
significantly prolonged survival compared to the control group
(32 days, saline). Of the Only-LPs treatment groups, only the Doxil-like
liposome resulted in statistically significant increase (39 days, p=0.05)
in survival with respect to the control group (32 days, saline). In case of
Doxil-like liposomes, there was a borderline significance between the
Only-LPs and ultrasound treatment group (p=0.055).

4. Discussion

4.1. Cellular uptake and cytotoxicity

Successful therapeutic response requires efficient cellular uptake and
cytotoxicity of the drug-loaded liposomes. The three liposomes were taken
up by the cells to various degrees, where NonCleavable performed best,
followed by the Cleavable and Doxil-like liposome. The cytotoxicity study
showed that both the encapsulated and free drug reduced cell viability,
demonstrating the sensitivity of the PC3 cell line to the drug.

Both cellular uptake and cytotoxicity of the liposomes depend on cell-
liposome interactions which are based on liposome properties like size
and charge [33]. The liposomes used showed only minimal differences in
size and charge which therefore cannot fully explain the results obtained.
A possible explanation for the obtained differences in cellular uptake and
cytotoxicity can be the differences in lipid compositions of the liposomal
formulations. Both the Cleavable and NonCleavable liposomes contain
unsaturated lipids which have reduced alignment due to the tail being
kinked and thereby pack less tightly whilst saturated lipid tails can
readily align and pack tightly. The reduced alignment of the unsaturated
lipid tails leads to unsaturated bilayers having less rigidity than saturated
bilayers (Doxil-like) leading to a faster rate of drug release [34]. This
could have caused higher cellular doxorubicin fluorescence compared to
the Doxil-like liposome as well as similar cytotoxicity profiles of the
NonCleavable and Cleavable liposomes and the free drug.

Enzymatic removal of PEG increased the cellular uptake of the
Cleavable liposomes compared to Cleavable liposomes treated with the
same activation buffer without thermolysin, demonstrating that the
PEG layer can prevent cellular uptake which has also been reported by
others [28,29]. Thermolysin had no effect on the cellular uptake of the
NonCleavable or Doxil-like liposomes, showing that the thermolysin
specifically cleaved the PEGylated cleavable lipopeptide. Incubating
PC3 cells with either the NonCleavable or Cleavable liposome in growth
medium containing the enzyme activation buffer without thermolysin
resulted in a reduced cellular uptake which indicates that adding the
enzyme activation buffer to the growth medium potentially changed
the metabolic activity and/or cellular uptake mechanisms of the PC3
cells. Most likely due to dilution of the growth medium or the com-
position of the enzyme activation buffer.

Fig. 4. Biodistribution in organs and tumours visualized as fluorescence intensity per gram of tissue for the three liposomes 3 hours post injection. Group means are
shown, and error bars indicate the standard deviation. Statistical significance is shown with an asterisk. (*p<0.05). Mean and standard deviation are based on 3–5
animals.
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4.2. Effect of ultrasound and microbubbles on the tumour accumulation of
liposomes

Ultrasound in the presence of microbubbles resulted in a significant
increase in accumulation of all three liposomes in tumours compared to

the Only-LPs treatment groups. The Doxil-like and Cleavable liposome
showed similar relative accumulation kinetics, while the NonCleavable
liposome showed higher accumulation. 3 hours post treatment the
NonCleavable liposome showed similar relative accumulation com-
pared to the other two liposomes.

Fig. 5. Representative images of animals treated with (A) only LPs and (B) LPs in combination with MI=0.8 ultrasound and microbubbles. LPs are shown in green,
blood vessels in red and cell nuclei in blue. Scale bar is 50 µm. (C) The average number of pixels representing extravasated liposomes per image per treatment group
and liposome. Results are based on 80 to 110 images per treatment group. Solid line in the boxplot and error bars represent the median and standard deviation,
respectively. Statistically significance is shown with an asterisk (*p<0.05, **p<0.01, ***p<0.001) (D-F) The average number of liposomes as a function of the
distance travelled from the blood vessels, for the Doxil-like, NonCleavable and Cleavable liposomes, respectively.
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The fluorescence in the tumour ROI will originate from both lipo-
somes still in circulation and liposomes that have extravasated.
Assuming that the ultrasound treatment does not change the circulation
properties of the liposomes, the increase in relative fluorescence in-
tensity can be attributed to sonopermeation effects.

Microbubbles are constrained to the blood vessels, and their in vivo
behaviour depends on the ultrasound parameters (frequency, pressure,
pulse duration, pulse repetition), microbubble properties (size, shell
properties, concentration) and in vivo conditions like vessel diameter,
vascular structure and viscosity of the blood [21,35–37]. Microbubbles
exposed to ultrasound can undergo stable volumetric oscillations, also
known as stable cavitation, or more radical oscillations resulting in a
violent collapse of the bubble which is known as inertial cavitation. It
has been shown that stable cavitation causes microstreaming, improves
vascular permeability and stimulates endocytosis, and inertial cavita-
tion might result in shock waves and microjets, which when close to a
membrane, can result in transient or permanent pores in the vascular
wall or even to more extensive vascular damage [20,23,38,39].

The effect of a wide range of ultrasound parameters on the cavita-
tion behaviour of SonoVueTM microbubbles has been studied mainly in
an in vitro setting. Based on in vitro studies, inertial cavitation was ob-
served above an MI of 0.5 [40,41], while in vivo inertial cavitation
became observable at MI>0.62 [41]. Thus, it is expected that in the
case of the MI=0.4 treatment groups mainly stable cavitation occurs
and when using an MI of 0.8, more inertial cavitation is expected. This
was confirmed when detecting the cavitation behaviour of SonoVueTM

(see Supplementary Fig. S10), both more stable and inertial cavitation
was observed in the MI=0.8 group compared to the MI=0.4 group. The
difference in microbubble behaviour and the corresponding bio-
mechanical effects are likely to be the reason for the higher uptake of

liposomes and improved extravasation in the MI=0.8 groups.
Ultrasound in the presence of microbubbles can change the perfu-

sion. Both vascular shutdown and increased perfusion by opening of
non-perfused microvessels, have been reported [42,43]. An increased
perfusion of the tumour could partly explain the observed increase in
tumour fluorescence intensity in the ultrasound treatment groups.

If cavitation and perfusion do not differ between the three lipo-
somes, the observed increased tumour uptake of the NonCleavable li-
posome with respect to the other two liposomes, should be due to an
interplay of liposome properties (formulation, size, charge, PEGylation,
etc.), tumour characteristics (vascularization, EPR-effect, etc.) and in-
teraction with blood components. In both the NonCleavable and
Cleavable liposome, cholesterol is used as the lipid anchor of the PEG.
Cholesterol is known to partition out which could result in the lipo-
somes losing their PEG-layer over time thereby altering their in vivo
behaviour. That this happens cannot be completely ruled out, but it is
expected that the effect will be minimal and similar across the
NonCleavable and Cleavable liposome because of the similar amount of
Chol-PEG used in both formulations. The size of the Cleavable and
NonCleavable liposome did not differ while the Doxil-like liposome
exhibited a slightly smaller size which can be beneficial with respect to
extravasation. The NonCleavable liposome had a higher zeta potential
(-3.8 mV) compared to the Doxil-like and Cleavable liposome (-13.4 mV
and -13.7 mV, respectively) and it has been shown that a more neutral
charge of the particles could result in less interactions with the nega-
tively charged endothelial cell membrane and extracellular matrix
components and thereby increase the extravasation and diffusion rate
[26,44,45]. In addition, neutral liposomes show less interaction with
charged blood components whereas more negatively or positively
charged liposomes will undergo more and different protein adsorption

Table 5
The mean tumour volume at day 28, number of responders and median survival of the different treatment groups. Asterisks indicate statistical significance with
respect to the saline group (D=Doxil-like, NC=NonCleavable, C=Cleavable, DOX=Free doxorubicin) (*p<0.05, **p<0.01, ***p<0.001).

Treatment Mean tumour volume at day 28 [mm3] Tumour volume w.r.t. saline at day 28 [%] Nr. Responders Median survival [Days]

−FUS +FUS −FUS +FUS −FUS +FUS −FUS +FUS

Saline 888 ± 136 – – – – – 32 –
D 741 ± 403 372 ± 150 *** −17% −58% 4/7 4/5 39 * 51 **
NC 781 ± 98 701 ± 216 −12% −21% 2/6 4/6 32.5 35
C 832 ± 93 539 ± 225 * −6% −39% 2/5 4/6 35 40.5 *
DOX 1236 ± 207 * 698 ± 117 * +39% −21% 0/6 3/7 31 42 *
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Fig. 6. (A) Tumour growth curves of the first 28 days after the first treatment. Line plot and error bars represent the mean of 5–7 mice and standard deviation,
respectively. Asterisks show significant tumour reductions with respect to the saline treatment group (*p<0.05, ***p<0.001) (B) Kaplan-Meier plot. Different
colours indicate the different LPs or drug used. Solid lines indicate only LPs or drug treatment groups. Dashed lines indicate the ultrasound treatment groups (+FUS).
Treatments took place on day 0, 7 and 14 and are indicated with a black arrow. (*p<0.05, **p<0.01) (D=Doxil-like, NC=NonCleavable, C=Cleavable, DOX=Free
doxorubicin, FUS=Focused ultrasound and microbubbles).
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hence altering their properties, i.e. size, shape, charge, etc., which will
affect their extravasation and tumour accumulation [46,47]. The more
neutral charge of the NonCleavable liposome could therefore poten-
tially have been beneficially for tumour accumulation rate.

4.3. Biodistribution of liposomes in tumour and normal organs

Imaging of the excised tumour showed increased tumour accumu-
lation of the liposomes after ultrasound which is consistent with the in
vivo measurements done 3 hours post treatment. However, most of the
statistical significance between the Only-LPs and ultrasound treatment
groups found in the in vivo dataset was lost after excising the tumour.
This is most likely due to the correction for the weight of the tumour in
the ex vivo biodistribution dataset.

The biodistribution of normal organs showed that ultrasound and
microbubbles did not alter the biodistribution profiles of the organs.
Organs were excised three hours after ultrasound treatment and based
on the circulation half-life time of 3 to 4 hours (see Table S1 and Fig.
S2), the measured fluorescence intensity will originate both from li-
posomes still in circulation and liposomal uptake by the organs. The
relative high uptake by the lungs, especially for the Cleavable and
Doxil-like liposome, is interesting. A possible explanation could be that
the lung capillaries are the first capillaries the liposomes encounter
after injection in the lateral tail vein such that aggregates get stuck in
the microvasculature of the lungs. In addition, the lungs of mice have
the largest mean blood volume per gram of wet tissue (0.49 ml) fol-
lowed by liver (0.36 ml), kidneys (0.34 ml) and spleen (0.17 ml) which
could be one of the reasons of the relatively high fluorescence intensity
originating from the lungs for all three liposomes [48]. High fluores-
cence intensities of the spleen and liver are expected since macro-
phages, which are responsible for clearing liposomes and other sub-
stances from the blood, are residing in those organs [49].

4.4. Microdistribution – Extravasation and penetration depth of liposomes

After recording tumour accumulation of the liposomes, the intra
tumoural microdistribution of the liposomes in frozen tumour tissues
was imaged by CLSM. The Cleavable liposome was found to extravasate
to a larger extent than the other two liposomes. For all liposomes, the
exposure to ultrasound and microbubbles increased the extravasation
significantly and most profoundly after MI=0.8. Many have reported
on enhanced extravasation of liposomes in tumours after exposure to
ultrasound and microbubbles, which is most likely caused by cavitating
microbubbles increasing the vascular permeability in the tumour
[11–15]. Here an MI of 0.4 and 0.8 were used, and improved extra-
vasation was observed for increasing MI and for both ultrasound
treatment groups with respect to the Only-LPs group, which agrees well
with what have been reported [13,37].

Physiochemical properties and tumour characteristics will de-
termine the in vivo fate of the liposomes including their extravasation
and tumour penetration [9,50,51]. When no ultrasound is used, pene-
tration of liposomes through the extracellular matrix will be mainly
diffusion driven due to the high interstitial fluid pressure, which fa-
vours the use of liposomes with a smaller hydrodynamic diameter
[52,53]. Interestingly, the Cleavable liposome showed almost a doubled
penetration depth with respect to the other two liposomes when no
ultrasound was used. A potential reason could be the enzyme sensitive
properties of the liposome. The animals were euthanized 3 hours post
treatment and within those 3 hours, the extravasated liposomes will
come in contact with MMPs causing cleavage of the PEG layer. The
presence and activity of the MMPs in the used tumour model has been
shown by in situ zymography (see Supplementary Fig. S11). MMPs of
interest are located at the basement membranes along collagen type IV
fibres, thus PEG cleavage can take place immediately after extravasa-
tion [54]. How fast and to what extent the PEG layer will be cleaved
will depend on several factors including liposome concentration,

enzyme concentrations and accessibility of the peptide for the enzymes.
PEG cleavage by MMPs reveals a negatively charged residue which
could facilitate electrostatic interactions with the ECM, enhancing li-
posome retention.

Ultrasound increased the penetration of all liposomes into the ECM,
and the effect was the smallest for the Cleavable liposome.
Interestingly, even though the amount of extravasation was different for
the three liposomes, the distance travelled from the nearest blood vessel
was rather similar between the liposomes in the two ultrasound groups,
and in accordance with penetration depths reported by others [55]. The
observed improved penetration depth could indicate that sono-
permeation also causes extravascular effects such as acoustic streaming,
shockwave generation, jet formation and possible structural changes in
the extracellular matrix and creation of pores [23,56]. Even though the
microbubbles showed a clear increase in cavitation behaviour at the
higher MI (Supplementary Fig. S10), surprisingly, a similar penetration
depth was observed in the studied time window. Both our observations
and reports from others might indicate that there is a maximum pe-
netration depth of liposomes from the blood vessels [55].

4.5. Therapeutic efficacy study

The tumours exposed to the Doxil-like liposome combined with
ultrasound and microbubbles showed the best therapeutic response. A
tumour volume reduction up to ~60% with respect to the control group
(saline) was obtained, the number of responders increased, and median
survival was prolonged. Also for the Cleavable liposome and the free
drug doxorubicin, an improved therapeutic response was observed after
ultrasound-mediated delivery, but to a lower extent. The ultrasound
treatments used are not expected to have any therapeutic effect on their
own. This assumption is supported by studies in [57,58].

When comparing the observed microdistribution of the liposomes
with the obtained therapeutic efficacy of the liposomes, it should be
kept in mind that both experiments have been performed with different
batches of liposomes. For each of the liposomes, the variability in size
and zeta potential between the different batches used for both the in
vitro and in vivo experiments are small and within acceptable values, but
could indicate for example differences in PEG coverages. This could
have affected the in vivo behaviour of the liposomes, also with respect to
the observed in vitro behaviour. Due to the relatively small differences
in zeta potential and size between the different batches used, a large
impact on the in vivo behaviour of the liposomes is not expected, but
small alterations in in vivo behaviour cannot be ruled out. Due to the
expected minor effect, it is assumed that the obtained microdistribution
data is representative for the in vivo behaviour of the liposomes when
discussing the therapeutic efficacy.

Even though the Cleavable liposome already extravasated and pe-
netrated the extracellular matrix well by itself compared to the other
two liposomes, no effect on the therapeutic efficacy of the Only-LPs
treatment was observed. One possible explanation could be that al-
though many liposomes penetrated far into the extracellular matrix, the
number was not sufficient for any therapeutic effect. It is possible that
cleaving of the PEG increased the uptake of the liposomes by macro-
phages and other non-tumour cells. The majority of nanoparticles is
reported to either being trapped in the extracellular matrix or taken up
by perivascular cells and other macrophages resulting in 0.0014% of
administered nanoparticles being internalized by the tumour cells [59].
So even though the Cleavable liposome seemed to extravasate the best
of the three liposomes, the final number reaching the tumour cells was
not sufficient for any therapeutic effect. Adding ultrasound and mi-
crobubbles to the treatment resulted in an improved extravasation of
the Cleavable liposome, but the penetration depth was only minimally
affected. This reduced the tumour growth with almost a factor 6.5
(39%/6%) 28 days after the first treatment.

The difference in therapeutic efficacy between the NonCleavable
and Cleavable liposome is interesting since the differences in liposome
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properties (lipid formulation, size, charge) were minimal. Nevertheless,
the Cleavable liposome extravasated and penetrated the extracellular
matrix better than the NonCleavable liposome. Even though the ex-
travasation and penetration of the NonCleavable liposome was similar
to the successful Doxil-like liposome and the number of responders was
similar to the Cleavable liposome, no effect on therapeutic efficacy was
observed. This could indicate that the MMP sensitive property of the
Cleavable liposome has positively affected the therapeutic efficacy as
well.

Interestingly, the group of animals receiving only free doxorubicin
showed increased tumour growth with respect to the control group. It
has been reported that low doses of doxorubicin can induce drug re-
sistance which could explain the observed induced tumour growth
[60]. In case of the ultrasound treatment group, the animals showed a
significant reduced tumour growth, which is interesting since the drug
molecule should be able to diffuse easily by itself into the tumour tissue.
Nevertheless, sonopermeation potentially resulted in an increased local
delivery to tumour tissue such that free doxorubicin became more ef-
ficient. Improved ultrasound-mediated therapeutic response of small
drugs has also been observed in a clinical trial on inoperable pancreatic
cancer [17].

The promising preclinical studies demonstrating that ultrasound
and microbubbles improve delivery of nanomedicine and enhance the
therapeutic response, have led to several clinical studies ([17],
NCT03477019, NCT00245869 and more). When using ultrasound-
mediated delivery of drugs and liposomes in the clinic, stratification of
patients to determine which patients will benefit from the treatment is
important. It has been shown preclinically that tumours with low EPR
effect, such as the PC3 tumour model used in the present study, benefits
more from the use of ultrasound-mediated delivery of liposomes com-
pared to tumours that are well vascularized and have a high EPR effect
[55].

The current study showed that combined with ultrasound and mi-
crobubbles, the Cleavable liposome had a better therapeutic efficacy
compared to the NonCleavable liposome indicating that cleaving of the
PEG-layer can be important. However, the Doxil-like liposome out-
competed the NonCleavable and Cleavable liposomes and free drug
doxorubicin treatment groups both with and without the use of ultra-
sound and microbubbles.

5. Conclusion

Focused ultrasound in the presence of microbubbles resulted in an
improved tumour accumulation, increased extravasation and increased
penetration depth of liposomes into the extracellular matrix compared
to mice receiving just an injection of liposomes. The Cleavable liposome
performed better than the NonCleavable both in terms of extravasation,
microdistribution and therapeutic efficacy. Both for Doxil-like and
Cleavable liposomes, the ultrasound-mediated delivery resulted in an
improved therapeutic efficacy.
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