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Dynamic contrast-enhanced ultrasound
predicts microsphere biodistribution in
real-time during transarterial
radioembolization
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Abstract

Background Transarterial radioembolization (TARE) treatment efficacy critically depends
on themicrosphere biodistribution in the liver. Current treatment planningprotocols rely ona
pre-treatment scout procedure to evaluate this biodistribution for a selected catheter
configuration. However, replication of the catheter configuration during treatment is
challenging and often results in suboptimal tumor targeting. Here we present and
experimentally validate a concept to improve tumor targeting using dynamic contrast-
enhanced ultrasound (DCE-US) imaging to predict the microsphere biodistribution in real-
time, using ultrasound contrast microbubbles as microsphere precursors.
Methods DCE-US-guided TAREwas performed in three ex vivo perfused porcine livers using a
customized normothermic machine-perfusion platform. In each liver, one lobe was selected for
targeting, anda9L4ultrasound transducerwas fixed to image this location.Amicrocatheterwas
inserted in the hepatic artery under fluoroscopic guidance. Several catheter positions were
analyzed in real-time using ultrasound contrast microbubbles and time-intensity curves (TICs).
The catheter position was optimized based on peak TIC intensity, which was retained for
subsequent injection of non-irradiated 165Ho-microspheres. The resulting microsphere
biodistribution was evaluated by R2* mapping in MRI.
Results Here we show that DCE-US can be used to identify feeding arteries, enabling
optimization of the catheter placement to maximize peak intensity within the target lobe. MRI
confirms the relative microsphere biodistribution as predicted by DCE-US in two quantifiable
cases (Case 2: 99.2% [MRI] vs. 98% [DCE-US]; Case 3: 70.2% [MRI] vs. 80.9% [DCE-US]).
Conclusions DCE-US enables accurate prediction of microsphere biodistribution,
providing real-time feedback for immediate intra-operative optimization of the catheter
position during TARE.

Transarterial radioembolisation (TARE) is an established locoregional
treatment for unresectable and chemorefractory liver cancer1. The pro-
cedure involves the transcatheter injection of microspheres, which con-
tain the radioactive isotope yttrium-90 (90Y) or holmium-166 (166Ho),

into the hepatic artery or its branches2–4. Due to their size (typical average
diameter of 25–32 μm5), these microspheres lodge in the hepatic arter-
ioles, interrupting the local blood flow while simultaneously delivering
targeted radiation over time.
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Plain language summary

Transarterial radioembolization is a treatment
for liver tumors in which small radioactive
particles are injected into an artery that feeds
the tumor. For the treatment to work well,
these particles must reach the tumors while
avoiding healthy liver tissue. However,
doctors currently have limited ability to see
where the particles will go during the
procedure. In this study, we investigated
whether imaging technologies using
microscopic bubbles could help predict the
distribution of these particles in real time.
Using pig livers, we show how these bubbles
canbeused to test howwell different injection
strategies can selectively target specific
regions of the liver. The predictions closely
matched the final particle distribution. This
approach could help physicians adjust the
injection strategy during treatment to better
target tumors and potentially improve
treatment outcomes.
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TARE treatment efficacy is directly related to the realized microsphere
biodistribution. After microsphere injection, a high tumor-absorbed dose
with a low non-tumor-absorbed dose (high T/N ratio) is associated with a
higher median overall survival. A sub-analysis of the SARAH trial demon-
strated thatpatients receivingamedian tumor-absorbeddoseof≥100Gyhad
a significantly longer median overall survival (14.1 months) compared to
those receiving <100Gy (6.1 months)6, while a mean non-tumor-absorbed
dose of≤ 40Gy is recommended for safety7. Althoughmicrospheres exhibit a
natural tendency to accumulate in tumors due to their enhanced arterial
vascularity8, themicrosphere biodistribution is significantly influenced by the
catheter configuration used, including injection flow velocity9–11, injection
flow profile12,13 and catheter tip location14–16. Consequently, the choice of
catheter configuration for TARE has a direct impact on treatment outcome.

Current treatment planning strategies for TARE involve injecting
scout particles using the candidate catheter configuration, typically one to
two weeks before the treatment procedure. In this scout procedure,
technetium-99m macroaggregated albumin (99mTc-MAA) beads (95%
between 10 – 100 μm diameter17) are commonly used as scout particles,
which can be visualized by single-photon emission computed tomography/
computed tomography (SPECT/CT) to assess their biodistribution18,19.
Alternatively, it was shown that a small amount of 166Ho-microspheres can
also be used as a scout dose for 166Ho-TARE20. The use of identical particles
in both the scout and therapeutic procedures, combined with magnetic
resonance imaging (MRI) dosimetry enabled by the paramagnetic prop-
erties of 166Ho-microspheres21, was shown to improve the prediction of
intrahepatic microsphere biodistribution22.

The predictive value of the scout procedure is compromised, however,
by the long time interval between the scout and therapeuticTAREprocedures
(typically 1–2 weeks). This increases the likelihood of changes in hemody-
namics at the time of treatment (e.g., alterations in blood pressure or hepatic
arterial flow distribution due to tumor progression) and errors in replicating
the chosen catheter configuration, resulting in suboptimal microsphere
deposition23,24.Moreover, the scout procedure is limited to evaluating a single
injection strategy per injection location, as accumulatedmicrosphere lodging
complicates iterative optimization of the catheter configuration.

We propose an augmented TARE protocol that integrates real-time
ultrasound feedback by using ultrasound-contrast microbubbles as micro-
sphere precursors for improved control over the microsphere biodistribu-
tion. Our recently conducted in-vitro study demonstrated that ultrasound-
contrast microbubbles and non-radioactive 165Ho-microspheres follow
similar trajectories downstream of the first major arterial bifurcations when
injected using the same catheter configuration25. Given that these micro-
bubbles are sufficiently small to pass through the capillary bed (mean dia-
meter of 2.5 μm, with 90% of all microbubbles smaller than 8 μm26), unlike
embolizing microspheres, sequential microbubble injections can be used to
iteratively optimize the catheter configuration for improved tumor targeting
during TARE. The resulting microbubble biodistribution can then be
quantified using dynamic contrast-enhanced ultrasound (DCE-US),
thereby establishing what we term the DCE-US-guided TARE approach.
However, it remains to be shown whether microbubbles can accurately
predict the microsphere biodistribution in a realistic perfused liver model.

This study presents a proof-of-concept for DCE-US guided TARE in
healthy ex-vivo machine-perfused porcine livers. We show that real-time
DCE-US feedback can be used to optimize catheter positioning for targeting
specific regions. Microsphere injections after optimization produce
depositions that correlatewith theDCE-USpredictions, demonstrating that
microbubbles can accurately predict themicrosphere biodistribution. These
results suggest thatDCE-UScouldbe apromising tool to improve treatment
planning for TARE, although the findings are preliminary and clinical
feasibility remains to be established.

Methods
Approach
The envisioned iterative optimization of the catheter configuration in
DCE-US-guided TARE is illustrated in Fig. 1. Three healthy porcine

livers were used to demonstrate the augmented TARE procedure. An
arbitrary location, such as part of a liver lobe, was designated as the target
region to which the microsphere biodistribution should be confined. An
ultrasound transducer was fixed to image this region (Fig. 1A) to evaluate
catheter configurations in terms of their ability to deliver microbubbles to
the target region (Fig. 1B). Real-time quantification of the microbubble
presence in tissue was performed using DCE-US and time intensity curve
(TIC) analysis (Fig. 1C, D). Using the optimized catheter configuration,
165Ho-microspheres were then injected, and their resulting biodistribu-
tion was assessed using MRI to evaluate the accuracy of DCE-US-based
treatment planning.

Organ and blood procurement
Porcine liverswere retrieved froma local slaughterhouse (VionGroenloBV,
Groenlo, TheNetherlands). Slaughtering was done following the guidelines
of the Netherlands Food and Consumer Product Safety Authority
(NVWA). The liver was prepared according to a custom protocol inspired
by the procurement protocol for human livers of XVIVO (XVIVO B.V.,
Groningen, The Netherlands), which is described by Snoeijink et al.27.
Within 30minutes from cardiac arrest28, the portal vein (PV) was cannu-
lated and the inferior vena cava was dissected in order to flush the liver
through the PV cannula with a cold (1–5 °C) saline solution (NaCl 0.9%
infusion solution, B. Braun, Melsungen, Germany). The flush included an
initial 1 L of heparinized (Heparin-Natrium LEO, LEO Pharma GmbH,
Ballerup, Denmark) saline solution (25.000 IU/L) to prevent blood clot
formation in the liver vasculature, followed by 2 L of non-heparinized saline
solution to flush out remaining blood. After cannulation of the PV and
initiation of the flush, the liver was isolated and put on ice for transport. For
the perfusate, 5 to 10 L of non-autologous blood was collected as well, with
additives including 6mL/L of saline solution, 1.8 mL/L of 50% glucose
solution (G-50, B. Braun, Melsungen, Germany), and 15.000 IU/L heparin.

After transport, the aorta was cannulated on ice, and all arteries from
the aorta up to the bifurcation of the hepatic artery (HA) were ligated, such
that the blood supply through the aorta and HA was only directed to
branches that supplied the liver27. Excess tissue was dissected, and the liver
was weighed (Kitchen scale 15 kg, Hendi, De Klomp, The Netherlands).
Cold ischemia time was limited to 4 hours, including transport.

The liver condition was investigated after liver preparation by using
magnetic resonance imaging (MRI). A 1.5 T MRI (MAGNETOM Aera,
Siemens, Erlangen, Germany) with an 18-channel body array coil and a 32-
channel spine coil was used to acquire anatomical images using a three-
dimensional T1-weighted DIXON sequence. Sequence parameters were:
TR/TE1/TE2 = 6.75/2.39/4.77ms, flip angle = 10°, field-of-view = 400 ×
364mm, voxel size = 1.1 × 1.1 × 1.1mm, number of slices = 128.

Machine perfusion: the LiverTwin
An experimental machine perfusion platform developed in-house,
coined the LiverTwin, was used for ex-vivo normothermic perfusion of
porcine livers. The main components of the system are shown in Sup-
plementary Materials 1 (Fig. S1). For the HA side, flow was facilitated by
an iLA active console (I) (Xenios AG, Heilbronn, Germany) with a ¼
inch DP3 mixed-flow rotary pump head (II), which can provide a pul-
satile flow with control over flow rate, amplitude, frequency, and systolic
fraction. For the PV side, flow was facilitated by a Maquet Rotaflow
pump console (III) (Maquet Cardiopulmonary GmbH, Rastatt, Ger-
many) with a ⅜ inch centrifugal pump head (IV), which can regulate
non-pusatile flow rates. Two hollow-fiber oxygenators with integrated
heat exchangers were used: on the HA side a PLS-i (V) (Maquet, Rastatt,
Germany) and on the PV side a MiniLung petite (VI) (MEDOS Medi-
zintechnik AG, Stolberg, Germany). The blood temperature was regu-
lated by the integrated heat exchangers and a Hico Variotherm 550
heater/cooler system (VII) (Hico Medical Systems, Köln, Germany).

The dual blood supply to the liver was facilitated by creating the flow
circuits as shown in Fig. 2. The liver was placed in a custom-built reservoir
(1) with a height-adjustable organ net that facilitates multimodal medical
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imaging. The liver remained blood-submerged throughout the experiment
to support MR imaging and prevent dehydration of the superficial tissue.
The outlet connections of the reservoir were located at the base to ensure
direct recirculation of sedimenting redblood cells. From the reservoir, blood
is pumped through two separate blood flow circuits for theHA and PV side
using rotary blood pumps (2a, 2b), which was then directed to the oxyge-
nators (3a, 3b). Tempered water was supplied to both oxygenators by the
heater/cooler system to maintain a blood temperature of 37 °C (4). Com-
pressed air (21% O2) was supplied to the oxygenator on the HA side (5),
whereas the oxygenator on the PV side only functioned as a heat-exchanger
to mimic the lower oxygen saturation in the PV29. Ultrasound clamp-on
flow sensors (Sonoflow CO.55/140 v2.0, Sonotec GmbH, Halle, Germany)
were installed downstream of the oxygenators on both the HA and PV side
(6a, 6b). This placement enabled correction for flowdamping caused by the
HA side oxygenator, ensuring that the correct flow profile reached the
arterial liver vasculature. The blood pressure was monitored by including
sphygmomanometers (Durashock DS54, Welch Allyn, Skaneateles Falls,
US) on both sides (7a, 7b), attaching the sensors to pressure tubing
(Edwards Lifesciences B.V., Breda, The Netherlands) that was connected
close to the HA and PV cannulas.

Blood gas analysiswas performedbyusing an i-STATAlinity blood gas
analyzer (Abbott Point of Care, Chicago, IL, USA) with CG4+ and CG8+
cartridges, allowing monitoring of several metabolic parameters (e.g., lac-
tate, pH, hemoglobin concentration, and pCO2/pO2).

Perfusion protocol
Normothermic machine perfusion of the liver was performed
according to a modified version of the controlled oxygenated
rewarming DHOPE-NMP protocol30. An overview of this protocol can
be found in Table 1, which was established by logging the temperature
over several liver perfusion experiments during the development phase
using the integrated thermocouples of the ultrasound clamp-on flow
sensors (Sonoflow CO.55/140 v2.0, Sonotec GmbH, Halle, Germany).
Initially, the system was primed with saline solution to de-air the
oxygenators and wet the tubing. Then, the saline solution was replaced
by the blood perfusate, and the liver was submerged in the reservoir.
The system was connected to the HA and PV cannulas, and perfusion
was initiated. At the start of perfusion, 80 mL of 8.4% sodium bicar-
bonate (Fresenius Kabi Nederland B.V., Huis Ter Heide, The Neth-
erlands) was added to correct for acidosis. Flow, pressure, and air flow

Fig. 1 | Overview of the envisioned clinical dynamic contrast-enhanced ultra-
sound-guided radioembolization procedure. A After identification of a tumor (or
target site in this study), the ultrasound transducer is focused on this region andB the
catheter is inserted under fluoroscopic guidance to several locations that are deemed
suitable for targeting the tumor. C Microbubbles are injected at these catheter

positions, D which are directly quantified to provide real-time feedback of the
suitability of a catheter position by the resulting peak of the time intensity curve
(TIC). The optimum catheter positions can then be chosen for the injection of
radioactive 166Ho microspheres.
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were logged and adjusted in accordance with Table 1 aiming to
establish normothermic perfusion after 50 minutes.

Fluoroscopy: catheter navigation and analysis points
The clinical radioembolization setting was replicated by conducting the
experiments in a hybrid operating room, as shown in Fig. 3. The micro-
bubbles andmicrosphereswere injected using amicrocatheter (Progreat 2.7
Fr. 130 cm, Terumo Interventional Systems, Zaventem, Belgium) that is
commonly used in TARE22. The microcatheter was inserted through a
hemostatic valve installed directly upstream of the arterial cannula and
advanced within the arterial vasculature to investigate multiple injection
positions. Navigation of the microcatheter was performed under fluoro-
scopic guidance (ARTIS Pheno, Siemens Healthineers, Erlangen, Ger-
many). Digital subtraction angiography (DSA) was performed using an
iodine-based contrast agent (Iomeron® 300mg/ml, Bracco Imaging,Milan,
Italy), administering 60mL at 3mL/s. This DSA was then inverted and
overlaid onto live fluoroscopy imaging to create a roadmap for visualization
and navigation of the microcatheter within the vasculature.

In each experiment, the catheter was initially positioned in the proper
HA. For subsequent catheter positions, the catheter was navigated past
downstream bifurcations to find the artery feeding the target area. In the
third experiment, small deviations in the catheter position were also ana-
lyzed after identifying the feeding artery, to investigate the sensitivity of
DCE-US to the catheter position.

Dynamic contrast-enhanced ultrasound: prediction of 165Ho-
microsphere biodistribution
Before each experiment, a target region was selected based on an initial
DSA to represent a treatment area within the healthy liver tissue. A 9L4
ultrasound transducer connected to the Acuson S2000 ultrasound system
(Siemens Healthineers, Erlangen, Germany) was fixed to image at this

location, enabling assessment of a chosen catheter position in its ability to
target the treatment area. During the fixation of the transducer, its
positioning was carefully selected for the presence of major vessels, which
may introduce signal non-linearity and should be avoided in DCE-US
comparison31. In experiments 2 and 3, a second 9L4 transducer was fixed
to image at a location close to the target site, serving as a reference site
that represents healthy liver tissue where microsphere deposition should
be avoided (Fig. 4). This reference transducer was used solely for
experimental quantification and comparison and is not envisioned for
use in the clinical setting.

Contrast-enhanced ultrasound imaging was performed using the
clinical Acuson S2000 ultrasound system. A non-linear pulsing scheme,
Contrast Pulse Sequencing, was used, with a power of 0.25%, transmit
frequency of 4MHz, imaging depth of 3.5–4.5 cm, frame rate of 13Hz,
dynamic range of 80 dB, and contrast gain of 10 dB. The rationale for
these settings was presented in previous work32. The imaging depth was
set to include the full cross-section of the lobe, varying per liver. This
resulted in a mechanical index (MI) between 0.07 and 0.09 during
acquisition, ensuring that MI < 0.1, which is associated with minimal
microbubble destruction33. The focus depth was set as deep as possible to
achieve the most homogeneous acoustic field across the imaged region.
The acquisition time was set to 60 seconds to capture the wash-in and
wash-out of microbubble injections.

The clinically approved ultrasound contrast agent Sonovue (Bracco,
Geneva, Switzerland) was used for DCE-US acquisition34. Themicrobubble
injection solutionwaspreparedby resuspending aSonovuevialwith5mLof
phosphate-buffered saline (PBS) solution (Dulbecco’s phosphate-buffered
saline, Sigma-Aldrich, St. Louis, USA), swirleduntil suspensionwas reached
visually. The solution was drawn into a 1mL syringe, which was gently
swirled before each injection to keep the microbubbles suspended. The
injection solution was then loaded into the microcatheter by manually

Fig. 2 | Schematic overview of the setup used for ex-vivo liver perfusion. Flow
circuits for ex-vivo normothermic machine perfusion of porcine livers, including
the hepatic arterial (HA) and portal venous (PV) blood flow circuits for the dual

blood supply to the liver, a gas supply to the HA oxygenator, and the heat exchange
flow circuits connected to both oxygenators.
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injecting 0.2mL of the injection solution into tubing coupled to the
microcatheter. Subsequently, a controlled microbubble injection was rea-
lized by initiating a 5mLPBS flush using an injection pump (PHDULTRA,
Harvard Apparatus, Holliston, USA) at a steady flow rate of 10mL/min.

Real-time feedback on microbubble arrival dynamics from a chosen
catheter position was achieved by DCE-US. With this technique, micro-
bubble injections were quantified directly after acquisition by a time-
intensity curve (TIC) algorithm developed in-house. The direct quantifi-
cation was facilitated by feeding the live ultrasound images into this algo-
rithm via a frame grabber (HDMI video capture, Earkings, Bemmel, The
Netherlands). Before the first acquisition, a region of interest (ROI) was
defined on the B-mode image to capture the contrast-enhanced imaging.
After initiating the microbubble injection, live ultrasound frames were
converted to grayscale and stored for analysis. Immediately after acquiring
the last frames, the brightness values of each framewere summed toquantify
the intensity. The baseline offset given by the intensity of the first frame was
subtracted from each frame to obtain the final TIC. Optimization of the
catheter position was performed iteratively based on peak intensity, as
illustrated in Fig. 1.

The TICs were plotted directly on a screen positioned next to the
ultrasound system. At each catheter position, three injections were
analyzed to determine repeatability. Before each injection, residual
microbubbles from previous injections were eliminated using a high-
pressure ultrasound burst to destroy the microbubbles. For each
measurement, the recorded TIC was added to the measurement set to
allow direct analysis of the new catheter position with respect to the
previous positions. For experiments 2 and 3, TICs of the reference
position (control) were also determined in real-time, plotted in the
same figure as the target TICs for comparison. For all experiments,

the TIC with the highest peak intensity was highlighted on the
screen, with its corresponding catheter position indicated to directly
identify the optimal catheter placement.

Holmiummicrosphere injection & analysis
Non-radioactive 165Ho-microspheres were injected at the optimized cathe-
ter position as identified via DCE-US analysis. The injected solution con-
sisted of 300mg 165Ho in a poly-L-lactic acid (PLLA) shell
(QuiremSpheresTM, Quirem Medical B.V., Deventer, The Netherlands),
suspended with 4.5 mL PBS and 0.5mL of pluronic buffer solution (0.1%
pluronic, Quirem Medical B.V., Deventer, The Netherlands)35. The 165Ho-
microspheres were injected using the injection pump with the same injec-
tion settings as those used for the microbubbles to avoid differences in
biodistribution9,12, usingmicrosphere injection fractions of 0.5mL followed
by a 5mL PBS flush.

Following administration of the 165Ho-microspheres, perfusion of the
liver was stopped, and the liver was transported back to the MRI to assess
liver condition after perfusion and to determine the 165Ho-microsphere
biodistribution. Holmium-sensitive T2*-weighted images were acquired
using a multi-echo gradient recalled echo (mGRE) sequence, which were
then stored for post-processing to assess the microsphere biodistribution.
Sequence parameters were: TR/TE1/ΔTE = 1040/1.7/2.4ms, number of
echoes = 12, flip angle = 90°, field-of-view= 400 × 400mm, voxel size = 1.56
× 1.56mm, slice thickness = 4.0mm, number of slices = 34. R2*maps were
generated by fitting the multi-echo data within the liver to a mono-
exponential signalmodel, in which increased values indicate the presence of
165Ho-microspheres36. Baseline liver signal was removed through thresh-
olding at themaximumvaluemeasured in lobeswithout visiblemicrosphere
deposition, followed by median filtering with a kernel size of 5 × 5 pixels to

Table 1 | Controlled oxygenated rewarming normothermic machine perfusion (COR-NMP) liver perfusion protocol, with a
constant portal vein (PV)flow, a pulsatile hepatic artery (HA)flowwith the givenflow limits corresponding to 20%pulsatility, and
a sweep gas flow to the hepatic artery side oxygenator with pressurized air (21% O2)

COR-NMP liver perfusion

Rewarming Normothermic

Time (hh:mm) 00:00 00:15 00:30 00:45 00:50 → END

Temperature (°C) 20 25 30 35 37 … 37

PV flow (mL/min) 300 450 750 1150 1300 … 1300

HA Flow (mL/min) 80 – 120 120 – 180 200 – 300 300 – 450 360 – 540 … 360 – 540

Sweep gas flow (mL/min) 100 150 200 300 500 … 500

Perfusion was terminated (END) after approximately 4 hours for all experiments.

Fig. 3 | Overview of the experimental setup in the
hybrid operation room. A A perfused porcine liver
raised above the reservoir for visualization purposes,
including a 9L4 ultrasound imaging transducer fixed
at the target location, B The LiverTwin perfusion
platform for normothermic oxygenated blood per-
fusion of the porcine liver,C Fluoroscopy images for
microcatheter guidance using a digital subtraction
angiography (DSA), D An ACUSON S2000 ultra-
sound system showing both a contrast mode and a
B-mode image and E A display showing the ana-
lyzed ultrasound data in TICs for multiple injection
locations. Note that a second ultrasound system was
used in two of the three measurements.
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improve visualization of the spatial biodistribution of themicrospheres. The
resulting R2* maps were finally normalized to the maximum R2* value,
yielding a qualitative 165Ho-microsphere biodistribution map within
the liver.

The inclusion of the reference ultrasound transducer in the second and
third cases enabled comparison between the DCE-US prediction and the
MRI-derived 165Ho-microsphere biodistribution. For quantification,
regions of interest were defined on the R2*maps at the transducer positions,
with the physical transducer footprint extended by amargin of 1.5 times the
transducer size to account for uncertainty in transducer placement. The
transducer position was determined either from fluoroscopy or, if the
transducer was outside the fluoroscopy imaging region, from a photograph
of the placement on the liver, with the gallbladder used as an anatomical
landmark.

Statistics and Reproducibility
Three ex vivo livers were analyzed on a case-by-case basis. For each case, all
generated TICs were normalized to the maximum peak intensitymeasured
at the target positionwithin that case. For each injection location,meanpeak
intensities were calculated from three measurements, and the correspond-
ing standard deviations were reported (±σ). In addition, two ratios were
computed using the mean peak intensities: the relative signal improvement
with respect to the first injection location, calculated separately for the target
and reference positions (TP/T₁ and RP/R₁), and the target-to-reference
signal ratio (TP/RP).

Results
Real-time DCE-US prediction
Direct feedback on injections at different catheter positions was achieved
using real-time DCE-US prediction through TIC analysis, as illustrated in
Fig. 5with data froman early experiment used formethoddevelopment and
optimization. The figure presents an intermediate result of the experiment,
showing measurements from both the target and reference ultrasound
transducers following injections at two catheter positions (P1 and P2),
marked on the fluoroscopy image in Fig. 5A. The fluoroscopy images that
have been used for determining the exact catheter and ultrasound trans-
ducer positions can be found in Supplementary Materials 2 (Figs. S2, S3).
The corresponding TICs are shown in Fig. 5B, which were automatically
updated after each injection. In this case, the newly recorded TICs from P2
are shown, with the target transducer signal in red and the reference

transducer signal in blue, alongside the previously acquired TICs from P1,
where continuous lines represent the target transducer and dashed lines
stand for the reference transducer. The TIC with the highest peak intensity,
along with its associated catheter position (P1), is highlighted. Contrast-
enhanced ultrasound images at peak intensity for the target transducer are
given in Fig. 5C andD, emphasizing the increased signal intensity following
injection at P1 compared to P2. (Fig. 6)

Case1. The liver used in this experiment had aweight of 2,678 g. HA and
PV flow rates were slightly below the targeted values, measuring 900 mL/
min and 300 ± 60 mL/min, respectively. Sweep gas flow through the
oxygenator connected to the HA circuit was maintained at 500 mL/min
throughout the procedure with an oxygen content of 21%. Pressure and
blood gas parameters were not monitored during this experiment. Post-
perfusion anatomical and Holmium-sensitive MR scans are provided in
Supplementary Materials 3 (Figs. S17, S18).

A total of four catheter positions were evaluated, indicated in the
fluoroscopy image in Fig. 7AbyP1 toP4Representative fluoroscopy images
for each catheter position are provided in Supplementary Materials 2
(Figs. S4–S7). Peak intensity statistics are given in Supplementary Materi-
als 6 (Table S7). Themean standarddeviationwas8.8%. FrompositionP1 to
P4, peak intensity increased by T4/T1 = 2.9. At position P3, the signal
dropped to near-zero, suggesting that the catheter had been advanced
beyond the feeding artery supplying the target area. Placement of the
catheter in front of the feeding artery at position P4 resulted in the highest
peak intensity, where 165Ho-microspheres were injected. The MRI data in
Fig. 7C demonstrates high signal within the target lobe, corresponding to a
relatively high microsphere concentration in this lobe. A substantial
microsphere concentrationwas alsoobserved in the adjacent lobe, as a result
of placing the catheter before, rather than inside, the feeding artery.

Case 2. The liver used in this experiment weighed 2453 g. The oxyge-
nated rewarming protocol was applied, and hemodynamic parameters
during rewarming are given in Supplementary Materials 4 (Table S1).
Upon achieving the target HA and PV flow rates of 450 ± 90mL/min and
1300 mL/min, respectively, measured pressures were 240 mmHg (HA)
and 122 mmHg (PV). Sweep gas flow through the oxygenator connected
to the HA circuit was increased from 100 to 500 mL/min during
rewarming and subsequently maintained at this level, with an oxygen
content of 21%. Blood gas parameters were monitored at several time

Fig. 4 | Overview of the target and reference
ultrasound probe fixation. Photo of an ex vivo
perfused porcine liver used for development of the
methods, showing two fixed 9L4 ultrasound trans-
ducers positioned at the target and reference sites for
optimized targeting while monitoring off-target
deposition in an adjacent lobe.
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instances during the experiment and are provided in Supplementary
Materials 5 (Tables S3, S4). Pre- and post-perfusion anatomical and
Holmium-sensitiveMR scans are provided in SupplementaryMaterials 3
(Figs. S19–S21).

A total of three catheter positions were evaluated, with an overview of
the results shown inFig. 7. Fluoroscopy images for each catheter position are
provided in Supplementary Materials 2 (Figs S8–S10). Peak intensity sta-
tistics are given in Supplementary Materials 6 (Table S8). The mean stan-
dard deviationwas 4.0%. FrompositionP1 to P2, peak intensity at the target
area increased by T2/T1 = 1.5. For positions P2 and P3, the signal in the
reference area dropped toR2/R1 = 0.04 andR3/R1 = 0.03, indicating catheter
advancement beyond the feeding artery of the reference area. Fromposition
P2 to P3, signal intensity decreased noticeably due to only targeting a part of
the ROI, evidenced by the heterogeneous biodistribution of microbubbles
resulting from injection at position P3, as shown in Fig. 8. While a higher
target-to-reference signal ratio was found for position P3 (T2/R2 = 48, T3/
R3 = 58),microsphereswere injected at positionP2 for better coverage of the
target region. Within the analyzed regions, a microsphere deposition was
found to be high at the target transducer and minimal at the reference
transducer (99.2% vs. 0.8%). For the TIC analysis, a similar fraction was
found comparing peak intensities from the target transducer and reference
transducer (98%vs 2%). LowR2*-valueswere also observed in the reference
area and other liver regions.

Case 3. The liver used in this experiment weighed 2,930 g. Hemody-
namic parameters during rewarming are given in Supplementary
Materials 4 (Table S2). Upon achieving the targetHAandPVflow rates of
450 ± 90 mL/min and 1,300 mL/min, respectively, measured pressures
were 168 mmHg (HA) and 80 mmHg (PV). Sweep gas flow through the
oxygenator connected to the HA circuit was increased from 100 to
400 mL/min during rewarming and subsequently maintained at this
level, with an oxygen content of 21%. Blood gas parameters were mon-
itored at several time instances during the experiment and are provided in
Supplementary Materials 5 (Tables S5, S6). Pre- and post-perfusion
anatomical and Holmium-sensitive MR scans are provided in Supple-
mentary Materials 3 (Figs. S22–S24).

A total of six catheter positions were evaluated, with an overview of the
results presented in Fig. 9. Fluoroscopy images for each catheter position are
provided in Supplementary Materials 2 (Figs S11–S16). Peak intensity sta-
tistics are given in Supplementary Materials 6 (Table S9). The mean

standard deviation was 7.4%. The positions were categorized into two
groups, where both major displacements (P1 – P3) and minor displace-
ments (P4 – P6) were evaluated to investigate the sensitivity of the method.
From the initial position P1 to the final position P6, peak intensity at the
target area increased byT6/T1 = 3.0, while the peak intensity at the reference
area decreased to R6/R1 = 0.6. For positions P1 to P5, the signal intensity at
the reference area consistently exceeded that of the target area. Small dis-
placements of approximately 1mm resulted in significant differences
between target and reference signals.Microspheres were injected at position
P6, where the target-to-reference signal first exceeded 1 (T6/R6 = 3.4),
resulting in a microsphere deposition in the target area and the reference
area (70.2% vs. 29.8%), based on analysis regions defined similarly to the
previous case. For the TIC analysis, peak intensities from the target trans-
ducer and reference transducer yielded a slightly different distribution
(80.9% vs 19.1%).

Discussion
In this proof-of-concept study, the potential of dynamic contrast-enhanced
ultrasound (DCE-US) guided transarterial radioembolization (TARE) was
investigated.Wedemonstrated that real-time feedback fromDCE-US could
be used to achieve targetedmicrosphere biodistributions in the liver. In the
first case, a substantial 165Ho-microsphere deposition was observed both
within the target region as well as in an adjacent lobe, which was not
monitored during catheter positioning due to fixation of the transducer
during measurements. Notably, as the liver was not fully submerged in
blood during MRI acquisition, increased R2* values were also observed
along theborderof theorgandue to susceptibility artefacts that donot reflect
the presence of 165Ho-microspheres. In the second case, the microsphere
deposition was specific to the target region with minimal deposition in the
reference region (99.2% vs. 0.8%), closely matching the DCE-US prediction
(98% vs 2%). In the third case, a more evenly distributed microsphere
deposition was found, which was higher in the target area compared to the
reference area (70.2% vs 29.8%), consistent with the DCE-US prediction
(80.9% vs 19.1%).

The study was designed to evaluate the performance of DCE-US gui-
ded TARE. First, the method demonstrated moderate repeatability, as
reflected by distinguishable TICs and amean standard deviation below 10%
across all cases. Some variability in the TICs can be caused by differences in
the injected microbubble bolus. As the injected volume and concentration
were only controlled visually, improved control over these parameters may

Fig. 5 | Real-time DCE-US prediction example. A fluoroscopy image with the two
analyzed catheter positions P1 and P2, B time-intensity curve (TIC) analysis dis-
playing the new TICs from P2 for the target (blue) and reference (red) transducers,
previously recorded TICs (target: continuous black, reference: dashed black), and

the target transducer TIC with the maximum peak intensity (green), and
C, D contrast-enhanced ultrasound images at peak intensity (PI, time instance
indicated in B) for the target and reference transducers corresponding to positions
P1 and P2, respectively.
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improve repeatability. Second, DCE-US demonstrated its potential to
achieve a highly specificmicrosphere biodistribution, largely confined to the
target region. In the second and third cases, themicrosphere biodistribution
was predominantly limited to the areas monitored by the two fixed ultra-
sound transducers,whichwere used solely for quantitative assessment of the
DCE-US prediction, and only one transducer is envisioned for clinical use.
In the first case, where only a single fixed transducer was used, microsphere
depositions were also observed outside the target region, suggesting that the
catheter position could have been further optimized to achieve a more
targeted distribution. Finally,DCE-USdemonstrated its advantage as a real-
time analysismethodby capturing the impact of small deviations in catheter
position. Minor displacements near the feeding artery led to significant
differences in the peak intensity ofmicrobubble injections. These results not

only confirm thehigh sensitivity of radioembolization to catheter placement
but also highlight the key challenge of the current procedure in terms of
accurate replication of the catheter configuration between the scout and
therapeutic procedures.

The accuracy of the DCE-US prediction method is influenced by
several factors. First, the difference in size and density of the microbubbles
andmicrospheres results in different dynamics in the flow5,26. Despite these
differences, we demonstrated a moderately strong correlation between
microbubbles and microspheres trajectories in a previous in-vitro study
(p < 0.05, r = 0.88)25. The observed discrepancies weremost likely caused by
these inherent physical differences.Although 165Ho-microsphereswereused
in both the previous and current studies, the DCE-US treatment planning
method is also expected to be applicable to 90Y-based microspheres, given

Fig. 6 | Overview of fluoroscopy data, TICs after microbubble injection and
resulting 165Ho-microsphere distribution for case 1. A Fluoroscopy roadmap
image, showing the location of the ultrasound transducer (Tar) and the analyzed
catheter positions (P1, P2, P3 & P4), B dynamic contrast-enhanced ultrasound,

averaged time-intensity curves frommicrobubble injections at the analyzed catheter
positions including standard deviation as error bands (1 σ), and CMRI, T2*-
weighted scanwith thresholdedR2* overlay, illustrating relative deposition of 165Ho-
microspheres and the ultrasound transducer position.

Fig. 7 | Overview of fluoroscopy data, TICs after microbubble injection and
resulting 165Ho-microsphere distribution for case 2. A Fluoroscopy roadmap
image, showing the approximate target (Tar) and reference (Ref) ultrasound
transducer locations, B fluoroscopy roadmap image, zoomed-in with analyzed
catheter positions (P1, P2 and P3) indicated, C dynamic contrast-enhanced

ultrasound, averaged time-intensity curves for the target and reference transducer
curves from microbubble injections at the analyzed catheter positions including
standard deviation as error bands (1 σ), and D MRI, T2*-weighted scan with
thresholded R2* overlay, illustrating relative deposition of 165Ho-microspheres and
the target and reference ultrasound transducer positions.
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their comparable physical properties (e.g., size and density)37. Second,
accurate quantification of microbubble concentrations is a challenge in
DCE-US. Current methods for quantitative DCE-US imaging rely on
multiple assumptions and simplifications38, such as the microbubble size
distribution, inter-bubble distances, and the elasticity of the blood vessel
wall39,40. Our in-house developed algorithmprioritized computational speed
to enable rapid assessment, rather than accurate quantification of micro-
bubble concentrations. Additional quantification results from a preliminary
experiment (provided in Supplementary Materials 7 (Figure S25 & S26,
Table S10)) were compared to those obtained using the commercial soft-
ware VueBox (Bracco, Switzerland, Geneva), an off-line post-processing
application forDCE-US-based tissue perfusion quantification41. AsVueBox
outputs the TICs in dB, a linear regression between both result sets was
performed. This fit showed good agreement, with a maximum mean dif-
ference of 0.59 dB, indicating that a high computational speed of our DCE-
US algorithm is achieved with only minimal loss of accuracy. Finally, DCE-
US did not provide a three-dimensional overview of the expected micro-
sphere biodistribution, as the region of analysis is restricted to the two-
dimensional imaging plane. In this study, the assessment of different
catheter positions relied on comparing their resulting peak intensities,
which required transducer fixation and provided limited spatial coverage.
To address this limitation, the transducer could be moved during an
additional microbubble injection to scan a wider area and help identify the
biodistribution boundaries of the candidate catheter configuration.

TheMR-based ¹⁶⁵Ho-microsphere biodistributionwas evaluatedusing
a custom-madeMATLAB script that generated relative dosemaps based on
the linear R2* relaxivity of 165Ho-microspheres42. While this approach is
conceptually similar to the clinically used Q-Suite software (Quirem Med-
ical B.V., Deventer, The Netherlands), Q-Suite produced unreliable results
in this study due to the extended interval between pre- and post-treatment
MRI scans. As a result, the relative dose maps could not be directly com-
paredwithQ-Suite outcomes, and the accuracyof the generatedmaps in this
study could not be assessed. While the determined relative microsphere
distributions visually corresponded to the T2*-weighted multi-gradient
MRI scans (see Supplementary Materials 3), it should be considered an
approximate representation rather than an exact measurement.

While ex-vivo perfused livers provide a suitable platform to
demonstrate the proof-of-concept ofDCE-US guidedTARE, the platform
also presents certain challenges. One key limitation encountered in this
study was the difficulty inmaintaining a stable liver condition throughout
the experiments. This was reflected by suboptimal blood gas analysis
results, particularly a consistently low pH (6.85–7.15) outside of the
physiological range (7.35–7.45)43, and insufficient oxygen saturation

(69–86% in case 2; 41–51% in case 3). Although bicarbonate was admi-
nistered at the start to correct for acidosis, the dosage was likely insuffi-
cient to fully restore physiological pH. Despite these metabolic
imbalances, the anatomical MR scans did not reveal significant dete-
rioration of liver parenchyma, aside fromminor spots in the periphery of
certain lobes. Furthermore, the homogeneous biodistribution of micro-
bubbles in the region of interest and peripheral deposition of micro-
spheres suggest that the deterioration in liver condition did not
significantly impact the macro- and microvasculature.

Previous studies have explored the use of contrast-enhanced ultra-
sound to assess the biodistribution in transarterial chemoembolization44–46.
In these studies, intra-arterial injections of contrastmicrobubbleswere used
to identify tumor feeding arteries, providing feedback for the catheter
position prior to injection of chemoembolization particles. However, these
applications focused on qualitative assessment rather than microbubble
signal intensity analysis, as vessel identification relied solely on visualizing
the presence of contrast enhancement downstream of arterial bifurcations.
Quantitative analysis provides greater control in treatment planning by
enabling direct comparison of different catheter configurations. Particularly
in cases where contrast enhancement is observed at multiple locations and
visual comparison is non-trivial (e.g., Case 3, Fig. 9), quantification supports
a more objective and substantiated choice for the optimal catheter config-
uration. Furthermore, quantitative evaluation facilitates assessment of
tumor perfusion, contributing to more comprehensive tumor localization
and potentially enabling detection of lesions not evident on other imaging
modalities31,47. To the best of our knowledge, this study is the first to employ
ultrasound-based analysis to quantitatively optimize the biodistribution in
locoregional therapy.

Other methods have also been studied to improve prediction of the
microsphere biodistribution in TARE. For contrast-enhanced cone-beam
CT, a perfusion approach was demonstrated to offer similar predictive
accuracy to the conventional 99mTc-MAA-based scout analysis, although
both approaches tended to overestimate tumor dose at higher activity
levels48. A recent retrospective study examined the use of intra-procedural
cone-beam CT for predicting the tumor-absorbed dose based on contrast
enhancement patterns49. While a strong correlation was found for tumor
regions, the agreementwasmoderate for non-tumor tissue.Due to the small
patient cohort, results could not be generalized. ForMRI, the EMERITUS-1
trial investigated the feasibility of intra-procedural MRI-based dosimetry50.
In two presented cases, intra-procedural MRI dose mapping suggested
alternative treatment strategies. However, repositioning of the micro-
catheter could not be performed within the MRI, meaning that direct
optimization of the catheter configuration was not possible in this setting.

Fig. 8 | Contrast-enhanced ultrasound images at
peak intensity of the time-intensity curves for
Case 2. A position 2 (Pos 2 target), a homogeneous
microbubble biodistribution corresponding to the
higher intensity curve, and B position 3 (Pos 3 tar-
get), a heterogeneous microbubble biodistribution
associated with the lower intensity curve.
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Fig. 9 | Overview of fluoroscopy data, TICs after microbubble injection and
resulting 165Ho-microsphere distribution for case 3. A Fluoroscopy roadmap
image, showing the approximate target (Tar) and reference (Ref) ultrasound
transducer locations, B fluoroscopy roadmap image, zoomed-in with analyzed
catheter positions (P1 to P6) indicated, C, D dynamic contrast-enhanced ultra-
sound, averaged time-intensity curves for the target and reference transducer curves

from microbubble injections at the analyzed catheter positions including standard
deviation as error bands (1 σ), with C) for P1, P2 and P3 corresponding to large
catheter position deviations and D) for P4, P5 and P6 corresponding to small
catheter position deviations, and E MRI, T2*-weighted scan with thresholded R2*
overlay, illustrating relative deposition of 165Ho-microspheres and the target and
reference ultrasound transducer positions.
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The DCE-US approach shows potential to improve TARE treatment
planning, building on the established safety and efficacy of contrast
microbubbles, combined with the advantages of ultrasound imaging in this
setting, i.e., real-time and portable. Ultrasound is non-ionizing and has a
small equipment footprint, making it highly suitable for use in hybrid
operating rooms or interventional suites. In such settings, an ultrasound
system is often readily available, making the incorporation of DCE-USwith
a single transducer for enhanced treatment planning feasible. The real-time
feedback offered byDCE-US canmoreover aid in the diagnosis and grading
of tumors51, which can be used to further enhance treatment planning and
monitoring.

Microbubbles are already well-established in diagnostic imaging and
offer a safe alternative to 99mTc-MAA. Microbubbles typically consist of
an inert gas core and a stabilizing shell, which are both excreted by
expiration and metabolism, respectively52. They are associated with a very
low prevalence of minor adverse effects (approximately 1 in 3000
examinations53). Clinically approved microbubbles such as SonoVue/
Lumason (Bracco, Geneva, Switzerland) and Optison (GE Healthcare,
Princeton, NJ) have a short intravascular half-life of approximately one
minute, depending on the formulation54,55. As a result, the DCE-US
prediction iterations can be performed on short intervals and micro-
bubble accumulation is unlikely, also because of the low injection volume
needed (0.1–0.2 ml per injection). Although these agents are approved
for intravenous use and thus intra-arterial use is currently outside their
indication for use, several studies have explored intra-arterial adminis-
tration of various clinically approved microbubble formulations56–58.

In current clinical practice, catheter configuration during radio-
embolization is typically assessed using contrast-enhanced cone-beam
computed tomography (CBCT). The introduction ofDCE-USoffers several
advantages over this approach. First, current results indicate that ultrasound
contrast microbubbles can predict the microsphere biodistribution, a rela-
tionship that has yet to be established for iodinated contrast agents used in
CBCT. However, contrast-enhanced ultrasound (CEUS) has already been
shown in transarterial chemoembolization to alter treatment planning by
identifying superselective feeding arteries that were subsequently targeted
instead of those selected based on angiography59,60. Second, repeated CBCT
acquisitions for assessment and optimization of the catheter configuration
increase patient radiation exposure, whereas optimization using DCE-US
can be performed with minimal safety concerns. Third, iodinated contrast
agents are unsuitable for patients with renal failure andmay cause contrast-
induced nephropathy61,62, whereas ultrasound contrast microbubbles
represent amuch safer alternative with low rates of adverse effects51. Finally,
CBCT provides only static images, which limits its utility in predicting
depositions in non-tumor tissue and in tumors with different vascularity49,
whereas CEUS enhancement patterns have been reported to outperform
CBCT-derived patterns in delineating tumor boundaries to enhance treat-
ment planning63.

Adoptionof theDCE-USprediction inTARE is facilitatedby a seriesof
applications of contrast microbubbles that have emerged in TARE over the
last few years64. One of these applications is the monitoring of radiation
response after TARE by contrast-enhanced ultrasound (CEUS). For high
doses of radiation, tumor blood vessels are destroyed in addition to
damaging the DNA65, such that changes in the microvasculature can be
monitored after TARE. Using CEUS, changes in themicrovasculature were
detected within 2 weeks after TARE that correlated with the response as
monitored by contrast-enhanced MRI66. Another technology that has
emerged is ultrasound-triggered microbubble destruction (UTMD) for
improving radiosensitization of tumors67. A randomized pilot clinical trial
by Eisenbrey et al. showed promising results for the application of UTMD
within TARE, with a greater tumor response for a group of 15 participants
that underwent sonoporation in combination with TARE (93%) compared
to a control group of 10 participants that solely underwent TARE (50%)68.
These results further encourage the adoption and integration of the inves-
tigated DCE-US guided TARE approach, which could precede UTMD.

While real-time feedback from DCE-US predictions has the potential
to improve targeting accuracy compared to the current scout procedure, the
latter cannot be omitted entirely. In addition to determining the radiation
dose, the scout procedure is essential for detecting extrahepatic depositions
and assessing the lung shunt fraction to determine eligibility for TARE. For
identifying extrahepatic depositions, contrast-enhanced ultrasound might
be employed by scanning organs surrounding the liver where extrahepatic
depositions are common, such as the gallbladder and duodenum, for
microbubble presence directly after an injection69. However, detecting
microbubbles in deeper lying organs such as the duodenum may be chal-
lenging. For assessment of the lung shunt fraction, contrast-enhanced
ultrasound cannot be used in the same way, as microbubbles pass the
capillary bed, such that microbubbles are expected in the lungs following
injection. Although DCE-US cannot currently replace the scout procedure,
future development of alternative methods for estimating the lung shunt
fraction may make this feasible.

A limitation of this study is that the DCE-US guided TARE protocol
was demonstrated in the context of super-selective TARE, targeting a single
lobe or segment of the liver. While this approach is clinically relevant for
treating localized tumors, it does not reflect scenarios where a microsphere
biodistribution across multiple lobes is required, for example for multifocal
tumors. As a result, the applicability of the current protocol remains to be
demonstrated in that context.

Another limitation of the study is that microbubble-based prediction
was evaluated only for catheter position changes, using standard injection
parameters. Alternative injection strategies, such as pulsatile injections,
increased injection velocities, or the use of different catheters,may influence
microbubble and microsphere biodistribution patterns70, potentially
improving or compromising the accuracy of the predictionmethod. On the
other hand, the real-time feedback provided by DCE-US could prove to be
ideal to assess these parameters, which may instead further improve opti-
mization of the catheter configuration.

Finally, the use of a healthy ex-vivo perfused porcine liver to demon-
strate DCE-US guided TARE limits the direct clinical translation of the
prediction method. First, the absence of tumors results in different hemo-
dynamic conditions, asmicrospheres lack a preferential deposition site after
arterial injection. Second, the ex-vivo liver allowed direct fixation of the
ultrasound transducer, enabling stable and consistent ultrasound imaging.
In-vivo, however, factors such as the presence of surrounding organs or
structures, respiratorymotionmaypose additional challenges.Nevertheless,
these difficulties can largely be mitigated through current ultrasound
scanning protocols, in which imaging from an alternative angle or under
breath-hold helps prevent acoustic shadowing (e.g. by the rib cage), as well
as through appropriate patient preparation, such as fasting to reduce the
effects of bowel gas71. It should also be noted that the deeper location of the
liver and the presence of tumors in vivo can introduce variations in ultra-
sound attenuation, for which several strategies exist to enhance the
robustness of the demonstratedDCE-USapproach, such as defining tumor-
specificROIs or using alternativeTIC-derivedparameters, including time to
peak or area under the curve72. Third, microbubble recirculation was not
observed in the ex vivo perfused liver. This is likely due to microbubble
destruction in the oxygenators and buoyancy toward the free interface of the
reservoir, preventing re-entry into the perfusion circuit. In vivo, however,
microbubbles recirculate and can produce delayed secondary peaks after
approximately 60 seconds60, potentially affecting TIC-derived parameters
that rely on the wash-out phase and requiring correction of TICs when
comparing curves for rapid catheter position optimization in clinical
practice. Lastly, although anatomical and vascular structures are similar
between porcine livers and human livers, differences in their overall shape
may affect the generalizability of the findings in this study.74

Conclusions
Real-time feedback from DCE-US guided TARE enabled effective optimi-
zation of catheter positioning to realize targetedmicrosphere depositions in

https://doi.org/10.1038/s43856-026-01760-x Article

Communications Medicine |           (2026) 6:546 11

www.nature.com/commsmed


ex-vivo porcine livers. Microsphere depositions were consistently observed
in the target lobe across all livers, and microbubble biodistributions corre-
sponded with the 165Ho-microsphere biodistribution between target and
reference regions. These results demonstrate that DCE-US guided TARE
can enhance microsphere targeting and hold promise for improved treat-
ment outcomes, warranting further clinical investigation.

Ethics approval and consent to participate
Animals were slaughtered in accordance with NVWA guidelines. The
porcine livers used in this study were obtained as by-products of routine
slaughter and did not interfere with standard slaughter procedures.

Data availability
All data not related to medical imaging that were generated or analyzed
during this study are included in this published article and its Supple-
mentary information files. The source data for all time-intensity curves can
be found in the Supplementary Data. Full medical imaging datasets are
available from the corresponding author upon request.

Received: 31 October 2025; Accepted: 22 June 2026;

References
1. Reig, M. et al. BCLC strategy for prognosis prediction and treatment

recommendation: The 2022 update. J. Hepatol. 76, 681–693 (2022).
2. Smits, M. L. J. et al. Holmium-166 radioembolisation in patients with

unresectable, chemorefractory liver metastases (HEPAR trial): A
phase 1, dose-escalation study. Lancet Oncol. 13, 1025–1034 (2012).

3. Herba, M. J. et al. Hepatic malignancies: Improved treatment with
intraarterial Y-90. Radiology 169, 311–314 (1988).

4. Houle, S. et al. Hepatocellular carcinoma: pilot trial of treatment with
Y-90 microspheres. Radiology 172, 857–860 (1989).

5. Da Silva, L. P., De Paiva, E. & Trombini, H. Heterogeneity in dose
distribution in Yttrium-90 and Holmium-166 microspheres
radioembolization of hepatic tumors. Radiat. Phys. Chem. 230,
112521 (2025).

6. Hermann, A. L. et al. Relationship of tumor radiation-absorbeddose to
survival and response in hepatocellular carcinoma treated with
transarterial radioembolization with 90Y in the SARAH Study.
Radiology 296, 673–684 (2020).

7. Levillain, H. et al. International recommendations for personalised
selective internal radiation therapy of primary and metastatic liver
diseases with yttrium-90 resin microspheres. Eur. J. Nucl. Med. Mol.
Imaging 48, 1570 (2021).

8. BREEDIS, C. & YOUNG, G. The Blood Supply of Neoplasms in the
Liver. Am. J. Pathol. 30, 969 https://pmc.ncbi.nlm.nih.gov/articles/
PMC1942491/ (2025).

9. Vlogman, T. et al. Impact of injection velocity on catheter-based drug
delivery in bifurcating vessels: In silico and in vitro analysis, Phys.
Fluids, 37, https://doi.org/10.1063/5.0263975 (2025).

10. Caine, M. et al. Impact of Yttrium-90 microsphere density, flow
dynamics, and administration technique on spatial distribution:
analysis using an in vitro model. J. Vasc. Interven. Radiol. 28,
260–268.e2 (2017).

11. Jernigan, S. R., Osborne, J. A., Mirek, C. J. & Buckner, G. Selective
internal radiation therapy: Quantifying distal penetration and
distribution of resin and glass microspheres in a surrogate arterial
model. J. Vasc. Interven. Radiol. 26, 897–904.e2 (2015).

12. Snoeijink, T. J. et al. In vitro investigation of microcatheter behavior
during microsphere injection in transarterial radioembolization. J.
Endovasc. Ther. https://doi.org/10.1177/15266028251318953/
SUPPL_FILE/SJ-TIF-6-JET-10.1177_15266028251318953.TIF
(2025).

13. Miller, S. R., Jernigan, S. R., Abraham, R. J. & Buckner, G. D.
Comparison of Bolus versus dual-syringe administration systems on

glass yttrium-90 microsphere deposition in an in vitro microvascular
hepatic tumor model. J. Vasc. Interven. Radiol. 34, 11–20 (2023).

14. Bomberna, T. et al. Transarterial drug delivery for liver cancer:
numerical simulations and experimental validation of particle
distribution in patient-specific livers. Expert Opin. Drug Deliv. 18,
409–422 (2021).

15. Aramburu, J. et al. Numerical investigation of liver radioembolization
via computational particle–hemodynamics: The role of the
microcatheter distal direction and microsphere injection point and
velocity. J. Biomech. 49, 3714–3721 (2016).

16. Basciano, C. A., Kleinstreuer, C., Kennedy, A. S., Dezarn, W. A. &
Childress, E. Computer modeling of controlled microsphere release
and targeting in a representative hepatic artery system.Ann. Biomed.
Eng. 38, 1862–1879 (2010).

17. Gandhi, S. J., Babu, S., Subramanyam, P. & Sundaram, P. S. Tc-99m
macro aggregated albumin scintigraphy – indications other than
pulmonaryembolism:Apictorialessay. IndianJ.Nucl.Med.28,152 (2013).

18. Alsultan, A. A. et al. Current status and future direction of hepatic
radioembolisation. Clin. Oncol. 33, 106–116 (2021).

19. Gates, V. L., Singh, N., Lewandowski, R. J., Spies, S. & Salem, R.
Intraarterial hepatic SPECT/CT imaging using 99mTc-
macroaggregated albumin in preparation for radioembolization. J.
Nucl. Med. 56, 1157–1162 (2015).

20. Braat, A. J. A. T. et al. Safety analysis of holmium-166 microsphere
scout dose imaging during radioembolisation work-up: A cohort
study. Eur. Radiol. 28, 920 (2017).

21. Smits, M. L. J. et al. In vivo dosimetry based on SPECT and MR
imagingof 166Ho-microspheres for treatmentof livermalignancies.J.
Nucl. Med. 54, 2093–2100 (2013).

22. Smits, M. L. J. et al. The superior predictive value of 166Ho-scout
compared with 99mTc-macroaggregated albumin prior to 166Ho-
microspheres radioembolization in patients with liver metastases.
Eur. J. Nucl. Med. Mol. Imaging 47, 798–806 (2020).

23. Chiesa, C. & Maccauro, M. 166Ho microsphere scout dose for more
accurate radioembolization treatment planning. Eur. J. Nucl. Med.
Mol. Imaging 47, 744–747 (2020).

24. Wondergem, M. et al. 99mTc-macroaggregated albumin poorly
predicts the intrahepatic distribution of 90Y resin microspheres in
hepatic radioembolization. J. Nucl. Med. 54, 1294–1301 (2013).

25. van der Hoek, J. L. et al. Ultrasound contrast microbubbles to predict
the microsphere distribution during transarterial radioembolization
with holmium microspheres, an in vitro proof of concept study, Drug
Deliv. 32,https://doi.org/10.1080/10717544.2025.2505007 (2025).

26. Schneider,M.SonoVue, anewultrasoundcontrast agent.Eur.Radiol.
9, S347–S348 (1999).

27. Snoeijink, T. J. et al. The influenceof hepatic arterial blood flow rate on
holmium microsphere distribution: an MRI study in perfused porcine
livers. Eur. Radiol. Exp. 2025 9, 1–13 (2025).

28. He, X.-S. et al. Safe time towarm ischemia andposttransplant survival
of liver graft from non-heart-beating donors.World J. Gastroenterol.
World J. Gastroenterol. 10, 3157–3160 http://www.wjgnet.com/
1007-9327/10/3157.asp (2025).

29. Kam, P., Power, I., Cousins, M. J. & Siddal, P. J. Principles of
Physiology for the Anaesthetist, 4th ed. Boca Raton: CRC Press.
https://doi.org/10.1201/9780429288210.

30. de Vries, Y. et al. Pretransplant sequential hypo- and normothermic
machineperfusionof suboptimal liversdonatedafter circulatorydeath
using a hemoglobin-based oxygen carrier perfusion solution. Am. J.
Transplant. 19, 1202–1211 (2019).

31. Dietrich, C. F. et al. EFSUMB Technical Review – Update 2023:
Dynamic Contrast-Enhanced Ultrasound (DCE-CEUS) for the
Quantification of Tumor Perfusion. Ultraschall der Med. - Eur. J.
Ultrasound 45, 36–46 (2024).

32. Visser, A. Real-time analysis of Dynamic Contrast Enhanced
Ultrasound for catheter position optimisation in Transarterial

https://doi.org/10.1038/s43856-026-01760-x Article

Communications Medicine |           (2026) 6:546 12

https://pmc.ncbi.nlm.nih.gov/articles/PMC1942491/
https://pmc.ncbi.nlm.nih.gov/articles/PMC1942491/
https://pmc.ncbi.nlm.nih.gov/articles/PMC1942491/
https://doi.org/10.1063/5.0263975
https://doi.org/10.1063/5.0263975
https://doi.org/10.1177/15266028251318953/SUPPL_FILE/SJ-TIF-6-JET-10.1177_15266028251318953.TIF
https://doi.org/10.1177/15266028251318953/SUPPL_FILE/SJ-TIF-6-JET-10.1177_15266028251318953.TIF
https://doi.org/10.1177/15266028251318953/SUPPL_FILE/SJ-TIF-6-JET-10.1177_15266028251318953.TIF
https://doi.org/10.1080/10717544.2025.2505007
https://doi.org/10.1080/10717544.2025.2505007
http://www.wjgnet.com/1007-9327/10/3157.asp
http://www.wjgnet.com/1007-9327/10/3157.asp
http://www.wjgnet.com/1007-9327/10/3157.asp
https://doi.org/10.1201/9780429288210
https://doi.org/10.1201/9780429288210
www.nature.com/commsmed


Radioembolization: a proof-of-concept study in an ex-vivo perfused
porcinemodel,University of Twente,Enschede, 2024.Accessed: Jun.
11, 2025. [Online]. Available: https://purl.utwente.nl/essays/98394.

33. Correas, J.M. et al. Ultrasoundcontrast agents: Properties, principles
of action, tolerance, and artifacts. Eur. Radiol. 11, 1316–1328 (2001).

34. “SonoVue | European Medicines Agency (EMA).” Accessed: Apr. 17,
2025. [Online]. Available: https://www.ema.europa.eu/en/medicines/
human/EPAR/sonovue.

35. Zielhuis, S.W. et al. Surface characteristics of holmium-loaded poly(l-
lactic acid) microspheres. Biomaterials 26, 925–932 (2005).

36. Seppenwoolde, J. H. et al. Internal radiation therapy of liver tumors:
Qualitative and quantitative magnetic resonance imaging of the
biodistribution of holmium-loaded microspheres in animal models.
Magn. Reson. Med. 53, 76–84 (2005).

37. D’abadie, P. et al. Microspheres used in liver radioembolization: from
conception to clinical effects.Molecules 26, 3966 (2021).

38. Turco, S. et al. Contrast-enhanced ultrasound quantification: from
kinetic modeling to machine learning. Ultrasound Med. Biol. 46,
518–543 (2020).

39. Kooiman, K. et al. Ultrasound-responsive cavitation nuclei for therapy
and drug delivery. Ultrasound Med. Biol. 46, 1296–1325 (2020).

40. Haghi, H., Sojahrood, A. J. & Kolios, M. C. Collective nonlinear
behavior of interacting polydisperse microbubble clusters. Ultrason.
Sonochem. 58, 104708 (2019).

41. “Vuebox | Bracco.” Accessed: Jun. 12, 2025. [Online]. Available:
https://www.bracco.com/en-dk/product/vuebox.

42. Seevinck, P. R., Seppenwoolde, J. H., Zwanenburg, J. J.M., Nijsen, J.
F. W. & Bakker, C. J. G. FID sampling superior to spin-echo sampling
for T2*-based quantification of holmium-loaded microspheres:
Theory and experiment.Magn. Reson. Med. 60, 1466–1476
(2008).

43. Krüger, M. et al. Normothermic ex vivo liver platform using porcine
slaughterhouse livers for disease modeling. Bioengineering 9, 471
(2022).

44. Wessner, C. E. et al. Contrast-enhanced Ultrasound identifies patent
feeding vessels in transarterial chemoembolization patients with
residual tumor vascularity. Ultrasound Q 36, 218–223 (2020).

45. Burgmans, M. C. et al. Pilot study evaluating catheter-directed
contrast-enhanced ultrasound compared to catheter-directed
computed tomography arteriography as adjuncts to digital
subtraction angiography to guide transarterial chemoembolization.
Clin. Radiol. 69, 1056–1061 (2014).

46. Moschouris, H. et al. Contrast-enhanced ultrasonography with
intraarterial administration of SonoVue for guidance of transarterial
chemoembolization: an initial experience.Med.Ultrason.13, 296–301
(2011).

47. Moschouris, H., Malagari, K., Papadaki, M. G., Kornezos, I. &
Matsaidonis, D. Contrast-enhanced ultrasonography of
hepatocellular carcinoma after chemoembolisation using drug-
eluting beads: A pilot study focused on sustained tumor necrosis.
Cardiovasc. Interv. Radiol. 33, 1022–1027 (2010).

48. Martin, M. et al. Comparison of perfused volume segmentation
between cone-beam CT and 99mTc-MAA SPECT/CT for treatment
dosimetry before selective internal radiation therapy using 90Y-glass
microspheres. Diagn. Interv. Imaging 102, 45–52 (2021).

49. Bastiaannet, R., De Lin, M., Frey, E. C. & de Jong, H. W. A. M.
Intraprocedural C-arm dual-phase cone-beam enhancement
patterns correlate with tumor absorbed dose after radioembolization.
Med. Phys. 51, 3045–3052 (2024).

50. Roosen, J. et al. Intraprocedural MRI-based dosimetry during
transarterial radioembolization of liver tumours with holmium-166
microspheres (EMERITUS-1): a phase I trial towards adaptive, image-
controlled treatment delivery. Eur. J. Nucl. Med. Mol. Imaging 49,
4705–4715 (2022).

51. Murad, V., Jang, H. J. & Kim, T. K. Unraveling distinctions between
contrast-enhanced ultrasound and CT/MRI for liver mass diagnosis.
Ultrasonography 44, 19 (2024).

52. Sridharan, A. et al. Ultrasound contrast agents: microbubbles made
simple for the pediatric radiologist. Pediatr. Radiol. 51, 2117 (2021).

53. Shang, Y. et al. Safety findings after intravenous administration of
sulfur hexafluoride microbubbles to 463,434 examinations at 24
centers. Eur. Radiol. 33, 988–995 (2023).

54. Healthcare, G. E. A Step-by-Step Quick Reference Guide Imaging
With Optison Ultrasound Enhancing Agent.

55. “Lumason® (sulfur hexafluoride lipid-type A microspheres) for
injectable suspension, for intravenous use or intravesical use.”
Accessed: Jun. 12, 2025. [Online]. Available: https://www.bracco.
com/us-en-2021-12-14-spc-lumason.

56. Bo, J., Peng, H., LianHua, Z., Xiang, F. & YuKun, L. Intraarterial
contrast-enhanced ultrasound to predict the short-term tumour
response of hepatocellular carcinoma to Transarterial
chemoembolization with Lipiodol, BMC Cancer, 21, https://doi.org/
10.1186/S12885-021-08867-5. (2021).

57. Shiozawa, K. et al. Efficacy of intra-arterial contrast-enhanced
ultrasonography during transarterial chemoembolization with drug-
eluting beads for hepatocellular carcinoma.World J. Hepatol. 10,
95–104 (2018).

58. Lekht, I. et al. Role of contrast-enhanced ultrasound (CEUS) in
evaluation of thermal ablation zone. Abdom. Radiol. 41, 1511–1521
(2016).

59. Lekht, I. et al. Intra-arterial contrast-enhanced ultrasound (IA CEUS)
for localization of hepatocellular carcinoma (HCC) supply during
transarterial chemoembolization (TACE): a case series. Abdom.
Radiol. 42, 1400–1407 (2016).

60. Averkiou, M. et al. Quantification of tumor microvascularity with
respiratory gated contrast enhanced ultrasound for monitoring
therapy. Ultrasound Med. Biol. 36, 68–77 (2010).

61. Andreucci, M., Solomon, R. & Tasanarong, A. Side effects of
radiographic contrast media: pathogenesis, risk factors, and
prevention. Biomed. Res. Int. 2014, 741018 (2014).

62. Loh, S., Bagheri, S., Katzberg, R. W., Fung, M. A. & Li, C. S. Delayed
adverse reaction to contrast-enhanced CT: A prospective single-
center study comparison to control group without enhancement.
Radiology 255, 764–771 (2010).

63. Galasso, L. et al. Optimizing TACE for hepatocellular carcinoma: the
impact of intra-arterial contrast enhanced ultrasound,Diagnostics15,
https://doi.org/10.3390/diagnostics15111380.

64. Lacerda, Q., Tantawi, M., Leeper, D. B., Wheatley, M. A. & Eisenbrey,
J. R. Emerging applications of ultrasound contrast agents in radiation
therapy. Ultrasound Med. Biol. 47, 1465 (2021).

65. Korpela, E. & Liu, S. K. Endothelial perturbations and therapeutic
strategies in normal tissue radiation damage. Radiat. Oncol. 9, 1–9
(2014).

66. Delaney, L. J. et al. Predicting long-term hepatocellular carcinoma
response to transarterial radioembolization using contrast-enhanced
ultrasound: initial experiences. Ultrasound Med. Biol. 47, 2523–2531
(2021).

67. Daecher, A. et al. Localized microbubble cavitation-based
antivascular therapy for improving HCC treatment response to
radiotherapy. Cancer Lett. 411, 100–105 (2017).

68. Eisenbrey, J. R. et al. US-triggered microbubble destruction for
Augmenting Hepatocellular Carcinoma Response to Transarterial
Radioembolization: A Randomized Pilot Clinical Trial. Radiology 298,
450–457 (2021).

69. Etzel, P.,Drescher,R.,Bürckenmeyer, F., Freesmeyer,M.&Werner,A.
Angiographic aspects of transarterial radioembolization: a
comparison of technical options to avoid extrahepatic microsphere
depositions. Biomedicine. 12, 1794 (2024).

https://doi.org/10.1038/s43856-026-01760-x Article

Communications Medicine |           (2026) 6:546 13

https://purl.utwente.nl/essays/98394
https://purl.utwente.nl/essays/98394
https://www.ema.europa.eu/en/medicines/human/EPAR/sonovue
https://www.ema.europa.eu/en/medicines/human/EPAR/sonovue
https://www.ema.europa.eu/en/medicines/human/EPAR/sonovue
https://www.bracco.com/en-dk/product/vuebox
https://www.bracco.com/en-dk/product/vuebox
https://www.bracco.com/us-en-2021-12-14-spc-lumason
https://www.bracco.com/us-en-2021-12-14-spc-lumason
https://www.bracco.com/us-en-2021-12-14-spc-lumason
https://doi.org/10.1186/S12885-021-08867-5
https://doi.org/10.1186/S12885-021-08867-5
https://doi.org/10.1186/S12885-021-08867-5
https://doi.org/10.3390/diagnostics15111380
https://doi.org/10.3390/diagnostics15111380
www.nature.com/commsmed


70. Snoeijink, T. J. et al. Transarterial radioembolization: a systematic
review on gaining control over the parameters that influence
microsphere distribution. Drug Deliv. 30, 2226366 (2023).

71. Macnaught, F. & Campbell-Rogers, N. The liver: how we do it.
Australas. J. Ultrasound Med. 12, 44 (2015).

72. Nykonenko,A., Vávra,P.&Zonca,P.AnatomicPeculiaritiesofPig and
Human Liver. Exp. Clin. Transplant. 15, 21–26 (2017).

Acknowledgements
This work was supported by the ZonMWVeni program under grant number
09150161910173. We gratefully acknowledge Thomas Zijlstra for his
assistance with the design and fabrication of the liver and blood reservoir,
and JohanvanHespen for his support in thedesign andassemblyof the flow
sensor controller box, as well as help with connecting the flow sensors. We
thank Wim Leppink for providing access to the lab during liver preparation
and for his general assistance with materials and the experimental setup in
the hybrid operating room. The authors are thankful to the TechMed Centre
Management Team (Prof. N. Verdonschot and R. Burie) for financial support
in2021 todevelop theLiverTwinplatform.JoeyRoosenandFrankNijsenare
acknowledged for their valuable input in the design of the proof-of-concept
study. We also thank Quirem Medical B.V., and in particular Gerhard van
Wolfswinkel, for providing the microspheres in kind and for supplying a
prototypesyringe rotationdeviceused tomaintainmicrospheresuspension.
We are also grateful to Bracco Suisse and Samir Cherkaoui for the micro-
bubblesprovided inkind foruse in theexperiments.Theauthorswould like to
thank Vion Food Group, and in particular Jan te Brake and colleagues, for
providing the porcine organs from which the livers used in this study were
obtained. Finally, we thank Linda Pepels and Jan Jakobs Polman of Fre-
seniusMedical Care Netherlands for their support with the pump heads and
perfusion sets.

Author contributions
J.H. was the principal investigator of the study. J.H., T.S., A.V., W.B., M.V.,
J.A., S.M., and E.G.J. contributed to the conception and design of the work.
J.H., T.S., A.V., K.B., M.K., J.G., R.L., and E.G.J. were involved in data
acquisition. All authors made substantial contributions to the analysis and
interpretation of the results. Themanuscript was drafted by JH and critically
revised by all authors. All authors read and approved the submitted version
of the manuscript.

Competing interests
The authors declare no competing interests.

Consent for publication
Not applicable.

Additional information
Supplementary information The online version contains
supplementary material available at
https://doi.org/10.1038/s43856-026-01760-x.

Correspondence and requests for materials should be addressed to
E. Groot Jebbink.

Peer review information Communications Medicine thanks Holger Grüll
and theother, anonymous reviewer(s) for their contribution to thepeer review
of this work. A peer review file is available.

Reprints and permissions information is available at
http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to
jurisdictional claims in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in anymedium or format, as long
as you give appropriate credit to the original author(s) and the source,
provide a link to the Creative Commons licence, and indicate if changes
were made. The images or other third party material in this article are
included in the article's Creative Commons licence, unless indicated
otherwise in a credit line to the material. If material is not included in the
article's Creative Commons licence and your intended use is not permitted
by statutory regulation or exceeds the permitted use, you will need to
obtain permission directly from the copyright holder. To view a copy of this
licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2026

https://doi.org/10.1038/s43856-026-01760-x Article

Communications Medicine |           (2026) 6:546 14

https://doi.org/10.1038/s43856-026-01760-x
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/
www.nature.com/commsmed

	Dynamic contrast-enhanced ultrasound predicts microsphere biodistribution in real-time during transarterial radioembolization
	Methods
	Approach
	Organ and blood procurement
	Machine perfusion: the LiverTwin
	Perfusion protocol
	Fluoroscopy: catheter navigation and analysis points
	Dynamic contrast-enhanced ultrasound: prediction of 165Ho-microsphere biodistribution
	Holmium microsphere injection & analysis
	Statistics and Reproducibility

	Results
	Real-time DCE-US prediction
	Case 1
	Case 2
	Case 3


	Discussion
	Conclusions
	Ethics approval and consent to participate

	Data availability
	References
	Acknowledgements
	Author contributions
	Competing interests
	Consent for publication
	Additional information




