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ABSTRACT: Targeted drug delivery depends on the ability of
nanocarriers to reach the target site, which requires the penetration
of different biological barriers. Penetration is usually low and slow
because of passive diffusion and steric hindrance. Nanomotors (NMs)
have been suggested as the next generation of nanocarriers in drug
delivery due to their autonomous motion and associated mixing
hydrodynamics, especially when acting collectively as a swarm. Here,
we explore the concept of enzyme-powered NMs designed as such that
they can exert disruptive mechanical forces upon laser irradiation. The
urease-powered motion and swarm behavior improve translational
movement compared to passive diffusion of state-of-the-art nano-
carriers, while optically triggered vapor nanobubbles can destroy
biological barriers and reduce steric hindrance. We show that these
motors, named Swarm 1, collectively displace through a microchannel blocked with type 1 collagen protein fibers (barrier
model), accumulate onto the fibers, and disrupt them completely upon laser irradiation. We evaluate the disruption of the
microenvironment induced by these NMs (Swarm 1) by quantifying the efficiency by which a second type of fluorescent NMs
(Swarm 2) can move through the cleared microchannel and be taken up by HeLa cells at the other side of the channel.
Experiments showed that the delivery efficiency of Swarm 2 NMs in a clean path was increased 12-fold in the presence of urea
as fuel compared to when no fuel was added. When the path was blocked with the collagen fibers, delivery efficiency dropped
considerably and only depicted a 10-fold enhancement after pretreatment of the collagen-filled channel with Swarm 1 NMs
and laser irradiation. The synergistic effect of active motion (chemically propelled) and mechanical disruption (light-triggered
nanobubbles) of a biological barrier represents a clear advantage for the improvement of therapies which currently fail due to
inadequate passage of drug delivery carriers through biological barriers.
KEYWORDS: nanomotors, swarming, enzyme catalysis, drug delivery, vapor nanobubbles, nanoparticles

Nanotechnology-enabled drug delivery systems had
undergone substantial evolution in the last few
decades driven by the promise of being able to

selectively deliver therapeutic molecules to target tissues and
cells with increased efficacy, thus reducing side effects.
However, despite decades of research and optimization of
nanocarrier design, it still remains a challenge to efficiently
cross biological barriers between the administration site and
the target cell or tissue.1 Examples of such biological barriers
are the mucus layers, extracellular matrices, basement
membranes and others.2 Intracellular barriers such as the
plasma membrane, endosomal membranes, and the nuclear
envelope also need to be taken into account.3 In general,

nanocarriers must overcome two major limitations for crossing
the different barriers: (1) passive diffusion and (2) steric
hindrance. Scientists from multidisciplinary teams in the
nanotechnology field have combined their efforts to tackle
the hurdles associated with the first limitation by exploiting the
use of nanoparticles (NPs) with autonomous motion,
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nanomotors (NMs), as the next generation of robotic
platforms in nanomedicine to rapidly delivering drug carriers
to target locations.4,5

Synthetic NMs based on a plethora of different propulsion
mechanisms have been explored, including chemically powered
motors6,7 and motors powered by external physical stimuli
(e.g., magnetic, acoustic, light).5 While such systems have
exciting prospects, like enhanced drug delivery efficiency when
compared to passive particles,8−11 most of these studies have
been carried out in simple 2D cell cultures. However, in more
realistic scenarios, biological barriers can be present between
the site of administration and the target cells. Therefore, the
sole active motion of drug-loaded NM carriers might not be
enough to confer the capability to trespass the barriers.
Different strategies have been explored to improve the drug
delivery performance of NMs by tackling, in parallel the steric
hindrance limitation, from NM surface modifications12−14 to
the incorporation of advanced capabilities upon external
stimuli,15,16 or even both.17 Clear examples are surface-
modified NMs able to swim through18 or even degrade19,20

gel-like viscous fluids and matrices. While these coatings could
be used to overcome the steric hindrance of certain biological
barriers, the integration of advanced photothermal capabilities
to perform a controlled degradation of barriers, are
continuously gaining interest. NM carriers with photothermal

properties have been proved to be able to penetrate cell
membranes,21−23 cell clusters,23−25 and even complex matrices
like thrombi,26−28 with improved delivery efficiencies by the
thermal degradation induced upon continuous laser irradiation.
Degradation of biological barriers by photothermal means is

a topic that is being actively explored in the drug delivery field.
Of particular interest is the combination of photothermal NPs
and pulsed lasers (typically nanosecond laser pulses), in which
a high amount of energy is absorbed upon illumination,
inducing a quick heat up of the NPs to several hundred
degrees. Consequently, the water of the surrounding environ-
ment evaporates to form vapor nanobubbles (VNBs) emerging
around the surface of the NPs that will first expand and then
collapse, thereby generating fluid jets and high-pressure
shockwaves that result in a drastic mechanical disruption of
the barriers instead of a soft thermal degradation. Passive
photothermal particles for mechanical disruption of biological
barriers have been used to induce disruption of biofilms in
vitro,29,30 protein fibers and matrices ex vivo,31 and even in
vivo for tissues easily accessible for laser irradiation.32

In this study, we designed enzyme-powered NMs capable of
forming laser-induced VNB. Among the different propulsion
mechanisms, we chose enzyme-powered motion, since
enzymes can use physiologically relevant fuels through catalytic
reactions to power motion in in vivo conditions.4,7,33 In

Figure 1. Swarms of nanomotors for enhanced delivery. (a) 500 nm iron oxide nanoparticles (IONPs) and 200 nm red fluorescent
polystyrene beads (Fluobead) were used as chassis for the synthesis of Swarm 1 and Swarm 2 of urease-powered nanomotors, respectively.
IONP motors form VNBs upon pulsed laser irradiation, inducing fluid jets and shockwaves. (b) Shielding effect of an extracelullar barrier on
the delivery of swarms of Fluobead motors. (c) Schematic representation of enzyme-powered nanomotor swarms strategy for enhanced
delivery: (i) Swarm 1 will penetrate the extracellular barriers encountered in the path to reach target cells; after accumulation, they will be
irradiated, resulting in the barrier disruption; (ii) microenvironment modifications generated by Swarm 1 will allow Swarm 2 to access the
target cells (enhanced delivery).
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particular, we made use of urease as it is arguably one of the
most promising enzymes for the design of NMs due to its high
catalytic turnover rate which confers superior self-propelling
capabilities to NMs compared to other enzymes (e.g.,
acetylcholinesterase, glucose oxidase).34,35 Moreover, it was
demonstrated that urease-powered NMs exhibit collective
behavior in the presence of urea as fuel, depicting enhanced
fluid mixing and collective displacement forming patterns of
high particle densities (we will further refer as swarm
formation or swarming to this behavior) in vitro, and enhanced

penetration, retention,36 and even convection and mixing37 in
the bladder in vivo. The main goal of this study is to explore
the use of swarms able to induce microenvironment
modifications of biological barriers (Swarm 1) shielding target
cells, facilitating the delivery of a second swarm (Swarm 2). To
that end, we designed two different swarms of NMs (Figure
1a): (1) urease functionalized 500 nm iron oxide nanoparticles
(IONPs) for the mechanical disruption of barriers by laser-
induced VNB formation38,39 (Swarm 1: IONP motors) and
(2) urease functionalized fluorescent polystyrene beads

Figure 2. Design, synthesis, motion analysis and in vitro swarming of urease-powered IONP motors. (a) 500 nm IONPs were first
functionalized with glutaraldehyde to form IONP@Glu, after which they were co-incubated in the presence of urease and NH2-PEG-SH to
finally form IONP motors. (b) IONP motors physicochemical characterization by (i) dynamic light scattering and (ii) zeta-potential
analysis. (c) IONP motors motion analysis: (i) representative tracking trajectories of the nanomotors during 15 s at different urea
concentrations; (ii) nanomotors MSD in PBS without and with urea (300 mM) in PBS (N = 15, error bars represent s.e.m.); (iii) diffusion
coefficient of nanomotors obtained by optical tracking at different urea concentrations (N = 15; error bars represent standard error of the
mean). Superscripts denote statistically significant differences compared to diffusion at 0 mM of urea, with (*) p < 0.05 and (****) p <
0.0001 (ANOVA test). (d) In vitro swarming analysis of Swarm 1: (d) snapshots of a IONP motors population in PBS (top row) and in 300
mM urea in PBS (bottom row). Scale bar, 2.1 mm.
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(Swarm 2: Fluobead motors) that will act as a reporter system
emulating a drug-loaded carrier. We selected type I collagen
fibers as a biological barrier model, and we proceeded to
determine the laser pulse fluence needed for VNB generation
from the IONP core and investigate their disruption. Analysis
of the disruption was performed at the single fiber level and by
bulk measurements of the rheological properties of a
dispersion of fibers. In a next step, we evaluate the collective
displacement of the different swarms inside phantom micro-
fluidic channels. The delivery efficiency of Swarm 2 was
evaluated in channels filled with collagen fibers using HeLa as
cell model (Figure 1b). In the final part of the study, we
demonstrate that the swarms with specific functionalities (one
for barrier disruption and one for transport of drugs) could
induce an overall enhancement of the delivery efficiency by
overcoming both passive diffusion and steric hindrance
limitations. In that sense, Swarm 1 will accumulate in the
biological barrier model, which after laser treatment will lead to
the disruption and breakage of the protein fibers (Figure 1ci).
Microenvironment modifications generated by Swarm 1 of
IONP motors will allow Swarm 2 to access the target cells
(Figure 1cii). Compared to nonirradiated samples, full
treatment (sequential administration of Swarms 1 and 2, and
laser irradiation) depicted a 10-fold increase in the overall
delivery efficiency.

RESULTS AND DISCUSSION
Design, Characterization, Motion Analysis, and In

Vitro Swarming of Urease-Powered IONP Motors. The
design of Swarm 1 consists of a photothermal particle as
chassis, coated with urease (Figure 2a). We used commercially
available 500 nm magnetic beads, consisting of a polymeric
core surrounded with an outer amine functionalized iron oxide
layer. We will further refer to these particles as iron oxide
nanoparticles (IONP), as the iron oxide shell is the
photothermal component required for VNB generation.
Amine groups were subsequently activated with glutaraldehyde
(Glu). In a next step, IONP@Glu were incubated overnight
with urease to allow the covalent binding of the enzyme in the
presence of polyethylene glycol (NH2−PEG-SH). The last one
acts as stabilizer during the synthesis of the NMs. The
asymmetric distribution of enzymes around the NM surface,
that occurs stochastically during the enzyme binding process,
allows to observe self-diffusiophoresis in the presence of urea
as fuel.40,41 Figure 2bi shows the DLS characterization of the
IONP, including the intermediate IONP@Glu and the final
synthesized IONP motor. A slight increase in hydrodynamic
size was observed upon NM formation from 862 ± 19 nm to
1036 ± 56 nm. Zeta potential measurements shown in Figure
2bii depicted a slight change of the absolute negative value of
the IONP particles after glutaraldehyde functionalization,
presumably because of the surface reorganization of charged
groups at the IONP surface after glutaraldehyde incorporation
(IONP@Glu). After urease functionalization, which is

Figure 3. Analysis of the in vitro swarming behavior of urease-powered IONP nanomotors. Projections of the average pixel intensity along
the x-axis and the y-axis for IONP motors (a) in PBS and (b) in 300 mM urea in PBS for selected time points (0, 20, 40, 80, and 120 s).
Effective area normalized to the initial area at 0 s occupied by the swarm cloud as a function of time for motors (c) in PBS and (d) in 300
mM urea in PBS. The different regimes of collective behavior observed are highlighted in the graph. The insets depicted with orange arrows
correspond to the effective area at the indicated time point (20 and 80 s). Snapshots taken from the background corrected and color coded
videos illustrating the pixel intensities of the swarm cloud at 0 and 120 s for nanomotors in PBS and at 0, 20, 80, and 120 s for nanomotors
in 300 mM urea in PBS.
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negatively charged at physiological pH, a clear reduction on
the zeta-potential was observed to −11.8 ± 0.5 mV for the final
NMs. Urease functionalization and its activity after surface
binding was further confirmed through a total protein
quantification assay and an enzymatic activity test (Supporting
Information Figure S1), revealing that at least 95% of the
attached enzyme preserves its activity.
Once the activity of urease IONP motors was determined,

we performed the corresponding motion analysis using optical
microscopy. The NM’s motion trajectories were tracked in the

absence and presence of different urea concentrations in 1×
PBS up to 300 mM (see Figure 2ci), being the maximum urea
concentration found in vivo in the bladder.42 An in-house
developed python code was used to analyze the trajectories
and compute the mean squared displacement (MSD) as a
function of time for each condition. As expected for
nanoparticles, for which the rotational diffusion time is very
small,43 the MSD always increased linearly with time,
corresponding to enhanced diffusion regime (see representa-
tive graphs for 300 mM urea in PBS and the control in absence

Figure 4. IONP motor-mediated collagen fibers disruption as a biological barrier model. (a) Laser-induced vapor nanobubble formation. (i)
Dark-field images before and during a single laser pulse irradiation at the VNB threshold in the presence of IONP motors. (ii)
Determination of the VNB fluence threshold for 500 nm IONP motors irradiated with a single 7 ns laser pulse at λ = 561 nm. The VNB
regime is indicated in yellow in the graph (0.97 J/cm2). (iii) Schematic representation of the vapor nanobubble-mediated mechanical
collagen fibers disruption in the proximity of the IONP motors. (b) Synthesis and characterization of type I collagen fibers. (i) Turbidity
change of a collagen solution, indicating the formation of collagen fibers. Insets correspond to a collagen solution at startpoint of the
synthesis and a collagen fibers dispersion after 24 h. (ii) Representative dark-field microscopy image of a collagen fiber in water. (c) Single
collagen fiber disruption. Representative dark-field images of collagen fibers previously incubated with IONP motors during 1 h in the
presence of urea (300 mM) before (i), during (ii), and after (iii) irradiation with a single laser pulse at the VNB threshold. The perimeter of
the fiber or the resulting fragments after disruption and VNBs are highlighted in yellow during irradiation. Scale bars represent 10 μm. (d)
Bulk measurements of collagen fibers disruption. Rheometry measurements of (i) the viscosity at a shear rate of 100 (1/s) and (ii) the
storage G′ and loss G″ modulus at a shear rate of 0.1 (1/s) for 0.01 mg/mL when incubated with IONP motors for 1 h in the presence of
urea. Effect of the irradiation when applying 1, 5, or 10 pulses at VNB threshold. Controls include collagen fibers alone, fibers co-incubated
with IONP motors without fuel and fibers after tip sonication (20%, 20 s). All results are represented as mean ± SD for n = 3 independent
samples. Statistical significance (one-way and two-way ANOVA for (i) and (ii), respectively) is indicated when appropriate (*p < 0.05, **p <
0.01, ***p < 0.001, ****p < 0.0001). (iii) Dispersion of collagen fibers (0.2 mg/mL) after 1 h incubation with IONP motors in the presence
of urea before and after 10 pulses irradiation at VNB threshold.
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of fuel in Figure 2cii). The diffusion coefficients were obtained
from linearly fitting the MSD as previously reported (Figure
2ciii).8,9,44 The IONP motor diffusion coefficient in the
absence of urea (Brownian motion) was found to be 0.8 ± 0.1
μm2/s. As depicted in the graph, NMs showed a significant
increase in the diffusion coefficient dependent on urea
concentration, reaching a maximum of 1.3 ± 0.3 μm2/s at
300 mM of urea (increase of 62%). Next, we examined the
collective motion dynamics and swarming behavior of the
IONP motors in vitro by optical microscopy. For these
experiments, 2 μL of NM dispersion (0.01 mg/mL in PBS)
was placed at the center of a 3 mL Petri dish, containing either
PBS (control) or a 300 mM urea solution in PBS. The
corresponding videos were recorded over 2 min (Figure 2di
and Movie S1). In the absence of urea, the NMs showed
relatively slow diffusion and some sedimentation. In presence
of urea, however, vigorous collective motion, referred to as
swarming behavior, could clearly be observed. NMs were seen
to distribute in an anisotropic manner, forming unstable fronts
or “plums”, as we will further refer to them, throughout the
dish that over time collided and got deposited at the bottom of
the dish.
To gain further insight into the swarm dynamics, we first

analyzed the projections of the average pixel intensity along the
x-axis and the y-axis of video frames within preestablished time
points (0, 20, 40, 80, and 120 s, respectively), as shown in
Figure 3a,b. The evolution of the projections of the average
pixel intensity along the axes is shown in Movie S2 in the
Supporting Information, and correspond to the background
corrected videos depicted in Figure 2d and in Movie S1. As
shown in Figure 3a, after addition of the droplet of IONP
motors in PBS, the nanomotors stay at the seeding point
following a stochastic distribution, which only displays a slight
diffusion over time as observed in the projections of the
average pixel intensity distributions along the axes. On the
other hand, the projections for nanomotors in urea depict a
clear anisotropic distribution of the nanomotors, evidenced by
the dynamic changes in the projections (Figure 3b). Next, to
have a better description of the collective behavior of the
swarm, we performed a computational analysis of the evolution
of the swarm’s effective area (see Movie S3 in the Supporting
Information). As can be seen in Figure 3c, in the absence of
fuel, motors simply diffuse from the seeding point, and this can
be appreciated as a continuous increase in the effective area
occupied by the swarm cloud as a function of time
(expansion). This is further supported by comparing the
frames of the color-coded videos at time points 0 and 120 s,
where the decrease in pixel intensity reflects the concentration
and therefore the diffusion of the nanomotors from the seeding
point. When urea is present, the collective behavior emerges,
and the evolution of the effective cloud area becomes more
complex (Figure 3d). In the case of the swarm analyzed in this
figure, three regimes of movement can be observed: the
expansion of the swarm cloud at early time points (1); the
formation of plums (2); and the further displacement and
expansion of the plums (3). The formation of the plums is
depicted as a decrease of the effective area occupied by the
swarm cloud, as can be clearly appreciated in the insets of
Figure 3d, at 20 and 80 s and the snapshots depicting the pixel
intensity at different selected time point (0, 20, 80, and 120 s),
where the increase in the pixel intensity reflects the
concentration of motors in these unstable fronts. This
emergent collective behavior leading to the formation of

plums was observed in every case for IONP motors in the
presence of urea as can be seen in Figure S2 for another
example of an IONP swarm. Moreover, this type of emerging
phenomenon was also reported in a previous study from our
group for swarms of mesoporous silica urease-based motors.37

Light-Triggered Collagen Fiber Disruption by IONP
Motors. In the previous section both enhanced diffusion of
single IONP motors and collective swarming behavior in the
presence of urea as fuel were observed. The next step was to
evaluate the capability of the IONP NMs to form VNBs upon
nanosecond laser irradiation. Formation of VNB can be
conveniently visualized by dark-field microscopy (Figure
4ai).45,46 As can be seen in the graph in Figure 4aii, the
number of VNBs within the illuminated laser area (7 ns laser
pulse, λ = 561 nm) gradually increased with increasing laser
fluence, until all particles in the irradiated area formed VNBs.
From such a graph, the VNB threshold can be derived, which is
commonly defined as the laser fluence at which 90% of the
particles form VNBs.46 After fitting of a Boltzmann function,
the VNB threshold was found to be 0.97 J/cm2.
Having confirmed VNB formation by IONP NMs, the next

step was to confirm if this allows a biological barrier model to
be disrupted that shields cells from nanocarriers (Figure 4aiii).
One of the most extensively explored biological barriers is the
extracellular matrix (ECM), as it is known that tumors often
possess a denser extracellular matrix that prevents adequate
nanocarrier penetration, leading to suboptimal therapeutic
efficiencies.2 The ECM is a hydrated polymer network mainly
composed of two categories of molecules: proteoglycans, and
fibrous proteins, such as collagen and fibronectin. Moreover,
elongated fibers based on collagen glycoproteins are one of the
main components that provide structural support to the EMC
of connective tissues.47 Collagen fibers were created by heating
type I collagen solutions, as previously described.31 As shown
in Figure 4bi, collagen solution turbidity (measured at λ = 400
nm) increased over time upon heating at 37 °C, indicating the
formation of collagen fibers (see inset images at the initial time
point and after 24 h). The presence of collagen fibers was
further confirmed by dark-field microscopy (Figure 4bii).
We analyzed VNB-mediated collagen fiber disruption at the

single fiber level. First, a dispersion of fibers (0.2 mg/mL) was
incubated for 1 h with IONP motors (0.01 mg/mL) in the
presence of urea (300 mM) in PBS. Figure 4c shows
representative dark-field images before (i), during (ii), and
after irradiation with one (iii) and five (iv) laser pulses at the
VNB threshold (0.97 J/cm2, 7 ns laser pulse, λ = 561 nm).
Vapor nanobubbles could be clearly observed arising from
IONP motors attached to the fibers (highlighted with yellow
arrows in Figure 4cii). One laser pulse was sufficient to
fragment the fiber, becoming completely disrupted after 5
pulses. The complete irradiation and disruption sequence can
be seen in the Supporting Information (Movie S4). After this
successful first result, we proceeded to perform bulk measure-
ments by quantifying the rheological properties of a collagen
fiber dispersion. For this, we determined the viscosity, storage
G′ and loss G″ modulus as a function of the shear rate of a
dispersion of collagen fibers (0.2 mg/mL) incubated for 1 h
with IONP motors (0.01 mg/mL) in the presence of 300 mM
urea in PBS (see Supporting Information Figure S3a). In
particular, we evaluated the effect of the VNB-mediated
disruption of the fibers upon irradiation with 1, 5, or 10 pulses
at the VNB threshold. Controls included collagen fibers, fibers
co-incubated with IONP motors without fuel, and fibers after
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tip sonication (20%, 20 s) as a positive control of total fiber
disruption. From the obtained graphs, we selected a defined
shear rate to compare between the different experimental
conditions. The quantification of the rheometry measurements
of (i) the viscosity at a shear rate of 100 (1/s) and (ii) the
storage G′ and loss G″ modulus at a shear rate of 0.1 (1/s) are

shown in Figure 4di,ii, respectively. Viscosity measurements
revealed no significant changes when fibers were incubated
with NMs in the absence of fuel. In the presence of fuel, the
enzymatic catalysis induced a significant 49.1 ± 0.5% reduction
of the viscosity after 1 h. This partial chemical degradation of
the collagen fibers was further enhanced by irradiation at the

Figure 5. Evaluation of swarms of nanomotors as delivery strategy in phantom lab-on-a-chip to HeLa cells. (a) Schematic overview of the
experimental design: (i) Phantom chip containing a reservoir with HeLa cells. (ii) The chip’s channel was first filled with collagen fibers
dispersed with 300 mM urea in PBS, prior the addition of Swarm 1. (iii) After incubation, the channels were irradiated with 0, 1, 5, or 10
laser pulses (1.22 J/cm2, 5 ns, λ = 532 nm). The induced mechanical damage disrupts the collagen fibers generating a clean path for Swarm
2. (iv) Swarm 2 is added. (b) PDMS phantom chips. (i) Scheme depicting the fabricated chips. Collective displacement of (ii) IONP motors
after 1 h and (iii) Fluobead motors after 2 h of being added at the seeding point in channels filled with 300 mM urea in PBS or just PBS
(control). (c,i) Delivery efficiency of Swarm 2 in HeLa cells as a function of the time after seeding of the motors. Controls include the
quantification of the delivery efficiency 120 min after seeding of the Fluobead motors in channels filled just with PBS and channel filled with
collagen fibers dispersed in 300 mM urea in PBS. (ii) Evaluation of the two-swarms delivery strategy described in panel (a). Swarm 1 was
incubated 1 h, prior irradiation with different number of pulses (0, 1, 5, or 10 pulses with a fluence of 1.22 J/cm2, 5 ns, λ = 532 nm). After
the irradiation, Swarm 2 was added and incubated for 120 min. Cell viability was determined for all experiments by a CellTiter-Glo assay
postdelivery. Statistical significance (one-way ANOVA) is indicated when appropriate (*p < 0.05, **p < 0.01, ***p < 0.001, ****p <
0.0001). (d) Representative microscopy images of HeLa cells after treatment for different conditions: Fluobead motors incubated 120 min in
the absence of urea (no fuel); Fluobead motors incubated 120 min with 300 mM urea in PBS in the presence (collagen fibers) or absence of
collagen fibers (fuel); Fluobead motors incubated 120 min after treatment with IONP motors and 10 pulses irradiation (10 laser pulses).
Scale bar represents 30 μm.
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VNB threshold, which showed a consistent decrease in the
viscosity as a function of the number of laser pulses applied,
reducing the viscosity by 88.2 ± 0.3% after 10 pulses. This
drastic decrease in the bulk viscosity is equivalent as observed
for the positive control (90.7 ± 0.3% reduction). Afterward, we
proceeded to characterize the storage modulus (G′) and the
loss modulus (G″) of the samples (Figure 4dii), which relative
intensities and absolute values are related to the viscoelastic
character and the strength of the fibrous network. Hand in
hand with the observed decrease in viscosity, there is a clear
decrease in the storage and loss moduli for samples treated
with IONP motors in the presence of urea in comparison to
fibers alone and the control experiment using motors in
absence of fuel. These observations reinforce the hypothesis of
a partial degradation induced by the enzymatic reaction.
Previous reports have shown that the pH changes induced by
the products of the urease-urea reaction can induce
degradation of mucin matrices, reducing its viscosity.19 To
further elucidate if the pH change induced by the enzymatic
reaction could lead to the degradation of the collagen fibers, we
first quantified the pH change after 1h incubation of the IONP
motors in the presence of 300 mM urea in PBS (initial pH =
7.5; final pH = 10.5), as shown in Figure S3bi. Next, we
incubated the collagen fibers for 1h in PBS at the adjusted pH
before performing the rheological measurements. As can be
seen in Figure S3bii in the Supporting Information, after 1 h
incubation at pH = 10.5 the rheological properties depict a
clear decrease of the viscosity in the whole shear rate range.
Note that the differences in viscosity observed by 1 h
incubation at the adjusted pH are more drastic than those
observed for 1 h incubation in the presence of motors and 300
mM urea in PBS (Figure S3ai), as in this last case, the pH is a
consequence of the enzymatic reaction which generates
progressive changes in the pH until reaching a pH = 10.5.
Overall, these experiments corroborated that the use of urease-
powered motors can per se improve the capability of passive
nanocarriers to degrade biological barriers. Nevertheless, the
results in Figure 4dii clearly indicate that chemical degradation
alone can only induce a partial degradation of the collagen
fibers. After applying 10 laser pulses, G′ and G″ reduced to
similar levels as for the tip sonication positive control, showing
that laser-induced VNB are able to completely degrade the
fibers (Figure 4diii). This is in line with previous reports in
which collagen fibers and vitreous opacities (“eye floaters”)
could be destroyed by VNBs when using gold nanoparticles as
photothermal nanoparticles·31,48
Evaluation of Swarms of Nanomotors As a Delivery

Strategy for Overcoming Extracellular Barriers. Scientists
in the nanorobotics field have started to explore the
combination of surface modification with added capabilities,
among which light-triggered photothermal effects for barrier
degradation are on the leading edge.49 Despite their relative
success, many of these strategies only offer partial degradation
and fail to adequately address the barriers. In the previous
section, we demonstrated that, under certain irradiation
conditions (typically using ns laser pulses),50 photothermal
properties of the NMs can be used to induce the formation of
VNBs that can mechanically disrupt the biological barriers
instead of inducing heat-mediated degradation.
To evaluate if the microenvironment modifications would

improve the delivery efficiency of another swarm of motors, we
designed a model motor based on fluorescent beads (Fluobead
motors), allowing for an easy read-out of the delivery to the

cells by flow cytometry, named Swarm 2. The rationale behind
the separation of the disruptive effect and the delivery into two
different swarms is linked to the possible degradation of the
cargo in nanocarriers that can per se form VNBs upon laser
activation, as previously reported for the degradation of pDNA
in polyplexes containing gold nanoparticle clusters after VNB
formation.51 This is not restrictive for nucleic acids, but also
for enzymes, as demonstrated by the disappearance of the
urease activity of IONP motors after irradiation (see Figure S4
in the Supporting Information). For the synthesis of Swarm 2,
we made use of PEI-coated 200 nm polystyrene beads, which
were further chemically functionalized using glutaraldehyde for
the click chemistry binding of urease in the presence of amino-
PEG as stabilizer (Figure S5ai in the Supporting Information).
The physicochemical characterization by DLS and zeta-
potential measurements during the different functionalization
steps, and the enzymatic activity of the final Fluobead motors
can be found in Figure S5aii−iv in the Supporting Information,
respectively. Similarly, as for IONP motors (Figure 2c,d), the
motion analysis of the urease-powered Fluobead motors also
depicted a significant increase in the diffusion coefficient
dependent on urea concentration, reaching a maximum of 1.2
± 0.1 μm2/s at 300 mM of urea (Figure S5b in the Supporting
Information). In addition, as shown in Figure S5c, Fluobead
motors presented in vitro swarming behavior in the presence of
fuel, adding further evidence that urease-powered NMs can
form swarms when swimming without boundaries despite the
composition of the motor chassis (Movie S5).
To evaluate the possible added value of the collective effects

of swarms of NMs, we designed phantom chips in which the
NMs are seeded at one end of a microchannel leading to a
reservoir containing HeLa cells (often-used model cell line for
delivery studies). Delivery efficiency was quantified by flow
cytometry, while cell viability was determined in parallel using
the CellTiter-Glo metabolic assay. Figure 5a shows a schematic
overview of these experiments: (i) HeLa cells (15000 cells)
were seeded and cultured for 24 h before the experiments. (ii)
The chip’s channel was filled with collagen fibers (0.2 mg/mL)
dispersed in 300 mM urea in PBS, prior to addition of Swarm 1
of IONP motors (0.01 mg). (iii) After a certain incubation
time, the channels were irradiated with 0, 1, 5, or 10 laser
pulses (1.22 J/cm2, 5 ns, λ = 532 nm) to induce mechanical
damage due to the VNB formation and collapse. Note that for
these experiments we made use of a dedicated home-built
setup with a nanosecond pulsed laser (5 ns pulse duration, 532
nm wavelength) that allows fast scanning of the laser beam.
The required irradiation fluence on this setup for the induction
of VNBs from the IONPs was previously determined to be
0.84 J/cm2.39 We proceeded to irradiate at 1.22 J/cm2 to
ensure to be in the VNB regime to maximize the mechanical
damage exerted by the collapsing bubbles. (iv) This second
swarm of Fluobead motors was added (0.016 mg) and
incubated prior to cell trypsinization and flow cytometry
analysis.
Regarding the lab-on-a-chip fabrication, polydimethylsilox-

ane (PDMS) channels were fabricated, which were further
attached to a glass slide by plasma cleaning (Figure S6a). The
parameters of the fabricated chips can be found in Figure S6b
in the Supporting Information. Two access sites were foreseen
in the lab-on-a-chip devices, one at the reservoir region to
allow cell seeding and one on the other side of the
microchannel to insert the different swarms of NMs (Figure
5bi). We started by evaluating the displacement of Swarm 1
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with IONP motors in the presence and absence of 300 mM
urea in PBS. Active motors were able to spread along the
whole channel after 1 h incubation, while the passive particles
simply got deposited at the seeding point (Figure 5bii). The
selected incubation time for Swarm 1 was applied for the rest
of the experiments, as these motors will only need to be
present in the channel where the collagen fibers will be placed
(Figure 5aii). This is not the case for Swarm 2, which needs to
reach the cells in the reservoir. In that sense, Figure 5biii shows
representative images demonstrating the arrival of Swarm 2
and its distribution along the whole reservoir after 2 h seeding
(maximum incubation time point for Swarm 2). We proceeded
to quantify the delivery efficiency of Swarm 2 in precultured
HeLa cells (Figure 5ci). We started by evaluating the delivery
efficiency in absence of the biological barrier (collagen fibers)
to determine the maximum efficiencies possible for Swarm 2.
An increasing trend for the delivery efficiency is observed as a
function of the incubation time in the presence of fuel (300
mM urea in PBS), which becomes significant compared to
nontreated cells after 90 min and reaching a maximum of 58%
positive cells 120 min after seeding. Note that no significant
increase in the delivery efficiency could be obtained in the
absence of fuel or in the presence of collagen fibers blocking
the channel, even after 120 min. This result clearly indicates
that the swarming behavior of the active particles is needed to
induce the collective displacement of the Fluobead motors
toward the cells region in the lab-on-a-chip platform. Cell
viability was measured in parallel, indicating a decreasing trend
as a function of time after seeding the NMs, reaching a viability
of 75% after 120 min. This decrease in the cell viability can be
linked to an increase in NM uptake and the presence of
byproducts from the enzymatic reaction, especially ammonia,
which induces pH changes.8

The results indicate that the collagen fibers in the channel
act as a real barrier preventing Swarm 2 to reach the cells. We
proceeded to test if VNB generation by Swarm 1 would induce
an enhancement in the delivery of subsequently added Swarm
2 (sequential treatment of swarms). For this, we followed the
experimental scheme presented in Figure 5a, making use of the
optimized incubation times for Swarm 1 (1 h) and Swarm 2 (2
h). Figure 5cii shows the obtained delivery efficiencies of the
Fluobead motors and cell viabilities as a function of the
number of laser pulses. An increasing trend in the delivery
efficiency was observed as the number of laser pulses increased,
reaching 21 and 40% positive cells for 5 and 10 pulses,
respectively. This result (40% positive cells) represents a 10-
fold enhancement of the delivery efficiency in comparison with
nonirradiated samples and indicates that the fibers were
successfully disrupted by Swarm 1. These results were further
confirmed by light microscopy, as depicted from the detection
of the Fluobead motors (red) in cells imaged 120 min after
seeding of the motors in the absence of collagen fibers in the
presence of fuel (label “fuel”), as well as in the presence of
collagen fibers but after applying the treatment with Swarm 1
and irradiation with 10 pulses (label “10 laser pulses”). The
corresponding controls with Fluobead motors in the absence
of fuel (label “no fuel”), or in the presence of fuel and collagen
fibers (label “collagen fibers”), showed clearly lower numbers
of particles of Swarm 2. As urea is well-known to affect the
stability of proteins,52 we also performed experiments in which
the concentration of urea remained constant by making use of
particles without urease (passive particles). Figure S7a in the
Supporting Information show the effect on the viscosity of a

dispersion of collagen fibers incubated for 1 h in the presence
and absence of 300 mM urea in PBS, where it can be
appreciated a decrease in the overall viscosity. Despite the
observed urea-mediated fibers degradation, we did not observe
any effect in the delivery toward cells following the two-troops
treatment using nanoparticles without urease in the presence of
300 mM urea in PBS (see Figure S7b in the Supporting
Information). This results clearly indicate that despite urea can
induce denaturation of the protein fibers this denaturation
alone is not sufficient to allow proper delivery by passive
diffusion of the nanoparticles. The presence of the enzymes
and the fuel are both equally important to generate the
swarming effects responsible of the active collective displace-
ment of particles.
Additionally, we proceeded to evaluate the effect of the

coadministration of Swarm 1 and Swarm 2 prior irradiation
(See Figure S8 in the Supporting Information). Despite an
increasing trend in the delivery as a function of the number of
laser pulses was observed, similarly as in the case of the
sequential administration strategy, the results obtained by the
coadministration strategy (28% of positive cells for 10 pulses)
lay below the obtained for the sequential administration (40%
of positive cells for 10 pulses). To put the results in
perspective, we calculated the percentages of delivery efficiency
of Fluobead motors (Swarm 2) normalized to the maximum
delivery obtained (58% of positive cells) for the clean path
condition (absence of protein aggregates in the channel),
which was assigned to 100%. The results presented in Figure
S9 in the Supporting Information, include the condition of
blocked path (presence of fibers) for comparison, which
account for only 6% of the maximum delivery achieved, and
the coadministration (48%) and sequential administration
(71%) of Swarm 1 and Swarm 2, in combination with 10
pulses irradiation. These results indicate that the overall
delivery benefits from the separation of the process into a first
VNB-mediated microenvironment modification to clean the
path for the addition of Swarm 2 in a second stage. A possible
explanation of the lower delivery efficiency obtained with the
coadministration strategy could be linked to the lack of control
of the different fluid phenomena generated upon VNB
formation and collapse. In this regard, the shockwaves
generated for the disruption of the fibers are being induced
without any preferential orientation while the Fluobead motors
collectively displace toward the cells, which could lead to
perturbation in their collective displacement.

CONCLUSION
In summary, we have shown that the design of a nanomotor
that, in addition to self-propulsion and swarm formation,
generates VNBs upon nanosecond pulsed-laser irradiation,
allowing mechanical damage on the surrounding microenviron-
ment. Such effect was demonstrated by completely disrupting
collagen fibers in a lab-on-a-chip system. The collective
swarming behavior of these enzyme-powered motors (Swarm
1) was exploited to displace and accumulate in the channels
filled with collagen fibers (acting as a barrier model of the
ECM). We found that, upon laser treatment, the disruption of
the barrier blocking the channels permitted the active transport
of swarms of nanomotors acting as a reporter (Swarm 2)
toward cells, showing a 10-fold enhancement in the delivery
efficiency. The approach here described, based on the use of
different swarms of nanomotors with advanced photothermal
effects for trespassing biological barriers (overcoming passive
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diffusion and steric hindrance limitations), denotes a clear
potential therapeutic application. Future work using drug-
loaded motors as Swarm 2 needs to be addressed to evaluate
effective intracellular delivery and its biological effect in more
realistic in vitro and ex vivo scenarios, where the already
advantageous effect of self-propulsion can be combined with
the disruptive therapeutic capabilities of VNBs.

MATERIALS AND METHODS
Materials. Mono Mag magnetic beads 0.5 μm (Ocean Nano-

Tech), glutaraldehyde grade II (Glu, 25% in H2O), HS-PEG5K-NH2
(HCl salt), urease (from Canavalia ensiformis, Type IX, powder,
50 000−100 000 units g/g solid), urease activity kit, urea (99.9%),
and urease (from Canavalia ensiformis, Type IX, powder, 50 000−100
000 units/g solid) were obtained from Sigma-Aldrich. Red fluorescent
amine-modified beads 0.2 μm (2% solids), PBS, Pierce BCA protein
assay kit, and Dulbecco’s modified Eagle’s medium (DMEM) were
purchased from ThermoFischer Scientific. Standard gray V4 resin
(FLGPGR04) for the 3D printing of rigid molds was purchased at
FormLabs.
NM Synthesis and Characterization. IONP motors were

synthesized using 0.5 μm amine Mono Mag magnetic beads (Ocean
NanoTech, USA), named “IONPs” in the article, which consist of a
polymeric NP coated with iron oxide. Briefly, IONPs (2.5 mg) were
suspended in PBS (1×), and 10 μL of Glu (2.5% in water) was added
to mixture (final volume = 0.5 mL). The mixture was thoroughly
vortexed to ensure good dispersion and shaken for 2 h to obtain
glutaraldehyde-functionalized IONPs (IONP@Glu). Then the
particles were collected by centrifugation (3 min, 1900 rcf) and
washed 2 times with PBS. Next, IONP@Glu was suspended in 50 μL
of HS-PEG5K-NH2 (0.04 mg/mL) and vortexed for 1 min prior to
addition of 450 μL of PBS containing urease (final urease
concentration = 6 mg/mL) and mixed for 24 h in an end-to-end
on a rotary shaker. The resulting IONP motors were collected by
centrifugation (3 min, 1900 rcf) and washed 2 times with PBS.

The synthesis of Fluobead motors was performed following the
same protocol described above for IONP motors but starting from 4
mg of 200 nm fluorescent particles and performing the washing steps
by centrifugation for 5 min at 9300 rcf.

For the physicochemical characterization, NMs were washed and
resuspended in MQ water, after which they were transferred either
into a disposable folded capillary cell (Malvern, Worcestershire, UK)
or into a disposable cuvette (Brand, Wertheim, Germany) for further
measurement of their zeta-potential or hydrodynamic size, respec-
tively, using a Malvern Zetasizer Nano (Malvern Instruments Ltd.,
Worcestershire, UK). The measurements were performed in triplicate
at a temperature of 25 °C.

The activity of the covalently bound urease and the total protein
content of the supernatants of the washing steps and the final motors
were evaluated using a commercial urease activity kit and total protein
assay, respectively, following the manufacturer’s instructions.
Motion and Tn Vitro Swarming Analysis. Observation and

video recording of the NMs was performed in an inverted optical
microscope (Leica DMi8) using a 63× water objective. Briefly, 5 μL
of NMs in PBS were placed on the center of a 9 mm diameter and
0.12 mm deep Secure-Seal spacer (ThermoFischer Scientific) sticked
onto a glass slide and thoroughly mixed with the solutions of urea in
PBS at the desired concentrations. Then, the mixture was covered
using a coverslip to avoid artifacts caused by the drifting effect. Videos
of 30 s were recorded using a Hamamatsu camera at a frame rate of 50
fps, under bright field. The analysis of motion was performed with the
Python-based Nanomicromotor Analysis Tool (NMAT) v. X
(https://github.com/rafamestre/NMAT-nanomicromotor-analysis-
tool) to obtain the tracking trajectories, MSD, and diffusion
coefficients as previously described.53 The resulting MSD and
diffusion coefficients were obtained by analyzing a minimum of 15
particles per condition and the error represents SE.

The optical videos of the swarms of NMs were acquired using a
THUNDER Leica microscope, using a 2.5× objective. For this, a 2 μL

droplet of NMs (5 mg/mL) suspended in PBS was placed in the
middle plane of a 3 mL Petri dish containing either PBS (control) or a
solution of 300 mM urea in PBS, and 2 min videos were acquired at a
frame rate of 25 frames per second as previously reported.37

For the computational analysis (i.e., the calculation of the
projections and the effective area of the NM swarm), the background
was subtracted from each frame of the video. As a background image,
the first frame was taken in which the area occupied by the cloud was
replaced by a mean value of the vicinity. First, the projections are
calculated as the sum of all pixel intensities along x:
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where Nx denote the width of the image in pixels. The projections
along y-axis are being calculated accordingly with Ny being the height
of the image. Equation 1 refers to the projection of one image and is
therefore performed for all frames of the videos accordingly. Note that
the image intensities I are normalized and range between 0 and 1.
Then an intensity threshold of 10% of the global maximum intensity
value was used for the control and the 300 mM samples. Pixels of
intensity values above this threshold are considered as effective area
occupied by the NM swarm. Using this threshold, the images of the
video are converted into a binary image using
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intensities:
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where N = NxNy being the total number of pixels.
Formation of Collagen Fibers as a Model for Extracellular

Barriers. Collagen I from rat tail was dissolved in PBS (0.2 mg/mL),
and the pH of the collagen solution was increased to 7−8 with NaOH
(0.1 N). Subsequently, the collagen solution was incubated at 37 °C
for 1 h to obtain the artificial opacities visible by eye, which were
further stored at 4 °C. To follow the fibrillation process, turbidity
experiments were performed by measuring the absorbance of the
collagen suspension (λ = 400 nm) at 37 °C (using a NanoDrop 2000c
spectrophotometer). Formation of collagen fibers was further
confirmed by confocal microcopy making use of a dark-field
condenser.
VNB Generation Threshold and Single Collagen Fiber

Disruption upon Irradiation of IONP Motors. An in-house
developed optical setup was used to determine the laser pulse fluence
threshold, which is defined as the laser fluence of a single laser pulse at
which 90% of the irradiated NPs generate a VNB.54 In short, IONPs
(stock: ∼1.3 × 109 NPs/mL) were first diluted 100× in PBS and
transferred to a 50 mm γ-irradiated glass-bottom dish (MatTek
Corporation, Ashland, MA, USA). After sedimentation of the NPs,
the samples were mounted on an inverted microscope (TE2000,
Nikon BeLux, Brussels, Belgium) and irradiated with a pulsed laser (7
ns) tuned at a wavelength of 561 nm (Opolette HE 355 LD,
OPOTEK Inc., Carlsbad, CA, USA). The laser beam diameter at the
sample was 150 μm. The laser pulse energy was monitored using an
energy meter (LE, Energy Max-USB/RS sensors, Coherent). An
electronic pulse generator (BNC575, Berkeley Nucleonics Corpo-
ration), synchronized with an EMCCD camera (Cascade II: 512,
Photometrics), was used to trigger individual laser pulses and record
dark-field microscopy images before, during, and after VNB
formation. VNBs can be seen distinctly in dark-field microscopy
images as brief bright localized flashes of light due to the increased
light scattering during their lifetime. By quantifying the number of
visible VNBs within the laser pulse area (150 μm diameter) for
increased laser pulse fluences, the VNB generation threshold can be
determined. This setup was also used for visualization and disruption
of individual collagen fibers after irradiation at the VNB threshold
fluence (0.97 J/cm2). For this experiment, 1 mL of collagen fibers (0.2
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mg/mL) were centrifuged and resuspended in 300 mM urea in PBS
and incubated with IONP motors (0.01 mg/mL) for 1 h. After this
incubation time, the system was diluted 1000× and transferred to a 50
mm γ-irradiated glass-bottom dish.

Images were analyzed using the ImageJ software (FIJI, https:/Fiji.
sc/) to visualize and quantify the number of VNBs and the disruption
of the collagen fibers.
Rheological Measurements. The rheological characterization of

collagen fibers dispersions with or without the different treatments
were performed using an Anton Paar MCR 702 rheometer, with a
cone-and-plate geometry of 1.005° and 40 mm in diameter.
Temperature was controlled within ±0.2 °C during measurements
at 25 °C. All rheological measurements were performed at least three
times, reporting the average values. Viscosity, storage G′, and loss G″
modulus were measured by using a minimum volume of 400 μL per
each sample, being determined as a function of the share rate from 0.1
to 100 s−1. Briefly, samples of 1.5 mL of collagen fibers (0.2 mg/mL)
were incubated for 1 h with IONP motors (0.01 mg) in the presence
of 300 mM urea in PBS, prior to irradiation with 0, 1, 5, or 10 pulses
at the VNB threshold. For the irradiation, samples were transferred
just after 1 h incubation to 50 mm γ-irradiated glass-bottom dishes.
Controls included collagen fibers alone, fibers co-incubated 1 h with
IONP motors without urea in PBS, and fibers after tip sonication
(20%, 20s). The last one as a positive control of total fiber disruption.
PDMS Phantom Chip Fabrication. To analyze the collective

displacement and swarming effect of the NMs, lab-on-a-chip systems
were fabricated as phantoms composed of a linear channel connected
to a funnel-like reservoir on the other extreme, whose total area was
50 mm2 and which was aimed for cell seeding. The 3D structure from
the rigid mold was designed using AutoCAD software and further 3D
printed by using stereolithography techniques. The resulting rigid
mold containing the inverse design of the desired phantom was
printed and processed as previously described.37 Briefly, the
nonpolymerized resin was removed by two sequential washing steps
in an isopropanol bath, followed by hardening of the photo-
polymerized resin by 15 min exposure to ultraviolet light. To
fabricate the flexible and transparent polydimethylsiloxane (PDMS)−
based structures, the catalyzer and the monomer were first mixed at a
ratio of 1:10, and the solution was degassed for 15 min to avoid the
presence of bubble in final lab-on-a-chip configuration. The solution
was poured onto the rigid mold, degassed for 15 min, and finally
cured at 65 °C overnight. The polymerized PDMS was then removed
from the rigid mold. To close the system and obtain the final chip, the
channel's open side was bound to the glass coverslip by previously
exposing both, coverslip and the phantom, to 2 min plasma treatment.
Openings were made on top of the reservoir and on the side of the
linear channel for cells and NMs seeding, respectively.

The collective NMs displacement in the final phantom chips was
evaluated with optical microscopy using a THUNDER Leica
microscope. For this, a 2 μL droplet containing 0.01 and 0.016 mg
of IONP motors and Fluobead motors, respectively, was seeded in
one of the extremes of the phantom chip containing either PBS
(control) or a solution of 300 mM urea in PBS.
Cell Culture. HeLa cells (cervical adenocarcinoma cells, ATCC

CCL-2) were cultured in Dulbecco’s modified Eagle’s medium
containing growth factor F-12 (DMEM/F-12). Full cell medium was
prepared by adding 10% FBS, 2 mM L-glutamine, and 100 μg/mL
penicillin/streptomycin as supplements. Cells were seeded at a density
of 154 cells/well in the PDMS reservoir and incubated for 24 h at 37
°C, 5% CO2 prior treatment.
Evaluation of Swarms of Nanomotors as Delivery Strategy

in Phantom Chips to HeLa Cells. HeLa cells were seeded (15000
cells) 24h every delivery experiments. A typical delivery experiment
with the Fluobead motors (Swarm 2) consisted in filling the chip’s
channel with 300 mM urea in PBS or simply PBS, prior seeding 2 μL
containing 0.016 mg of NMs at the opposite extreme of the cell’s
reservoir. After a certain incubation time (60, 90, or 120 min), cells
were trypsinized and resuspended in flow buffer prior analysis by flow
cytometry. The biological barrier effect was evaluated by filling the
chip’s channel with collagen fibers (0.2 mg/mL) in 300 nM urea in

PBS, prior the seeding and incubation for 120 min of Fluobead
motors.

The disruption of the biological barrier model was evaluated by the
two-swarms strategy. For the sequential administration strategy, the
channel from the lab-on-a-chip platform was first filled with collagen
fibers (0.2 mg/mL) dispersed in urea (300 mM) in PBS, prior
addition of 2 μL of Swarm 1 of IONP motors (containing 0.01 mg
IONP motors). After 1 h incubation, the channels were irradiated
with 1, 5, or 10 laser pulses (1.22 J/cm2, 5 ns, λ = 532 nm), avoiding
the irradiation exposure to the reservoirs containing cells. Next, 2 μL
containing 0.016 mg of Swarm 2 of Fluobead motors was seeded and
incubated for 120 min prior trypsinization for flow cytometry
measurements. For the coadministration strategy, 4 μL was added
containing 0.01 mg of IONP motors (Swarm 1) and 0.016 mg of
Fluobead motors (Swarm 2). After 1 h, the channels were irradiated
with 0, 1, 5, or 10 laser pulses. The system was left for 1 h more to
proceed (total time = 120 min) prior to trypsinization for flow
cytometry measurements.

Viability was assessed after treatment using the CellTiter-Glo
luminescent cell viability assay, as recommended by the manufacturer
(Promega, Leiden, The Netherlands). Briefly, HeLa cells were
recovered from the lab-on-a-chip’s reservoir by trypsinization and
further neutralized with full cell medium before being transferred to a
96-well plate. They were supplemented with an equal volume of
CellTiter-Glo reagent for each well (50 μL), mixed for 5−10 min
using an orbital shaker (120 rpm), and transferred to an opaque 96-
well plate. After allowing the plate to stabilize for 10 min, the
luminescent signal of each well was measured using a Glomax
luminometer (Promega, Leiden, The Netherlands).

For the Fluobead motors delivery visualization, instead of being
trypsinized as in the flow cytometry measurements, cells were directly
imaged in the phantom lab-on-a-chip after treatment by optical
microscopy (Leica DMi8). Cells were first incubated with
Hoechst33342 (1000×) for 10 min at 37 °C. After staining, the
cells were washed with culture medium and imaged using confocal
microscopy. Images were analyzed using the NIS-Elements Viewer
4.20 software.
Flow Cytometry. Quantifications based in fluorescence were

performed using a CytoFLEX flow cytometer (Beckman Coulter,
Suarleé Belgium). The resulting flow cytometry data were analyzed
using FlowJo (Treestar Inc., Ashland, USA) software.
Statistical Analysis. All data are shown as mean ± standard

deviation. Statistical differences were analyzed using the Graphpad
Prism 8 software (La Jolla, CA, USA). The statistical tests used in
each figure are mentioned in the figure caption. Statistical differences
with a p value <0.05 were considered significant.
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Sánchez, S. Enzyme-Powered Nanobots Enhance Anticancer Drug
Delivery. Adv. Funct Mater. 2018, 28 (25), 1705086.
(54) Fraire, J. C.; Houthaeve, G.; Liu, J.; Raes, L.; Vermeulen, L.;
Stremersch, S.; Brans, T.; García-Díaz Barriga, G.; de Keulenaer, S.;
van Nieuwerburgh, F.; de Rycke, R.; Vandesompele, J.; Mestdagh, P.;
Raemdonck, K.; de Vos, W. H.; de Smedt, S.; Braeckmans, K. Vapor
Nanobubble Is the More Reliable Photothermal Mechanism for
Inducing Endosomal Escape of SiRNA without Disturbing Cell
Homeostasis. J. Controlled Release 2020, 319, 262−275.

ACS Nano www.acsnano.org Article

https://doi.org/10.1021/acsnano.2c09380
ACS Nano 2023, 17, 7180−7193

7193

https://doi.org/10.1038/s41467-022-29713-7
https://doi.org/10.1021/jacs.8b03460?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jacs.8b03460?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1103/PhysRevLett.124.108001
https://doi.org/10.1103/PhysRevLett.124.108001
https://doi.org/10.1039/C2AN15780B
https://doi.org/10.1039/C2AN15780B
https://doi.org/10.1039/C2AN15780B
https://doi.org/10.1021/acs.accounts.8b00288?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/acs.accounts.8b00288?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1002/adfm.202002767
https://doi.org/10.1002/adfm.202002767
https://doi.org/10.1007/s40820-020-00523-0
https://doi.org/10.1007/s40820-020-00523-0
https://doi.org/10.1007/s40820-020-00523-0
https://doi.org/10.1016/j.jconrel.2019.12.050
https://doi.org/10.1016/j.jconrel.2019.12.050
https://doi.org/10.1016/j.jconrel.2019.12.050
https://doi.org/10.1016/j.jconrel.2019.12.050
https://doi.org/10.1016/j.xcrp.2021.100515
https://doi.org/10.1016/j.xcrp.2021.100515
https://doi.org/10.1039/D1NH00157D
https://doi.org/10.1039/D1NH00157D
https://doi.org/10.1039/D1NH00157D
https://doi.org/10.1002/adma.202000512
https://doi.org/10.1002/adma.202000512
https://doi.org/10.1002/adma.202000512
https://doi.org/10.1039/C9CS00839J
https://doi.org/10.3390/ijms19082400
https://doi.org/10.3390/ijms19082400
https://doi.org/10.3390/ijms19082400
https://doi.org/10.1021/jp906350s?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1021/jp906350s?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as
https://doi.org/10.1002/adfm.201705086
https://doi.org/10.1002/adfm.201705086
https://doi.org/10.1016/j.jconrel.2019.12.050
https://doi.org/10.1016/j.jconrel.2019.12.050
https://doi.org/10.1016/j.jconrel.2019.12.050
https://doi.org/10.1016/j.jconrel.2019.12.050
www.acsnano.org?ref=pdf
https://doi.org/10.1021/acsnano.2c09380?urlappend=%3Fref%3DPDF&jav=VoR&rel=cite-as

