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Abstract

We report on in vitro wound-healing and cell growth studies under the influence of radio frequency
cell stimuli. These stimuli are supplied either by piezoactive Surface Acoustic Waves (SAW) or by micro
electrode generated electric fields, both at frequencies around 100 MHz. Employing live cell imaging,
we studied the time and power dependent healing of artificial wounds on a piezoelectric chip for
different cell lines. If the cell stimulation is mediated by piezomechanical Surface Acoustic Waves, we
observe a pronounced, significant maximum of the cell growth rate at a specific SAW amplitude
resulting in an increase of the wound-healing speed of up to 135+85% as compared to an internal
reference. In contrast, cells being stimulated only by electrical fields of the same magnitude as the
ones exposed to SAW, exhibit no significant effect. In this study, we investigate this effect for different
wavelengths, amplitude modulation of the applied electrical radio frequency (rf)-signal and different
wave modes. Furthermore, to obtain insight on the biological response to the stimulus, we also
determined both the cell proliferation rate and the cellular stress levels. While the proliferation rate is
significantly increased for a wide power range, cell stress remains low and within the normal range.
Our findings demonstrate that SAW-based vibrational cell stimulation bears the potential for an
alternative method to conventional ultra sound treatment overcoming some of its limitations.

surface acoustic waves | vibration | cell growth | migration | stimulation | wound-healing assay | proliferation | reactive oxygen species
Significance

Ultrasonic pressure fields have been proven to be beneficial for cell growth in vitro and in patients.
However, conventional therapeutic ultrasound treatment is subjected to limitations such as time
restriction, external application or energy loss. The application of Surface Acoustic Waves (SAW) can
help to overcome some drawbacks. To understand the underlying mechanism, the adjusting
parameters of SAW and the intracellular response on the stimulation are evaluated. We identified a
dependence of cell growth on SAW-intensity and the presence of a vertical substrate deflection. While

1



the cellular stress (reactive oxygen species) remains in the normal range, both cell migration and
proliferation are increased. Due to the experimental design, the effect of enhanced cell growth is
dominated by increased cell migration.

Introduction

Currently, improving and acceleration of wound-healing is of highest interest in medical science.
Reports of ‘smart’ wound-healing techniques range from on-demand emission of inflammatory
inhibiting materials® to increased cell growth by releasing growth factors upon cell induced traction
forces?. There have been also reports on techniques including active electrical and mechanical cell
stimulation, e.g. by using soundwaves. Already in the 1960s, Knoch and Klug proposed the use of
therapeutic ultrasound (US)*4. Since then, it has been shown that US can in fact improve the
regeneration and healing rate of soft and hard tissue up to 40 %> for spatially distributed intensities
between fys = 30 mW/cm? to lys = 500 mW/cm? 8%, Furthermore, the potential of US treatment to
stimulate the spleen in order to treat inflammatory diseases has been recently demonstrated?®.
Despite the obviously beneficial effects of therapeutic US, the application of the technique is still
subject to restrictions. It turns out, for example, that the beneficial effects of US undergo a turnaround
leading to a suppressed fracture healing if the US intensity applied is higher than Jus =1 W/cm? L. In
this context, it has been shown that US application may induce a temperature rise in tissue of about
0.86 K/min at a power of 1 W/cm? and a frequency of 1 MHz, limiting the US therapy to short pulses
and low intensities of about | =30 mW/cm? 3, Moreover, high costs and the requirement of medical
assistance during US exposure impede a long-term treatment and limit the application to single
sessions. As an answer to these limitations, we recently proposed a novel approach employing surface
acoustic waves (SAW) for tissue healing and recovery treatment to overcome some disadvantages of
the US-based methods®*. In recent years, SAW can be found as mass products in, e.g., filters and rf
signal processing devices in mobile phones, and high frequency applications but also for the active
acoustic manipulation in microfluidic applications. Based on the effect of acoustic streaming®>, SAW
have recently become a quite unique tool in biomedical applications for cell manipulation?®,
deadhesion under flow!” or on-demand patterning®®. Moreover, first results show that SAW-based
biochips can yield in tailored standing wave body force fields which bear the fascinating potential to
create a well-defined neural network on a chip®®. In a recent report on SAW-assisted in vitro wound-
healing, we were able to demonstrate positive stimulation of cell growth up to 15.2 %+1.7 %. After
carefully excluding parasitic temperature, ballistic or nutrient induced stimulation effects, we were
able to narrow down the beneficial SAW-induced mechanisms to the mechanical and electrical
component of the SAW. Our findings were later confirmed and supported by Greco et al. who
investigated the impact of SAW on cell proliferation®.

In this manuscript, we continue on the impact of SAW-stimulation on cell growth, narrow down the
stimulation mechanism, identify the most relevant adjusting parameters and provide insights into the
intracellular reactions induced by SAW. Moreover, we also address the question whether the observed
phenomenon is due to cell migration or proliferation.

Methods and Materials

If not stated otherwise, in vitro wound-healing assays were performed while measuring cellular
parameters for three cell lines, ‘Madine-Darby Canine Kidney’ (MDCK-Il) and human osteosarcoma
‘sarcoma osteogenic’ (Sa0s-2) and ‘Human embryonic kidney’ (T-REx™-293). For detailed information
see SI.



The experimental setup

A SAW-chip is a piezoelectric chip with micron sized metal electrodes, so-called Interdigital
Transducers (IDT) consisting of two multi-finger electrodes?. An rf-signal of power Py and frequency
fres is converted into an acoustic wave with a width of the transducer and a wavelength of Asaw.
Dependent on the substrate, cut and transducer design the wave is either a Rayleigh SAW for LiNbO;
rotated around the X-axis by 128° (128° rot Y-cut) or a love wave for LiTaOs; (40° rot X-Y-cut)?. To
ensure biocompatibility and to protect the electrodes, the whole chip except for the contact pads is
covered with a SiO; layer.

Due to the IDTs bidirectionality (3dB) as well as based on years of experience with SAW with various
other, small insertion loss mechanisms, we conservatively estimated Psaw of the propagating wave as
Psaw = % Piv. The SAW causes acoustic streaming? with a 1/e-decay length of the SAW-intensity in
propagation-direction of l(c,glf( = 12.5Agaw = 331 um?*. Considering lggl)‘é, Psaw and W, the SAW-
intensity, Isaw acting upon the cells is approximately?:

1
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The SAW-chip was mounted on a sample holder (Fig. 1 a-2)). A polydimethylsiloxane (PDMS) chamber
(V=3 ml) (Sylgard 184 Silicone Elastomer, Dow corning, Germany) was placed on top of the SAW-chip
(Fig. 1 a-1)). The culture insert (Cl) (Ibidi ® GmbH, Martinsried, Germany; width 500+50 um) was placed
with its gap oriented parallel to and about d = 50 um away from the IDT (Fig. 1 a-3)). 80.000 cells were
seeded into each chamber and cultivated to reach confluency. After removal of the Cl the cell migration
into the cell-free area was recorded in phase contrast images every 5 min with a 10 x objective. The
SAW-chips were connected to a rf-generator (SML 01, Rhode & Schwarz, Munich, Germany) with an
amplifier (gain G = 30 dB, AMP590033H-T, Becker Nachrichtentechnik GmbH, Asbach, Germany).

Characterization of the resulting flow field

We determined the effective flow field 25 um above the surface using scanning particle image
velocimetry (sPIV) as reported earlier?® by scanning an area larger than a single field of view and
combining the multiple micro-particle image velocimetry measurements to a single velocity field.
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Figure 1: Sketch of the experimental setup and concept of the data analysis. a) Technical drawing of the setup. A culture insert
was used to produce a standardized artificial wound in a confluent cell layer (pink) of MDCK-II cells in front of the IDT aperture.
b) Time sequenced images of the progressive cell migration of MDCK-II cells into the cell-free area (red). c) Time dependent
shrinkage of the normalized cell-free area in the regions of interest (red: stimulated section, green/blue: internal reference).
The section between 0.8 < F(t)/F(0) < 0.2 is approximated by a linear fit. The slope gives the surface area migration rate Amig.
d) Superimposed snapshots of the cell fronts of single experiments at different time steps with a time dependent color coded
migration progress. d-1)-2) Analyzable samples. d-3) Cell layer quality of the right area does not meet the requirements.

Measuring intracellular parameters

To understand the cellular response and the biochemical processes, we determined the production of
ROS, the proliferation rate and their internal and external reference following standard protocols (see
Sl for details).

Data analysis

Wound-Healing Assays:



Fig. 1 b) shows a chronological sequence of a typical experiment with MDCK-II cells at different time
points. The cell fronts continuously invade the red-labelled cell-free area. Based on previous
experiments, we know that the width of the sound path is strictly limited to the size of the aperture®.
Therefore, only cells in front and rear of the aperture are directly stimulated by SAW. The cell-free area
in this region is called aperture in the following. As shown in the inset of Fig. 1. c) the internal
references indicated in green and blue are located next to the wiring. At these positions, there is
sufficient distance that SAW does not interact with the cells. Yet, cells grow under identical conditions
(i.e. nutrient supply, temperature, cell density, cell cycle, viability etc.) as in front of the aperture.

The ‘surface area migration rate Amig’, describes the speed of cell migration and growth into the free
space. The cell-free area is determined for every region of interest in At = 1.25 h intervals and plotted
as function of the time in Fig. 1. c) normalized to F(0) and approximated by a linear fit. To exclude
artefacts, like delay time due to cellular polarization in the beginning or non-uniform surface-coverage
before reaching confluency, only values in the interval 0.8 < F(t) < 0.2 are fitted linearly?’ resulting in
Anmig With the unit area loss in percent per hour. To compare the results and to avoid culture dependent
influences, the aperture Amig, aperture is divided by the mean of the internal references Amig, int. rer. and
defined as stimulation efficacy E:= Amig, aperture/Amig, int.rer. (Fig. 2 d). For each power four separate
experiments are performed if not indicated otherwise.

Superimposed composition to the complete sequence of one sample allow identifying the cell
migration over time in one color coded image as shown in Fig. 1 d). Dependent on the elapsed time,
the rainbow-color changes from purple to deep red (early coverage results in blue tones). An
exemplary development of a superimposed image as a result of the temporal evolution of the cell
migration can be found in the SI. To maintain a high-quality content of the data, the cell layer in the
analyzed region must meet specific demands like confluency, cell density and viability. As exemplary
shown in Fig. 1 d-3) the right part of the cell layer was not completely confluent as compared to the
onein Fig. 1 d-1) - 2). Therefore, only the left part was considered for the internal reference. However,
this concerns only a small fraction of all samples.

The variation of the speed of coverage of the cell free area along this artificial wound is studied in more
detail in the SI.

Fluorescence images:

To evaluate fluorescence images, the data were analyzed using a self-developed software in MATLAB
(MathWorks, Natick, MA, USA) as described in detail in the SI.

Results and Discussion

A previous study showed successful stimulation of SaOs-2 cells for continuous stimulation with
Rayleigh modes of wave length A=25 um in the power range of PIN =4 mW to 8 mW. The structure of
the study presented here is as follows:

First, based on our previously reported findings, we vary the wave length, wave mode and the duty
cycle of the stimulation to identify the most relevant SAW parameters to answer the questions: i) Does
an increase of A further enhance the effect?, ii) Do shear waves also result in a significant effect?, iii)
Do pulsed Rayleigh waves also result in enhanced wound healing on a chip?

Secondly, we can positively state that the effect is conserved for other cell lines and collective cell
migration. We in-depth elucidate the dependence of the effect on the applied power level. Third, to
further identify the intracellular response, we quantify reactive oxygen species. Finally, we answer the
guestion whether the increased wound-healing is due to enhanced cell migration or proliferation.
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Identifying the most relevant SAW parameters for cell stimulation

After the successful verification of the positive impact of SAW on cell growth in previous studies*?°,
we now elucidate adjustment parameters of the observed effect. In the first approach, we identified
an increased cell growth of SaOs-2 cells up to 15.2+1.7 % using Rayleigh-waves at Asaw = 25 um and Py
=4 mW?. The high degree of variability of SAW-excitation raises the question which parameters might
have the largest influence on cell stimulation. The physical properties of the SAW-depend on various
parameters of the chip and the SAW-generating system. We here vary wave mode, wavelength,
magnitude and shape or envelope of the SAW-amplitude. First, the employed piezoelectric substrate
material and the direction of SAW-propagation with respect to the crystal axis defines the type and
mode of the SAW. While Rayleigh-waves (RW) are excited on LiNbO3 128° rot, Y-cut in the main
direction, love-waves (LW) can be generated on LiTaOs 40° rot, X-Y-cut?2. In contrast to the RW, the
excited LW exhibit no surface deformation in z-direction but are horizontally polarized waves. Second,
the propagation direction, wavelength and width of the sound path of the excited SAW are defined by
the geometry and layout of the IDT being processed on the substrate surface. Third, by varying the rf-

signal amplitude as a function of time an amplitude modulated (AM) SAW of variable intensity can be
generated.
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In Fig. 2 the results of experiments with different SAW characteristics are shown. Changing the IDT
periodicity from A;= 25 um to A; =50 um leads to an accordingly reduced resonance frequency. In
Fig. 2 a) we show the stimulation efficacy E in dependence of the applied power level Pin. While there
is no impact on cell growth at low power levels, the efficacy reaches its maximum E=1.13 for
Pn =8 mW, indicating a slightly but significantly increased cell migration rate. With increasing SAW-
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intensity, the cell migration is impeded, though. At a high power level of Py =64 mW the rate is
observed to decrease by as much as 20 %.

Wave mode

The results shown in Fig. 2 b), negatively answer the exciting question whether also shear waves with
particle displacement in the plane of the surface of the substrate only increase cell growth. In contrast
to the successful stimulation with Rayleigh waves at Pin = 4 mW, there is only a slight and not significant
increase of 8 % for LW mediated stimulation.

Pulsed excitation

As under physiological conditions also pulsatile pressure fields can appear, we exemplarily modulated
the SAW-intensity by the absolute values of the cardiac function M(t) shown in Fig.2c). The
modulation frequency was set to f = 1 Hz imitating the resting pulse (A, = 50 um). While the peak value
is P =16 mW, the mean output is Py =1 mW. Using these settings, the power range between
0 mW < Py <16 mW is covered, which leads to a positive effect for continuous SAW (CW) stimulation
(Fig. 2 a)). However, as shown in Fig. 2 d), only one out of five experiments resulted in a slightly positive
effect, while on average, the cell growth is reduced as compared to the reference. Thus, in contrast to
CW stimulation, an AM or pulsed SAW in the same power range has no or even a slightly negative
impact on cell growth.

These data demonstrate that positive SAW-mediated cell stimulation strongly depends on the physical
properties of the SAW. A wavelength of the order of the cell diameter and a vertical surface
displacement component of the SAW for a gentle power level in the magnitude of O(10°mW) turned
out to yield the strongest effects for SaOs-2 cells. The power dependency could be understood by the
emerging negative effects accompanying SAW at high power levels: as shown earlier, there is a rise of
substrate temperature of AT/AP = 37 K/W with increasing power (shown for A; = 25 um)**. At a power
level of Py = 64 mW a theoretical temperature rise of up to AT = 2.4 K is expected, where we assume
an equal temperature rise for A; and A,. However, this value exceeds the physiological temperature
fluctuations and may harm the cells.

Conservation of SAW-enhanced cell growth for other cell lines and collective cell
migration

The experiments presented above used culture of bone cancer cells SaOs-2. This mesodermal cell line
has no polarity, a high motility and gap-junctions®®. Moreover, these cells, for their in vivo positions,
do not necessarily require collective cell migration. In contrast, ectodermal cell lines have an apical and
basal side forming a confluent cell layer with tight junctions. As one of their main purposes is to
separate, to cover and to protect the underlying tissue, the process of regeneration and wound-healing
is essential. Therefore, a supported wound-healing not only for bone fractures but also for epithelial
cells, as for example the dermis, would be highly interesting. To investigate the effect of SAW-
mediated stimulation on ectodermal cells, in the following experiments we used the model cell line
MDCK-II.
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Figure 3: SAW-stimulation of the ectodermal cell line MDCK-II. a) High-quality micrograph image of the progressive in vitro
wound-healing in a confluent monolayer at t =5 h. The colored regions are indicating the SAW-stimulated cells (red) and the
internal references (green, blue) b) c) representation of the different stimuli mechanism at different frequencies. While there
is a simultaneous mechanical and electrical stimulation at the SAW-resonance frequency, we depict in b) the result of an
electrical stimulus, only. This is achieved by detuning the IDT frequency to a somewhat lower value outside its bandwidth,
where no SAW is excited (c). d) Power dependency on SAW-stimulation at different frequencies. Significant improvement of
cell growth and migration rate up to 135+85% for SAW-supported cell growth at Piy=4 mW and 8 mW. Exceeding
Isaw>1 W/cm? leads to a decrease of E. A significant increase of the efficacy (p<0.05) compared to an external low control is
indicated by the color of the symbols inner area. The median time for surface-coverage with MDCK-II cells is about 31 hours.

Fig 3. a) shows the invading cell front of MDCK-II cells five hours after launching the SAW and thus the
stimulus. In contrast to the SaOs-2 cell species, MDCK-II cells migrate collectively, eventually
establishing a clear and sharp edge of the cell layers. Moreover, this single snapshot already indicates
a bulge in the vicinity of the aperture due to increased cell migration velocity as a result of the SAW-
stimulation.

Between the electrodes of an IDT and within the travelling piezoactive SAW, large electrical fields up
to O(1 kV/cm) are created. According to the model of Datta?®, the surface potential @ is related to the
acoustic power Psaw described by the equation

1 W
Psaw = 55—yl ®[*.
2 Asaw

Here, W is the width of the aperture and yo the material-dependent characteristic admittance
Yo =0.21 mS for LiNbO3 and the cut used in our experiments. This results in a surface potential ranging
from @=0.3V for Pn=1mW up to ®=2.4V for Py =64 mW. Thus, the IDT can also be regarded as

acting as a dipole transmitter. Therefore, cells in the vicinity of the electrode and along the SAW’s
sound path are stimulated by an electrical field. As reported earlier, electrical rf-fields in the MHz

8



domain can actually act anti-inflammatorily and this way also promote the healing process®°. To
separate the effect of electrical and mechanical stimulus, we performed reference measurements at a
frequency frer = 100 MHz outside the bandwidth around the resonance frequency (fies = 164 MHz).
While the cells along the sound path at f= fies are stimulated mechanically and electrically in parallel
(asillustrated in Fig. 3 b), cells in the reference measurement at f= f..s only experience the electric fields
of comparable frequency and intensity (as illustrated in Fig. 3 c)).

In Fig. 3 d) the efficacy E at f=f.s Shows a pronounced increase in the power level range between
P € [4 mW; 16 mW] with a maximum at Py = 8mW. Cell growth in the SAW-stimulated area is up to
2.3510.73 times increased compared to the internal reference. The calculated p-values in this interval
are pamw =0.02; psmw=0.03; piemw =0.03 concluding a significant increase at a 5% level of
significance. Further increasing of the SAW-intensity Isaw above 1 W/cm? results in a decrease of the
efficacy E. This is in accordance with the observed decreased healing rate in US-treatment mentioned
above!2, However, no significant increase of the efficacy E can be determined for values Py =32 mW.
At power levels of Piy =128 mW and above, cells are either detached from the substrate surface or
becoming necrotic within minutes to hours. Taken together, not in a single experiment, Amig of the
internal reference sections was higher than Amig in the sound path for values Py 2 2 mW.

In contrast, there is no evidence for a positive stimulus at fef = 100 MHz where no SAW is excited but
a comparable electrical field is present. Here, the 5% level of significance is never reached for a single
power level. For Piy =16 mW and higher, a slight effect in the reference measurements is observed.
This could be understood by the generation of finite amplitude SAW even outside the bandwidth of
the IDT for high power levels. In Fig. 4 a) we depict the typical return loss Si; of an IDT as a function of
frequency. While for this chip the return loss at the resonance frequency is Si11 =-18.59 dB, it is much
weaker at the reference frequency with Si; =-0.93 dB. Thus, the intensity of the SAW for both
frequencies fres and fi.r differs by about 18 dB! Thus, at low power values, the SAW-generation can
safely be neglected at the reference frequency f.r. However, increasing the applied power level
eventually leads to an appreciable SAW-generation but still much weaker as compared to the one at
the resonance frequency fi.s for the same applied power P.

These findings are supported by the exemplarily shown superimposed images in Fig. 1 d-1) —d-3).
Here, the in vitro wound-healing process for a SAW (d-1)) and electrical field (d-2)) treated as well as
an untreated sample (d-3)) is displayed. By comparing the three given images, the most pronounced
cell migration is visible in the SAW-stimulated sample. Whereas the internal references are exhibiting
reddish colors, the hues in front of the aperture appear to be violet and blue shaded. In contrast, in
the next two images, only an electrical field was applied and an external reference with no stimulation
indicates a uniform growth rate along the complete gap.

In analogy to previously published experiments (Stamp, Brugger et al. 2016) * we applied Rayleigh
waves with a wavelength of 25 um at power levels of Py=2 mW and 4 mW to SaOs-2 cells. But, we
additionally added a 10 nm thick conductive titanium layer on top of the sound path, as indicated in
the SI-Fig. 3. Compared to the same experiments but without shielding layer no significant difference
in increase of cell growth was found (15+2% vs. 1215%). In these experiments the mechanical
stimulation nearly remains unchanged but lateral electrical fields are shortened completely and
vertical electrical fields are shielded to some extent. These data further support our conclusions
excluding electrical fields as major contribution to the observed effect.

Further indications that the electrical fields are no major contributor to the effect, are the results
shown in Fig. 2 b). Shear waves are accompanied by electrical fields of the same order of magnitude
but do not lead to significant increased in vitro wound healing.



Moreover, we performed additional reference measurements regarding the agitation of medium.
Here, the IDT (Asaw = 25 um) is placed aside the gap inducing streaming by Leaky-SAW at a power level
of Pin = 4 mW. Therefore, the cell culture is only affected by the streaming. A comparison to external
references without SAW application running in parallel demonstrates no significant impact on the cell
growth (E = 0.97+0.33). For further details, see the SI.

However, to allow for quantitatively comparing the SAW induced streaming with literature and to
understand the cell-stimulating mechanical forces, the well-known acoustic streaming effect! that is
proportional to the SAW-intensity, is measured quantitatively. Fig. 4 b) shows the flow-profile
evaluated at a height h =+ 25 um above the substrate measured by sPIV. The liquid is drawn towards
the IDT and then streams upwards under the Rayleigh angle. Mean velocities are measured for both,
the SAW illuminated region and the internal reference. Both regions are compared in Fig. 4 c), while
the mean flow speed near the center of the artificial wound in front of the aperture is labeled with *)
and parallel in the internal reference with **). As expected for f=f..s the velocity increases linear with
the applied power level until it reaches its measured maximum of v, = 1.2 mm/s at Piy = 128 mW. For
f=frer oOnly slight streaming appears for Py =32 mW. For Py=128 mW the streaming velocity is
comparable to the one at fres at Py = 1 mW at the magnitude of O(102 mm/s).

The maximum velocity of vas = 1.2 mm/s results in a dynamic pressure q
_ B 2 _ L 1n—4
q—2v = 6.05-10"*Pa

and a shear stress T

Avyg

T=1 = 0.47 dyne/cm?.

Here, p reflects the density of water and 71 =0.97 cP the viscosity of medium with 10 % FBS at
T =37 °C®. If the observed effect was only a simple result due to streaming, the flow field generated
here would result in an asymmetric artefact in the observed cell migration: cells on the IDT-side,
denoted as the ‘downstream’ side, have to migrate against the direction of flow while the opposing
cells migrate along the flow denoted as ‘upstream’. This would result in a non-uniform, even
asymmetric wound closure. To identify such possible differences in the migration speed as illustrated
in Fig. 4 e), the velocities of both opposing cell fronts (luv and lee) are shown in Fig. 4 d). All data points
scatter around the bisector with a very slight tendency to the upper side.

The ratio Vipr-side/VipT-opp is sSmaller than 1 for 65 % of the data points for fres and 59% for frer, respectively.
The average values are Vipr-side/ VioT-opp = 1.08+0.67 and Vipr-sige/VipT-opp = 0.9520.61 for SAW and electrical
field stimulation, respectively. This indicates that the streaming effect on cell migration is indeed weak
and thus can be neglected in our data analysis. If the cells migrate faster, this holds for both sides of
the gap.

These data demonstrate the positive effect of SAW-stimulation on cell growth. In a narrow SAW-power
interval, a significant increase of the surface-coverage rate can be observed, where lower intensities
have no significant impact and very high intensities are observed to impede the cell growth.
Furthermore, the comparison between the SAW-stimulated area and the internal reference strongly
support the assumption that only the mechanical component of the piezo active SAW is the main
reason for the effect and is not outweighed by spurious, accompanying side effects like temperature,
fluid flow or electrical fields.
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Possible reasons for our findings could be an enhanced proliferation or an increased cell activity as well
as an increased cell migration for cells residing in the sound path. To narrow down the underlying
mechanisms and to characterize potentially negative impacts of the SAW-stimulation on cells at very
high SAW-intensities, the proliferation of cells and the production of intracellular ROS was analyzed.
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Figure 4: Physical properties of the experimental setup and the cellular response. a) The return loss S;; is strongly frequency-
dependent. While for f=fr.s, a SAW is resonantly excited, at f=f,es only the electric field stimulates the cells. b) To estimate the
SAWe-intensity at different power levels P;y and to characterize the flow profile, a sPIV measurement was performed at a height
of h=+25 um above the substrate. The liquid is streaming towards the aperture. The streaming velocity v,s was determined at
the aperture *) and the internal reference **) c) power- and location-dependent streaming velocity v=v,s d) The small
asymmetry of the flow profile has no significant impact on the migration velocities of the opposing cell fronts in e).

The influence of SAW-stimulation on intracellular mechanisms

In order to understand the significant increase of the stimulation efficiency for MDCK-II cells at
Pin =4 — 8 mW, cellular parameters, like cellular stress and proliferation are measured by fluorescence
imaging. ROS are indicators of cellular stress and play a significant role in programmed cell death or
necrosis by activating signal cascades and inducing or suppressing gene expression®. Therefore, they
are a valuable indicator to determine negative side-effects of SAW-stimulation. In contrast,
proliferation in healthy cells, is an actively controlled mechanism and is regulated by multiple signals
ranging from growth factor signaling to DNA damage, developmental cues®*, mechanical
manipulation® and spatial restrictions3*%’. In these experiments, we extended the power range and
also included a very high power level of Py = 128 mW to explore the limits of SAW-stimulation.

Stress level - ROS

In our experimental setup, both mechanical forces and possible thermal effects induced by the high
SAW-intensities act on the whole cell culture. To qualify any potential negative effects, the
concentration of ROS in the cells residing within the SAW-inflicted area is compared to the internal
reference as well as an external ‘low’ and ‘high’ control. In the Sl a typical image of the intracellular
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stress of SAW-stimulated cells at a power level of Py = 64 mW is shown. The quality of the cell layer
and possible morphological changes are verified for each sample using phase contrast imaging. No
morphological changes were identified for values Piy < 64 mW. The position information of the nuclei
in selected regions are used to determine the cellular stress level as a function of the applied power
level P\ as displayed in SI-Fig. 5. For or the complete power range tested, the experimental conditions
of the cells close to the aperture remains the same as for the internal reference or low control.
Therefore, there is no significant increase of ROS due to SAW-stimulation for the tested power range
between Py =8 mW to 64 mW. At very high SAW-powers (Pn = 128 mW), some cells start to become
ripped off the substrate inter alia caused by the high shear stress induced by the acoustic streaming.
Furthermore, the cell coverage rate is significantly decreased for the complete culture as it can be seen
by the gap still being present after 24 hours. At high intensities, the temperature in the culture media
increase due to a SAW-related substrate heating. At a power level of Pn=128 mW, the above
mentioned substrate heating, for example, results in an increase of the bulk media temperature from
about Te-omw = 36.6 °C to Tp-128 mw = 39.1 °C, thus exceeding the ideal culture conditions. Therefore,
the data points for Py = 128 mW are poorly suited for this measurement and this power value marks
a threshold: For higher intensities like, e.g., Pin = 256 mW cells become necrotic and are removed from
the substrate in the area around the aperture.

This concludes, that there is no SAW-induced increase of intracellular ROS for a reasonable range of
power levels (Pin < 64 mW). The cellular stress level remains in the normal range as proven by the
identical condition of treated and untreated cells for ideal SAW-parameters, as shown before.

Proliferation

The proliferation of cells is regulated and stimulated by mechanical forces, electrical stimulation,
spatial restrictions and others mechanisms®?7*, We demonstrate a positive impact of SAW on the
proliferation rate in the SAW-irradiated samples. Since not only cells in the sound path but also in the
internal reference are stimulated, enhanced proliferation can be excluded as the main reason for the
increased efficacy E shown above.

For a conclusive evaluation, the proliferation rate was determined along the SAW sound path at the
artificial wound and inside the confluent cell layer and compared to the corresponding internal and
external reference. In Fig. 5 a), proliferated cells of a large area around the IDT structure are displayed.
In the upper section of the image, the tapering of the cell layer marks the section of the former gap,
while the lower section shows the domain of the initial cell layer. Selected regions indicated by the
colored rectangles (Ax=300pum, Ay=650um) are evaluated in accordance with the ROS
measurements. Red marks the front aperture area and blue the rear of the aperture. Yellow and green,
respectively, indicate the corresponding internal references. Fig. 5 b) — d) display a section of the cell
layer in front of the aperture. The phase contrast image in Fig. 5 b) is used to verify the cell layer’s
quality, while Fig. 5 c) shows the nuclei of all cells and Fig. 5 d) only the cellular nuclei with freshly
synthesized DNA. The labeled areas are evaluated statistically as described previously. Each
measurable is depicted as a small inset above the corresponding graphs. All data points for one power
level represent samples from the same cell passage prepared at the same day. In the external
references, no SAW was employed at all, although the rest of the setup was prepared analogously to
the other samples. Fig. 5 g)-h) show the absolute proliferation rate depending on the applied power
level Py in the front and rear of the aperture. The gray shaded areas correspond to the standard
deviation of all external references. Fig. 5 i) shows the relations between the front and rear region of
the IDT in the sample and in the external reference. Fig. 5 j)-k) displays a comparison on the relative
proliferation rate X(Pin) between the samples and the external references. For the consideration of the
actual cell density, Fig.51) characterizes the post-mitotic mean area per cell A in the external
references independent from eventual SAW-induced stimulation effects.
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In Fig. 5 g) and h), the course of the absolute proliferation Xaps in the stimulated area in the sound path
is nearly identical to the internal reference for a wide range of the applied power levels P\ for both
the front and the rear side of the IDT. In Fig. 5 g), distinct maxima for Xaps-aperture(8 mW) = 0.88+0.05,
and Xint. rer.(8 mMW) = 0.86+0.05, respectively are observed as compared to the external reference
Xext. ref.(8MW)= 0.68+0.12. Furthermore, at a very high power level Piy = 128 mW a significant decrease
in the front aperture becomes visible Xaps-aperture(128 mW) = 0.43+0.11.

Thus, we state that there is no significant difference in the proliferation rate of cells in the sound path
to cells in the internal reference. However, an increase of X(Pi\) is ascertainable when considering the
proliferation of the treated samples relative to the external reference. X(Pn) is increased for a wide
range between Py =4 mW — 64 mW as shown in Fig. 5 j). The maximum values are reached at Py =4
and 8 mW with p-values of psmw = 0.058 and psmw = 0.049 which corresponds to the maximum for the
surface-coverage rate of Fig. 3 d). At Py = 128 mW the relative proliferation rate decreases only at the
aperture to X(128 mW)ersaw = 0.68 (p128 mw = 0.033) in contrast to the internal reference X(128 mW);ei-
int.ref. = 0.98. For cells inside the layer (Fig. 5 k)), this effect is not very pronounced but still a significant
increase of X is measurable for Py =4 mW with Xersaw(4 mW) = 1.55£0.51 (psmw = 0.027) and a
decrease for Py = 128 mW with Xelsaw(128 mW) = 0.053+0.226 (ps mw = 0.034).

The comparison of the absolute values in the sound path at the front with the proliferation rate inside
the layer obviously exhibit fluctuations (Fig. 5 h)). Cells in the front always proliferate more than in the
back. Here, SAW-dependent effects can be excluded as the external reference shows the same course
(Fig. 5i)). This might be a consequence of the actual state and density of the cell culture for the day of
the experiment. Cells at the edges, moreover, can cover a larger surface than cells inside the layer (Fig.
51)).

If we compare the mitosis of the cells at the edges of the layer having a low areal density to those cells
being tightly packed in the layer, we observe a continuously higher proliferation rate (Fig. 5 i)) for the
first. This matches the fact that the division rate is known to slow down with decreasing cell-free space.
Puliafito et al.3” reported on a critical cell area of about Acit = 200 um?, below which the cell division
rate dramatically decreases. They argue that this decrease is due to cell contact inhibition. As cells at
the edges of the cell layer can acquire more space, they proliferate more than cells inside of the layer.
As shown exemplarily in Fig. 5 e) and f), the available space per cell in the gap area after 27 h with a
median of A =193 um? is still larger than the one in the interior of the layer with A=170 um?2. In
Fig. 5 f), we depict the appearance of cell domes (marked in blue) because of the high cell density. The
phenomenon of contact inhibition®” can also explain the distinctive drop in the relative proliferation
rate at Pn=16 mW and 32 mW in Fig. 5j). In these distinct experiments, a spatially confined
impairment of the cell proliferation occurred due to an accidentally too high cell density in the critical
cell area range. Note, that the proliferation rate in the rear section of the sound path is significantly
increased to X(4 mW) = 1.55£0.51 (psmw = 0.027) even though the cell density fluctuates around Acit
in the sample as well as in the internal reference.

Our data are clearly consistent with a significant effect of SAW-stimulation on the proliferation of cells.
Cells being actively irradiated by SAW proliferate up to 29423 % more than in the external reference.
The fact that cells in the internal reference proliferate similarly to the ones in the sound path is
attributed to streaming effects. As there is a measurable flow in the whole culture as shown in Fig. 4 c¢),
the cell media is actively stirred? reducing the local metabolite concentration and increasing the gas
exchange as compared to a diffusion-limited static culture®. The obvious decrease for high power
levels at Py = 128 mW may result from high shear forces simply detaching the cells from the substrate.
While cells in the interphase are firmly attached to the culture surface, cells round up in the M phase
and are therefore are much more loosely attached to the surface?’. The acting shear stress of about
t = 0.47 dyne/cm? for the measured streaming velocity of v=1.2 mm/s at Py = 128 mW is apparently
13



high enough to remove mitotic cells in the vicinity of the aperture. This subsequently results in a
decreased proliferation rate. Furthermore, as explained in the ROS measurements, any SAW-induced
temperature increase of the media could harm the cells.

Greco et al.?° recently demonstrated positive and negative effects on cell proliferation upon SAW-
stimulation, also depending on two distinct applied power levels. Our data, however, presume a two-
stage threshold effect for a wide power range. Remaining largely unmodified for low SAW-intensities,
the proliferation rate X(Pi) increases if the SAW-induced media stirring is strong enough. The rate is
independent from the actual streaming velocity and SAW-power level P\, as long as the diffusion
limitation for media supply is overcome. After reaching a second threshold, the effect reverses and the
proliferation is decreased.

The fact that the proliferation in the whole culture is positively affected by the SAW treatment suggests
that proliferation alone cannot be the cause for the increased surface-coverage of cells in the sound
path compared to the internal reference.
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Figure 5: Determination of the SAW-induced influence on cell proliferation. a) Fluorescence image of nuclei with newly
synthesized DNA with evaluated regions marked in different colors (red: front aperture, yellow: internal reference front, blue:
rear aperture, green: internal reference back). b) —d): Images of the artificial wound in phase contrast (b)), all cellular nuclei
(c)) and newly synthesized (d)). e)/f) Phase contrast images and cell border of the cell layer. e) MDCK-II at low density (wound)
f) MDCK-II at high density with emerging cell domes (blue spots). g)/h) Absolute proliferation Xqus(Pin) of the front and rear
area. i) Relative proliferation inside the cell layer and at the edge. j)/k) SAW-stimulated samples compared to external
references. I) Average area per cell in the corresponding external reference in the front and rear section of the aperture.
Cultivation time for measurement point at Py =16 mWt =22 h, elset =27 h.
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Discussion

The results of this study clearly indicate the high impact of SAW-mediated cell stimulation on the
closure of an artificial wound in a cell monolayer in a distinct power range. The surface-coverage rate
in the sound path is increased up to 135 %, compared to an internal reference and depending on the
experimental conditions. For the increased surface-coverage rate, a variety of different mechanisms
like increased proliferation, cell activation or enhanced cell spreading and migration may be
considered. In earlier wound-closure studies**?, cell spreading and migration rather than enhanced
proliferation had already been assigned to be the major mechanisms for in vitro wound-closure.

In the following we exclude enhanced proliferation or acting shear forces as the main reasons at low
power levels for the increase in stimulation efficacy. Then, we narrow down the remaining cause of
the observed effect to increased cell migration evoked by the mechanical, not electrical component of
the SAW. Moreover, we discuss that this mechanical stimulation can influence the intracellular calcium
concentration and therefore the migration rate. Finally, we argue that a mechanic stimulation can
explain also negative effects for a pulse modulation.

As we find an increased cell proliferation on the whole chip rather than only in the sound path, a higher
mitotic rate can be ruled out for our findings of increased wound-healing in the sound path. Therefore,
only cell migration and spreading may be the reason for increased surface-coverage. Reasons for an
enhanced migration vary widely and can be influenced by signaling molecules, cell activation state or
external forces. For instance, it has been suggested that wounding, as given in our case, causes the
release of signaling molecules or growth factors to promote cell motility*®. Laminar flow towards the
IDT should promote the convective transport of chemokines to cells on the IDT side to enhance the
migration. Since both sides migrate in the same manner, it is unlikely that enhanced cell migration was
due to an enhanced transport of signaling molecules.

Another point to consider is cell stimulation evoked by shear flow. As shear forces are important
modulators of endothelial cells, they influence important functions like cell elongation, formation of
stress fibres, increased permeability, secreting chemoattractants, activation of G-proteins and so
forth*4>, However, the cellular alteration depends on the shear magnitudes: distinct changes in cell
morphology and orientation (>8 dyne/cm?)*4’, chemoattractant secreting (>9.8 dyne/cm?)*,
influenced migration direction (>3 dyne/cm?)*, activation of protein kinases (>0.5 dyne/cm?)*° or
inhibition of apoptosis (>15 dyne/cm?)*’. Furthermore, it has been shown that low shear rates
(< 4 dyne/cm?) can enhance proliferation and differentiation for osteoblasts and fibroblasts>*%,
Concerning the cell migration, Hsu et al. demonstrated for high shear stresses (17 dyne/cm?) an
increased migration rate at wound edges for laminar and disturbed flow conditions compared to static
cultures®. Especially laminar flow facilitates cell migration by promoting of cell-cell junction disruption
and focal adhesion dynamics or mechanical pushing effects. Furthermore, intracellular signaling
pathways like small GTPase Rho and tyrosine kinases are stimulated under high shear conditions
promoting cell motility®>.

In the power range of Py =4—8 mW the maximal shear stress is 0.07 dyne/cm? and consequently
based on literature cited above too small to remarkably stimulate cells. If the effect simply was a
consequence of shear stress, the absolute values of the surface-coverage rate for the internal
references would have to increase with increasing power. This is not the case. Induced activation
through shear forces are therefore also out of the question.

However, for higher values above Py = 32 mW the effective shear force exceeding 0.2 dyne/cm? might
no longer be negligible. Cells may be stimulated inducing e.g. the activation of protein kinases. But at
the same time negatively affects due to a temperature increase might appear.
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. . . . K
A local substrate heating results in a linear increase of the substrate temperature AT, = 37 m—P,N
mwW

for power levels below 100 mW. Therefore, at values Py 232 mW the physiological fluctuations of
~ +1 K are exceeded what might harm the cells.

Thus, at high power values cells in the sound path are simultaneously affected by positive and negative
influences (lsaw > 1 W/cm?, T, > 38°C). The cells in the internal reference may also be positively affected
by the increased shear force (t>0.1 dyne/cm? for P =128 mW). This might result in an overall
decreased relative efficacy E for high power values.

Consequently, we exclude enhanced proliferation or acting shear forces as the main reasons at low
power levels for the increase in stimulation efficacy. Up to this point increased cell migration evoked
by mechanical or electrical stimulation remain as the only possible and plausible causes. As there is no
evidence for cell stimulation at ff(Fig. 3 d)) the electric component of the SAW can also be excluded.

This leads to the question, how cells could react on such a mechanical stimulation. Through the
mechanical component of a SAW cells along the sound path undergo mechanical vibrating, pressure
and deformation forces. By the fact that most cells are mechanosensitive®®®’, a cellular response on
these acting forces can be expected. A possible response would be a change in the intracellular calcium
concentration [Ca%*].. In previous studies, it has been demonstrated that [Ca?*]; can be increased by
mechanically stimulating the cell membrane with a microprobe by discrete membrane deformation or
stretching of the cell membrane®®, If cells grow in a confluent monolayer, adjacent non-stimulated
cells also show an increase of [Ca%"]; up to a radius of 4 - 6 cells or a distance of up to 100 um>®. As
calcium [Ca?*); is well known to play a crucial role in regulating cell migration (articles®®2, reviews®*"
85), the mechanically induced calcium release could be a possible reason for the enhanced cell motility.
The transmission of the Ca?*-response across a confluent monolayer may explain the increased motility
of non-stimulated cells in the vicinity of the sound path. In contrast, cells at the internal reference are
too far apart to become influenced by SAW. The ineffectiveness of LW-waves can be traced back to
the missing z-deflection of the substrate as LW are polarized horizontally and therefore missing
substrate vibration. Summing up, a change of the intracellular calcium concentration can explain our
observation.

Last but not least, a mechanical stimulation mechanism can help to understand the observed
decreased efficacy for pulsed stimulation. Cells can adapt to mechanical stress by reorganizing the
cytoskeletal structure or cell shape®®. Among other things, the cytoskeletal stiffness is increased in
direct proportion to the applied stress®’. Dependent on the applied force shape and thus time
constant, the cellular adaptation ranges from an immediate viscoelastic response, adaptive behavior
with oscillatory forces, adaptive cell stiffening of adhesion structures with sustained static stress (>15
seconds) to large-scale repositioning response with prolonged (>1 minute) stress®®. This may explain
the adverse effect of pulsed SAW on cell growth. Applying a constant force results in improved cellular
adaptation compared to short 1 Hz pulses.

For future studies answering the so far open questions from a biochemical point of view, it is crucial
to find a human cell line with a high transfection efficiency. We thus treated T-REx™-293 in identical
experiments as described above (Pin = 8 mW, Asaw = 25 um). We here obtained a stimulation efficiency
of E = 1.24+0.08 (n = 4, p = 0.0003). This further supports the claim that the observed effect is not
limited to one or two single cell lines and opens up a whole range of possibilities to modify the studied
cell line, to further narrow down the stimulation mechanism.

In total, the stimulation mechanism is a combination of substrate movement and shear stress.
Depending on the applied power level Py the respective contribution on cell stimulation may differ.
While at low power levels cells are positively affected only by mechanical vibration, the contribution
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of shear forces and temperature can no longer be neglected for higher values and the positive effect
turns around if the applied power level is too high. How the mechanotransduction of this stimulation
in the MHz regime actually takes places in detail has to be further illuminated. It might contain even a
‘rectifying’ DC effect (cf acoustic streaming), acting via the pressure dependent density on the cell
membrane and thus also the interior of the cell. Such a potential DC effect indeed would be consistent
with the ineffectiveness of LW-Waves, as they do not excite waves into the medium. As we are still
unable to really prove such hypotheses, we do not claim a specific mechanism here.

Conclusion and outlook

We here presented an in depth study of SAW-mediated cell growth for tissue stimulation and wound-
closure. We employed SAW with different parameters on different cell lines and successfully identified
their relevance in terms of enhanced cell growth. Rayleigh waves with a wavelength of the order of
the size of the adherent cells are found to be most efficient in their influence on the cell growth. While
employing a wide power range of the SAW, we identify a global maximum of the stimulation efficacy.
For SaOs-2 cells, for example, this maximum turns out to be £ = 1.18 for Py = 8 mW. For MDCK-II cells,
for comparison, we find an even larger increase of up to 135 % (compared to the internal reference)
in the power interval of Py € [4 mW, 16 mW].

As SAW on a piezoelectric substrate contain both, the mechanical as well as electrical components, we
measure the surface-coverage rate at the SAW resonance frequency and a slightly different excitation
frequency, where no SAW is generated but the electric fields around the transducer is basically the
same. The fact, that SAW cells in the sound path at f.s migrate faster as compared to the ‘no SAW’
frequency frr confirms our hypothesis that the mechanical component is decisive for an enhanced
surface-coverage.

Besides the main effect shown here, this technology also enables additional studies focusing on the
extremely low shear force regime within one cell ensemble. A correlation of flow field and various cell
responses could be performed in a similar manner as presented earlier for example of cell adhesion®.

To understand the intracellular mechanisms which leads to an increased migration rate, the
concentration of ROS and the proliferation of cells were measured. While the cellular stress remains
equal to the low controls for the measured power spectra, a significant change in the proliferation for
the whole stimulated sample was noticed. We demonstrated a two-step threshold for the
proliferation. Remaining unmodified for low SAW-intensities, the proliferation increases for values
above Pin2>24 mW up to 29123 % compared to the external reference. Reaching a second point,
Pn 2128 mW, excessive SAW-intensities subsequently lead to a decrease in the measured
proliferation. The reasons for the increased in vitro wound-healing are therefore not an increased
proliferation rate of cells in the sound path, as all cells on the chip proliferate faster.

The exclusion of proliferation, ROS, temperature, shear force and electrical fields identifies the
mechanical stimulation by vibration as the main cause for our observed phenomena of further
enhanced in vitro wound-healing additional to overall increased proliferation.

Since cells can adapt to mechanical stress by reorganizing the cytoskeletal structure or cell shape®®,
further studies should investigate the impact of known factors that regulate cytoskeletal structure or
cell shape. Recently, for instance, an intramembrane protease was implicated in the regulation of
proteinglycosylation’®”?, which strongly impacts on the composition of the extracellular matrix and,
thus, cytoskeletal structure and cell shape. Furthermore, it would be highly interesting to determine
the calcium response, cell activation or biomarker expressions. As cells, especially stem cells, are
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influenced by the stiffness of the substrate’?, an application of SAW-stimulation to influence
differentiation would be very illuminating!

Transferring this fundamental result to a medical application of course is a completely new and
additional task. A rough idea how this could be managed are arrays of transducers on flexible
disposable substrates’” that are inductively power supplied’®. Going even one step further could be
transducers on implants that are supplied in the same way.
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Methods and Materials

SAW-Chip

The key interest of our study lies in the observation that cell growth and cell migration are positively
assisted by a SAW-based ultrasonic cell stimulation. The major advantage here is the fact that
SAW can be excited on the spot where cells grow and proliferate. For this purpose, SAW are
generated on a small piezoelectric chip where micron sized metal electrodes, so-called Interdigital
Transducers (IDT) are supplied with an rf signal which then is effectively converted into a well-
defined, piezoacoustic surface wave, just like in the above mentioned rf filters in mobile phones.
Depending on the desired wave mode, the substrate is chosen to be either LiNbOs in Y-cut with
the crystal axes rotated around the X-axis by 128° (128° rot Y-cut) (LB) or LiTaOs 40° rot X-Y-cut
(LT)(1). The IDT is deposited on top of the substrate by using standard lithography technique. It
consists of two multi-finger electrodes (Ti-Au-Ti, dri = 5 nm, dau = 50 nm) and adjusted to the radio
frequency (rf)-systems impedance of Z = 50 Ohm, as first described by White and Voltmer(2). The
width of the IDT aperture is W =650 um and W = 600 um, respectively. The periodicity of the
electrodes in our studies is a = 25 um and a = 50 um, respectively which converts to Asaw = 25 um
and Asaw =50 ym. Asaw and the SAW velocity of the substrate, results in the resonant SAW
excitation frequency f = c/Asaw. For example, the SAW velocity of LINbO3, cs = 3980 m/s, and
Asaw = 25 pm results in fres = 159 MHz. To ensure biocompatibility and to protect the micron sized
electrodes, the whole SAW chip except for the contact pads is covered with a 200 nm thick SiO2
layer. This layer was deposited by thermal evaporation. By feeding a rf-signal of power Pin and
frequency fres to the IDT, a spatio temporal, quasi monochromatic and coherently propagating
surface deformation, the surface acoustic wave, is generated due to the inverse piezoelectric effect.
Dependent on the substrate, cut and transducer design the wave is either a Rayleigh SAW with
longitudinal and transversal components for LB or a horizontally polarized love wave for LT(1).

For each experiment and to assess the actual acoustic performance and resonance frequency of
the chip, the frequency response is determined beforehand with a network analyzer (NWA) (ZVR,
Rhode & Schwarz GmbH & Co. KG., Munich, Germany). The measured frequency-dependent
quadripolar reflection coefficient S11 is then used to determine the actual resonance frequency and
the transconductance of the chip. Typically, for unloaded chips and for the minimal reflection it
holds Si1 < - 18 dB. The rf-power fed into the IDT is measured in mW or dBm, according to the
following relation:
P(W)

Pin(dBm) = 10log;, (1220) @ Z = 50 Ohm.

The simple symmetric IDT design used in this study operates bidirectionally, i.e., it launches SAW
in both directions. The acoustic energy Psaw interacting with the cell sample can then be estimated
from the minimal reflection value Si1 and a typical insertion loss of IL = -3 dB. It turns out that Psaw
of the propagating wave in our case and for a free substrate surface is Psaw = ¥4 Pin. If the thickness
of any surface covering material is not negligible as compared to the SAW wavelengths, the SAW
is dissipatively attenuated which causes, e.g., the SAW-induced acoustic streaming(3). This out-
of-plane-attenuation leads to a 1/e-decay length of the SAW-intensity in propagation-direction
which in water turns out to be zggl; = 12.5 * Agaw = 331 um (4). Considering the 1/e-decay length

and the aperture width W, the SAW-intensity s, acting upon the cells is approximately(4):

~ g0 W

mZ

Ispaw = PSAWFCZUC for Pn=1mW and Iy = 1 % for Pin=13.6 mW. For a more
*lop X

detailed assessment of the SAW-intensities, see our previous work(5). For the rf-signal supply of

the IDT, a conventional generator (SML-01, Rhode & Schwarz GmbH & Co. KG., Munich,

Germany) and a power amplifier (AMP590033H-T, Becker Nachrichtentechnik GmbH, Asbach,

Germany) are used.



Cells and cell culturing

This study comprised two cell lines, ‘Madine-Darby Canine Kidney’ (MDCK-II) and human
osteosarcoma ‘sarcoma osteogenic’ (SaOs-2). The epithelial cell line MDCK-1l (ECACC Cat.No.:
00062107) and the SaOs-2(ECACC Cat.No.: 89050205) were obtained from Sigma Aldrich,
Germany. While the MDCK-II cell line provides a perfect model to study epithelia as they have well
defined cell junctions, rapid growth rate and a clear apico-basolateral polarity, SaOs-2 cells are
suitable to study osteoblastic properties. Additional information on the cell properties can be found
elsewhere(6, 7). Both lines were cultured as an adhesive monolayer in the medium recommended
by ECACC in NuncTM cell culture flasks (ThermoFisher Scientific, MA, USA) and in a saturated
atmosphere with 5% COzat T = 37 °C. The media (SaOs-2: HAMs F12; MDCK-II: MEM Earle’s;
Biochrom GmbH, Berlin, Germany) were supplemented with 10 % fetal bovine serum (FPS
Superior) and 0.2 % Primocin (InvivoGen, Toulouse, France) for Hams F12 and 1 % Pen/Strep
(Biochrom GmbH, Berlin, Germany) for MEM Earle’s. Cell passaging followed the standard
trypsinization procedure using 1 ml Trypsin/EDTA (SaOs-2: 0,05 %, MDCK-II: 0,25 %) solution and
PBS (w/o Ca?*, w/o Mg?") (Biochrom GmbH, Berlin, Germany). T-RexTM-293 (HEK293)
(Invitrogen, Hennigsdorf, Germany) were cultured in DMEM with Glutamax (Invitrogen,
Hennigsdorf, Germany) supplemented with 10% fetal calf serum (Sigma), 1%
penicillin/streptomycin (Gibco) and 5ug/ml Blasticidin (Invitrogen, Hennigsdorf, Germany). At least
48h before start of the experiment cells were cultured in antibiotic free medium. Cell density was
adjusted to 80.000 cells per 100 pl.

Wound healing assay

If not stated otherwise, for each of the following experiments including cells, a wound healing assay
was performed while measuring different cellular parameters. The wound healing assay provides
the possibility to monitor the progressive cell migration of two opposing confluent cell layers into a
cell-free area. To obtain standardized starting conditions such as confluency, cell density or the
width of the cell-free area, a commercially available silicon chamber assay was used. This so called
culture insert (CI) (Ibidi ® GmbH, Martinsried, Germany; width 500 um +/- 50 um) consists of two
chambers with one adhesive side as illustrated in Fig. 1. a-1). Upon confluency, an artificial ‘wound’
in a confluent cell layer can be created by its removal. After a short delay, cells at the edges of the
confluent layers subsequently start to migrate into the empty gap at a constant speed(8).

The experimental setup

The above described SAW-chip was mounted on an in-house made sample holder providing the
rf-micro strip lines and connectors to the generator. Contacts between the chip and the board were
made by a silver conducting paste (Acheson Silver DAG 1415M, Acheson Industries Inc., MI, USA).
To hold the culture nutrient and to house the cells, a polydimethylsiloxane (PDMS) chamber
(V =3 ml) (Sylgard 184 Silicone Elastomer, Dow corning, Germany; m/m ratio 10:1) was placed on
top of the SAW-chip. To avoid leakage between chamber and SAW-chip the contact surfaces were
coated with a thin layer of highly viscous silicon grease (Baysilicon-Paste, GE Bayer Silicones,
Leverkusen, Germany). To maintain sterility of this reusable system, the whole setup was
autoclaved at T =134 °C prior to each experiment and exposed to UV-illumination. Under a
microscope, the disposable ClI was then carefully placed with its gap oriented parallel to the IDT
aperture and about d = 50 um away from the IDT. Then, 80.000 cells in 100 pl cell suspension were
seeded into each of the two chambers of the CI. Upon cell adhesion, the entire chamber was filled
with V = 1 ml of nutrient. Subsequently, the cells grew for 24 hours to reach confluency. After the
removal of the Cl, the cell layers were washed three times with 0.5 ml PBS and refilled with VV = 3 ml
of fresh nutrient. For the live cell imaging experiments, up to four chips were placed in parallel on
the motorized microscope stage (MAC 5000, Ludl Electronic Products Ltd., NY, USA) and
connected to a rf-generator. To sustain optimal growth conditions (saturated atmosphere with 5 %
CO2 at T=37°C) a microscope incubator (ibidi Heating & Gas Incubation System, Munich,
Germany) was used. The migration process into the cell-free area was then observed with a
microscope (Zeiss Axiovert 200M, Géttingen, Germany) and phase contrast images at multiple
positions were taken automatically every five minutes with a 10 x objective.



Measuring intracellular parameters

In order to understand the cellular response and the corresponding biochemical processes behind
the SAW-stimulation, different accessible cell parameters are measured. In this study, we
determined the production of ROS, the proliferation rate of SAW-stimulated cells and their
corresponding internal and external reference. To ensure consistent environmental conditions, the
parameters were measured in the framework of a standard wound healing assay. After the removal
of the CI, the cells were irradiated by SAW at different power levels while being cultivated in 5 %
CO:2 at 37°C (HERAcell® 150 CO:2 Incubator, ThermoFisher Scientific Massachusetts, USA).
Depending on the measurand, the measurement protocol was performed during or directly after
the treatment as being specified in the following. To detect the cell nucleoli independent from the
respective state and size, the DNA binding fluorescent dye Hoechst 33342 (NucBlue® Live
ReadyProbes® Reagent, Cat. No.: R37605 - ThermoFisher Scientific, Massachusetts, USA)) was
used (ex./em.: ~360/460 nm). Subsequent to the different staining protocols, the samples were
analyzed using the previously described microscope at 10 x magnification. Phase contrast and
fluorescence images for DAPI (Ex. 350/50 / Em. 460/50 (AHF-F46-000-DAPI, AHF
Analysentechnik AG,Tilbingen, Germany)) and FITC (Ex. 475/35 / Em. 530/43 (MDF-FITC,
Thorlabs Inc, Newton, NJ, USA)) were taken for a large area around the aperture.

ROS: For the detection of ROS, CellROX® Green Reagent (Cat. No.: C10444 - ThermoFisher
Scientific, Massachusetts, USA) was used. This fluorogenic probe is cell-permeant and weakly
fluorescent while residing in reduced state. Upon oxidation by ROS, and subsequent binding to
DNA, the probe exhibits a bright, green and photostable fluorescence (ex./em.: ~485/520 nm). Next
to the SAW-stimulated samples, untreated ‘low’ controls as well as ‘high’ controls are prepared for
each test row. Cells in the ‘high’ control were treated with 100 uM of menadione (Cat. No.: M2518
— Sigma Aldrich, St. Louis, MO, USA) for 1-hour prior the end of SAW-irradiation. After 24 hours of
SAW-irradiation, V = 250 pl of the nutrient supernatant was removed and 40 uM CellROX Green
as well as V =15 pl NucBlue were added and thoroughly mixed. The remaining nutrient was
discarded and replaced by the mixture. After 30 minutes of incubation at 37°C and 5% CO: the
mixture was discarded and the cell layer was washed three times with V =1 ml PBS and refilled
with V = 1 ml fresh nutrient.

Proliferation: To identify proliferating cells in the monolayer the proliferation assay Click-iT™ EdU
Cell Proliferation Kit (Cat. No.: C10337 — ThermoFisher Scientific, MA, USA) was used. Here, the
modified thymidine analogue EdU is incorporated to freshly synthesized DNA and subsequently
labeled with a green fluorescence dye. For detailed information, see the manufacturer’s protocol(9).
Following the removal of the CI, V = 1 ml of a 20 uM EdU-nutrient solution is added to the culture
and the SAW is turned on for 27 hours. The next steps are performed as suggested by the
manufacturer.

Data analysis

Wound healing Assays:

The phase contrast images were stitched by a home-made software. The cell-free area was
analyzed semi-automatically using the modified ImageJ macro “MRI-Wound healing tool”
(http://dev.mri.cnrs.fr/projects/imagej-macros/wikiWound Healing Tool) and, if necessary
corrected manually. In Fig. 1 b) a chronological sequence of a typical experiment at different time
points is shown. The cell fronts continuously invade the red-labelled cell-free area over time.
Determined by the IDT layout, the width of the sound path is strictly limited to the size of the
aperture(10). Therefore, only cells in front and rear of the aperture are directly stimulated by SAW.
The cell-free area in this region is called aperture in the following. The length of the gap is many
times larger than the aperture and its stimulated section. This allows comparison of the SAW-
irradiated cells with an internal and natural reference. As shown in the inset of Fig. 1. c) the internal
references indicated in green and blue are located next to the wiring. At these positions, the SAW
does not interact with the cells. Yet, cells grow under identical conditions (i.e. nutrient supply,
temperature, cell density, current cell cycle, viability etc.) as the sample in front of the aperture on
the same chip.
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In a wound healing assay, a typical parameter is the ‘surface area migration rate Amig’, which
describes the speed of cell migration and growth into the free space. For the evaluation of Amig the
cell-free area is determined for every region of interest in At=1.25 h intervals and plotted as
function of the elapsed time as shown in Fig. 1. c). The cell-free area F(t) was normalized to the
cell-free area F(0) at the beginning of each experiment. The measured F(t) can be approximated
by a linear fit. To exclude artefacts in the beginning and at the end of the healing process, only
values in the interval 0.8 < F(t) < 0.2 are taken into account. The slope of the linear fit Amig with the
unit area loss in percent per hour. To compare the results and to avoid culture dependent
influences, the aperture Amig, aperture iS divided by the mean of the internal references Amig, int. ret.
shown in Fig. 2 d). This ratio is defined as stimulation efficacy E := Anmig, aperture/ Amig, int. ref.. FOr each
power four separate experiments are performed if not indicated otherwise.

To identify the cell migration over time in one image, grayscale-coded images as shown in Fig. 1 d)
are created. One image is the superimposed composition to the complete sequence of one sample.
Dependent on the elapsed time, the gray value of the area becomes brighter. We interpret this
finding that an early coverage of an area with cells results in a darker color. To maintain a high-
guality content of the scientific data, the cell layer in the analyzed region must meet some specific
demands like confluency, cell density and viability. As exemplary being shown in Fig. 1 d-3) the
right part of the cell layer was not completely confluent as compared to the one in Fig. 1 d-1) - 2).
Therefore, only the left part was considered for the internal reference. However, this concerns only
a small fraction of all samples.

Fluorescence images:

To evaluate the fluorescence images, the data were analyzed using a self-developed software in
MATLAB (MathWorks, Natick, MA, USA). Important MATLAB-specific code commands and
parameters are being mentioned in brackets. For evaluation, the recorded 12-bit grayscale images
at one position in the DAPI and FITC channel are considered. The phase contrast images were
used to verify the cell layer quality qualitatively in the beginning. Next, if necessary, any possible
non-uniform illumination in the fluorescence images was rectified using a background image or the
mean of all images which had been blurred before. The next steps are dependent on the
measurand and are explained briefly:

ROS: The CellROX® Green reagent is a DNA dye and, thus, primarily localizes to the nucleus and
mitochondria(11). Detection of the nucleus in the DAPI image is the first step. To accurately
distinguish all cells from the background, the images were analyzed using the machine learning
algorithm ilastik: Interactive learning and segmentation toolkit(12). After removing small objects
(bwareaopen), the objects were filtered depending on size and subsequently dilated (imdilate,
factor: 2). Cell clusters are then partitioned by using the watershed-method. This allows to mask
the complete area of the nucleus and the one in its close vicinity. The objects’ data are then used
to calculate the mean gray value of all pixels of one object in the FITC-image. The mean values
and their corresponding center coordinates are saved and exported and analyzed depending on
the region. The ROS concentration in the ‘high’ control, however, can vary quite strongly. To only
take the maximum concentration for the ‘high’ control into account, the mean value of the upper
five percent of the complete ‘high’ control sample is evaluated. To avoid errors from the actual
condition of the cells, the ‘high’ control is calculated from the mean of all performed samples. Yet,
the related low control is determined separately for each experiment.

Stress level - ROS

Estimating negative effects induced by high SAW-intensities by measuring the intracellular
concentration of reactive oxygen species (ROS). SI-Fig. 5 a), a typical image of the intracellular
stress of SAW-stimulated cells at a power level of PIN = 64 mW is shown. In Fig. 5 b) —d) a
zoom in of the region close to the IDT is visible. The quality of the cell layer and possible
morphological changes are verified for each sample using phase contrast imaging (Fig. 5 b)). The
position information of the nuclei in Fig. 5 c) is used to determine the cellular stress level in Fig. 5
d). To investigate ROS as a function of the applied power level PIN, selected regions indicated by
colored rectangles with Ax = 300 ym and Ay = 650 ym are evaluated in Fig. 5 a). Fig. 5 e)
displays the power-dependent ROS concentration in the evaluated areas. At very high SAW-



powers (PIN = 128 mW), some cells start to become ripped off the substrate inter alia caused by
the high shear stress induced by the acoustic streaming as shown in Fig. 5 f).

Proliferation: The ratio of the number of proliferated cells and the total number of cells was
evaluated. By using two DNA-binding dyes (Hoechst 33342 and EdU binding Alexa Fluor® 488),
both probes likely locate in the same region having identical surface areas. This allows us to directly
compare the total area of labeled cells in the DAPI and FITC channel. Due to the overlapping
excitation and emission spectra of the dyes, a fluorescence resonance energy transfer (FRET)
occurs, leading to a slightly darker intensity signal of proliferated cells in the DAPI channel
compared to the non-proliferated cells. Here, the machine learning algorithm ilastik clearly shows
its efficiency by detecting all cell nuclei. The binary images of the DAPI and FITC are then separated
in the regions of interest (aperture, internal reference). The median size of the cell nuclei is
evaluated for each section by using ‘Analyze Particles’ in ImagedJ. Then, the total amount of white
pixels in the DAPI and FITC channel is divided by their corresponding median cell size in order to
assess the number of cells in the images. The ratio of cell nuclei in the FITC-channel through the
total amount of cells in DAPI-channel is the ratio of proliferating cells in the region. The difference
in the proliferation is measured by the statistical change in the number of proliferated cells in the
sound path compared to a reference.

The data were statistically analyzed using the Student’s t-test (paired, verified by the Levene-test)
using the software Microsoft Office - Excel 2016 (Microsoft, Redmond, WA, USA). Results where
p < 0,05 was obtained are statistically significant.

Results and Discussion

Variation of coverage speed

We analyzed the “wound healing speed” along the device, more precise along the cell free area
entitled the artificial wound. For this analysis, we analyzed the recorded area in lines with the width
of 1000 px. This results in 7 positions along the device. For these stripes we analyzed the migration
velocity of the cell front to determine, the point in time when the migration of the cell front stops.
The reciprocal value of this time we define as the gap closing speed. The stripes 2 and 7 here
mainly cover the regions that we used as internal reference for the data shown in Fig. 2 and 3.
Thus, we normalized the gap closure speed to the mean value of these two stripes. The result (SI-
Fig. 2) and the according text from the Sl below.

The results show that only the region in front of the aperture shows a significant increased gap
closure speed (p<5%). However, the direct neighbors show increased values as well (p = 10% and
(p = 36%). These might be a consequence of some bystander effect that can not be avoided in
such a system. This analysis supports our argumentation in the manuscript.

Estimate the electrical stimulation efficacy

In order to assess the stimulation contribution of the SAWSs electrical component, we performed an
additional reference measurement. Here, the electrical field is weakened by shortening the lateral
component with a 10 nm thick Titanium layer. Ensuring biocompatibility, the Titanium layer is
covered with a 200 nm thick SiOz layer. The SAW-chip consisted of the material LB with an IDT
(Asaw = 25 pm, W = 650 um) on top. The experiment is performed using SaOs-2 cells.

Estimate the streaming effect

As cells can be influenced by streaming effects we investigated the cell growth of SaOs-2 cells in
stirred media. In this experiment, the IDT is placed aside the artificial gap inducing a streaming by
the Leaky-SAW. We used the material LB, a wavelength of Asaw = 25 pm and applied a rf-power of
Pin = 4 mW, where we observed a significant increase in the efficacy E in the previous experiments.
The SAW-Chip design and the positioning of the Cl is displayed in Sl Fig. 4 The cell growth in the
stirred media is compared to an external reference with a static media. The surface coverage rate
Anmig is evaluated along the complete gap for both the sample and the external reference. The
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determined efficacy E with E := Amig, sample /Amig, ext. ref IS Calculated on the basis of three separate
test runs.

Stress level - ROS

Estimating negative effects induced by high SAW-intensities by measuring the intracellular
concentration of reactive oxygen species (ROS). SI-Fig. 5 a), a typical image of the intracellular
stress of SAW-stimulated cells at a power level of PIN = 64 mW is shown. In Fig. 5b) —d) a
zoom in of the region close to the IDT is visible. The quality of the cell layer and possible
morphological changes are verified for each sample using phase contrast imaging (Fig. 5 b)). The
position information of the nuclei in Fig. 5 c) is used to determine the cellular stress level in Fig. 5
d). To investigate ROS as a function of the applied power level PIN, selected regions indicated by
colored rectangles with Ax = 300 ym and Ay = 650 ym are evaluated in Fig. 5 a). Fig. 5 e)
displays the power-dependent ROS concentration in the evaluated areas. At very high SAW-
powers (PIN = 128 mW), some cells start to become ripped off the substrate inter alia caused by
the high shear stress induced by the acoustic streaming as shown in Fig. 5 f).



Fig. S1.
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Sketch of the experimental setup and concept of the data analysis. a) Technical drawing of the
setup. A culture insert was used to produce a standardized artificial wound in a confluent cell layer
(pink) of MDCK-II cells in front of the IDT aperture. b) Time sequenced images of the progressive
cell migration of MDCK-II cells into the cell-free area (red). c¢) Time dependent shrinkage of the
normalized cell-free area in the regions of interest (red: stimulated section, green/blue: internal
reference). The section between 0.8 < F(t)/F(0) < 0.2 is approximated by a linear fit. The slope
gives the surface area migration rate Amig. d) Superimposed snapshots of the cell fronts of single
experiments at different time steps for a time dependent color coded migration progress. d-1)-2)
Analyzable samples. d-3) Cell layer quality of the right area does not meet the requirements



Fig. S2.
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Mean gap closure speed as function of position along the cell free area for MDCKII cells. Position
4 covers the region in front of the aperture, while the internal references are located at about
position 2 and 7. Black squares: mean value of n = 4 measurements at a power level of

Pin=8 mW. Grey triangles: mean value of n = 4 reference measurements without applied SAW.
For the positions 3, 4 and 5 p-values are obtained by a two-sided t-test. Here the results of each
position is tested against the results at the internal reference positions 2 and 7.



Fig. S3.
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Alternative SAW-chip design to weaken the strength of the electrical field. Using a 10 nm thick
Titanium layer on top of the first SiOz layer, the lateral electrical field is shortened. SaOs-2 cells
were growing on the second SiO: layer.
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Fig. S4.
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Technical drawing of the experimental setup in exploded- (left) and top-view (right). A culture
insert (1)) was used to produce a standardized artificial wound in aside the IDT aperture on a
SAW-Chip (3)). The PDMS-chamber (3)) hold the nutrient. The complete gap (red) is used to
determine the surface coverage rate Amig.
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Characterizing the SAW-induced increase of ROS in cells. a) Phase contrast image of the cell
layer with evaluated regions marked by colored rectangles (red: aperture, yellow: internal
reference). b)-d) Images taken for each measurement: b) phase contrast image, c) cellular nuclei
d) ROS in cells. ) Comparison of the ROS concentration relative to the high control. f) Phase
contrast image at Pin = 21 dBm.
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Movie S1 (separate file). SAW, =164 MHz, PIN = 16 mW, ASAW = 25 um, MDCK-II

Movie S2 (separate file). E-field, f=100 MHz, PIN = 16 mW, ASAW = 25 ym, MDCK-II

Movie S3 (separate file). SAW, f=164 MHz, PIN = 16 mW, ASAW = 25 ym, MDCK-II, top: phase
contrast image with cell free area labeled in red, bottom: superimposed snapshots of the cell
fronts at different time steps with a time dependent color-coded migration progress
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