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Nanowire arrays used as cell culture substrates build a potent tool for advanced biological applications
such as cargo delivery and biosensing. The unique topography of nanowire arrays, however, renders them
a challenging growth environment for cells and explains why only basic cell lines have been employed in
existing studies. Here, we present the culturing of human induced pluripotent stem cell-derived neural
progenitor cells on rectangularly arranged nanowire arrays: In detail, we mapped the impact on prolifer-
ation, viability, and topography-induced membrane deformation across a multitude of array pitches (1, 3,
5, 10 pym) and nanowire lengths (1.5, 3, 5 um). Against the intuitive expectation, a reduced proliferation
was found on the arrays with the smallest array pitch of 1 um and long NWs. Typically, cells settle in a
fakir-like state on such densely-spaced nanowires and thus experience no substantial stress caused by
nanowires indenting the cell membrane. However, imaging of F-actin showed a distinct reorganization of
the cytoskeleton along the nanowire tips in the case of small array pitches interfering with regular pro-
liferation. For larger pitches, the cell numbers depend on the NW lengths but proliferation generally con-
tinued although heavy deformations of the cell membrane were observed caused by the encapsulation of
the nanowires. Moreover, we noticed a strong interaction of the nanowires with the nucleus in terms of
squeezing and indenting. Remarkably, the cell viability is maintained at about 85% despite the massive
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deformation of the cells. Considering the enormous potential of human induced stem cells to study neu-
rodegenerative diseases and the high cellular viability combined with a strong interaction with nanowire
arrays, we believe that our results pave the way to apply nanowire arrays to human stem cells for future

rsc.li/nanoscale applications in stem cell research and regenerative medicine.
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Human induced pluripotent stem cells (iPSCs) have the poten-
tial to maximize the throughput and efficacy of clinical trials
and applications." Many ethical and political controversies are
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availability of primary human cells is overcome.” Moreover,
iPSCs are patient-specific since the initial cell sample is com-
monly obtained by an ordinary skin biopsy.® The direct use of
human cells also reduces the high failure rate of clinical trans-
lation created by differences of disease-associated pathways
between human and animal cells.*™® Access to a multitude of
human iPSC-derived cell types such as dopaminergic or gluta-
matergic neurons might allow for novel treatment modalities
with improved pre-clinical efficacy and safety assessment.”
Thus, human pathophysiological conditions including neuro-
degenerative conditions such as Alzheimer’s disease or

This journal is © The Royal Society of Chemistry 2021
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Parkinson’s disease can be explored more efficiently and
potentially even be ameliorated.®® Neuroscience research and
clinical translation not only benefit from the feasibility to
derive all major neuronal cell types but also from the progress
to create more advanced cell cultures such as brain organoids
or blood-brain barrier models."*™** Hence, iPSC technologies
have profoundly changed the operation routines of basic, pre-
clinical, and clinical research in neuroscience since their
initial discovery in 2006."

The cell culturing of these complex systems including the
administration of therapeutic agents is commonly performed
in regular Petri dishes or multi-well plates. However, replacing
the passive surface of these dishes with an active substrate
would possibly render another dimension to test or to manip-
ulate the cells. Here, the continuous progress in micro- and
nanofabrication offers novel strategies to create such functio-
nalized biocompatible (semi-conductor) materials to be
employed as cell culture substrates.'*"”

Tailor-made substrates were published in numerous studies
demonstrating their applicability but up until now primarily
standard human cell lines (e.g., HEK293 or HeLa cells) or
primary rodent cells were employed.'® " The influence of the
substrate in terms of chemical and topological properties has
been tested, for example, for adhesion, proliferation, viability,
migration, and guidance of seeded cells.>* > In this context, a
particular subset of substrates featuring upright arranged high
aspect ratio nanostructures—so-called nanowire (NW) arrays—
play an increasingly important role.>”

Nanowire arrays can affect biological parameters such as
cellular growth, viability, morphology, and mechanotransduc-
tion machinery,*>° while electrophysiological parameters are
maintained.’*** Furthermore, NW arrays have been used to
measure mechanical properties,”*™® to interact with the cell’s
nucleus,”” to constrain movement and spreading,**>> or to
direct cell polarization such as outgrowth of neurites.>*’ In
addition to the aforementioned passive applications, functio-
nalized NW arrays were employed to incorporate an executing
role, such as drug delivery,>***7®* cell transfection,®*®” electri-
cal stimulation/sensing,’®”7? or biosensing,”® to name a few.
To address specific applications, the interaction of the cell and
the NWs can be tuned by adjusting the length and diameter of
the NWs and the pitch of the array.”>’*”® Here, the settling
regimes of the cells are ranging from a fakir-like state on a
bed-of-nails to a complete encapsulation of the NWs. A model
to estimate the regimes was developed by Buch-Manson et al.””
Even though these NW substrates offer many advantages over
conventional cell culture dishes, the application of human
iPSCs on NW arrays is less prevalent. This is potentially due to
the fact that the NW arrays also create a challenging topogra-
phy that must be tolerated by the cells during culture. For
example, material cues have been discussed to be a regulator
for epigenetics and stem cell function,”® and NW forests have
been used to influence intracellular signaling, gene regulation,
or basic cell differentiation.””®* To make use of different NW
arrays for human iPSCs it is hence crucial to ensure that, e.g.,
proliferation and viability of the cells are maintained.

This journal is © The Royal Society of Chemistry 2021
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In this work, we present the cultivation of human iPSC-
derived small molecule neural progenitor cells (smNPCs) on
silicon (Si) NW arrays with varying lengths of 1.5, 3, and 5 um
(L1.5, L3, L5) and array pitches of 1, 3, 5, and 10 pm (P1, P3,
P5, P10). Such array parameters cover multiple interaction
regimes between cells and NWs. The proliferation and cell via-
bility were monitored for 4 days and compared to control sub-
strates (glass and planarly etched silicon). On substrates with
P > 3, where the cells encapsulate the NWs, the cell numbers
varied with the degree of topological stress, namely, the
number of NWs per cell and the NW length. Remarkably, pro-
liferation was also significantly reduced on P1 NW arrays (i.e.,
densely-packed NW arrays) at which the cells settle in a fakir-
like state on a ‘bed-of-nails’. In general, such a settling state is
considered non-invasive compared to encapsulating settling
states on NW substrates with P > 3. Imaging of F-actin showed
that the cells cultured on P1 arrays underwent a reorganization
of the cytoskeleton along the NW tips, which influenced
normal cell division. However, reduced cell numbers on P1
arrays were only observed for L3 and L5 but not for L1.5. This
was in agreement with further analyses that showed an inter-
mediate settling regime for P1 L1.5 NW arrays, thus diminish-
ing the impact on normal proliferation. In any case, on L1.5
NW arrays, the cell numbers after 4 days in vitro (DIV) were not
only independent from the pitch and but also equal to the
control. The cell viability after 4 DIV was excellent on the
majority of the NW arrays with about 85% viable cells. Only on
P1 L3, P1 L5, and P3 L5 substrates where the cells were either
constrained to align the cytoskeleton along the NWs or deeply
indented at multiple sites, viability was slightly reduced (at
worst to about 75%). Three-dimensional imaging of the cells
on the NW arrays showed that the cells strongly interact with
NWs. Moreover, the level of NW encapsulation was defined by
the NW length and array pitch. In severe appearing cases with
long wires and medium array pitch, not only the cell mem-
brane was deformed massively but also the nucleus was sub-
stantially indented or squeezed. Considering the strong inter-
action with the NWs and the outstanding cell viability, we
believe that our results open new pathways to apply NW arrays
in human stem cell biology and regenerative medicine
technologies.

Results

The settling regime of cells cultured on NW arrays strongly
depends on the interplay of NW length and array pitch.
Specifically, the cell settling can be tuned from a fakir-like
state (Fig. 1a) to complete encapsulation of the NWs (Fig. 1b-
d): In the fakir-like state, the cells rest on a ‘bed-of-nails’ being
only in contact with the very NW tips (panel a). This state is
predominantly caused by high array densities, i.e., small
pitches. With increasing pitch, the cells start to encapsulate
the NWs (panel b). Depending on the NW length, not only the
cell membrane is deformed but also the nucleus is affected
when the NW length is in the order of the cell’s height (panel
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Fig. 1 Conceptualization of the cell-settling regimes that are recognized in the field. The settling regime of the cells (green) on the NWs depends
on array pitch and NW length. (a) For high NW densities/small array pitches the cells are resting in a fakir-like state on a bed-of-nails merely in
contact with the very NW tips. This configuration is virtually independent of the NW length. (b—d) For low NW densities/large pitches the cells

encapsulate the NWs and are impaled with increasing NW length which also deforms the nucleus (yellow).

c). In the case of even longer NWs, the cells might lose contact
with the bottom of the substrate creating an intermediate
settling state between a fakir-like state and full encapsulation
(panel d).

The design and fabrication method of the rectangularly
arranged Si NW arrays is summarized in Fig. 2. To map the
effect of different array pitches and NW lengths on the cultur-
ing of smNPCs, we prepared NW arrays with array pitches of 1,
3, 5,and 10 um (P1, P3, P5, P10) combined with NW lengths of

1.5, 3, and 5 pm (L1.5, L3, L5) exemplarily shown in Fig. 2a.
The utilized pitches result in array densities of 100, 11.1, 4,
and 1 NWs per 100 pm?, respectively. The NWs were produced
in a top-down process via reactive ion etching (RIE) using chro-
mium dots with a diameter of 700 nm as a hard mask. The
hard mask for the array arrangement was defined by electron
beam lithography on a 6 x 6 mm? area with altering pitches
(Fig. 2b). The NW length was controlled by the time used for
RIE per chip containing the 6 x 6 mm? patterned area (Fig. 2c).

b) Pitch (P) arrangement

1mm:|: : © P1L : P3

6 mm

6 mm
1.5 mm

<) Length (L) variation

L1:5 L3 L5

RIE (time)

Fig. 2 Design and fabrication of the Si NW array substrates. (a) Exemplary scanning electron microscopy (SEM) images of the fabricated Si NW
arrays with a rectangular pattern and array pitches of 1, 3, 5, and 10 pm (P1, P3, P5, P10) and lengths of 1.5, 3, and 5 ym (L1.5, L3, L5). The tilt is 45°
and the images were tilt corrected. (b) The different array pitches (P) of 1, 3, 5, and 10 ym were defined by electron beam lithography and are
arranged ina 6 X 6 mm? grid with 1 x 1.5 mm? areas with identical pitches. Each area with the same pitch is slightly bigger than the area imaged
later on (approx. 1.3 x 0.9 mm?). The pitches result in array densities of 100, 11.1, 4, and 1 NWs per 100 um?, respectively. (c) The length (L) variation
of 1.5, 3, and 5 ym was defined by the reactive ion etching (RIE) time where chromium (Cr) was used as a hard mask.
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For control, areas of planarly etched Si right next to the region
covered with NWs were used. Of note, cells grown here showed
similar proliferation, viability, and spreading compared to con-
trols grown on conventional glass coverslips (Fig. Sla-gf).
Thus, smNPCs grown on NW arrays were compared in the fol-
lowing only to the Si control.

Data collection to determine the cell numbers and viability
was performed on five consecutive days (0-4 DIV) using
Hoechst, calcein, and propidium iodide (PI) stainings (Fig. 3).
Specifically, we imaged the samples after initial cell attach-
ment (>1 h, referred to as 0 DIV) and the following four 24 h
intervals. Fig. 3a-c show examples of Hoechst-stained smNPCs
cultured on NW arrays with different densities but the same
NW lengths (here, e.g., P1 L5 and P5 L5) and control samples
after 0, 1, and 4 DIV. Right after initial cell adhesion, the cells
were found randomly distributed on the substrate as the cells
sediment and allocate from the cell suspension in a random
manner (panel a). After one day, the cells started to form cell
clusters (Fig. 3b) and larger colonies were formed after 4 DIV
on both NW arrays and control substrate (panel c). Note, solely
by visual inspection, the area covered with cells appeared to be
reduced using a P1 NW array sample. Cell viability was assayed
using calcein to identify viable cells and PI to stain for dead

P1 arrays (e.g., P1L5)
0 DIV

P>3 arrays (e.g., P5 L5)

View Article Online
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cells (examples shown in Fig. 3d). In a next step, we quantified
the images taken and determined cell numbers, viability, and
spreading of the cells on all types of NW arrays from 0 to 4
days of cultivation.

The quantification of the cell numbers, viability, and
spreading using an automized software-assisted image analysis
are summarized in Fig. 4. Specifically, Fig. 4a displays the cell
numbers for all types of NW substrates from 0-4 DIV com-
pared to the control. Initially, about 250 cells per captured
image were determined. For unaffected cells on the control
samples, the cell numbers reached about 1500 cells per image
on day 4. On the NW samples, the cell numbers also increased
in general over time but the final number of cells after 4 DIV
depended on the degree of topological stress caused by the
specific type of NW array. The overall cell numbers were
reduced for encapsulating regimes (P > 3) mainly with increas-
ing number of NWs per cell (P3 NW arrays: ~—40%, P5 NW
arrays: ~—25%, P10 NW arrays: ~—10%) where L5 NW arrays
decreased the cell numbers slightly more than L3 NW arrays.
Note, L1.5 NW arrays showed no change in the cell numbers.
Remarkably, the cell numbers for P1 L3 and P1 L5 NW arrays
also showed significantly reduced values although such
densely-spaced NW arrays are expected to produce a fakir-like

Control

Fig. 3 Exemplary epifluorescence microscopy images of Hoechst, calcein, and propidium iodide (Pl) stained smNPCs cultured on NW arrays and
control after increasing days in vitro (DIV). (a—c) Exemplary Hoechst-stained smNPCs cultured on P1 and P > 3 NW arrays and on a control substrate
right after seeding (panel a, 0 DIV) as well as after 1 and 4 DIV (panel b and c). (d) Example images of the viability assay (merged) using calcein (Ca,

green) to label viable cells and PI (red) to stain dead cells (4 DIV).

This journal is © The Royal Society of Chemistry 2021
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Fig. 4 Quantification of the fluorescent microscopy images in terms of proliferation, viability, and spreading of cells cultured on samples with NW
arrays featuring array pitches of 1, 3, 5, and 10 pm (P1, P3, P5, P10) and NW lengths of 1.5, 3, and 5 pm (L1.5, L3, L5) in comparison to control (C). (a)
Number of viable cells cultured on NW arrays from O DIV (right after seeding) up to 4 DIV. (b) Viability after 4 DIV for all NW densities and NW
lengths. (c) Proportion of viable cells in clusters from 0—2 DIV for all NW densities and NW lengths. (d) Distance between viable cells in clusters for
1-2 DIV for all array pitches and combined NW lengths. Data not shown here is compiled in Fig. S2 in the ESI.{ Error bars are standard deviation

(SD). Indicated significances: *a = 0.05, **a = 0.01, ***¢ = 0.001.

settling state that is considered non-invasive. However, P1 L1.5
NW arrays showed like all L1.5 no change in cell numbers. The
cell viabilities were quantified from the calcein and PI stain-
ings and the final viabilities after 4 DIV are presented (Fig. 4b).
For most of the NW substrates, a uniform and high cell viabi-
lity of more than 85% similar to the control was found. For P1
L3, P1 L5, and P3 L5 NW arrays, however, the cell viability was
reduced (at worst to about 75%) which correlates with the
most prominent reduction in cell numbers on these sub-
strates. Thus, not only the proliferation but also the viability
suggests a strong interaction with the substrate. The inter-
mediate viabilities for 0-3 DIV are shown in the ESI
(Fig. S2at). The cell clustering was analysed using a Density-
Based Spatial Clustering of Applications with Noise (DBSCAN)
algorithm applied to the viable cells and the bar charts of clus-
tering and cluster density are shown in Fig. 4c and d. The pro-
portions of cells that have been classified as part of a cell
cluster with more than three cells are plotted for 0-2 DIV in

20056 | Nanoscale, 2021, 13, 20052-20066

Fig. 4c (3-4 DIV: Fig. S2bf). Immediately after seeding, only
30% of the cells were located in clusters. After one day, already
about 80% of the cells formed clusters until almost all cells
(approx. 95%) contributed to the colonies (4 DIV). In principle,
no underlying dependence of the proportion of cells in clus-
ters could be extracted with respect to the NW characteristics.
However, in the early stages between 0 and 1 DIV, the clusters
must be mainly produced by cell migration instead of cell divi-
sion because the cell numbers within that time hardly
increased. For that reason, the spatial distance of cells in the
clusters (relating to the centres of the nuclei) was quantified as
shown in Fig. 4d for 1 and 2 DIV to indicate cell movement
(Fig. S2c for 3-4 DIVY). After one day, the mean distance
between viable cells cultured on P3, P5, and P10 NW arrays was
slightly yet significantly increased from 8.9 pm on the control
to 9.5 pm indicating that the NWs prevented the cells from
moving closer together. This inhibited movement was also
visible in the Hoechst-stained images in Fig. 3b for the P5 L5

This journal is © The Royal Society of Chemistry 2021
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NW sample at 1 DIV where cells in clusters maintain larger
gaps between the cells. This phenomenon was even more pro-
nounced when only viable cells were imaged (Fig. S31). With
time, the difference vanished since proliferation overcame
movement as the driving force in cluster formation. For a pitch
of 1 um where a fakir-like settling state is likely, the movement
was not impaired compared to the control.

Scanning electron microscopy (SEM) was used to study the
interaction between the cells and the NW substrates (Fig. 5). In
particular, Fig. 5a-c display a collection of top-view SEM
images of cells cultured on P1 NW arrays with the lengths L1.5,
L3, and L5. Repeatedly, smNPCs at the edge of a cluster
showed distinct extensions along the x- and y-direction of the
array arrangement. Remarkably, these extensions appeared on
all NW substrates independent of the NW length. Hence, this
observation obtained by SEM imaging did not fully correlate
with the reduced proliferation on P1 L3 and P1 L5 NW arrays
but normal proliferation on P1 L1.5 NW arrays. Nevertheless,
on NW arrays with P > 3 ordered extensions along the array
axes could not be observed as presented in the tilted SEM
images in Fig. 5d-f (exemplarily for P3 L3, P5 L1.5, and P10 L5
NW arrays; images of all remaining substrates in Fig. S47).
Even though no influence of the NW array’s geometry on the
cell’s extensions was apparent for P > 3 in the SEM images,
one still was able to obtain a first impression of how the cells
interact with the NWs. For example, in the case of the P3 L3
NW arrays, the cells in the outer region interacted with the NW
tips but also grew between the NWs (detail in Fig. 5d). A
similar interplay is seen for P5 L1.5 in the detail section of

View Article Online
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Fig. 5e. For P10 L5, the smNPCs also interacted with the shaft
of the NWs (detail image in Fig. 5f). Note, the SEM technique
visualizes merely the outer face of the cells and the substrate.
To gain insight into the interior of the cells and to image the
deformation of the membrane and the nucleus by the NWs, a
complementary fluorescent imaging technique was utilized
and the results are presented later (Fig. 7 and 8).

The cytoskeleton of the smNPCs cultured on the NW arrays
was imaged using confocal laser scanning microscopy (CLSM)
and epifluorescent microscopy exemplarily shown in Fig. 6a-d.
Here, we focused on the analysis of the cell extensions along
the array axes that were previously observed by SEM imaging.
The cytoskeleton was labelled with phalloidin to indicate
F-actin. Specifically, Fig. 6a displays an exemplary CLSM image
of a cell cluster on a P1 array sample (shown: P1 L5). The
corresponding close-up shown in Fig. 6b illustrates that parts
of the cytoskeleton were elongated in both x- and y-direction
within a small area. Subsequently, widefield microscopy
images were prepared of F-actin stained cells being cultured
on all types of substrates (Fig. 6¢ and d, representative images
of P1 and P > 3 NW arrays, e.g., P1 L3, P3 L3. Control: Fig. S57).
We determined the angles of the protrusions emerging from
the cell clusters and plotted the normalized angle distribution
of the occurring orientation from —90° to +90° as shown for P1
NW arrays and increasing NW lengths (L1.5, L3, L5) in Fig. 6e.
All the distributions revealed peaks with amplitudes of >0.8 at
angles of +90° and 0° independent of the NW length. These
angles represent the rectangular axes of the NW arrays, hence,
the majority of the extensions were aligned with the orien-

Fig. 5 SEM images of smNPCs cultured on NW arrays. (a—c) Exemplary top-views of cells cultured on P1 NW arrays with increasing NW lengths
(L1.5, L3, L5). Repeatedly, the cells showed distinct elongations along the NW tips independent of the NW length. (d—f) Exemplary tilted views of
cells cultured on P > 3 NW arrays with different lengths (L3, L1.5, L5). The cells did strongly interact with the NWs (insets) but a fundamental align-
ment alongside the NWs was not observed. Tilt is 45° with tilt correction. Corresponding SEM images of cells cultured on the remaining NW

samples and on control substrates are shown in Fig. S4 in the ESL

This journal is © The Royal Society of Chemistry 2021

Nanoscale, 2021,13, 20052-20066 | 20057


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1nr04352h

Open Access Article. Published on 29 November 2021. Downloaded on 6/20/2025 7:20:29 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

View Article Online

Nanoscale

P1NW arrays——  fb)
——(e.g.,,P1L5
(e-g : 2‘;

P1 NW arrays
(e.g., P1L3)

P>3 NW arrays
(e.g., P3L3)

Close up c) -

A

e) P1 NW arrays f) P>3 NW arrays Control

+90° +90° +90° +90° +90°
S +45° +45° +45° +45° +45°
=
S 0.5
(%]
2
i
¥ 0.0 i0° 0° i0° 0°
@©
©
(0]
N
= 10:54
E
o -45° -45° -45° 45°
Z 1.0 - o o o o

20" p111s 90" p113 90" p11s =0

Increasing NW length _

Fig. 6 Confocal laser scanning microscopy (CLSM) and epifluorescent imaging of cells cultured on NW arrays (NW tips’ reflections in purple)
stained with phalloidin (green) for labeling the cytoskeleton (F-actin) and quantification of angle distribution of the cellular extensions. The nuclei
were stained with DRAQS5 (red). (a) Exemplary down projection of multiple x—y slices in z-direction prepared by high-resolution CLSM of a cell
cluster cultured on P1 NW arrays. Cells at the border of the cluster showed multiple alignments of the cytoskeleton along the x- and y-axis of the
NW array (a close-up is shown in panel b). (c and d) Exemplary epifluorescent overview images of cells cultured on P1 and P > 3 NW arrays. For P1
NW arrays, an alignment of the cytoskeleton along the array axes was observable. A corresponding image of cells cultured on a control substrate is
shown in Fig. S5 in the ESI.} (e) Angle distribution of the cellular extensions for P1 NW arrays and varying lengths (L1.5, L3, L5). The grey line indicates
the standard deviation. (f) Angle distribution of the cellular extensions for P > 3 NW arrays (representative plot, e.g., P3 L1) and control substrates.

The grey line indicates the standard deviation. n (cluster) > 50.

tation of the array. However, the values of the minima between
the peaks at +90° and 0° changed depending on the NW
lengths. Specifically, for L3 and L5 NWs, distinct minima of
about 0.25 were observed at angles of about +45° which would
belong to the diagonal axes of the NW array. In the case of the
L1.5 NWs, the minima around +45° were less pronounced and
the normalized amplitudes added up to a higher value of
approx. 0.5 compared to only 0.25 using L3 and L5 NWs.
Taken together, cells cultured on L3 and L5 NWs combined
with a P1 array pitch showed reduced proliferation and system-
atically arranged elongations of the cytoskeleton. In the case of
L1.5 NW arrays, where proliferation was normal at a P1 array
pitch, the effect of angle sorting was less distinct. P > 3 NW
array and control substrates showed no systematic orientation
of the extensions (Fig. 6f).

The difference between P1 L1.5 and P1 L > 3 NW arrays
related to the interaction of the cells with the NW arrays was
investigated in more detail by three-dimensional (3D) CLSM
imaging. 3D reconstructions were prepared from images
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recorded from varying z-planes (z-stacks) and then used to
visualize different x-y planes and cross sections along the
z-axis (Fig. 7). In particular, the main panel in Fig. 7a displays
the example of a cell colony on a P1 L > 3 NW array (e.g., P1 L5)
that was already shown as a down projection beforehand, but
now as a single image from the x-y plane focused on the NW
tips. The cross-sections (narrow panels, right/bottom) demon-
strated as expected that the cells are resting in a fakir-like state
on the NWs as already seen in the SEM images. A similar
settling regime was observed in the case of cells cultured on P1
L1.5 NW arrays (Fig. 7b and c). The cross-sections precisely
positioned along the NWs showed no detrimental difference
compared to the previously shown micrographs as the cells
appeared to be lying on a bed-of-nails as well. However, differ-
ences were observed when the focus was adjusted to the
bottom of the NWs (Fig. 7d and e). Specifically, panel d dis-
plays a close-up of the cell cluster shown in Fig. 7b. With the
focus at the base of the NWs, CLSM imaging revealed that part
of the cytoskeleton was also in contact with the substrate’s

This journal is © The Royal Society of Chemistry 2021
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Same x-y plane
from b) and c)
focused at
NW bottom

Fig. 7 Exemplary CLSM images of cells grown on P1 L > 3 and P1 L1.5 NW arrays stained with phalloidin (green) for the cytoskeleton (F-actin) and
DRAQS5 (red) for the nuclei (NW tips’ reflections in purple). The adherend panels on the side and below the main panels show the corresponding
reconstructions of the cross sections (z-plane) in x- and y-direction, respectively. (a) Exemplary x—y slice of cells cultured on P1 L5 NW arrays pre-
pared by CLSM with the focus on the NW tips. The cross sections demonstrate that the cells stayed on the very NW tips. (b and c) Exemplary x-y
slices of cells cultured P1 L1.5 NW arrays prepared by CLSM with focus on the NW tips. Cross sections along the NW tips show that the cells were
predominantly in a fakir-like settling state. Elongation along the NW tips was not pronounced. (d) Imaging the same x—y plane with focus on the NW
bottom reveals that the cells not only interacted with the substrate bottom but also showed alignment along the array axes in x- and y-direction
(panel e). The cross sections were positioned between the NW tips and show cells that have been growing between the NWs. The z-positions of the

NW tips and the substrate bottom are indicated with dotted lines as they are not visible in slices positioned between NWs of P1 arrays.

bottom. Cross-sections placed now between the NWs then
illustrated that F-actin is found below the level of the NW tips.
A similar behaviour is depicted in Fig. 7e which moreover
exemplifies that the cell’s extensions also aligned with the NW
axes at the bottom of the substrate. To briefly conclude, for P1
L1.5 NW arrays, the cells were found to be in an intermediate
state where the cells did not only rest on the NW tips but also
interacted with the bottom of the substrate. Since the inter-
action regime differed from cells cultured on P1 L3 and P1 L5
NW arrays, the development of ordered extension was less pro-
minent and more importantly, proliferation was apparently no
longer hindered.

P > 3 NW arrays were finally imaged as well using CLSM
(Fig. 8). Two fundamental statements regarding the settling
regimes of the cells on the NW arrays could be made: first,
with increasing NW pitch, cells were more inclined to encapsu-
late the NWs. Secondly, with increasing NW length a fakir-like
resting state was favoured. Nonetheless, for some fixed pitches

This journal is © The Royal Society of Chemistry 2021

or fixed lengths, the settling regimes of the cells on the NWs
were maintained while changing the other parameter. In par-
ticular, for L1.5 and L3 NW arrays, the NWs were very likely to
be encapsulated. Of course, the impact of the shortest NWs on
the cells and especially the nuclei was rather small since the
NW indent the cell by at most 1.5 pm which was negligible in
comparison to a cell height of a few micrometres. The defor-
mations induced by the 3 pm long wires were more distinct
and thus, the interactions with the nuclei were more present.
Yet, the cells did not seem to use all available means to com-
pletely avoid deformations of the nucleus. For instance, at the
P10 L3 NW array, one nucleus was exactly positioned on a NW
(white square) although there would have been enough free
space next to the NW to avoid the very nanostructure. Instead,
the nucleus was stretching down to the flat area of the sub-
strate causing a u-shaped deformation seen in the cross-sec-
tional panel below the main panel. For the P3 L5 NW arrays,
the cells settled in an intermediate state on the NWs where

Nanoscale, 2021,13, 20052-20066 | 20059


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d1nr04352h

Open Access Article. Published on 29 November 2021. Downloaded on 6/20/2025 7:20:29 PM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Paper

View Article Online

Nanoscale

Increasing NW distance —3» NW encapsulation

Pitch (P)

(1) yaduan

a1els I-Injey <€—— yidus| MN Suiseasdu|

b e

ot b b vy s vt

Fig. 8 Compilation of exemplary x—y and x—z planes (main and adherend lower panels, respectively) prepared from CSLM images of cells growing
on P > 3 NW arrays and L1.5, L3, and L5 NWs. F-actin/cytoskeleton was labeled with phalloidin (green), the nuclei were labeled with DRAQS5 (red)
and the NW tips’ reflections appeared in purple/whitish. With increasing distance between the NWs, the cells favoured encapsulation of the NWs.
With increasing NWs length, the cells began to favour a fakir-like settling state. In combinations of large pitches and long NWs, the nuclei underwent

heavy deformations in terms of squeezing and indenting by the NWs.

only the top part was engulfed by the cell. Remarkably, this
situation went along with heavy deformations of the nuclei
where each nucleus was indented by several NWs by about
2.5 pm. Also, such strong reshaping of the nucleus occurred
frequently with larger pitches where the cells encapsulated the
L5 NWs completely. Here, the nuclei were also either indented
by NWs, or strong curvatures were generated at nuclei that
were squeezed by NWs or were curled around an individual
NW (e.g., in the white square of the P5 L5 NW array). Especially
for P10 NW arrays, cells could have avoided these heavy inter-
actions of the nucleus with the NWs by resting between the
NWs, but noteworthy this was not necessarily the case.

20060 | Nanoscale, 2021, 13, 20052-20066

Discussion

The fabrication of Si nanostructures in a top-down approach
via RIE is a well-established routine in the semiconductor com-
munity.®* In addition, e-beam lithography is a versatile nano-
fabrication technique to fine-tune characteristics such as the
NW spacing of highly ordered arrays and can also be operated
at wafer-scale to enable mass production.®® Reliable fabrica-
tion of highly ordered Si NW arrays using a single step RIE
process has been reported before but typically shorter NWs of
only about one micron are achieved.’® Hence, we produced
comparatively long nanowires of 5 um which are usually

This journal is © The Royal Society of Chemistry 2021
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achieved in a multi-step deep RIE (DRIE) process.”” In general,
other (semiconductor) materials, such as optically active III-V
semiconductors, could be processed by these techniques
further broadening the opportunities in potential future appli-
cations, e.g., optical stimulation or read-out.*® However, choos-
ing Si as the essential material for the substrate not only
benefits from years of experience in the microchip industry
but more importantly, Si was chosen as it is considered a
promising material for prospective applications such as sub-
cellular bio-interfaces.®

The interactions of cells with NW arrays were mapped to a
certain extent before, but usually fewer array parameters were
altered and only basic cell lines were used. For instance, the
culturing of fibroblast cells was studied using varying array
densities of randomly arranged NWs but with a fixed NW
length of 2 pm.** In the present work, we used highly ordered
NW arrays with varying pitches of 1, 3, 5, and 10 pm resulting
in densities of 100, 11.1, 4, and 1 NWs per 100 um” and
varying lengths of 1.5, 3, and 5 um to allow for a comprehen-
sive study. Both pitch and length cover the parameter space
frequently used in the field.>* Moreover, these characteristics
encase sufficiently diverse parameter sets to expect changing
settling regimes from a fakir-like state to NW encapsulation
modeled by Buch-Manson et al.”’ In contrast to practically all
of these studies which used basic cell lines or, e.g., primary
rodents cells,>” we employed human induced stem cell-derived
neural progenitor cells in our studies. Utilizing human
iPSCs as the basis for the experiments greatly improves
the pertinence for neurodegenerative disease studies such
as Alzheimer’s disease or Parkinson’s disease by enabling
the use of patient-specific cells.*° Feasibility to culture these
patient-derived cells reliably on NW arrays would possibly
render many applications such as cell transfection, bio-
molecule delivery, or biosensing as demonstrated on other
CellS.29’62’67’73’91_93

Human induced stem cell-derived smNPCs were now cul-
tured successfully on a multitude of different NW arrays. For
most of the different arrays used, we can report excellent cell
viability of more than 85% which was stable over a culturing
period of 4 days and similar to viability in control cells.
Neglectable impact on the viability of cells cultured on NW
arrays is overall in accordance with the literature.?'3%*3949
However, universal conclusions are difficult to draw since
many factors such as cell type, culturing time, NW length, and
array pitch occasionally play important roles. For example,
HEK293 cells showed lower viability when cultured on nano-
wire arrays with a pitch of 2 um compared to larger pitches
and control.’® Note, the HEK293 cells were in a NW encapsu-
lating regime with partly to fully enwrapping the NWs.
Interestingly, reduced viability of the smNPCs of about 75%
after 4 DIV was found for the highest NW density combined
with long NWs (P1 L > 3). Particularly here, unchanged viabi-
lity was expected since for high NW densities, the cells rest in
a fakir-like state on the NWs without any deformation by the
NWs.*%7 In addition, we observed reduced cell numbers on
these P1 NW arrays. SEM imaging of these particular samples
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then showed that the cells form elongations along the array
axes.

Imaging of F-actin revealed that the extensions along the
array axes were part of the cytoskeleton. In literature, it is
reported that well-ordered NW arrays can generate guiding
forces to polarize cells or to direct neurite growth,*!>*777%98
Many array parameters were modified in these studies, but in
the end, primarily the spacing of the nanostructures was con-
tributing decisively, and guiding only occurs within a certain
range of array pitches. Nonetheless, a direct comparison can
only be made with Bucaro et al. because they used comparable
array pitches from 0.8 to 5 pm (but only at a fixed NW length
of 5 um) to fine-tune the polarization of human mesenchymal
and rodent stem cells.>® In contrast to our results showing
polarization along the array axis with a pitch of 1 pm, polariz-
ation appeared in their experiments only with array pitches
larger than 1.25 um and smaller than 3.5 pm. Below 1.25 um,
the surface appears homogeneous to the cells; above 3.5 um,
the cells were not able to reach the next NW. Furthermore,
Bucaro et al. explicitly mention that further studies are needed
to elaborate whether the morphological changes correlate with
proliferation since such analysis was not conducted in their
work.

The proliferation as a function of time was investigated here
by determining the cell numbers on five consecutive days. As
already mentioned in the discussion, we observed fewer cells on
the P1 NW arrays with L > 3 NWs. In general, reduced viability
and proliferation of cells cultured on densely-spaced NW arrays
(fakir-like state) are in contrast to literature. For example, Yan
et al. demonstrated that proliferation and viability of murine
neural stem cells can be improved using high-density but ran-
domly distributed NW arrays.’® Hence, we assume in the case of
the ordered arrays that particularly the reorganization of F-actin
at the elongations along the defined array axes interfered with
normal proliferation by changing the dynamics of the
cytoskeleton.'”*'%' For the shorter wires, proliferation was
normal, since the settling regime changed to an intermediate
state and thus the stress on the cytoskeleton was generated to
an endurable extent. On samples with larger array pitches (P >
3) and longer NWs (L > 3), namely, encapsulating states, we
also found fewer cells. Reduced proliferation on such NW arrays
with encapsulation of individual NWs is reasonable due to the
challenging topology and is in accordance with the
literature.?”*>%> Other studies moreover described actin reor-
ganization at encapsulated nanostructures using osteosarcoma
cells which we yet did not spot in the vicinity of the NWs.'* For
the shortest NWs (L1.5), we identified normal proliferation inde-
pendent of the pitch. Although it has been demonstrated that
even short NWs can have a negative impact on proliferation,>
usually nanostructures of about 1 um show no detrimental
influence.®”** The reduced mobility of cells that encapsulate
NWs is in good accordance with literature®**”#%1%* whereas
mobility is not influenced in a fakir-like regime.

The interaction of the cells with NWs was imaged for all
pitches and lengths. The fundamental behavior that shorter
nanowires/larger array pitches favor NW encapsulation and

52,105
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longer wires/smaller array pitches encourage a fakir-like
regime is in accordance with the literature.>*”>”” Deformation
of the nucleus by the nanostructures was also reported when
using, for example, fibroblasts or mesenchymal stem
cells.”*’*1% Considering the severe deformations of not only
the cell but also the nucleus, it is remarkable that the cells
maintained their viability even in the case of the longest NWs.
The close interaction between the NW and the nucleus might
offer the opportunity to use the NW substrates for gene trans-
duction or biomolecule delivery.>>*®'®” We believe that the
employment of human induced stem cell-derived neural pro-
genitors not only allows for advanced patient-specific neurode-
generative disease studies or pharmacological drug screen-
ings,'®® but also that our findings are an excellent starting
point to establish a more advanced cell type for next-gene-
ration biological metamaterials featuring high aspect ratio
nanostructures.'

Summary and conclusions

The cultivation of human induced stem cells and their deriva-
tives on NW arrays to investigate cellular characteristics is still
underrepresented in the field. One potential reason is the chal-
lenging topography of such substrates in combination with the
demanding nature of stem cell culture. In this work, we show
that human iPSC-derived neural progenitor cells can be suc-
cessfully cultured on ordered Si NW arrays featuring a wide
range of NW lengths (1.5 to 5 um) and array pitches (1 to
10 um). In general, the cells maintained the ability to prolifer-
ate on the NW arrays albeit the overall cell numbers varied in
correlation with the topological difficulty, e.g., long NWs. A
special case was found for high-density NW arrays, where we
observed a reorganization of the cytoskeleton along the array
axes which interfered with normal proliferation. We mapped
the interaction of the human smNPCs with the NWs and
found that in some configurations the cells encapsulated the
NWs completely. Moreover, in these cases, the NWs strongly
interacted with the nuclei. Remarkably, despite the heavy
deformations of the cells, the viability was essentially unim-
paired. Thus, we are convinced that our results are a promising
starting point to apply human neural progenitor cells to nano-
wire arrays for future applications in stem cell research and
regenerative medicine.

Materials and methods
Nanowire fabrication

The NWs were fabricated in a top-down process with reactive
ion etching (RIE) using a chromium hard mask. The mask was
predefined via electron-beam lithography (Raith Voyager
e-beam lithography system) in a 90 nm thick layer of positive
photoresists (PMMA, AllResist, AR-P 671.02). Circles with
700 nm diameter were defined in a rectangular arrangement
with pitches of 1, 3, 5, and 10 um. After developing (1:3
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MIBK : IPA, 2.7% H,O for 30 s and IPA for 30 s), a 65 nm thick
layer of chromium was deposited in a physical vapor depo-
sition (PVD) process. The samples were etched with an induc-
tively coupled plasma (ICP)-RIE (Sentech SI500) using 200 W
ICP power, 50 W RF power, 2 Pa pressure, 25 sccm SFg, 50
sccm C4Fg at 0 °C electrode temperature. The etch rate was
about 300 nm min~'. To remove residues from the RIE pro-
cedure, the samples were processed with a KOH dip for a few
seconds at 40 °C. To ease handling, the substrates were glued
with polydimethylsiloxane (PDMS, SYLGARD® 184 Elastomer
Kit, Dow Corning) to 12 x 12 mm? glass coverslips. For cell
culture, the samples were placed in a well of a 12-well plate,
sterilized in 70% ethanol for 5 min, and coated with Matrigel®
(1 ml per well, ¢f. section ‘cell culture’). After cell culture and
data collection, samples were cleaned with Terg-a-zyme®
(10 mg m1™") for 30 min at 37 °C for reuse purposes.

Cell culture

The smNPCs used in this study were derived from human
iPSCs as previously described by Reinhardt et al.'*° All experi-
ments were conducted in accordance with the ethical state-
ment in Reinhardt et al.''® The generated smNPCs were then
cultivated in a 1:1 mixture of DMEM/F12 and Neurobasal
medium supplemented with 1% penicillin/streptomycin/gluta-
mine (100x), 1% B27 supplement without vitamin A (50x),
0.5% N2 supplement (100x) (Life Technologies, Carlsbad, CA,
USA), 100 pM ascorbic acid (Sigma-Aldrich, St Louis, MO,
USA), 0.5 pM smoothened agonist (Biomol, Hamburg,
Germany), 3 uM CHIR 99021 (Axon MedChem, Groningen,
Netherlands) in a humidified atmosphere at 37 °C and 5%
CO,. The medium was exchanged every 2-3 days. Cells were
kept in Matrigel-coated 6-well plates and split in a ratio of
1:10 to 1:20 every 4-5 days close to confluency using
Accutase® (Sigma-Aldrich). Coating with Matrigel (Corning
354263, stored in a 1:5 dilution at —20 °C and additionally
diluted 1 : 30 for application, diluted in KnockOut DMEM, Life
Technologies) was performed with 1.5 mL per well overnight at
room temperature or for 1 h at 37 °C. Per well of the 12-well
plate which contained the samples, 125k cells were seeded.
The preservation of the neural progenitor cell (NPC) state after
4 days of culturing on the NW arrays was verified using NPC
markers (SOX2 and NES (nestin), protocol in the ESIT) and the
recordings for NW and control samples are shown in Fig. S6
(SOX2) and Fig. S7 (NES) in the ESL}

Cell viability

The cells were stained with calcein (0.5 puM, acetoxymethyl
esters (calcein-AM), ex/em: 495/515 nm, Thermo Fisher
Scientific, Waltham, MA, USA) to identify viable cells and with
propidium iodide (PI, 10 pM, Sigma-Aldrich, ex/em: 535/
617 nm) to indicate dead cells. Counterstain was Hoechst
33342 (5 mg mL ™" in H,0, ex/em 361/497 nm). Samples were
washed with Dulbecco’s phosphate-buffered saline (PBS) and
staining was performed with calcein-AM, PI, and Hoechst
diluted in PBS for 15 min at 37 °C and 5% CO, in the incuba-
tor. Subsequently, the samples were rinsed three times prior to
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imaging (Nikon Eclipse FN1 microscope with a 10x objective
and DSRi2 camera). Data were collected in three independent
experiments with each 5-6 images per combination of NW
length and array pitch. Control was collected from planarly
etched silicon wafer without NWs next to the NW arrays. Note,
that proliferation, viability, and spreading on the etched Si
were similar compared to control on conventional glass cover-
slips as shown in the ESI (Fig. S1f). Image size was 1282 x
853 pm®.

Confocal laser scanning microscopy

A Leica TCS SP8 microscope in upright configuration equipped
with 488 and 638 nm wavelength laser sources was used for con-
focal scanning laser microscopy. Cells were stained with phalloi-
din (ActinGreen™ 488 ReadyProbes™ Reagent, ex/em: 495/
518 nm Thermo Fisher Scientific, Massachusetts, USA) and
DRAQ5 (DRAQ5 fluorescent probe, ex/em: 647/681 nm, Thermo
Fisher Scientific). Samples were rinsed with PBS, fixed with 4%
formaldehyde in PBS for 10 min at room temperature (RT), and
rinsed three times with PBS. Cells were permeabilized and
blocked with 3% bovine serum albumin (BSA), 0.1% Tween 20,
and 0.1% Triton X-100 in PBS for 45 min at RT. Staining with
phalloidin (2 drops per mL) and DRAQ5 (1:1000) in PBS with
0.1% BSA was performed in the dark for 1 h at RT. Samples
were washed three times with 0.05% Tween 20 in PBS in the
dark for 5 min at RT. For imaging, the samples were transferred
from the 12-well plate onto a microscope slide and covered with
a precision glass cover slide to use the water immersion objec-
tives. Z-stacks were recorded with a slicing step size of 172 nm
and analysed using Leica LAS X Core software.

Scanning electron microscopy

SEM images were prepared with a Crossbeam 550 from Zeiss.
For this purpose, the cells were rinsed with PBS and fixed with
4% formaldehyde in PBS for 10 min at RT. The solution was
exchanged with deionized water followed by dehydration in a
step-wise ethanol exchange. Subsequently, the cells were criti-
cal point dried (Tousimis Autosamdri-815) and sputter-coated
with a 20 nm gold layer to avoid charging effects.

Image and data analysis

Cells were identified in the Hoechst counterstain channel and
cross-correlated to viable and dead cells in the calcein and PI
channel, respectively, with CellProfiler 4.1.3.''' Images of
identified viable cells were exported in order to analyse cluster-
ing with Image]/Fiji'"* using the ‘SSIDC Cluster Indicator’ in
the BioVoxxel toolbox.'*® Distances of cells in clusters were
determined with the ‘nearest neighbour distances’ plugin for
Image]/Fiji. Orientations of the extensions were quantified
with Orientation] in Image]/Fiji. Data were processed and
plots were prepared with Origin (v.2021). Statistical analysis
was done by an ANOVA analysis with a post-hoc Tukey’s test
using the ‘paired comparison plot’ application. Differences
were considered significant for a = 0.05, « = 0.01, and a =
0.001. For publication, the images were optimized in contrast
and brightness.
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