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Complex three-dimensional (3D) in vitro models are emerging as a key technology to support research
areas in personalised medicine, such as drug development and regenerative medicine. Tools for
manipulation and positioning of microtissues play a crucial role in the microtissue life cycle from
production to end-point analysis. The ability to precisely locate microtissues can improve the efficiency
and reliability of processes and investigations by reducing experimental time and by providing more
controlled parameters. To achieve this goal, standardisation of the techniques is of primary importance.
Compared to microtissue production, the field of microtissue manipulation and positioning is still in its
infancy but is gaining increasing attention in the last few years. Techniques to position microtissues have
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been classified into four main categories: hydrodynamic techniques, bioprinting, substrate modification,
and non-contact active forces. In this paper, we provide a comprehensive review of the different tools for
the manipulation and positioning of microtissues that have been reported to date. The working mechanism
of each technique is described, and its merits and limitations are discussed. We conclude by evaluating the
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1. Introduction

Complex three-dimensional (3D) in vitro models are gaining
increasing attention as they address several limitations
inherent to 2D cell culture by mimicking relevant tissue
function and architecture. For example, 3D tissue models can
recapitulate crucial parameters, including extensive cell-cell
contacts, cell-extracellular matrix (ECM) interactions, and
soluble gradients present in natural microenvironments."?
Owing to these characteristics, complex 3D in vitro models
have the potential to reproduce biological phenomena more
robustly than 2D cultures. An important example can be
found in cancer research where 3D tissue models exhibit
multicellular resistance to drugs, mimicking the resistance of
real tumours, while 2D cultures lack this characteristic.’ In
this context, microtissues, such as organoids, spheroids, and
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potential of the different approaches to support progress in personalised medicine.

tumoroids, have emerged as promising candidates for disease
modelling, drug development, and tissue engineering,* while
patient-derived microtissues hold potential in the field of
personalised medicine.” Microtissues are complex biological
models that are highly sensitive to external factors and small
modifications in protocols can lead to significant differences
in results. These discrepancies between similar studies
represent obstacles for the implementation of microtissue-
based technologies. Therefore, standardisation of processes is
essential for the broad use of microtissue research. To
support this standardisation, platforms that generate
reproducible results independently of the operator need to be
developed to replace variable manual processing.

To date, standardisation of microtissue processing has
mainly focused on their production and maturation.
Production of microtissues with controlled and uniform
shape and size is critical for therapeutic efficacy and clinical
reproducibility.® Moreover, high-throughput strategies are
required to produce large numbers of microtissues and to
thereby support relevant drug screening assays and the
biofabrication of tissue constructs. Therefore, extensive
research was performed on microtissue fabrication and
numerous strategies have been reported for robust batch
production.”®

Although microtissues can be produced efficiently, to
unlock their full potential, effort is needed to develop
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effective tools for positioning microtissues. The field of
microtissue manipulation is still in its infancy and current
methodologies for manipulating and placing microtissues
remain mainly manual, cumbersome, and time consuming.
Due to the manual nature of these handling steps,
experimental outcomes often depend on the skills of the
operator. The scientific community is increasingly aware of
this problem, motivating the need for precise and
reproducible microtissue handling for the development of
organ-on-chip systems, regenerative medicine, and high-
throughput analysis for both preclinical testing and drug
screening.’

Techniques to manipulate small objects, such as particles
and cells, have been extensively developed in the past few
decades. Since the potential of microtissues for personalised
medicine has emerged, new techniques are sought for the
manipulation of large biological entities. Tools to manipulate
and position microtissues are diverse, covering a large range
of applications and, have recently been driven by tissue
engineering applications.”'® The methods can be classified
into four main categories: hydrodynamic techniques,
bioprinting positioning, substrate modification, and non-
contact active forces.

This review aims to provide a comprehensive overview of
the different tools for positioning microtissues in the
development of complex in vitro models. First, the
importance of manipulating and positioning microtissues
throughout their whole life cycle will be introduced. Then,
the different techniques for manipulating and positioning
microtissues will be presented. The working mechanism of
each technique will be described, and its merits and
limitations will be discussed. Finally, we discuss the potential
of the different approaches to support progress in
personalised medicine. For consistency, and since several
definitions of these terms can be found in the literature,
cell aggregates, organoids, spheroids, and tumoroids will be
grouped under the general term of microtissue in this review.
However, with respect to published research, the citations of
any scientific articles will use the specific term used in the
article.

2. Life stages of microtissues

In this section, the importance of positioning and
manipulating microtissues throughout their lifecycle will be
highlighted. The typical life stages of microtissues are
illustrated in Fig. 1. First, microtissues are produced from
cells using a range of available fabrication methods. After
production, microtissues are often sorted based on different
criteria and assembled into desired structures before being
cultured. Analysis and testing can be performed on the
microtissues prior to, during or after any processing steps.
First, numerous fabrication methods have been developed
to address the needs of different microtissue types. The
production methods are very diverse and range from the
assembly of a few polydisperse floating microtissues in a
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Fig. 1 Typical life stages of microtissues. Controlled manipulation and
positioning play a crucial role in the all the stages. Created with
https://BioRender.com.

culture flask to the batch production of monodisperse
microtissues in nonadherent microwells. Interestingly, in
some methods, microtissues are already positioned as they
are produced in a way that facilitates subsequent handling
and analysis steps. For example, batch production in
microwells allows image-based microtissue assays as the
microtissues are positioned in an array in one imaging
plane.® The present review concentrates on the positioning
and manipulation of already formed microtissues and
therefore does not discuss production methods that include
positioning. For further reading on different production
methods, see the review of Agrawal et al.'?

Second, efficient, and automated sorting consists of the
classification and the subsequent separation of microtissues
into categories. Depending on the platform, the classification
and the separation can be performed simultaneously or by
two consecutive methods. In both cases, the separation
requires the active manipulation of microtissues. Sorting
based on microfluidic or acoustic forces, well-established
sorting methods for cells, are examples of simultaneous
classification and separation. Pick-and-place techniques can
also be combined with classification methods, such as
imaging with deep learning, to allow efficient sorting with
individual positioning of microtissues. These advanced
imaging-based methods are particularly interesting for
sorting based on microtissue morphology or expression of
selected fluorescent reporters.

Sorting plays an important role in regenerative medicine
as it enables the identification of unhealthy autologous
microtissues, and thereby reduces the risk of
tumorigenesis.'> Moreover, by removing dead microtissues,
sorting increases the viability of biofabricated constructs. In
addition, automated sorting of microtissues upon specific
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morphological or physical criteria supports new research by
providing more controlled parameters, and consequently
leads to a deepening of our understanding of various
biological mechanisms.'® Particularly, it supports drug
testing assays, where chemical components are tested for a
specific feature not present in every microtissue. Finally,
efficient sorting also reduces the time of analysis because
only the microtissue of interest would be processed.

Third, assembling is par excellence the positioning of
microtissues in a pattern or in a defined location on a
substrate. Assembling can be performed by various methods
that either position individual microtissues or simultaneously
manipulate a population of microtissues. The patterns
generated can include simple arrays in 2D, complex 3D
shapes and organised structures. Therefore, assembly is a
crucial step for several applications, such as in regenerative
medicine for the biofabrication of constructs and in drug
testing for the creation of complex organ-on-chip models.
The availability of standardised methods for the precise
manipulation of microtissues would also strongly benefit
fundamental research, which is inherently linked to
personalised medicine. The assembly of microtissues
obtained from different regions of a tissue with defined
spatial organisation allows for the possibilities to study the
communication and migration mechanisms associated with
early organ development, disease morphogenesis, and tissue
regeneration.  Assembloids, assemblies of organoids
representing different regions of an organ have recently
emerged and have quickly become a leading technology in
stem-cell research, particularly in the neuronal field.">™® For
such assembly approaches, sample orientation plays a key
role in the fusion process where the alignment of specific
features is required. In parallel, the integration of
microtissues into more complexly engineered organoid-on-
chip gives access to the micro-physiological environment
such as fluid flow, mechanical stimulation or nutrient, and
oxygen transport for the study of tissue-tissue and multi-
organ interactions.’®*° Organoid-on-chip platforms rely on
the precise positioning of microtissues, integration of a
vasculature, and bioreactor capabilities. The importance of
positioning in microtissue assembly will be further illustrated
with two specific uses: tissue engineering and organ-on-chip
design.

Biofabrication using microtissues as building blocks
(MBB) promises to bring tissue engineering to the next level
since it overcomes important limitations of using individual
cells as building blocks. For example, cellular self-assembly is
often slow and may take days or weeks, while microtissue
self-assembly is faster and can occur within hours.*"*
Indeed, the high cell density of microtissues coupled with
increased deposition of the extracellular matrix notably
reduces the maturation time of a 3D construct.® Moreover,
prevascularised microtissues, which can be produced by co-
culturing endothelial cells with other cell types, have the
advantage of supporting the process of angiogenesis and
preventing apoptosis due to oxygen deficiency.>*** Although
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biofabrication using microtissues as building blocks rely on
their autonomous self-organisation, accurate positioning to
generate a defined pattern of microtissues with controlled
spacing and organisation is essential to promote microtissue
fusion.® Moreover, the complex hierarchical architecture of
in vivo tissues define their specific function and should be
recreated as precisely as possible.’> Based on this
observation, Eke et al suggested the development of
simulation tools that model the evolution of microtissues in
culture and guide the design of the construct to achieve the
desired functionality."® In conclusion, biofabrication using
MBB with precise positioning could support the production
of large tissue with vascularisation, significantly reduce the
time between the construct formation and assay and improve
the physiological relevance of assays by better recreating
in vivo tissue architecture. The possibility to build tissue
constructs with complex shapes and high resolution would
also open the door to in vivo replacement of injured or
damaged tissues with personalised implants.

An organ-on-chip is a microfluidic-based device, which
creates a dynamic environment that mimics the in vivo
environment more closely than static culture in multi-well
plates.”®*® Organ-on-chip devices improve drug testing
assays as they enable more accurate liquid volume drug
dosage and better physiological drug exposure than in static
2930 To simulate the complex interactions between
different organs in the body, complex microfluidic systems
containing different organ models, called body-on-chips, have
been developed.”® These multi-organ platforms show great
potential to evaluate the efficacy of drugs and simultaneously
assess their toxicity in other organs. As shown in preclinical
studies, body-on-chip devices can even surpass animal
models, which do not always predict human responses
effectively.”® However, most of the organ-on-chip platforms
rely on the in situ production of microtissues, resulting in
devices that are difficult to operate and generally not suited
for microtissues of different cell types.>” The positioning of
externally produced microtissues would open body-on-chip
platforms to all types of microtissues and thereby broaden
their applications. Additionally, the positioning and
immobilisation of microtissues on top of integrated
are essential data on the

culture.

Sensors to collect reliable
system.>?

Finally, high-throughput analysis of microtissues remains
an ongoing challenge because of the random orientation and
positioning of microtissues during analysis. For example,
simultaneous imaging of several microtissues requires their
alignment in the same focus plane. Additionally, the
rotational movements of microtissues may hinder the
imaging of structural features of specific interest. Therefore,
to achieve high-throughput analysis, positioning and
manipulation of microtissues is needed. Additionally,
processing and imaging of microtissues
reduces the variability between samples as they are all
processed in the same manner and improve the reliability of
the comparison between them.*®* Such a property is

simultaneous
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particularly interesting for fluorescence imaging where the
light exposure might change from one sample to another.
A major advantage of having accurate control over the
location of microtissues is the reduction of replicates,

resulting in less manpower and consumables and
decreasing the time of analysis. Positioning of
microtissues, therefore, results in cheaper, faster, and

more efficient analysis. Histology analysis, a gold-standard
method for the study of the micro-anatomy of tissues,
perfectly illustrates this need. Indeed, with random
loading of microtissues, dozens of replicates are needed
to achieve reliable results, while only 5-10 microtissues in
the same focal plane could provide sufficient information
for robust analysis.**

In conclusion, controlled positioning and manipulation
play a key role throughout the microtissue use cycle. The ability
to precisely locate microtissues can improve the efficiency of
processes and investigations by reducing experimental time
and by providing more controlled parameters, such as the
position, orientation, and characteristic of the microtissues.
Therefore, controlled positioning and manipulation of
microtissues directly support the development of regenerative
medicine and drug testing. The different tools that are used to
position and manipulate microtissues will be presented in
detail in the following sections of the review.
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3. Hydrodynamic techniques

Positioning using hydrodynamic techniques involves the use
of fluid flow to manoeuvre the physical position of the object
of interest. This can be achieved through several means,
including microfluidic chips, microfluidic droplets, pipetting-
based systems, and hydrodynamic-based micromanipulators,
each of which are explored in further detail below. Most
microfluidic positioning techniques were first developed for
inanimate microbeads or nanoparticles; however, they have
since been adopted for cells and microtissues. Consequently,
concerns have been raised regarding the effects that large
forces present in fluidic systems can have on the viability or
the functionality of living organisms.>>™*" Nevertheless,
studies carried out on single cells indicate that fluidic forces
likely do not damage cells in suspension,*”™*> implying that
the same may be true for microtissues.

3.1. Microfluidic chips

Microfluidic-based sorting, or inertial sorting, is carried out
by injecting a suspension of particles into a channel on a
microfluidic chip. The technique seeks to manipulate the
physical parameters of the flow, which in turn may influence
the position that suspended particles occupy or flow at in
a channel. Trapping, on the other hand, relies almost

B
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PDMS
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; Next reagent
]1 Washing ° contact

= =
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Fig. 2 Microfluidic chips and droplets. A. Microfluidic particles flowing in a circular channel in the direction of the black arrow. In this instance the
parameters of fluid flow can cause particles to move closer to the channel centre or closer to the walls. B. An example of a microfluidic device used for
particle trapping. Particles are guided by hydrodynamic force, squeezed, and parked in each trap. Reproduced from ref. 28 Copyright from the Royal
Society of Chemistry. C. A schematic of the DCST reagent change procedure. Reproduced from ref. 60 Copyright from the Royal Society of Chemistry.
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completely on the longitudinal geometry of the channel,
using either constricted channels to obstruct passage, or
using wells or traps in the flow path to generate microscale
vortices to completely halt the object of interest.***
Additionally, both methods can be used in conjunction with
each other to direct particles into traps.

In microfluidic-based sorting, a change in any of the
parameters can cause a shift in the position of particles
flowing in a circular channel either towards the channel
centre or towards the channel walls, as shown in Fig. 2A.
These parameters can relate to the suspending fluid, such as
the density, viscosity or flow rate; to the channel, such as the
width, length, cross-sectional geometry or the longitudinal
geometry; or to the particle itself, such as its size, shape, or
elastic modulus.*®*" Though this technique is primarily used
for the sorting of particles or cells, it can also be used to
direct larger objects of interest into a desired location within
the fluid pathway. Further, sheath flow, a technique
commonly used in flow cytometry, whereby two or more
different fluids flow in the same direction, side-by-side, can
be used with a similar effect.”

Ruppen et al. developed a microfluidic trapping device
that can be used to trap microtissues (Fig. 2B).>® The device
operates on the basis that the flow rate through an empty
trap is relatively higher than the flow of the bypass channel,
directing the particle's trajectory into the trap. Once the
particle is trapped, the flow rate through the trap decreases
significantly, preventing any further particles from entering.
In the study, the authors were able to position 8 spheroids in
a line within the same chip. In another study, larger
chambers with multiple spheroid isolation units inside have
also been used for microtissue isolation.”>* A microfluidic
chip that could be used to sort and entrap microtissues was
also developed by Chen et al.’® The technique was expanded
to differentiate between microparticles based on both size
and elastic modulus. Though it has only been used with
hydrogel microparticles to date, it is anticipated that it can
also be used with spheroids, which are similarly sized to the
particles used in this study.

A robot-integrated microfluidic chip has also been
proposed as an alternative method of microfluidic
positioning for microtissues.”® This involves a series of
syringe pumps on either side of a microfluidic device with a
visual feedback control, which can be used to position the
spheroid in the desired location. Additionally, the system has
the ability to measure the elasticity of a spheroid within the
microfluidic chip, a parameter that can then be used for
downstream sorting. This promising system has been cited
as an alternative to flow cytometry for microtissues.>®

Microfluidic chips have several advantages. They are
biocompatible, as the channels are usually manufactured
from polydimethylsiloxane (PDMS), and microtissues remain
suspended in fluid, which can be cell culture medium.
However, systems often have to be tailored to the specific
fluid, as a change in the fluid density or viscosity can alter
the microtissue trajectories. Nonetheless, this sensitivity can

This journal is © The Royal Society of Chemistry 2022
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also be used as an advantage to sort microtissues of different
sizes and mechanical properties. Microfluidic techniques
enable efficient and rapid sorting and trapping. For example,
the robot-integrated microfluidic chip has achieved a
throughput rate of up to 92 spheroids per hour.>®

These techniques also present a number of limitations.
One is that the desired location of the microtissue needs to
be incorporated within the microfluidic device, a constraint
which may be unsuitable for certain applications, or may
prohibit future access to the microtissue. Additionally, in
some techniques, such as the microfluidic trapping devices
outlined above, the microtissue size that can be used may
be limited by the size of the microfluidic channel. Finally,
microfluidic-based sorting and trapping is also quite
limited spatially. Each different configuration of microtissue
location requires a new microfluidic device to be
manufactured which is both time-consuming and costly.
Some applications, such as the robot-integrated
microfluidic chip, are limited to a linear direction only,
while others incorporate meandering channels, and can
therefore allow for more extensive positioning over a 2D
area (Fig. 2B). Positioning in three dimensions, though
theoretically possible, would become extremely complex,
and controlling the orientation of the microtissue is
currently not possible.

3.2. Microfluidic droplets

The use of microfluidic droplets is a technique whereby
particles of interest are trapped or contained within a bubble
of fluid of choice. The technique has mainly been used to
transport reagents for experimentation®” or to transport
single cells®® in microfluidic channels. Droplet encapsulation
has also been used for the development of microtissues, as it
technique for precisely controlling and
manipulating their local environments.>

Droplet contact-based spheroid transfer (DCST) is a
technique whereby a droplet array chip (a PDMS array of
wells) and a pillar array chip (a corresponding PDMS array of
pillars) can be used to transfer spheroid arrays between them
using simple droplet contact (Fig. 2C).°° This technique
allows the controlled change of reagents of individual
spheroids, and therefore gives more experimental control for
investigating the effects of a particular drug.”® The
manipulation is, however, limited spatially as spheroid-
containing microdroplets can only be transferred between
pillars and wells.

Aside from DCST, the field of droplet encapsulation is very
promising and could be used in a variety of different ways to
manipulate microtissue position. Similar to cell-laden
droplets, microtissue-laden droplets could be used in
conjunction  with  inertial sorting techniques in
microchannels, as outlined in section 3.1, to sort and
separate microtissues of different physical properties.®!
Further, digital microfluidics could be used to manipulate
and position microtissues-laded silicone oil droplets using

is a useful
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dielectrophoresis.®”>  Although, = manipulating  droplets
containing microtissues is theoretically possible, the
feasibility of the technique still needs to be demonstrated.
Droplet encapsulation can be more favourable over
other microfluidic techniques, which use bulk solutions to
manipulate several microtissues, because the droplet
allows for the precise tailoring and control of the single
microtissue environment and is therefore advantageous in
drug treatment assays. Furthermore, since droplet systems
do not use inertial manipulation, larger spheroids can be
handled, than what is often feasible in microfluidic
channels. Additionally, in opposition to microfluidic chips,
the droplet encapsulation techniques are not affected by
differing physical properties of the spheroids. This means
that one platform can be used with a variety of different
microtissue types and physical properties. Finally, by
expanding the number of arrays and pillars built on to
the chip, the throughput of the DCST technique can be
increased. On the other hand, the droplet encapsulation
technique is even more limited spatially than microfluidic
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channels. Currently, spheroids can only be transferred
between wells and pillars of the DCST device, and so
cannot be transferred to any other surfaces or devices that
may be of interest to the researcher.

3.3. Pipetting-based systems

In contrast to microfluidic chips and droplets, where the
positioning and manipulation is performed within a device,
aspiration-based techniques use external pipettes to handle
microtissues. Pipetting-based techniques utilise a hollow
device with an aperture which, when brought into contact
with, or into the vicinity of a microtissue, can create a
negative pressure through the aperture, thereby picking up
the microtissue. Depending on the size of the aperture, the
microtissue can either be aspirated completely into the
device or be held outside. The device can then be moved to
the desired location, and with the generation of a positive
pressure, the object or microtissue is released. To facilitate
the positioning, microtissues are generally aspired from a

)
Spheroid

Collected 2D donuts
ﬂﬁﬂ:}’h
Second crosslinking

UV light

Glass micro pipette

“Incubator

Y

Fig. 3 Pipetting-based systems and hydrodynamic-based micromanipulators. A. Schematic and photograph of bio-gripper. In red, side view image
of a gripped honeycomb microtissue (arrow). Scale bar = 2 mm. Reproduced from ref. 64 Copyright from IOP Publishing. B. Spheroids being
picked from cell media using a glass pipette in the aspiration-assisted bioprinter. Reproduced from ref. 66 Copyright from American Association
for the Advancement of Science. C. Schematic illustrationof the multifunctional micromanipulation using whirling flow generated by vibration of a
single piezoelectric actuator. Reproduced from ref. 86 Copyright from John Wiley and Sons. D. A schematic drawing of 3D cellular structure
assembly process with rail-guided multi-microrobotic system. Reproduced from ref. 91 Copyright from SAGE Publishing.
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solution and placed in a second solution or hydrogel at the
desired location.

Aspiration has been used by several different applications
for manipulating microtissues. A ‘bio-gripper’, consisting of a
polycarbonate cylindrical tube (9.5 mm or 4.8 mm diameter,
31.3 mm long) with a track-etched membrane fitted on the
end has been used to pick up large microtissues (Fig. 3A
).6%%* By attaching the opposite end of the bio-gripper to a
syringe pump, a flow rate, and therefore a pressure
difference, is created across the membrane, allowing it to
pick microtissue structures up. Then, a reversal of the flow
direction allows the microstructures to be deposited in the
desired location. Spheroids of 800 um were picked-and-
placed with this device. Additionally, the bio-gripper was able
to place larger, more complex toroid and honeycomb
structures up to sizes of 6 mm.*>** However, the technique
seems to be limited to microtissues larger than 800 um, a
downsized version may be capable of more delicate handling
of smaller sized microtissue structures.

Micropipette aspiration, often used to determine the
elastic modulus of single cells, has also been used to transfer
spheroids between solutions.®®> A micropipette aspirator with
an aperture of 20 um was used to move spheroids from a cell
culture dish to a Falcon tube. The technology also has the
ability to differentiate between spheroids based on size.®
This idea was further expanded to develop an aspiration-
assisted bioprinter (AAB), which can extract spheroids from a
bulk solution and use them to print micropatterns with a
very high degree of accuracy (=11% with respect to the
spheroid size) in a gel substrate (Fig. 3B).°® Further studies
using AAB have demonstrated that a variety of configurations
are possible with spheroids cultivated from different cell
types®” 7 and the system has a throughput of approximately
40 spheroids per hour.®® However, the technology currently
remains limited because a soft substrate with specific
properties, typically an hydrogel, need to be used, similar to
the extrusion-based in supportive medium bioprinting
method (see section 5.1).

Another aspiration-based biofabrication technique, called
the Kenzan method, has been successfully used to create
tissue constructs with different types of microtissues.”" "
This scaffold-free biofabrication technique uses stainless
steel needles, which are arranged in a geometrical design, to
temporarily support a structure of impaled microtissues.”
The studies showed that the needles alter the viability of the
cells in their vicinity but overall, the microtissue viability is
not adversely affected.”® Though, the structural damage
caused by the needle, which can be significant for small
microtissues, represents a notable disadvantage compared to
hydrogel substrate. Moreover, to fuse afterwards, the
microtissues need to be in direct contact, restricting the
microtissue size to the spacing between the needles.””

Most pipetting-based techniques manipulate only one
microtissue at a time, which can be limiting for applications
with large numbers of microtissues. It may be possible,
however, to add simultaneously working micropipettes to
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reduce this problem. Fluidic forces or physical contact with
the placing devices, which are inherent to their operation,
may affect the viability of microtissues, however studies have
shown that they either have no effect on viability®* or a very
small one.®® Another limitation of some pick-and-place
techniques that require the microtissue to be aspirated inside
the micropipette is the additional aspiration of the adjacent
liquid. As this volume will be dispensed at the same time as
the microtissue, the technique might not be suited for some
applications. To reduce this effect, the micropipette should
be positioned in as close proximity as possible to the
microtissue to minimise the aspirated liquid. Additionally,
the inside of the micropipette should be carefully coated to
avoid attachment of the microtissue to the wall.

Picking-and-placing also has many advantages. Cells can
be manipulated in their preferred medium, or in the case of
ABB, hydrogel scaffolds, both of which tend to be
biocompatible environments. These methods (except the bio-
gripper) can also differentiate objects of interest based on
elastic moduli as well as size, allowing for a certain degree of
sorting if required. Aspiration-based techniques could also be
incorporated with optical sorting methods in the future,
which would allow for even more refined sorting of
microtissue types. Further, these systems are flexible and can
generally be used for a wide range of tissue types and sizes.
In the occasional event that this is not the case, changes in
pipettes or probes are relatively inexpensive and
straightforward procedures. The biggest advantage of
aspiration-based techniques, however, is their range of
motion, providing much larger manipulation areas, as well as
the ability to operate in a 3D environment, unlike either
microfluidic-based sorting and trapping or microfluidic
droplets.

Aspiration-based techniques have the potential to be fully
automated for picking-and-placing microtissues. In this case,
integrated visual feedback is needed to position the
micropipette over a microtissue before aspiration, as in its
absence, the micropipette might go to a region without
microtissue, only aspiring liquid. Although fully automated
robots are used for liquid handling of cell culture®* and pick-
and-place microtissue bioprinting in a specialised pre-
defined environment, no automated pick-and-place
technique has yet been published to transfer microtissues
from standard labware such as multi-well plates. The
adaptation of liquid-handling robots to microtissue transfer
in standard labware is possible but will require further
optimisation. The main limitation of existing liquid-handling
robot resides, as stated before, in the large adjacent liquid
volume during picking. For big microtissues, the generally
small aperture of the tips could also be problematic and
prevent aspiration.

It may be possible to adapt other methods currently used
for single cell picking-and-placing to microtissue, such as
FluidFM, which aspirates minimal amounts of liquid with
the microtissue. FluidFM is another innovative aspiration-
based technique, comprising an atomic force microscopy
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(AFM) cantilever with a hollow interior.®* Like micropipette
aspiration, a negative pressure can be generated in the
cantilever which can be used to pick up a cell, while a
positive pressure deposits the cell from the tip of the probe
in the desired location.®® The AFM probe has an additional
advantage of providing force feedback control,”” negating the
requirement to place in a hydrogel scaffold. The technique
has been utilised extensively with single cells, including
myoblasts, cervical cancer cells, and neurons,”®®> however, it
has yet to be demonstrated with larger spheroids.

3.4. Hydrodynamic-based micromanipulators

Hydrodynamic-based micromanipulators are fully automated
systems, which can control the position and, to some extent,
the orientation of microtissues. To do so, these systems use
one or more micropipettes to control the manipulation of
microtissues.

A hydrodynamic-based micromanipulator designed for
microtissue guidance incorporates a manipulation system
with a piezoelectric resonator.®® In this setup, a micropipette
was mounted on a piezoelectric actuator, which was attached
to a robotic manipulator and microtissues were placed free
floating in a droplet on a glass slide beneath. The
micropipette was brought into the proximity of the targeted
spheroid whereby it created a whirling flow by vibrating in a
circular motion.*® This caused the spheroid to become
trapped in the vicinity of the microneedle without actually
touching it, while gravity prevented the spheroid from
rotating around the needle. From here, the needle could be
moved in the x- or y-directions, carrying the spheroid with it.
A schematic of the system can be seen in Fig. 3C. Changing
the flow velocity gradient around the pipette, rotates the
spheroid, allowing it to be visualised from multiple angles.®”

The piezoelectric resonator with the micropipette has the
advantage of being able to control the orientation of the
spheroid of interest, however this is primarily for observation
purposes, and it seems to be unable to control the
orientation or the position of the spheroid accurately for
placing purposes. The system can also manipulate several
spheroids at once. This allows for higher throughput of
spheroids, however limits manoeuvrability as, in this
instance, the whirling flow causes the spheroids to
accumulate at the same point, meaning spheroids are pushed
into close contact and must remain side-by-side. Unlike most
other systems, the spheroid does not come into physical
contact with the manipulation tool at any point, which may
aid in preventing physical damage. However, 3D
manipulation is not yet possible with this system.
Furthermore, as the technology is based on microfluidic
forces, the spheroid's movement will also be influenced by its
physical properties such as size and stiffness. This may be of
concern in non-uniform spheroid populations.

Another hydrodynamic-based micromanipulator, the rail-
guided microrobotic system, consists of a micropipette and a
micromanipulator,®®°° though earlier iterations consisted of
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three micromanipulators.”® These are mounted on a circular
rail, of approximately 100 mm diameter, surrounding the
manipulation  area.  The micromanipulators and
micropipettes can move along the rail to access the
microtissues and hinged joints allow for four degrees of
freedom.”" The system was originally designed to aid in the
organisation of microtissues, shaped into vascular-like
microchannels, by cultivating cells in toroid-shaped
hydrogels. These hydrogels were placed in a petri dish at the
centre of the circular rail, where they sank to the bottom of
the dish. The micropipette was used to inject air at the base
of the microstructure, causing it to float upwards, and to be
impelled on the micromanipulator. This procedure was
repeated, stacking hydrogels on the
micromanipulator, and creating a vascular microchannel.
This construct was then transferred to a culture dish, and
cells were allowed to proliferate and grow through the
assembled structure.’” The entire process is drawn in
Fig. 3D. Though the device has, so far, only been used for
microtissue assembly, it may be possible to use it for their
orientation and manipulation of their local position.

Another microfluidic technique using viscous finger
phenomena has been developed to generate vascular-like
constructs. In this technique, a less viscous fluid containing
suspended cells displaces a more viscous fluid, usually a
hydrogel, inside a microchannel, carving the hydrogel into a
tubular structure. Recent works have shown the potential of
viscous finger patterning to create mono- and multicellular
and cell-laden vessels in a simple and high-throughput
manner.”>® The translation of this technique to patterning
microtissues in a tubular structures is promising but requires
further investigation.

The rail-guided microrobotic system is advantageous for
microtissue manipulation in that it can manipulate in both
2D and 3D, however it remains to be seen how efficient or
accurate the system can be. Furthermore, it is possible that
physical contact between the micromanipulator and the
hydrogels may inadvertently damage the cells within the
microstructure. Additionally, the micromanipulators, like the
piezoelectric resonator system, should allow the user to
control microtissue orientation to a certain degree, a process
that is difficult to achieve in most other microtissue
manipulation devices. However, like for relocation, it remains
to be seen how effective this approach can be in more
general use.

several

4. Bioprinting

Bioprinting using cells as building blocks is a common
biofabrication method and has been extensively studied in
the past few years. This additive manufacturing method uses
bioinks - a mixture of polymers and living building materials
- to create viable 2D or 3D constructs. To leverage the
potential of microtissues in tissue engineering, some
bioprinting techniques have sought to adapt to bigger
building blocks. These techniques were categorised into

This journal is © The Royal Society of Chemistry 2022
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extrusion-based, sacrificial writing into functional tissue,
droplet-based, and volumetric printing, each of which are
explored in further detail below.

Bioinks play a crucial role in bioprinting since they
influence both the formation and the maturation of a
functional tissue.”® On the mechanical aspect, a suitable
bioink needs to be printable and after printing, it needs to
exhibit a gelation behaviour to maintain the construct shape
and support the deposition of upper layers.””®” From a
physiological aspect, the bioink should provide an
appropriate microenvironment to promote cell activities and
differentiation by presenting the right mechanical and
chemical clues, while enabling the diffusion of nutrients and
wastes. The suitable bioink properties depend on the cell
type and the printing method and therefore the bioink
should be optimised for each specific application. Bioink
formulations are beyond the scope of this review and
therefore will not be discussed further.

C Self-organized macroscopic

Syringe-based tissue mimetics

View Article Online
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4.1. Extrusion-based bioprinting

Extrusion-based bioprinting techniques are characterised by
the direct and continuous deposition of bioinks as filaments.
The bioink is extruded from a cartridge through a nozzle by
applying a pneumatic or a mechanical force. Extrusion-based
techniques can be used to print bioinks in air or in a
supportive medium.

The dispensing of the bioink involves mechanical and
thermal stresses that may have an impact on cell behaviour if
they are not carefully controlled.”**** In extrusion-based

bioprinting, shear stress is inherent to the dispensing and
greatly influences the viability of the cells after printing.
Different printing parameters such as the nozzle diameter,
the printing pressure and the viscosity of the bioink affect
the shear stress level during the dispensing process.”*™" By
considering several printing parameters, such as bioink
printing temperature

composition, and holding time,

Nozzle

extrusion bioprinting

Connective tissue

Epithelial tissue

Manually controlled
stage

Fig. 4 Extrusion-based bioprinting and SWFIT. A. 3D bioprinting of a spheroid-laden bioink by extrusion. Macroscopic to microscopic images of
the bioprinted scaffold, scale bars = (ii) 5000 um and (iii) 500 um. Reproduced from ref. 22 Copyright from IOP Publishing. B. Optical photographs
of 3D bioprinted spheroids using aspiration-based bioprinting. Reproduced from ref. 116 Copyright from Springer Nature. C. Illustration of the
BATE concept using spontaneously self-organising building blocks to create large-scale tissues. Reproduced from ref. 117 Copyright from Springer
Nature. D. An image sequence showing the embedded 3D printing of a branched, hierarchical vascular network within a compacted EB-based
tissue matrix. Scale bar = 10 mm. Reproduced from ref. 118 Copyright from American Association for the Advancement of Science.
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Ouyang et al. experimentally established a negative
exponential relationship between cell viability and maximum
shear stress level.”® To reduce adverse effects on cell
viability, the properties of the bioink can be tuned. For
example, shear-thinning bioinks not only facilitate the
dispensing but also improve cell viability."°*'°® In addition
to the immediate impact on cell viability by membrane
damage, shear stress influences the cell proliferation
potential and viability in the long term.'®" Interestingly, it
was also demonstrated that cells can be printed without
adverse effect if the shear stress is below a critical value.
Similarly, it was established by several studies that
microtissues can be printed without altering the viability of
the printed spheroids or their ability to fuse and
differentiate.>'*>%*'* In the context of MBB, in addition
to damaging the cell membrane, printing-induced shear
stress might disrupt the microtissue shape and integrity,
resulting in floating single cells in the bioink.'®®
Consequently, the shear stress level during the dispensing
process is a key parameter that should be carefully assessed
to successfully dispense microtissues.

Extrusion-based bioprinting in air using MBB has been
successfully used in several studies to create tissue models
(Fig. 4A).>>'°71% The function and the integrity of the
spheroids were not altered during the process, showing the
biocompatibility of the technique. For example, Polonchuk
et al. were able to measure synchronous contraction of
printed cardiac spheroids upon electrical stimulation.'®®
Common challenges encountered during the printing of
microtissues is the sedimentation of the microtissues within
the hydrogel and the clogging of the nozzle. The
sedimentation can be prevented by increasing the viscosity of
the hydrogel, while keeping a good printability of the
bioink.'® To avoid the clogging of the nozzle, monodisperse
microtissues of relatively small size compared to the nozzle
diameter should be wused and the concentration of
microtissues should be carefully optimised.

In extrusion bioprinting in air, the bioink needs to show
high mechanical properties after extrusion to maintain the
construct shape and support the deposition of upper layers.
These properties, which are essential for printing with a good
resolution and accuracy, are usually achieved at the expense
of the biomimicry of the matrix, restricting the tissue
maturation.'* Bioprinting within a supporting medium
answered this limitation by providing a platform to print
mechanically weak biomimetic bioinks."*>'** To fulfil this
role, the supportive medium needs to show specific
properties: while exhibiting a strong shear-thinning
behaviour to allow the passage of the nozzle, the supporting
medium needs also to show self-healing behaviour to recover
its microstructure after the printing. Most importantly, below
a stress threshold, the supportive medium need to have a
solid-like behaviour to support the printed materials.
Particularly, the microtissues should not sediment under the
action of gravity."'>'™* Bioprinting in a supportive medium
combined with the extrusion of bioink has been leveraged to
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position microtissues and create complex patterns. For
example, Campos et al. created a helical structure of bioink
containing small spheroids in 3 wt% elastin-like polypeptide-
polyethylene glycol (ELP-RGD) inside a Pluronic bath.'*® The
potential of microgel support baths for the printing of
microtissues was also assessed.''* In this support bath,
granular microgel particles are densely packed within cell
medium. The small size of the particles, between 6-7 pum
diameter, allow for the printing of bioinks with fine
resolution. In the study, cell aggregates were extruded in 3D
arrays and matured for 8 days to produce spheroids, showing
that the microgel support bath could support spheroids of
380 um diameter. These results open the door for fast
positioning of preproduced microtissues, as the authors were
able to assemble 1000 spheres in a 3D array (2.5 x 2.5 x 2.5
em®) in less than 1 hour. Additionally, theoretical
calculations suggest that spheroids up to 2.5 cm diameter
could be positioned without sinking, potentially making the
technology suitable for a large range of microtissue sizes. A
supporting bath can also be combined with other positioning
techniques, such as aspiration-assisted bioprinting, to create
complex patterns of microtissues (Fig. 4B)."*

The ability to print a mechanically weak bioink in
supporting medium was leveraged to its maximum by
printing high-density organoid solutions by Brassard et al.'"
Their technique, bioprinted-assisted emergence
(BATE), consists of an extrusion system coupled to a
microscope (Fig. 4C). By having direct visual feedback on the
dispensing of the bioink, the user can control and adjust the
printing parameters in real time. In this study, common
organoid culture matrix showing great biomimicry such as
Matrigel and collagen were used as supporting medium. The
printing temperature was adjusted to reach the suited
properties for the matrix. This setup shows great potential to
fabricate complex tissue models thanks to good positioning
resolution and its low calibration requirement. Indeed, as the
bioink does not contain polymers, the optimisation of the
rheological properties of the bioink is minimal, while it is
usually time consuming. Moreover, as microtissues are
matured in common culture matrices, the adaptation of
culture protocol is small. However, in the study, only very
small organoids (about 50 um diameter) were printed, and
the printing of bigger organoids might require modification
of the supporting matrix to avoid sedimentation while
printing.

The main advantage of extrusion bioprinting using MBB
is its ability to build centimetre-scale constructs with good
accuracy. However, in extrusion bioprinting the microtissues
cannot be manipulated individually, and their position in the
hydrogel is random. Such random positioning might prevent
microtissue fusion in the case of low concentration. Another
limitation of extrusion-based printing is that the printing
parameters should be optimised for each new bioink
composition and nozzle diameter. Therefore, the extrusion of
microtissue of a new size, type or in conjecture with a
different polymer requires time and is not straightforward.

tissue

This journal is © The Royal Society of Chemistry 2022
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In conclusion, extrusion bioprinting of microtissue has
been successfully established with types of
microtissues. Even though the tissue diameter was always
below 400 um, the technique should theoretically be
adaptable to any size by increasing the diameter of the
nozzle. Extrusion in supporting medium has been
demonstrated for small microtissues and should be further
investigated for organoids of bigger sizes. Particularly, the
sedimentation of the microtissues during printing should be
carefully studied. To further develop extrusion-based
bioprinting, new strategies against clogging of the nozzle for
highly concentrated microtissue bioinks need to be
investigated.

various

4.2. Sacrificial writing into functional tissue

Skylar-Scott et al., proposed a new approach, sacrificial
writing into functional tissue (SWIFT) that inverts the
paradigm of extrusion in supporting medium."*® This
method consists of printing a sacrificial ink into a living
matrix slurry, principally composed of organoids (Fig. 4D).

By combining organoids with a mixture of collagen and
Matrigel, the living matrix shows a strong shear-thinning
behaviour, during printing, and self-healing properties once the
stress is removed. The living matrix shows analogous properties
to microgels used in embedded printing approaches. After
printing, the stiffening of the matrix at 37 °C enables both the
external shape of the construct and the internal geometry
created by the sacrificial ink to be fixed. Finally, the ink is
evacuated, and the construct can be perfused. The method
showed good biocompatibility, since the matrix integrity, the
viability of the organoids and their microarchitecture were not
adversely affected by the passage of the nozzle. The technique
was leveraged to print channels in any arbitrary direction, with
variable diameter depending on the printing speed. While there
is theoretically no upper limit for the channel diameter, the
minimum diameter is defined by the size of the spheroid.
Indeed, the authors showed that when approaching the
characteristic diameter of the organoids, ~200 um, the channel
could not be printed with accuracy. The lower limit for good
accuracy was a diameter of 400 pm.

The main advantage of SWIFT is the ability to create a
complex vascular network (Fig. 4D) in an exceptionally dense
construct (0.2 billion cells per mL) with dimensions that can
exceed 40 mm x 4 mm. Additionally, the application of
SWIFT extends further than vascularisation as the authors
were also able to print a bioink containing organoids inside
the living matrix. SWIFT has the potential to be applied to
large constructs (up to 100 mL) with any type of microtissue.
Therefore, it could become a standardised method to create a
channel network in a biological construct. The main
limitation of the technique is the dependence of the channel
diameter with the microtissue size. To achieve a fine
structure, the size of the microtissue should be minimised,
resulting in a large number of produced microtissues for a
given volume. In this case, the production of organoids may
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be time consuming and expensive depending on the cell
source.

4.3. Droplet-based bioprinting

In contrast to extrusion-based printing where the bioink is
deposited as a filament, droplet-based strategies print
droplets either in a drop-on-demand or continuous mode. To
print microtissues, droplets were generated by various
methods: direct laser printing, micro-valve printing and
acoustic printing.

Laser-bioprinting was used to dispense alginate
microbeads (300-400 pm diameter) containing cell
aggregates.'™ The cell aggregates were directly produced and

grown in the alginate beads. The microbeads were first
partially embedded in a gelatine layer on top of a UV-
transparent substrate before the localised laser heating of the
sacrificial gelatine layer ejected the microbeads onto a
second substrate where they were patterned. Fig. 5A
illustrates the process of laser-based bioprinting. The method
is compatible with 2D patterns as well as 3D patterns by
superimposing several layers of beads. The biocompatibility
of the technique was ensured as it was shown that a
nanosecond exposure of UV-light did not alter the viability of
cells.""®"*° This technique enabled the direct positioning of
cell aggregates that were cultured in a 3D alginate
environment without retrieving them from the alginate.
However, the method is less suited for microtissues produced
in other platforms as their encapsulation would require an
extra step. The laser-bioprinting platform is theoretically
compatible with microtissues of any size without
optimisation of the protocol for each condition. This
represents an advantage over extrusion-based bioprinting. In
addition, the cells are not exposed to shear stress. However,
major limitations are that the technique is expensive, not
accessible to general users, and the preparation of the UV-
transparent slide is time consuming.**%***

Drop-on-demand printing of spheroids was realised
thanks to microvalves."”® Droplets containing spheroids were
successfully patterned into an ‘S’ shape on a surface and
printed inside an organ-on-chip (Fig. 5B). The use of a
microvalve allows for a high control on the dispensed volume
per droplet. This characteristic was useful to engineer organ-
on-chip devices with high reproducibility. When using a 300
um valve and applying minimum pressure, the droplet's
smallest diameter was 1.4 mm. Considering the small size of
the spheroids (50 um diameter) reported in that study,
several spheroids are present in the same drop. Therefore,
the approach described does not provide precise positioning
of individual microtissues. To improve the positioning,
smaller droplets could be produced using a smaller
microvalve or the size of the microtissues could be increased.
In both cases, the shear stress induced on the microtissues
might increase and should be thereby carefully assessed.

Finally, acoustic-based bioprinting has been developed to
eject spheroids encapsulated into gelatin-methacryloyl
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Fig. 5 Droplet-based bioprinting. A. Schematic of laser direct-write (LDW) setup. Reproduced from ref. 119 Copyright from IOP Publishing. B.
Qualitative drop-on-demand (DoD) printability tests of 3 wt% ELP-RGD printed as single drops into circular and S shapes. Scale bars = 5 mm.
Reproduced from ref. 115 Copyright from Frontiers Media S.A. C. (I) schematic and (II) experimental views of the generation of the droplet pattern
(“3 x 3” dots) by acoustic printing via moving the receiving substrate in the direction of the arrows. Scale bar = 500 um. Reproduced from ref. 122

Copyright from the Royal Society of Chemistry.

(GelMa) droplets.'*® The device generates two pulsed SAWs
which interfere with each other in the middle of the fluid
chamber creating an intense acoustic pressure profile
(Fig. 5C). The high pressure pushes the liquid-air interface in
the air and creates a droplet. In contrast to micro-valve
printing, the drop size is similar to the microtissue size, and
therefore only one microtissue is present per droplet. The
acoustic-based printing is limited to bioink with low viscosity
and leads to droplet layers with low mechanical properties.
Consequently, to print 3D constructs each layer of droplets
need to be first gelled by UV before being able to support a
subsequent layer. This nozzle-free technique has the
advantage of positioning microtissues with low cell damage
because no shear stress is involved. Indeed, it was shown that
the viability of the cells after printing is higher than in
extrusion-based bioprinting. However, the technique is quite
slow due to the individual generation of droplets and the
curing time. The throughput could be improved though
implementation of higher frequency and automation.

4.4. Volumetric bioprinting

Volumetric bioprinting is a light-based method, which
enables building of a bioconstruct in a photocurable
bioresin.'**'** In opposition to the previous bioprinting
techniques, which are characterised by the mechanical
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deposition of the bioink, volumetric printing is based on the
selective chemical crosslinking of a photoresponsive hydrogel
to sculpt a 3D construct directly from the hydrogel solution.
After crosslinking, the construct needs to be retrieved from
the monomer solution.

In volumetric bioprinting, the construct is generated by
illuminating the bioresin from multiple angles with a
sequence of filtered back projections. The
photopolymerisation kinetic and the scattering inside of the
bioresin govern the printability. This method is capable of
building centimetre-scale structures in tens of seconds
making it the fastest bioprinting method discussed in the
present review. Additionally, overhang elements can be built
with volumetric bioprinting without the help of sacrificial
materials.

A recent paper has for the first time demonstrated the use
of volumetric bioprinting with a microtissue-laden
bioresin."*® The authors were able to print constructs with
fine structure down to 50 pm in bioresin containing
organoids with a diameter of 275 um. The good resolution
was achieved thanks to the addition of a refractive index
matching compound, iodixanol. This compound, which was
proven to be biocompatible, tunes the refractive index of the
hydrogel to match the one of the microtissues, thereby
reducing scattering. The optimal concentration of iodixanol
needs to be optimised for each cell type as they exhibit

This journal is © The Royal Society of Chemistry 2022
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different light scattering properties. In the study, the
volumetric printed organoids showed better viability and
hepatic function than extrusion printed and casted organoid
controls. This difference was attributed to the minimal shear
stress present in volumetric printing compared to the other
techniques.

The main advantage of volumetric bioprinting is its speed
and ability to print overhanging structures typical of native
tissues. However, to achieve good printability, the
optimisation of the light pattern and the tuning of the
bioresin's refractive index is needed. The complexity of
optimising the operating parameters is therefore similar to
extrusion bioprinting. Finally, a disadvantage of volumetric
bioprinting, is that it required a larger volume of
microtissue-laden bioresin than the final volume of the
construct.

5. Substrate modifications

Microtissues can be positioned through the modification of
the substrate that carries them. Modifications can be
classified into two main categories: structural modification of
the substrate to create cavities with a specific shape and
chemical modification of the surface to create cell-adhesive
or cell-repellent regions.

A
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5.1. Substate structural modifications

Structuring of substrates consists of creating features with
different topography levels, and it is commonly done by
casting a liquid solution into a mould. This fabrication
technique is readily accessible since it does not involve
complex or expensive instruments.

Hydrogel  micro-structures have been wused to
compartmentalise individual microtissue into microwells,
creating a tissue microarray (TMA) (Fig. 6A). The TMA
enabled the positioning of multiple microtissues in a defined
2D array that increased reproducibility and throughput of
histology and mass spectrometry processing.****'** With this
approach, micro-tissues sedimented and aligned on a plane
at the bottom of the microwells. After sedimentation, the
position of the microtissue was fixed by hydrogel embedding,
providing stability to the TMA for further processing steps.
Then, during the preparation process prior the analysis,
samples were cut perpendicular to the microtissue plane in
sections of a few micrometres.

In endpoint analysis, where thin sections are needed,
precise co-planar alignment of the microtissues is crucial to
maximise efficient processing. Gabriel et al. have shown that
85% of the 500 um spheroids initially embedded in a 96-well
agarose array were present within five consecutive sections

Medium flow direction

spheroid

sensor chip

Fig. 6 Substrate modification for positioning. A. Agarose 96-well microarray for tissue microarray. (l) Silicon negative mould. (Il) Pink-dyed agarose
microarray. B. Schematic design of a chip using a hydrogel microarray to immobilised spheroids on top of a sensor. Reproduced from ref. 32
Copyright from Springer Nature. C. Geometrical features in agarose to guide microtissue fusion. () and (Ill) Individual spheroids just after
dispensing. Il and IV) Fused tissue after 24 hours. Scale bars = 200 um. Reproduced from ref. 126 Copyright from John Wiley and Sons. D. F-actin
staining using a confocal microscopy in the bottom cell layer near the cell-substrate interface (green). (I) RGD monolayer promote cell adhesion.
() Galactose monolayer result in spheroids formation and detachment. (lll) Hybrid RGD/galactose coating result in the formation of a tethered
spheroid. Scale bars = 500 um. Reproduced from ref. 133 Copyright from Elsevier.
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demonstrating the efficiency of TMA for coplanarity
alignment.>® Therefore, due to its ability to simultaneously
process and analyse tens of microtissues, TMA is expected to
replace manual and random microtissue embedding for
micro-histology and mass spectrometry. However, with TMA,
microtissues are aligned at the bottom, limiting the
coplanarity of the centre of mass to monodisperse
samples. In addition, loading of
microtissues in previous works hinders the implementation
of this technology for high-throughput analysis. To answer
this problem, Heub et al. developed a hydrogel microarray,
whose format was compatible with automated loading of
microtissues by pick-and-place techniques.*® Aside from
endpoint analysis, other applications of TMAs have been
reported. In another study, small 9-well TMAs were placed on
top of a sensor in a “spheroids-on-chip” platform (Fig. 6B).
Here, spheroid immobilisation enabled
monitoring of pH and oxygen consumption, while a solution
containing chemicals was perfused in the system.*>

Patterned surfaces have also been studied as a reliable
and reproducible approach for fusing multiple cell
aggregates or organoids.”>®'” Self-assembly is driven by
the cohesive cellular activity of heterogeneous organoids. In
the case of random positioning, self-assembly results in
heterogenous tissues. Moreover, the time to achieve fusion
is proportional to the spacing of the microtissues and is
therefore variable from one sample to another. Geometrical
constraints on a non-adherent substrate enable the initial
contact of multiple organoids, promoting fast fusion, and
guide the conformation of the assembly in the desired
shape. Microtissue assembly in patterns such as concave or
tubular microwells to more complex toroid or honeycomb
shapes has been achieved on agarose hydrogels and
elastomers  (Fig. 6C).">*'*”  Compartmentalisation  of
organoids in hydrogels has also been used to study the
process of fusion.'*® When positioning the organoids in a
line, the authors could easily quantify the kinetic and the
extent of fusion by measuring the rod contraction resulting
from the assembly.

The biggest advantages of substrate structuring are its ease
of use, its accessibility, and its low price. But the main
limitation is that each new design requires the fabrication of a
new mould. Surface structuring, therefore, provides an efficient
strategy for applications where a standard design can be used,
such as TMA for endpoint analysis, but might become time
consuming and expensive for applications requiring
personalisation of designs such as biofabrication. TMA was
demonstrated to have an efficient strategy to perform batch
analysis of histology and mass spectrometry. However, the
method is limited to monodisperse and homogeneous
microtissue populations. Indeed, heterodispersed microtissues
will not be aligned by their centre of mass and, since there is
no control over the orientation of the microtissues, specific
structural features such as buds will not be aligned. By
designing microwells with a big diameter, TMA can be
compatible with a large range of microtissue sizes, therefore

microtissue manual

continuous

4056 | Lab Chip, 2022, 22, 4043-4066

View Article Online

Lab on a Chip
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monodisperse

5.2. Surface chemical functionalisation

Chemical coatings can be used to promote or hinder cell
adhesion onto a surface. The coatings are often selectively
applied to a surface to create a defined pattern of cells. A
standard method to pattern a coating is to use a PDMS stamp
to deposit the coating on the surface.'*®

By promoting cell adhesion, surface functionalisation has
been used to pattern cells in arrays or complex geometries on
various substrates such as metal, plastic, and glass.'*>**° To
our knowledge, this technology has not yet been applied to
pattern pre-produced microtissues. However, recent studies
demonstrating the possibility of generating spheroids directly
tethered to a surface paved the way toward positioning
through surface functionalisation."”*>'*> Tasmin et al
demonstrated that a galactose and Arg-Gly-Asp (RGD) hybrid
coating with an optimised ratio supported the formation of
hepatocyte spheroids directly tethered to a polyethylene
terephthalate (PET) membrane or a polystyrene (PS) multi-
well plate.”®" In this system, the cells adhered strongly to
RGD, while galactose was hypothesised to repel cells from
the surface (Fig. 6D I and II)."** When using an optimal ratio
of RGD/galactose, the RDG ligands provided sufficient
binding points to anchor the bottom layer of the seeded cells
to the substrate, while the bulk cells aggregated to form
spheroids (Fig. 6D III). The strong anchorage of the spheroids
allowed the system to be used with automated media
exchange without losing spheroids."®" Similarly, Turner et al.
formed tethered spheroids of different cell types on elastin-
like polypeptide polyethyleneimine (ELP-PEI) coated PS well-
plates.’*>"3* These scaffold-free approaches have several
advantages for drug testing assays over multi-spheroid
systems using exogenous scaffolds, such as collagen. Indeed,
they prevent the aggregation of spheroids into big spheroids
with a necrotic core, they decrease the spheroid loss during
media exchange, and they reduce the variability in assays
since they are not using collagen with significant lot-to-lot
variability. Additionally, these immobilisation methods,
which are compatible with materials used in standard
labware, such as PS multi-well plates, support the
development of standardised positioning methods for
organoid culturing and organ-on-chip platforms. To push
this technology toward positioning of microtissues, future
work in the field should investigate if pre-formed
spheroids could be immobilised on the aforementioned
coatings while maintaining their integrity and specific
function.

6. Non-contact active forces

Non-contact active forces, including acoustic, magnetic,
dielectrophoretic, and optical forces, provide a contactless
and often gentle approach to assemble and manipulate
biological objects.’ Dielectrophoresis and optical traps have
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been used primarily to assemble multi-cellular aggregates;
however, they have not yet been studied extensively for
manipulation of microtissues.'*>*® Therefore, in this section
we focus on acoustophoresis and magnetophoresis as useful
non-contact forces for the manipulation of microtissues.

6.1. Magnetophoresis

Magnetic forces can be used for contactless manipulation of
microtissues. The use of magnetic fields has the advantage of
enabling large working distances (~100 mm) and accuracy.'®’
However, only paramagnetic objects can be manipulated
using magnetism. Therefore, it is necessary to consider both
the manipulation techniques and the method(s) to label the
microtissues (i.e., magnetise them).

A B
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Magnetisation of cells is needed to enable magnetic
manipulation for cell separation, enrichment, and
patterning.”*® One of the common approaches is to co-incubate
cells with magnetic nanoparticles (MNPs), where these particles
are internalised through endocytosis or phagocytosis."*® The
uptake of MNPs by cells has been discussed extensively
elsewhere.'*® For magnetisation of spheroids, either
magnetised cells can be used for spheroid formation or
magnetic particles can be incorporated into spheroids.

Olsen et al. added MNPs to the cells during the formation
of spheroids using the hanging-drop technique to induce
magnetisation."*" They enabled fusion of magnetised smooth
muscle cell spheroids by simple placement of a magnet
below the culture container (Fig. 7A). This resulted in an
increased cell-cell interactions and accelerated the fusion of

Fig. 7 Magnetophoretic manipulation of microtissues. A. Magnetised microtissues can be manipulated by using a permanent magnet. Reproduced
from ref. 142 Copyright from Oxford University Press. B. Use of multiple magnets can enable positioning of multiple microtissues and formation of
custom patterns of microtissues. Reproduced from ref. 142 Copyright from Oxford University Press. C. Controlling the magnetisation of iron
beams (corners of the image) enables manipulation of the microtissues towards the pillars. Reproduced from ref. 142 Copyright from Oxford
University Press. D. Magnetic forces can be used to merge two microtissues together or merging a single cell with a microtissue. Scale bar = 100
um. Reproduced from ref. 145 Copyright from John Wiley and Sons.
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spheroids. Since MNPs are internalised by the cells, they can
interfere with intracell signalling and can cause concerns
about cytotoxicity. To counter this, Bratt-Leal et al
magnetised their microtissues by pelleting embryonic stem
cells (ESCs) in AggreWell 400 inserts, followed by addition of
commercial magnetic polystyrene microparticles (magMPs, &
~ 4 um)."** The magMPs were trapped in the microtissues
and since the magnetic particles were not internalised by the
cells, this served as an attractive route for magnetisation of

View Article Online
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microtissues. They also used multiple magnets to achieve
customisable patterning in microtissues (Fig. 7B). In the
same work, they demonstrated controlled magnetisation of
iron pillars embedded in PDMS to manipulate single
spheroids (Fig. 7C). Cellular uptake of bacteriophage
hydrogels has been leveraged to introduce magnetic iron
oxide (embedded in the gels) to magnetise microtissues.'*?
They have used this technique to show fusion of astrocyte
and glioblastoma microtissues. Novel approaches which do
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Fig. 8 Acoustophoresis for manipulation of microtissues. A. (I) Faraday waves act through vibration of substrate plates that induces standing
waves in the fluid. Hydrodynamic forces on microtissues resulting from the Faraday waves manipulate them towards the pressure nodes. (Il) Such
a system has been used to form a larger assembly of multiple organoids to form a tissue construct. Reproduced from ref. 151 Copyright from John
Wiley and Sons. B. In bulk acoustic wave (BAW) devices, vibrations from the piezoelectric transducer are coupled with the entire structure of the
acoustofluidic device. These devices are designed to produce acoustic standing waves in the fluid by the superposition of travelling waves. In this
device, 3 pairs of piezoelectric transducers are used which leads to control over the translation and rotation of the microtissues. Reproduced from
ref. 15 Copyright from the Royal Society of Chemistry C. Surface acoustic wave (SAW) devices use patterned electrodes on a piezoelectric
substrate to form an interdigitated transducer (IDT) to produce surface waves in response to electric signals. In this device the IDTs are designed
to produce acoustic radiation force and acoustic streaming. The acoustic radiation force leads to the manipulation of the microtissues towards the
centre of the electrodes and the acoustic streaming leads to levitation of the microtissues. Reproduced from ref. 157 Copyright from IOP
Publishing. D. This device was used not only to manipulate single organoids but also to combine multiple organoids. Reproduced from ref. 157
Copyright from IOP Publishing.
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not require magnetisation of spheroids are also being
explored. Instead of magnetisation of microtissues, the cell
medium can be spiked with paramagnetic medium to apply
magnetic forces on the cells or microtissues using negative
magnetophoresis.'**'*> A variety of microtissues (human
stem cells (MSCs), breast adenocarcinoma cells (MDA-MB-
231), and brain cancer cells) were shown to be compatible
with this technique. Tocchio et al. also showed spheroid
merging with single cells as well as with other spheroids
(Fig. 7D).

Magnetophoresis, is a relatively rapid method of
manipulation of microtissues. In magnetophoresis, the force
applied on the microtissues can be tuned by changing the
concentration of the magnetic component of the
microtissues. This can provide a degree of control over the
speed of manipulation. Another advantage is that a simple
setup with a permanent magnet can be used for the
manipulation of magnetic microtissue. More precise and
accurate manipulation systems have also been developed for
controlling micro-robots using magnetic fields and could be
employed for manipulation of organoids in the future.'®’
One of the obvious drawbacks is that this technique requires
magnetisation of microtissues, which can impact -cell
function. Using negative magnetophoresis offers a solution
but the effect of changes to the cell medium has to be
studied for each case.

6.2. Acoustophoresis

Acoustophoresis uses forces arising from acoustic fields to
manipulate objects. In addition to being non-contact,
acoustophoresis is also label-free and biocompatible.'*

Typically, acoustic standing waves are produced in a fluid
where particles or cells are manipulated to the pressure
nodes of these fields."*” Various forms of acoustophoretic
devices have been used for spatial control of microtissues. In
general, these devices can be classified in three different
types based on their principle of actuation: Faraday waves,
bulk acoustic waves (BAW), and surface acoustic waves
(SAW).

Vibrating plate devices use Faraday waves to pattern
particles or cells, much like the patterning of sand shown by
Chladni in late 18th century.*® Various researchers have
used similar techniques to pattern cells to encourage
formation of tissues constructs.'*’ Faraday waves can be
formed due to vertical vibration of the liquid layer (Fig. 8A).
Demirci and colleagues used vibrating plates to pattern
individual cells and microtissues.'”*"**> In their work, they
patterned many spheroids (>10") using Faraday waves over a
large surface area (~4 cm®). After patterning, they
characterised how individual spheroids fused together to
form organoid-like structures (Fig. 8A). They patterned two
different types of spheroids - composed of human umbilical
vein endothelial cells (HUVECs) or NIH 3T3 murine
fibroblasts - together to encourage vascularisation in
patterned constructs. Further, they fabricated hepatic
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constructs using the acoustic assembly of liver organoids to
mimic the bile canalicular network."”™ While these examples
demonstrate the utility of Faraday waves to organise large-
scale constructs, the accessible pattern shapes are
constrained by physical factors including the height of the
fluid in which the patterns are created.'”® Thus, Faraday
waves are generally limited to producing near-surface
patterns.

In addition to the assembly of larger tissue structures,
acoustic forces have been used to study the interaction
between different microtissues in a controllable manner.
BAW devices use a piezoelectric transducer coupled with a
high-Q (high quality factor) material to produce standing
acoustic waves in a fluid to enable acoustophoresis.'>* High-
Q materials have lower damping and are ideal for designing
resonant devices. Guo and colleagues used BAW devices to
form neurospheroids and then to assemble different brain
organoids  together."'*® They wused a  hexagonal
acoustofluidic device to rotate and transport organoids,
allowing for controllable fusion by independently operating
each of the opposing pairs of transducers (Fig. 8B). They
exploited this control to fuse human forebrain organoids
(hFOs) and human midbrain organoids (hMOs) to form
assembloids. The rotational control over the organoids
allowed them to account for the heterogeneity of the
neuroepithelial buds present within hFOs and improve
neurite projection when they were fused with the hMOs.
While the rotation of the organoid presents unique
advantages, only one organoid can be manipulated (while the
other organoid is immobilised). There are however other
techniques where multiple organoids can be handled
simultaneously.

Like BAW devices, SAW devices have also been used for
the production and handling of microtissues."”® In SAW
devices, waves are produced by interdigital transducers (IDTs)
on a piezoelectric substrate and the formed waves leak into
the fluid as a surface wave at the solid-fluid interface. An
advantage of SAW devices is that the IDTs can be patterned
on the piezoelectric substrate tailored for the specific
application. This was leveraged to utilise the streaming
arising from surface acoustic waves to controllably
manipulate, levitate, and combine organoids on a
micropatterned piezoelectric substrate.'®” C-shaped IDTs
were used to create acoustic fields to levitate organoids at the
centre of the patterned area (Fig. 8C). Many such patterned
IDTs were used in tandem to enable transport and fusion of
multiple organoids (Fig. 8D). Apart from the works described
here, there has been an increasing interest in developing
non-contact acoustic tweezers using both streaming and
acoustic radiation forces arising from acoustic fields.'”®
While not yet demonstrated for the manipulation of
microtissues, these techniques could be adapted for this aim
in the future.

Overall, acoustofluidics has been used for a variety of
microtissue sizes. Since the positioning of the microtissues is
based on the pressure nodes formed by the acoustic fields,
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this technique can be used irrespective of the size variation
in the microtissues. This can be advantageous as the same
devices can be used for manipulating microtissues of any
kind. Further, forces generated due to the acoustic fields
scale with the volume of the object to be manipulated. Since
microtissues are relatively large compared to cells, the speed
of acoustic manipulation of microtissues is high.

While acoustophoresis has been applied broadly in the
organisation and manipulation of living cells and organisms,
there is a need to better characterise how the acoustic forces
themselves may affect the underlying biology of microtissues
during and after operation. Further, the effect of acoustics on
microtissue integrity needs to be studied. Understanding
what operating conditions do not disrupt microtissue
structure will be necessary for broad implementation. With
more interest in the study of microtissues, a better
understanding of the forces involved in acoustic patterning
of microtissues is also necessary. Most of the theories
developed for acoustofluidics have been made assuming
Rayleigh limit (i.e., wavelength of the acoustic field is much
larger than the size of particles). This is a valid assumption
when we consider single particles or cells but for
manipulation of larger microtissues, this assumption does
not hold true. In these regimes there are numerical models
that can be used;"*® however, a theoretical analysis is still lacking.

Both acoustophoresis and magnetophoresis offer a unique
advantage and show various uses for their applications.
However, both methods in their conventional forms cannot
be applied selectively to individual microtissues, or separately
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to multiple tissues. For those purposes, manipulation using
optical forces could be of interest, which have been used to
manipulate single cells but not microtissues. Digitally
switchable acoustic holograms do offer a unique potential for
creating complex acoustic fields but are yet to be used with
microtissues.'®® Techniques such as electrostatic gating offer
the potential for switchable magnetism in
nanoparticles.'®>'*> Further development of such techniques
and their incorporation into microtissues could lead to
selective magnetic manipulation of microtissues.

7. Perspectives of manipulation and
positioning tools

As previously anticipated by Ouyang et al, interest in the
field of living building block assembly has increased in the
last few years.’ Particularly for microtissue assembly and
handling, which has intensified and the number of
publications about this subject has significantly risen. The
different microtissue handling techniques have enabled the
formation of complex tissues, the patterning of microtissues
into complex designs, as well as individual manipulation of
microtissues with high precision.

Despite several significant advances, the methods require
additional specifications to efficiently support personalised
medicine. Notably, they should be compatible with
standardised workflows while allowing customisation for
specific standard operating procedures (SOP). In addition to
quality and safety, upscaling is also of particular importance.

Table 1 Potential of the different tools for positioning microtissues for standardisation, new standard protocols implementation (SOP), upscaling, 3D
complex positioning, and integration in fully closed system. Legend is the following: very high: + +, high: +, moderate: — and low: - -

New standard operating

L X X Integration
Standardisation procedures implementation 3D in fully
Microtissue Reliable Cell and/or Positioning complex closed
diversity process media pattern Upscaling positioning system
Reproducibility Ease to
Compatibility  of the implement Flexibility Sterile
of the positioning new to generate Simultaneous conditions
labware/system with a given protocols  a new microtissues are insured
with different  protocol and  with positioning  positioning during the
microtissues calibrated different  pattern with and/or positioning
Positioning or (size and device but cells the same parallelisation Ability to ~ without a
manipulation mechanical different and/or device and  within a position in  biosafety
techniques properties) operators media conditions  device 3D cabinet
Hydrodynamic Microfluidic chips - ++ + -- ++ -- Yes
Microfluidic droplets + + ++ ++ -- ++ - = No
Pipetting-based systems + ++ + ++ + ++ No
Hydrodynamic-based ++ ++ - - - - - No
micromanipulators
Bioprinting Extrusion-based + - - - - ++ - ++ No
printing
SWIFT ++ - - - ++ - ++ No
Droplet-based printing  + + - - ++ - + No
Volumetric printing ++ - - - ++ + ++ Yes
Substrate Substrate structuration - ++ + - - ++ - Yes
modifications  Surface chemical - ++ - -- ++ - - Yes
functionalisation
Non-contact Magnetophoresis + + ++ + + + ++ Yes
active forces Acoustophoresis ++ ++ ++ + + + Yes
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While every technique has its unique advantages, we have
identified the following criteria to compare them:
standardisation, implementation of SOP, upscaling, complex
3D positioning, and integration in closed system (Table 1).
Standardisation aims at making a process robust, by
maximising compatibility, interoperability, and repeatability.
Here, the analysis concentrates on two aspects. The first one
is the compatibility of the labware or system with
microtissues exhibiting different characteristics, such as size,
shape, and stiffness. The second aspect is the potential to
position the microtissues reliably. The goal is to increase the
reproducibility of positioning (with a given protocol and
calibrated device) independently of the operator. The
customisability in SOP offered by the methods is also
evaluated in two parts. First, the ease of implementing new
protocols with different microtissue types or different media
is considered. This criterion assesses the optimisation or
calibration effort that should be made to define the new
operating parameters. Second, the flexibility to generate a
new positioning pattern with the same device and conditions
is evaluated. Additionally, working in fully closed systems is
often sought to minimise the risk of contamination. A closed
environment enables working outside of a biosafety cabinet
while insuring sterile conditions. In this perspective, the
compatibility of the methods with closed environment is
considered. The potential for upscaling is assessed based on
the ability to simultaneously manipulate multiple
microtissues, the potential to work with larger samples, and
the ability to parallelise the technique within the same
device. Finally, the potential to position and manipulate in
3D was evaluated as it is an important criterion in
applications linked to in vitro model reconstruction. The
complete evaluation is summarised in Table 1. The presented
positioning strategies are still in the early stage of
development, and consequently the analysis is based on the
current state of the art, which for some methods is limited to
few studies. Based on the novelty of the field, the proposed
discussion aims to bring a perspective for
developments of the techniques.

Interestingly, the analysis shows that most of the
techniques have a high to very high potential of compatibility
with microtissues of different sizes and mechanical
properties. Only microfluidic chips and substrate
modification approaches have moderate potential but
nevertheless could address diverse microtissues by adapting
the design of the device. Extrusion-based bioprinting
methods would also need to adapt to microtissues of
different sizes by changing the nozzle sizes. Additionally,
while Bhattacharjee et al suggested that extrusion in
supporting medium could be compatible with microtissues
up to 2.5 cm diameter,""* the compatibility of this method
with microtissues of 100-500 pum still needs to be
demonstrated. Although all the methods are compatible with
microtissues of different sizes, they have been, to date, only
tested and validated with monodisperse microtissue
populations with a small range of sizes (either small,

future
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medium or big dimensions depending on the approaches).
Nonetheless, since established processes enable the
production of monodisperse microtissue populations, the
need for techniques working with heterogenous populations
is small. Finally, reported research focused on microtissues
with a round morphology and no data are available about
microtissues with elongated or asymmetric morphologies.
Although, standardised methods are often demonstrated with
spherical microtissues populations, the morphology is
inherent to the organ model and cell source. Indeed, the
round morphology is not universal, and asymmetrical
organoids occupy an important place in research (e.g. gut,
retina, brain, cancer research).’®® In conclusion, limited work
about the compatibility of the methods with variable
microtissues has been performed to date and their capability
needs to be investigated by future experimental work.

Detailed analysis shows that, except for hydrodynamic-
based approaches, the techniques often follow similar trends
within a category. Therefore, Table 1 will be further evaluated
by positioning family, hydrodynamic, bioprinter,
substrate modification, and non-contact active forces. Based
on the features of each group, promising applications in
regenerative medicine will be mentioned.

Microfluidic techniques show more variability between the
different criteria than the other categories. This can be
explained by the significant difference in working
mechanism and system specification between the methods.
The common point between these techniques is their high to
very high potential to be operator-independent, thereby
leading to reliable results. This property either arises from
the potential of the systems to be fully automated or, in the
case of microfluidic chips, from the little operating steps
required. Pipetting-based systems have higher flexibility in
positioning patterns and very high positional accuracy in 3D,
which are comparable to bioprinters. They are however more
user-friendly and operator-independent than bioprinters, as
they do not require viscous bioinks and demand less
optimisation steps. However, their capacity to upscal appears
lower than other reported methods because every microtissue
should be positioned individually. For this reason, pipetting-
based systems might be advantageous to create precise
patterns of a few microtissues but are still not suited to build
tissue constructs in tissue engineering. The high potential of
aspiration-based  systems resides in  pick-and-place
applications either to perform transfer of microtissues
between standardised labware, for drug assay or end-point
analysis for instance, or by combining them with image
analysis, for example, for sorting. In addition, pipettes can be
readily parallelised thereby increasing the potential for
upscaling for pick-and-place with standardised labware.

Bioprinters have a very high flexibility of positioning
patterns, in 2D and 3D, which is inherent to additive
manufacturing processes and enables the creation of
complex personalised bioconstructs at a relatively low cost.
However, the implementation of positioning using
bioprinting is limited due to the complexity of operating the
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system and executing new protocols, requiring skilled
operators to use the system and achieve reproducible
constructs of good quality. This problem is enhanced by the
lack of standard bioink formulation, which varies for each
application and cell type. Additionally, current bioprinter
technologies, with the exception of volumetric bioprinting,
offer little potential for upscaling because they are difficult to
parallelise and their operating speed is slow, thereby
preventing the fabrication of large bioconstructs. Volumetric
bioprinting however circumvents this speed limitation and
shows higher potential of wupscaling than the other
bioprinting methods. Finally, bioprinters, similarly as
pipetting-based systems, are in general incompatible with
closed systems, and therefore should be used in combination
with a safety cabinet. Overall, the positioning pattern
flexibility of bioprinting is interesting for tissue engineering,
where personalised bioconstructs would open the door to
in vivo replacement of injured or damaged tissues.
Nevertheless, positioning in non-closed systems may create
safety problems and these should be carefully assessed.
Therefore, bioprinters are potentially going to be deployed,
but limited to highly specialised fields of use, and the
availability of standardised, versatile equipment or methods
is not foreseen.

The techniques related to the modification of substrates
are characterised by a high potential for upscaling. Indeed,
the systems could be easily parallelised and many
microtissues could be positioned simultaneously. Moreover,
the positioning processes do not require complex equipment,
making them easily accessible, and lead to very reproducible
positioning of the tissues. However, the positioning patterns
are determined by the specificity of a given device, mostly
confined in 2D and not flexible. To position the microtissues
into a different pattern, a new device should be fabricated,
which could be costly. Also, each device is limited to
microtissues with a defined size range. Therefore, substrate
modification is interesting for applications where
standardised positioning patterns can be used. For example,
it is suited for end-point analysis where a standard array of
microtissues is required. Additionally, it might be more
advantageous than bioprinting for tissue engineering
applications where simple standard shapes are needed such
as tubes for vein engineering.'®*

Non-contact active forces have a high to very high
potential for every criterion and are therefore very promising.
However, the possible cytotoxicity of magnetophoresis is not
considered in Table 1 and significantly reduces its potential
for regenerative medicine. For magnetophoresis, since the
positioning of the microtissue is defined by the properties of
the magnetic labels, the cell type and the medium do not
significantly impact the positioning pattern. In the case of
acoustophoresis, while the medium density and speed of
sound could influence the positioning pattern, the effect is
minor for water-based medium. For these reasons, new SOPs
can be easily implemented with minimal optimisation of the
operating parameters. Considering the positioning pattern
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flexibility, complex devices with several transducers would
allow the generation of a wide range of 2D and 3D patterns.
For example, 3D volumetric acoustophoretic displays have
already been demonstrated with millimetric particles.'®®
However, the ability to create complex features would be
more limited than that of 3D printing or aspiration-based
methods. Another major advantage of acoustic and magnetic
devices over other techniques is their compatibility with fully
closed systems. The techniques therefore not only minimise
the risk of contamination during the positioning process but
can also be used with systems where the physical access to
the microtissues is restricted such as organ-on-chip. Thanks
to their versatility in positioning patterns and their user-
friendliness, non-contact force techniques meet the needs of
various research areas such as disease modelling, tissue
engineering, and end-point analysis.

In addition to the engineering characteristics of the
strategies previously discussed, the question of cytotoxicity
and its impact on cell fate is a key factor to consider. Based
on the current studies, all the different methods for
positioning and manipulation do not seem to adversely affect
the cell viability and cell fate. However, due to the novelty of
the field, the available data are limited and disparate. There
is a lack of homogeneity between the assays and parameters
(time point and cell type) used to analyse the cytotoxicity and
impact on cell fate. These disparities are problematic because
reliable conclusions in these areas are at an early stage.
Indeed, for some applications such as tissue engineering or
in vitro models, the process of building constructs is
inherently linked to the final goal of producing viable and
functional tissues.'® One potential future solution to this
challenge could be the standardisation of assays with defined
parameters. While this seems feasible concerning
cytotoxicity, the complexity behind the concept of cell fate
makes this idea more ambitious.

8. Conclusion

The need for microtissue manipulation and positioning has
emerged in the last decades and the diversity of techniques
reported shows a promising future for the field. The tools to
manipulate and position microtissues were used throughout
all microtissue life stages, from sorting to assembling to end-
point-analysis and could significantly improve the reliability
and the efficiency of the research. Additionally, the range of
applications of microtissues is growing and creating an
increasing need for controlled positioning, thereby placing it
as key player in the development of personalised medicine.
Regenerative medicine and drug testing, which includes
the entire process from organ and disease modelling to drug
screening and preclinical trials, are major research areas in
personalised medicine. Every application has specific
requirements in terms of standardisation and throughput
and therefore, has unique constraints for the positioning
techniques. In fundamental research, the assembly of various
microtissues to generate assembloids or larger multi-tissue-
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interaction models requires the precise positioning and
orientation of the samples. Once mastered, this strategy can
improve the reliability of the results and support the
advances of organ mechanisms and support research linked
with the evolution of the model on long term culture. In drug
screening, hundreds of homogeneous microtissues are
exposed to different molecules in standardised assays. High
throughput is a crucial parameter, while variability in the
new SOP and the flexibility of the positioning patterns is not
as essential. Consequently, microfluidic chips and DCST
methods have a high potential for drug screening. In
preclinical trials, promising drugs are tested on a variety of
microtissues to assess their performances in different
conditions. Unlike drug screening, here the compatibility of a
technique with a variety of microtissues and its adaptability
with a new SOP is of critical importance. However, a
moderate throughput is usually sufficient for preclinical
trials. The implementation of pipetting-based systems and
acoustophoresis methods in a preclinical trial workflow is
therefore promising. In the case of regenerative medicine,
small batches of microtissues derived from patients must be
handled in a fully closed system to fulfil safety regulations,
and to guarantee sterility. Precise assembling and flexibility
in positioning patterns are also required to produce
personalised  tissue constructs, along with system
compatibility =~ for = microtissues  showing  different
characteristics, due to the inherent differences among
donors. Acoustophoresis and volumetric bioprinting fulfil
these criteria and have been shown to be good candidates for
regenerative medicine.

Looking to the future, techniques for manipulation and
controlled positioning of microtissues have been identified
as a major bottleneck to fully exploiting and implementing
microtissues in personalised medicine and will require
increased attention. The analysis of currently reported tools
with respect to standardisation, upscaling and integration
potential enabled the most promising techniques for drug
discovery and regenerative medicine to be highlighted. For
the next few decades, research in this field is expected to
intensify and boost the adoption of microtissues in
personalised medicine.
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