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Recent methods of droplet microfluidics and their
applications in spheroids and organoids

Yihe Wang, @2 Mengqi Liu, @2 Yu Zhang, ©2 Hong Liu @** and Lin Han @*2°

Droplet microfluidic techniques have long been known as a high-throughput approach for cell
manipulation. The capacity to compartmentalize cells into picolitre droplets in microfluidic devices has
opened up a range of new ways to extract information from cells. Spheroids and organoids are crucial
in vitro three-dimensional cell culture models that physiologically mimic natural tissues and organs. With
the aid of developments in cell biology and materials science, droplet microfluidics has been applied to
construct spheroids and organoids in numerous formats. In this article, we divide droplet microfluidic
approaches for managing spheroids and organoids into three categories based on the droplet module
format: liquid droplet, microparticle, and microcapsule. We discuss current advances in the use of droplet
microfluidics for the generation of tumour spheroids, stem cell spheroids, and organoids, as well as the
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1. Introduction

In vitro cell culture models are created to mimic the natural
environment of cells, tissues, and organs while allowing them
to grow, proliferate, and differentiate in the laboratory.
Animal models can most faithfully recapitulate the
physiological features of the human body; however, they still
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downstream applications of these methods in high-throughput screening and tissue engineering.

have limitations in terms of imaging accessibility, throughput
of analysis, and human-animal differences." For example,
many experimental animals have compromised immune
systems, lack the same stroma-tumour interaction as
humans, and do not allow the precise spatial and temporal
control of genetic alterations, which makes it difficult to
effectively apply the latest studies to clinical settings for drug
efficacy assessment and high-throughput screening (HTS).>”
While a two-dimensional (2D) culture of human cells can
provide insight into human biology, the complexity and
cellular diversity of tissues in vivo are not sufficiently
reflected in 2D cell culture. The cell-cell and cell-
environment interactions responsible for cell fate in 2D cell
culture are different from those in natural tissues." In
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addition, tumour cells cultured in 2D have shown lower
resistance to chemotherapy than those cultured in three-
dimensional (3D) systems, which may present misleading
results in drug screening.”” Three-dimensional culture
systems can more faithfully recapitulate cell-cell interactions,
matrix deposition, and cell microenvironments, along with
physiological flow conditions, oxygen, and nutrient
gradients.®'® As a promising method to bridge the gap
between 2D and animal models, 3D cell culture models have
attracted increased interest in many directions, from the
fundamental research of cancer and stem cell biology to
applications for drug toxicity tests and HTS.""'> These 3D
models provide a promising tool to advance personalized
medicine and next-generation drug screening and to limit
the need for animal experimentation.

Among various in vitro 3D cell models, spheroids and
organoids are the two most common: they have distinct but
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overlapping purposes and differ in terms of cell sources,
protocol for culture, and time for establishment.”® In brief,
spheroids are 3D cell clusters from a broad range of cell
sources, including cell lines, primary cells, or tissue
fragments.'*'> Organoids are also 3D multicellular structures
but must be established from sources containing stem cells:
sourced from tissue-resident adult stem cells (ASCs), directly
from biopsy samples, or from pluripotent stem cells (PSCs),
such as embryonic stem cells (ESCs) or induced PSCs (iPSCs),
which are obtained by reprogramming differentiated cell
types.'® The formation of spheroids involves cell association
and adherence, and some spheroid models involve self-
organization."” The formation of organoids, on the other
hand, often relies on the self-organization and differentiation
of stem cells."® In comparison with spheroids that transiently
resemble 3D cell organizations, organoids have more
complex structures and functions and can partially
recapitulate the physiology of organs.'®

To date, many techniques have been employed to create
spheroids and organoids, as summarized in previous
reviews.'®° Briefly, the methods for the formation of
spheroids can be classified into two main categories, ie.,
scaffold-based methods and scaffold-free methods.>"** In
scaffold-based methods, cells are embedded into 3D matrices
resembling the extracellular matrix (ECM) of cells for their
growth and organization into spheroids.*® Hydrogels made
from naturally derived materials (e.g., collagen® or
alginate®®), synthetic polymers (e.g., poly(ethylene glycol)
(PEG)),”® or composite materials (e.g., hybrid hydrogels of
collagen and alginate)*” are commonly used as scaffolds to
support and provide physical or chemical cues to the cells. In
scaffold-free methods, spheroids are normally formed by the
self-aggregation and mutual adhesion of cells into cell
assemblies in the absence of scaffolds (e.g., in suspension, in
a spinner flask, in hanging drops, or on nonadherent
surfaces).”® For example, hanging drops have been used to
produce cell spheroids from the sedimentation and
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aggregation of cells in a multiwell plate format>*' and in a
more recent microfluidic format.**> Organoids can be
established by the self-organization and differentiation of
cells imbedded in a 3D hydrogel matrix, such as
Matrigel,>*® or created by a scaffold-free method, such as
the “air-liquid-interface”.**™*!

Microfluidics offer superior flexibility and throughput during
the spatial and temporal control of cell organizations in the 3D
format.*>** As a branch of microfluidics, droplet microfluidics
(DMFs), which generate and manipulate discrete droplets from
the interactions of multiphase flows inside microchannels,
possess several remarkable advantages in 3D cell applications.
First, DMFs enable the high-throughput isolation of cells into
compartments on the nanolitre scale for further processing into
3D assemblies. Second, DMFs offer a versatile platform for the
production of various droplet templates (e.g., microparticles and
microcapsules) when incorporating materials such as hydrogels
and thus provide increased flexibility and heterogeneity for the
control of cells and their local environments. Finally, in
addition to droplet generation, DMFs can also be used for the
multiplexed analysis of 3D cell assemblies in droplets by the
integration of various manipulation processes into a single
system.**™*® These superior capabilities have facilitated the
development of DMFs with a broad range of applications for 3D
cell culture.*” Nevertheless, there remains much room to
improve DMFs towards broader practical applications for 3D
cell models, probably with contributions from multiple
disciplines, such as novel fabrication technologies, advanced
functional materials, and fundamental biology."”

Recent progress in DMFs for cell culture has been
reviewed elsewhere.?**® In the present paper, we will focus
on the emerging methodologies and applications of DMFs
specifically in two types of 3D cell models, i.e., spheroids and
organoids. The first part of the review is centred on DMF
methods for the formation of spheroids and organoids, as
described in several subcategories of droplet-based modules
(i.e., liquid droplets, microparticles, and microcapsules).
Then, several manipulation methods for droplet-based
modules on a chip are summarized. The next section is
focused on the applications of these modules in the study of
tumour spheroids, stem cell spheroids, and organoids.
Finally, we provide a critical discussion of the current state
and future perspectives in this field.

2. Droplet microfluidics for the
formation of spheroids and organoids

Droplet microfluidics is the technology used to generate a
library of droplets by the manipulation of two or more
immiscible fluids in microchannels. For the purpose of
droplet generation and cell encapsulation, water-in-oil-based
DMF technologies use a water-based solution as the
dispersed phase and oil with a surfactant as the continuous
phase. In the droplet generator, cross-flow, co-flow, and flow-
focusing are the typical hydrodynamic junctions where two
immiscible fluids meet and flow into a single channel and
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form droplets (Fig. 1A). Droplets with multiple phases, such
as double emulsion (DE) droplets with water-oil-water
phases, can be generated through sequential emulsions in
multiple junctions (Fig. 1A). A hydrodynamic capillary
method named “self-digitization” that relies on capillary
force to trap droplets in “microwells” can be used to generate
droplets and encapsulate cells (Fig. 1A).**"' The
incorporation of hydrogel materials in the formation of
droplets creates diverse phases in the droplet template.
According to the phase structure of the droplet, we divided
the droplet-based modules for the generation of spheroids
and organoids into three categories: liquid droplets,
microparticles, and microcapsules (Fig. 1B). These modules
provide a broad range of applications for research on drug
toxicity and screening, the tumour environment, bottom-up
construction, mechanical stimuli, and stem cell biology,
among other topics (Fig. 1C).

2.1 Liquid droplets

The formation of spheroids or organoids by DMFs often
starts from the encapsulation of multiple cells in liquid
droplets by the emulsification of a cell suspension solution
in an oil fluid in certain geometries, such as flow-focusing
junctions, T-junctions, coaxial channels, multijunctions, or
side-well traps, as shown in Fig. 1A. The characteristics of the
formation of droplets in these geometries have been reviewed
in detail elsewhere.*” To maintain cell viability, proliferation,
and phenotype in the droplets, a sufficient supply of cell-
supporting components, such as nutrients, growth factors,
amino acids, and oxygen, must be present in the aqueous
solution (e.g., cell culture medium). In comparison with
single cells in droplets, spheroids or organoids with a larger
number of cells require larger droplet volumes containing
more nutrients, growth factors, amino acids, and by-products
to maintain their viability and functionality.*® The size of the
spheroids can be tuned by varying the initial cell
concentration in the aqueous phase and the flow rates of the
aqueous phase and continuous phase.>

Similar to hanging drops, which rely on the sedimentation
and aggregation of cells on the liquid-air interface, DMFs
compartmentalize cells and allow cells to settle and aggregate
in the droplets. In particular, DMFs can enhance the
spheroid formation process by generating droplets in a high-
throughput manner and providing size control. For example,
DMFs have been used to generate spheroids by the
encapsulation, sedimentation and aggregation of cells within
droplets (Fig. 2A).>* Upon the formation of tight cell-cell
junctions and the secretion of ECM components, the cell
aggregates grow into cohesive structures, namely, spheroids.

Although the process of cell encapsulation in liquid
droplets is simple and rapid, there are challenges for the
encapsulated cells to replenish nutrients from the
surrounding oil, and thus it's difficult for the cells to
maintain long-term viability and functionality in liquid
droplets. It is particularly difficult to develop organoids in

This journal is © The Royal Society of Chemistry 2023
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Fig. 1 Droplet microfluidics and their applications in spheroids and organoids. (A) Droplet generation methods with cells and hydrogels. (B)
Droplet-based modules. (C) Applications of droplet microfluidics for spheroids and organoids.

liquid droplets, as the cells require an even longer period to
achieve functionalities. One possible solution is to replace
the surrounding oil with a gas or an aqueous phase. Langer
et al. developed an automated DMF platform to produce cell
spheroids in scaffold-free droplets and recovered the
spheroids by a membrane-based sample recovery process
(Fig. 2B).>*

2.2 Microparticles

Droplet microfluidics provides a template for the formation
of spheroids and organoids in the presence of hydrogel
scaffolds, namely, microparticles. Hydrogels can induce more
complex cell-matrix and cell-cell interactions in cellular
environments when employed in a 3D cell model
Extracellular matrix-derived materials, such as collagen,
Matrigel, and fibrin, have been used as 3D matrices to
culture spheroids and organoids.>>™” These hydrogels can
allow cell adherence by providing cell-adhesive moieties, such
as arginylglycylaspartic acid (RGD) peptides, on which cell
viability and functionality may rely. Other non-ECM natural
hydrogels, such as agarose and alginate, can also be used for
the culture of spheroids due to their stable physical

This journal is © The Royal Society of Chemistry 2023

properties.”®*® In contrast to natural ECM components with
diverse cues, batch-to-batch variations, and uncontrolled
biodegradability, synthetic hydrogels have more consistent
and flexible compositions.®”®* However, synthetic materials
normally lack natural cell-adherence moieties,
biodegradability sites, or biophysical structures of ECM, and
thus these synthetic materials must be functionalized with
cell-binding or enzymatically degradable sites. Hybrid
hydrogels made from natural ECM components and synthetic
materials and other functionalized materials are good
candidates to provide biophysical and biochemical cues for
the growth of spheroids or organoids, as they can provide not
only cell-adhesive sites but also the desired physical
properties.®”"** To date, microparticles made from hydrogels
(e.g.,  Matrigel,*®  methacrylic  gelatine,®  and
agarose’®**°%7%) have been created by DMFs for the study of
spheroids or organoids.

The formation of spheroids or organoids in microparticles
starts from the encapsulation of cells into droplets
containing hydrogel precursors, followed by cell aggregation
or precursor gelation. The liquid droplets can be solidified
after gelation and thus enable the replacement of the oil
phase with the aqueous phase for long-term cell culture.

Lab Chip, 2023, 23,1080-1096 | 1083
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Fig. 2 Formation of spheroids in liquid droplets by droplet microfluidics. (A) Spheroids formed in liquid droplets and used for photothermal
therapy testing. Reproduced from ref. 53 with permission from Springer Nature, copyright 2020. (B) Spheroids formed in an automated droplet
generator and recovered on a hydrophobic membrane. Reproduced from ref. 54 with permission from the Society for Laboratory Automation and
Screening, copyright 2020.

Fig. 3A shows an example of the formation of organoids in  was introduced into a T-junction and emulsified into droplets
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Fig. 3 Formation of spheroids or organoids in microparticles by droplet microfluidics. (A) Formation of cell-laden Matrigel microparticles in a
T-junction and growth of cells into organoids after 7 days of culture. The scale bar is 100 pm. Reproduced from ref. 65 with permission from
Elsevier, copyright 2021. (B) A 2D array of spheroid-laden microparticles generated by self-digitization. Reproduced from ref. 71 with permission
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microparticles. After 7 days of culture, cells in the
microparticles proliferated and differentiated into organoids
(Fig. 3A). By employing this method, organoids derived from
healthy liver tissue and liver tumour tissue were created with
a defined population of cells and microstructures that
resemble their parental tissues.®® Cell-laden microparticles
can also be generated by the self-digitization method, as
shown in Fig. 3B: a cell suspension with resolved hydrogel
precursors and oil are introduced into a capillary trap
channel in sequence; upon droplet formation and precursor
gelation, the oil is subsequently replaced with cell culture
medium; by perfusing a medium flow, cells in the
microparticles eventually grow into spheroids in a 2D array of
microwells.”

2.3 Microcapsules

Core-shell particles (defined as microcapsules in the present
paper) can be generated from multiphase droplet templates
(e.g., DE droplet template) in a microfluidic configuration
(e.g, flow-focusing junction). The methods for the
manipulation and formation of cell-laden microcapsules and
their applications have been reviewed elsewhere.”> The
present review focuses mainly on the recent emerging
methods and applications of microcapsules for spheroids
and organoids. According to the phase organization in each
domain of the droplet, the multiphase droplet templates
used for spheroid or organoid formation can be defined as
W/O/W,”* or W/O/G,”* in which W, O, and G represent the
water, oil and gas phases, respectively. In addition to the DE
droplet template, microcapsules can also be generated from
a W/O droplet template, where the inner aqueous phase is
separated into two immiscible phases (e.g., a solid hydrogel
shell and a liquid core) and is defined as a W/W/O
template.’®”>™®! Alternatively, some aqueous phase systems
have been implemented to fabricate various -cell-laden
microcapsules in an oil-free manner.*>®* In these systems,
the formation of microcapsules often relies on the
incompatibility of the continuous phase and the disperse
phase, as well as the interactions of polymers along the
interfaces of the two phases. For instance, microcapsules
made from the interfacial complexation of oppositely charged
Na-alginate and chitosan in the shell have been generated
from an aqueous two-phase system for organoid culture.®* In
these DMF-generated microcapsules, the inner core is either
an aqueous phase containing suspended cells or a solid
phase formed from the solidification of a precursor solution
of a hydrogel, such as collagen,”” Matrigel,”® and
alginate.”>”® The outer shell of the microcapsule can also be
generated from a precursor hydrogel solution (e.g.,
alginate’®”%%%) or generated directly from an immiscible oil
phase,”® where the microcapsules are formed from W/W/O
(Fig. 4A)”” or W/O/W templates (Fig. 4B),*® respectively.
Microcapsules formed from core-shell droplet templates
offer extra flexibility in encapsulating different cells because
of their unique structure. This kind of particle comprises an

This journal is © The Royal Society of Chemistry 2023
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inner core and an outer shell, which enables the separation
of different cells into different domains of the microcapsules.
By introducing two types of cells, microcapsules for cell
coculture have been produced.®*™*> Fig. 4C shows an example
of the formation of core-shell spheroids with fibroblasts and
hepatocytes cocultured in the core and shell domains of
alginate microcapsules, respectively.®® Studies show that
when used for stem cell culture, microcapsules composed of
a liquid core and solid shell performed better in maintaining
stemness than conventional 2D substrates or homogeneous
hydrogel microparticles.””*”*® The shell layer of the capsule
can also serve as a protector to prevent cell detachment from
the microgel; otherwise, the encapsulated cells on the
interface of the microcapsules can easily escape.®’ In
addition, when permeable materials (e.g., hyaluronic acid)
are incorporated into the core of the microcapsules, the outer
surface can be coated with chitosan and alginate to prevent
leakage of the material in the core, as shown in Fig. 4D.%°

3. Manipulations of droplet-based
modules on chips

Droplet microfluidics have made it possible to manipulate
droplets on chips in various processes, such as trapping,
sorting, merging, and splitting, which have been extensively
reviewed.””°"%> These manipulation processes have leveraged
the uses of DMFs in more desired functions, such as cell
identification, chemical reactions, and multiplex analysis.
Particularly for 3D cell models, some manipulation processes
in addition to droplet generation have been integrated into
DMF platforms. In this section, we will review the recent
developments in the manipulations of droplet-based modules
on chips, i.e., trapping, merging, and arrangement in fibres.
Despite the high-throughput production efficiency, DMFs
used merely to generate mobile droplets have difficulty
meeting the need to identify cell-laden droplets for
subsequent analysis. One strategy to overcome this challenge
is the integration of droplet trapping with a droplet generator
on a chip.”*® Sart et al. reported a microfluidic platform
integrated from a droplet generator and a 2D array of
microwells that are used to immobilize droplets (Fig. 5A).°*
The formation of spheroids in the droplets starts from the
sedimentation and aggregation of cells, followed by the
gelation of agarose in the droplets and replacement of oil
with the aqueous phase (Fig. 7B). The inherent organization
and spatial heterogeneities of cells within the spheroid can
be resolved during their self-organization (Fig. 5C).°” On the
basis of this method, Tomasi et al. employed a “droplet
pairing” strategy to bring a series of smaller droplets
containing Matrigel, spheroids, or drugs to merge with
spheroid-laden droplets (Fig. 5D).*® This approach also allows
the modulation of the spheroids' physical or chemical
environment and drug treatment over a large range of
concentrations in a single parallelized experiment. In
addition, the secretion of cytokines of individual MSC
spheroids can be monitored from the fluorescence signals on

Lab Chip, 2023, 23,1080-1096 | 1085
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Fig. 4 Formation of spheroids in core-shell microcapsules. (A) Spheroids formed in microcapsules with a collagen core and alginate shell in a
one-step droplet generator. Reproduced from ref. 77 with permission from John Wiley & Sons Inc., copyright 2015. (B) Spheroids formed in
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magnetic beads decorated with antibodies in paired droplets,
as shown in Fig. 5E.”° Recently, Wang et al. developed an all-
in-water microfluidic platform for the formation of hydrogel
fibres containing arranged cell-laden aqueous droplets
(Fig. 5F).°° The formation and arrangement of the droplets
relied on the actuation of the pump valve and the stable
interface between the two immiscible liquids. By applying
this method, calcium alginate fibre-containing islet
organoids were generated through the encapsulation of
pancreatic endocrine in the droplets and the subsequent
gelation of alginate.

4. Applications of droplet
microfluidics in spheroids
4.1 Tumour spheroids

Tumour spheroids are in vitro tumour models that are
developed to resemble the native structure of the tumour and
stroma by the incorporation of stromal cells, ECMs, a

1086 | Lab Chip, 2023, 23, 1080-1096

gradient of nutrients and gas, and physical features such as
stiffness.”* Tumour spheroids can be generated from a broad
range of cell sources including cancer cell lines®”® and
primary tumour cells.”**°" Many techniques can be used to
generate tumour spheroids, including liquid overlay,'**'%
hanging drop,**'** 3D scaffold,*®>>"'%>'°® and spinning flask

methods.’®”'%® In recent decades, microfluidics have been
implemented to culture tumour spheroids in the form of
microwells, 9110 U-shaped microstructures,**?

113 114

microrotational flow, acoustic tweezers, emulsions,”®
etc. Droplet microfluidics offers many great advantages over
other microfluidic methods in the production and
manipulation of tumour spheroids: 1) DMFs enable the high-
throughput generation of tumour spheroids, which is
particularly helpful for their applications in drug screening.
For example, a DMF platform was used to produce spheroids
from the encapsulation of cells into droplets at a rate of
several tens of droplets per second, and the resultant

spheroids were used for drug toxicity tests."'> 2) The size and

This journal is © The Royal Society of Chemistry 2023
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composition of spheroids can be easily tuned by DMFs,
which is very useful to provide heterogeneous responses to
target therapies. For example, tumour spheroids co-cultured
with stroma cells were formed in Core-shell microcapsules
and used for drug evaluation.®® 3) The miniature tumours in
hydrogel particles can be used as building blocks to create
complex tissue/organ structures.'' "’

From the macroscopic view, tumour spheroids can be
created by embedding individual cells into 3D hydrogel
scaffolds. The hydrogels used in tumour spheroid formation

This journal is © The Royal Society of Chemistry 2023

can be derived from the natural ECMs of the tumour stroma
(e.g., Matrigel,"*® collagen,""® and hyaluronic acid'*°), natural
materials (e.g., agarose®® and alginate®®), or synthetic
polymers (e.g.,, PEG).®° In the microfluidic device, the
formation of tumour spheroids normally starts with the
allocation of cells into individual hydrogel microparticles/
microcapsules, followed by the growth of cells into spheroids.
The hydrogels added to the droplets play important roles in
the growth and functionality of tumour spheroids in many
aspects. First, hydrogels can provide biophysical and
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biochemical cues to regulate tumour cell fate as the natural
tumour stroma does to the tumour cells. For example, By
testing cell invasion in collagen microcapsules with tunable
mechanical properties, Nassoy et al. found that mechanical
cues from the surrounding microenvironment may trigger
cell invasion from a growing tumour.”* In addition, the
hydrogels in the microparticles and microcapsules provide a
porous scaffold for the exchange of nutrients for, and
removal of waste from, the cells, while aqueous droplets in
oil do not allow nutrient exchange, or waste removal.
Natural materials, such as alginate,*>%>°*%'21 a mixture of
alginate and Matrigel,"** or methacrylic gelatin,®® have been
used to form hydrogel microparticles/microcapsules.
Moreover, the use of hydrogels in droplet templates allows
the assembly of cell-laden microparticles/microcapsules as
building blocks for complex tumour tissue.'**'** Agarwal
et al. developed a platform for the bottom-up construction
of avascular tumour tissue from microcapsules encapsulated
with tumour spheroids (Fig. 6) for the study of drug
resistance.'"”

Tumour spheroids generated by DMFs have been used to
investigate cell-cell interactions,”>®® natural environmental
effectors on cell behaviour,”*’® and the effects of
chemical*®#>9*9>122  or  photothermal treatments® on
tumours. In a natural tumour microenvironment, stromal
cells, such as cancer-associated fibroblasts (CAFs), promote
the survival, progression, metastasis and invasion of tumours
by cytokine and chemokine secretion and downregulation of
suppressor genes.'>>'?® The presence of CAFs can also impair
the chemical treatment of tumours. The survival rate of
tumour cells after chemical treatment was significantly
increased when tumour cells and CAFs were coencapsulated

1088 | Lab Chip, 2023, 23, 1080-1096

into droplets to form tumour spheroids.®®> Tumour spheroids
can also be used to create a hypoxic tumour environment, in
which hypoxic cells develop resistance and sensitivity to
chemotherapeutic agents."”” Droplet microfluidics have been
used to generate hypoxic microenvironments of tumours, in
which the swelling-shrinkage behaviour of tumours and the
response to chemical treatment of tumours were observed.”®
Recently, Prince et al developed a 2D array droplet
microfluidic platform based on a self-digitalization method
to form tumour spheroids (Fig. 7A)."*® The tumour spheroids
were generated in the presence of a biomimetic hydrogel
derived from chemically modified cellulose nanocrystals and
gelatine and cultured under perfusion conditions. Their
responses to drugs at a gradient of concentrations were
tested in a branched channel (Fig. 7B).

4.2 Stem cell spheroids

Aggregates of stem cells, including mesenchymal stem cells
(MSCs) and pluripotent stem cells (PSCs), can grow into
coherent spheroid structures named the mesenchymal body
(MB) and embryonic body (EB), respectively. In comparison
with the 2D format, the stem cells in 3D spheroids self-
arrange in an organized spatial manner, such that the
cellular functions linked with the 3D structure, such as anti-
inflammatory'*® and  secretory  activities,”*°** are
accordingly improved. For example, human mesenchymal
stem cells (hMSCs) in spheroids show higher expression of
growth factors than those cultured in 2D."**

Cell-laden microcapsules have been employed to
investigate the effects of biochemical and biophysical cues
on stem cell spheroids.”***** A biomimetic microcapsule

This journal is © The Royal Society of Chemistry 2023
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encapsulated with stem cell spheroids enables the control of
cell-ECM interactions by tuning the composition and
mechanical properties of the ECM, and the effects on the
proliferation and pluripotency of stem cells were also
investigated.”” A biomimetic ovarian microtissue was
generated from an alginate/collagen microcapsule for the
miniaturized 3D culture of early secondary preantral
follicles."*® The crucial role of mechanical heterogeneity in
the mammalian ovary in regulating follicle development and
ovulation was revealed. Microcapsules were used to
encapsulate a single cancer cell for the screening and culture
of cancer stem cells (CSCs) (Fig. 4D).°° The screening of CSCs
was based on the high survival rate of CSCs that later grow
into aggregates/spheroids, while non-CSCs die of anoikis
during culture. Microparticles made from degradable
poly(vinyl alcohol) (PVA) were used to culture hMSC
spheroids whose osteogenic differentiation was directed by

This journal is © The Royal Society of Chemistry 2023

the tailored microenvironment in the microparticles.’*” The
hMSC spheroids cultured in the biodegradable microparticles
can be potentially used for in vivo tissue injection.

5. Applications of droplet
microfluidics in organoids

Organoids are an organ form of differentiated cells derived
from ASCs in tissue or PSCs.'®**® Compared with traditional
2D culture systems, 3D organoids better resemble the native
organ in terms of gene and protein expression, metabolic
function and microscale tissue architecture."®'*® In the
typical formation of ASC-derived organoids, organoids are
formed from ASCs imbedded into an ECM protein-rich
matrix that resembles the stem cell niche. They can mimic
the key features of native organs in terms of multicellular

compositions, architectures, and functionalities. Over the
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past decade, multiple types of organoids have been
successfully generated to delineate the physiological
hallmarks of developing organs in humans, such as the
brain,"***** intestine,"**** liver,"**"*® and kidney."** >

Generally, the process of organoid formation relies on the
spontaneous self-organization of stem cells in a 3D ECM.
Animal-derived matrices (e.g, Matrigel) have been widely
used as scaffolds for culturing organoids and promoting their
further differentiation."®>™">® Synthetic hydrogels, such as
PEG, present great tunability in composition and mechanical
properties and thus have been used to
organoids."*®**® Microfluidics have also been implemented
for the generation or manipulation of organoids in the form
of organoids-on-a-chip with enhanced perfusion for nutrient
exchange and controlled mechanical cues."**%

Organoids derived from tissues (with tissue-resident ASCs)
have been established in droplet templates. For example, an
automated droplet microfluidic platform was developed to
form organoids from healthy or tumour tissues in the
presence of Matrigel, and the resultant organoids loaded into
a multiwell plate were used for drug tests (Fig. 8).*” Mouse
mammary tumour organoids were established by
encapsulating tumour pieces in nonadhesive alginate
microcapsules and subjected to phenotype analysis, drug
uptake efficiency, and mechanical analysis, and showed
potential usage for gene sequencing (Fig. 9)."*

Organoids developed from human-induced pluripotent
stem cells (hiPSCs) are particularly useful for engineering
organs from which cell retrieval is impractical. For example,
hiPSCs have been used to form brain organoids that are
difficult to be established from native tissues of the brain."'*>
Hydrogel microcapsules generated by DMFs have been used
to form a large population of organoids derived from hiPSCs.
A DMF system was developed for the controllable fabrication
of hybrid hydrogel capsules, which allows massive 3D culture
and the formation of functional and uniform islet organoids
derived from hiPSCs (Fig. 10).** In this work, a one-step DE

culture

Primary cell extraction

Microfluidics

Cooler

View Article Online
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process was adopted to generate core-shell microcapsules
containing alginate and chitosan (Fig. 10A), and droplet
generation was controlled by pneumatic single layer
membrane (SLM) valves (Fig. 10B). The formation of
microcapsules was based on the ionic crosslinking of
chitosan and alginate diffused from the outer layer and inner
core, respectively (Fig. 10C). By employing this strategy, islet
organoids were formed in the microcapsules from the
differentiated hiPSCs (Fig. 10D). Liver organoids derived from
hiPSCs were generated by the same method with favourable
cell viability and growth with a consistent size.*

6. Discussion and perspectives

In the few recent decades, droplet microfluidics have been
used for the generation and manipulation of spheroids and
organoids as powerful tools in the fields of drug screening,
cancer modelling, and stem cell biology. They offer great
advantages in the modelling of spheroids and organoids in
terms of efficiency, reproducibility, reduced sample
consumption, and flexibility. Working in the interdisciplinary
domains of fluid dynamics, cell biology and materials
science, researchers have established many DMF platforms
for the culture of spheroids and organoids that resemble
tissues and organs in terms of the structure and functional
properties. By incorporating functional materials such as
hydrogels into droplets, researchers have been able to
engineer droplets in the format of microparticles and
microcapsules, expanding the range of their applications.
Indeed, the majority of established DMF methods for
cultivating and manipulating spheroids and organoids focus
on addressing technique problems rather than bringing
deeper biological insights. Nevertheless, an increasing depth
in biological research based on these models has emerged
thanks to several remarkable capacities of DMFs. First, the
discrete droplets produced by DMFs can not only serve as
vessels to cultivate spheroids and organoids, but also allow

3D Droplet printer

Tumor tissues
-7

~o¢

EEER
Healthy organs

Personalized
cancer medicine
Organoid

in vitro
Culturing

Organoid precursor

Fig. 8 Formation of organoids in an automated droplet microfluidic system. Organoids were derived from patient tumour tissues or healthy
organs in the presence of Matrigel for the development of personalized medicine. Reproduced from ref. 67 with permission from Elsevier,

copyright 2020.
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independent research on the biological properties of cells at
the single-spheroid or single-organoid level, such as secretion
properties of stem cell spheroids,”® local mechanical
regulations on the stem cell fate,”” and the linkage between
spatial heterogeneities and functionalities of stem cells in
spheroids,®® which would be supressed or diluted in other
methods that deal with a large population of spheroids or
organoids. Moreover, DMFs offer opportunities to create
unique physiological structures that are difficult to be
produced by other methods. For example, iPSC spheroids
were cultured in the core of microcapsules bearing a hydrogel
shell that resembles the zona pellucida of natural
blastomeres and showed significantly improved quality.'®*
Third, organoids formed in microparticles may have different
biological properties from those formed under traditional
culture conditions. For example, tissue-derived organoids
formed in boundary-confined submicroliter microparticles
presented different levels of gene or protein expression from
organoids cultured in bulk Matrigel.*®

Despite compelling developments, challenges remain to
be resolved from the perspectives of fundamental research
and practical applications. From the perspective of
fundamental research, although DMFs provide many
advantages for the generation of spheroids and organoids,
the physiological similarity of these models to native tissue
or organs is still limited. For example, a majority of these

This journal is © The Royal Society of Chemistry 2023

DMF-based spheroid and organoid models are established
without vascular systems, the essential components of native
tissues and organs, thus impeding the biological study of
vascularized tissue and applications in high-fidelity drug
discovery. Moreover, these models do not recapitulate the
conditions of perfusion, in which soluble factors, such as
nutrients and cytokines, are supplied in a dynamic manner.
The integration of additional vasculature structures or
perfusion conditions with these models may help to fill this
gap. For example, tumour cells encapsulated in droplets
formed by self-digitization have been cultured into tumour
spheroids under perfusion conditions.'*® Tumour spheroids
formed in microcapsules were assembled with endothelial
cells and other stromal cells to form 3D vascularized tumours
in a microfluidic perfusion device for drug toxicity tests.'’’
Moreover, DMF systems are less well studied for organoid
developments than for spheroid developments. The
formation of organoids relies heavily on cellular self-
association and presents high variability in different culture
conditions, which may add additional challenges for the
production of organoids by DMFs. Therefore, the
development of DMF platforms with high reliability and
reproducibility that can meet the variable requirements for
forming organoids is particularly important.

From the perspective of practical applications, several
daunting challenges need to be addressed before widespread
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industrial scaling and commercialization of DMF platforms
for spheroids or organoids. First, the fabrication of DMF
devices and manipulation of these systems need to be simple
and robust, specifically for biologists with no expertise in
microfluidics. The fabrication process may be facilitated by
3D printing, a high-throughput and automated technique for
device fabrication, given that the materials of the device meet
the requirements for droplet generation. The manipulation
of these systems may be simplified with other fluid-driven
processes, such as self-driven systems and capillary-driven
flow. In addition, accurate, continuous, functional readouts
are as important as optimization of the spheroids and
organoid culture. Other than imaging methods, more
analytical techniques for clinical applications may also need
to be integrated with DMF platforms. Therefore, when
transferring the proof-of-concept to the real world, much
effort is still needed to overcome these challenges.
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